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MODIFIED MULLERIAN INHIBITING SUBSTANCE (MIS) PROTEINS AND USES
THEREOF FOR THE TREATMENT OF DISEASES

CROSS-REFERENCE TO RELATED APPLICATION
[0001] This application claims benefit under 35 U.S.C. § 119(¢) of U.S. Provisional
Application No. 61/777,135 filed March 12, 2013, the contents of which are incorporated herein by

reference in its entirety.

SEQUENCE LISTING

[0002] The instant application contains a Sequence Listing which has been submitted
electronically in ASCII format and is hereby incorporated by reference in its entirety. Said ASCII copy,
created on March 12, 2014, is named 030258-076964-PCT_SL.txt and is 28,114 bytes in size.

FIELD OF THE INVENTION
[0003] The present invention relates to modified recombinant human MIS protein which has
improved cleavage and increased bioactivity and increased potency as compared to wild-type human
MIS protein. In some aspects, the recombinant human MIS protein comprises at least one of the
following: a modified Kex cleavage site for increased cleavage, a FLAG Tag, and a non-MIS leader
sequence in place of the normal MIS leader sequence. Other aspects of the invention relate to methods,
uses and kits comprising a recombinant human MIS protein for the treatment of cancers, such as those
that expresses the MIS receptor type IT (MISRII) or for the treatment of a disease characterized by

excess androgen.

GOVERNMENT SUPPORT
[0004] This invention was made with government support under grant Number CA17393
awarded by the National Institutes of Health (NIH). The Government has certain rights in the invention.

BACKGROUND OF THE INVENTION
[0005] Mullerian Inhibiting Substance (MIS) also known as anti-Mullerian hormone (AMH),
is 2 140-kDa disulfide-linked homodimer glycoprotein member of the large transforming growth factor-
B (TGFP) multigene family of glycoproteins. The proteins in this gene family are all produced as
dimeric precursors and undergo posttranslational processing for activation, requiring cleavage and
dissociation to release bioactive C-terminal fragments. Similarly, the 140 kilodalton (kDa) disulfide-
linked homodimer of MIS is proteolytically cleaved to generate its active C-terminal fragments.
[0006] The human MIS gene is located on chromosome 19, and its expression is sexually
dimorphic. In males, MIS expression begins at 9 weeks gestation in the fetal testes and continues at

high levels until puberty, when expression levels fall dramatically. In females, MIS is produced only
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postnatally in granulosa cells from prepuberty through menopause at levels similar to adult males, after
which expression ceases. In male fetuses MIS causes regression of the Mullerian ducts, the precursors
to the Fallopian tubes, uterus, cervix, and upper third of the vagina.

[0007] MIS exerts its biologic effect after binding to a heterodimer of type I and type Il single
transmembrane spanning serine threonine kinase receptors, leading to cross phosphorylation of the GS
box kinase domain of the type I receptor by the type II receptor. Subsequently, SMAD 1, 5 and 8 (but
predominantly SMAD 8) are activated and, together with SMAD 4, regulate gene transcription. Only
one MIS receptor type IT (MISRII) gene has been identified in mice, rats, and rabbits, where in humans
its gene localizes to chromosome 12. It is a 65-kDa protein which has been detected in embryonic and
adult Mullerian structures, breast tissue, prostatic tissue, the gonads, motor neurons, and brain. In the
fetus, mesoepithelial cells expressing MISRII in the coelomic epithelium covering the urogenital ridge
migrate into and become part of the mesenchymal cells surrounding the Mullerian duct epithelium.
Expression is also detected in the gonads, as wells as in the ovarian coelomic epithelium. Type I MIS
receptors have been identified in mammals, with activin receptor-like kinase (ALK) 2 and 3 being the
most likely candidates, depending upon animal species and the tissue examined.

[0008] In addition to its well established role in the regression of Mullerian ducts, MIS inhibits
the proliferation of various human cancer cell lines in vitro and in vivo. The cell lines showing
inhibition were derived from ovarian, cervical, endometrial, prostate and breast cancers. Toxicity has
not been observed in vivo even when high concentrations of MIS are maintained systemically in rodents
or in human patients with tumors secreting MIS for prolonged periods of time. These findings of
relatively restricted receptor expression, anti-proliferative activity against cancer cells expressing the
MIS RI and RIJ, and its apparent non-toxicity, taken together, make MIS an ideal reagent for use in
combination with existing chemotherapeutic drugs for the treatment of ovarian cancer, which are
known to become resistant to these conventional agents.

[0009] MIS acts through MIS Type II receptor cells to serve as a potent tumor suppressor of
ovarian cancer initiation (Teixeira et al, unpublished). MIS can also target, as a receptor mediated event
the stem/progenitor population of the ovarian cancer cell line (Meirelles et al, 2012; Wei et al, 2010).
MIS can be used for the treatment of cancers, for example, expressing MISRIL MISRII is expressed in
the majority of epithelial ovarian cancers (Masiakos et al. 1999; Bakkum-Gamez et al. 2008; Song et al.
2009).

[0010] MIS also inhibits growth of a variety of cancers in vitro and in vivo, without obvious
toxicity after prolonged therapy in vivo (Pieretti-Vanmarcke et al. 2006b). Epithelial ovarian cancer
recapitulates the original histology of the embryonic Mullerian ducts and its various subtypes (Scully
1977); for example, serous cystadenocarcinoma resembles embryonic Fallopian tube, endometrioid
carcinoma, the endometrium, and mucinous carcinoma, the cervix. Also, MIS acts synergistically or

additively with commonly used cancer drugs to control tumor growth (Pieretti-Vanmarcke et al. 2006a).
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[0011] It has been previously reported that chemotherapeutic agents select for ovarian cancer
stem cells, which are typically multi-drug resistant, and/or resistant to chemotherapeutics. In particular,
there is a growing body of research reporting that ovarian cancers and cell lines are heterogencous, with
ovarian cancer stem cell populations that are resistant to chemotherapeutic drugs but remain responsive
to MIS. MIS particularly targets ovarian cancer side population cells and a population of CD44+,
CD24+, EpCam+ and E-Cadherin-negative cells with stem/progenitor characteristics that respond
poorly to chemotherapeutic agents currently in clinical use for ovarian cancer (Weietal, 2010). In
particular, MIS has been shown to inhibit ovarian cancer cells both in-vitro and in-vivo and can
specifically target and inhibit the growth of an ovarian cancer progenitor cell population enriched by the
CD44+, CD24+, Ep-CAM+ and E-cadherin- cell surface markers. In order to accommodate clinical
testing of MIS in ovarian cancer patients, the production of recombinant human MIS must be optimized
to increase yield and purity.
[0012] However, the preparation resulting from purification of native or wild-type MIS is
complex and the yield is low. Furthermore, the cleavage necessary to produce the active fragment of
MIS is also inefficient. Human MIS protein is produced from a pre-proprotein, which comprises 2
leader sequence. The leader sequence (amino acids 1-25 of SEQ ID NO: 1) is cleaved off and the
remaining preprotein (often called “holo-human MIS”) must be post-translationally cleaved to result in
a N-terminal and C-terminal domain. These covalently linked N-terminal and C-terminal domains form
a monomer, and two identical monomers (comprising the N- and C-terminal domains) form togethet to
generate a homodimer. Holo-human MIS is cleaved into its N- and C-terminal domains most likely by
means of furin or a related prohormone convertase PCS, expressed in the gonads. Cleavage occurs
primarily at a kex-like site characterized by R* XXR! with a serine in the +1 site, which makes the
MIS cleavage site monobasic. The purified C-terminal domain is the biologically active moiety and
cleavage is required for biological activity. A secondary cleavage site, whose significance is unknown,
is observed less frequently at residues 229-230 (which corresponds to amino acid residues 254-255 of
SEQ ID NO:1). Non-cleavable mutants of MIS are not biologically active and mutations in the human
gene that truncate the carboxy-terminal domain lead to persistent Mullerian duct syndrome. The role of
the amino-terminal domain in vivo may be to assist in protein folding and to facilitate delivery of the C-
terminal peptide to its receptor. In one study (Cate, Pepinsky, et al.) addition of the N-terminal peptide
was shown to enhance the biological activity of the C-terminal moiety in vitro, but the mechanism was
unclear. The cleavage of recombinant MIS expressed by CHO cells is incomplete, thus cleavage with an
exogenous serine protease such as plasmin is required to enhance bioactivity.
[0013] Accordingly, there is a need for a more efficient method to produce high concentrations
of human MIS protein for use as a therapeutic biologic agent.

SUMMARY OF THE INVENTION
[0014] The present invention relates to modified recombinant human MIS protein which has

improved cleavage and increased bioactivity and increased potency as compared to wild-type human
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MIS protein, where the recombinant human MIS protein comprises a combination of the following: a
modified Kex cleavage site for increased cleavage, and a non-MIS leader sequence in place of the
normal MIS leader sequence, to improve the yield of bioactive protein with or without an, internal
label, or Tag to facilitate its purification.

[0015] Accordingly, herein the inventors have engineered changes to the native human MIS
amino acid sequence to do a combination of the following: (i) modify the primary cleavage site to
increase cleavage and thus increase the potency and bioactivity of MIS, without insertion of a tag to
facilitate its purification, and (ii) modify the endogenous leader sequence of MIS to increase yield of
bioactive protein. Surprisingly, the addition of the leader sequence in combination with a modified
primary cleavage site significantly increased both the yield of protein produced and the amount of
cleavage from the primary cleavage site of the recombinant MIS protein. Furthermore, there is an unmet
need to have a form of bioactive MIS that is labeled for use in receptor and other binding studies that
will be very important both for the selection of patients for treatment and for addressing molecular
mechanistic questions regarding the interaction of MIS in various receptor bearing tissues. In addition,
the labeled ligand will be essential to determine if another receptor or other binding proteins exist in
various tissues. Hérein, the inventors demonstrate the production of an internally epitope tagged MIS
that retains full bioactivity in the Mullerian duct regression assay. In one embodiment, the tag isa
“FLAG” tag because of the availability of high quality reagents used for its detection and purification.
[0016] Herein, the inventors demonstrate that substitution of the MIS leader sequence to that
of human serum albumin (HSA), combined with a modification of the primary endogenous cleavage
site from RAQR/S (SEQ ID NO: 26) to RARR/S (SEQ ID NO: 27) results in greater expression,
increased c-terminus cleavage and a reduction in unwanted cryptic internal cleavage when produced in
CHO cells. Purified MIS containing these alterations retains its capacity to induce regression of the
Mullerian duct in fetal rat embryonic urogenital ridge assays, and shows increased potency.

[0017] In another embodiment, the recombinant human MIS is engineered with a more
efficient cleavage site at the carboxy-terminal end of the N-terminal domain, thereby eliminating the
need for exogenous cleavage. This recombinant MIS protein can be used both as a therapeutic and as a
probing molecule, without a tag for identification.

[0018] Importantly, the change in the endogenous leader sequence with another leader
sequence, €.g., a human serum albumin (HSA) leader sequence increased production of the MIS
protein. Surprisingly, the inventors demonstrate that the combination of the leader sequence and
modified cleavage site increases cleavage from the primary cleavage site from 37% to over 80% which
was unexpected, as an increase in protein yield is normally associated with decreased post-translational
processing, including cleavage, because increased protein production typically saturates the available or
endogeneous cleavage enzymes.

{0019] Accordingly, the present invention relates to a method of using a recombinant human

MIS protein (e.g., the polypeptide and/or the nucleic acid encoding a recombinant human MIS protein)
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or a functional fragment or derivative or variant thereof to treat cancer, for example, a cancer which
expresses the MIS receptor II (MISRII).

[0020] Accordingly, one aspect of the present invention relates to a recombinant Mullerian
Inhibiting Substance (MIS) protein comprising a combination of 2 non-MIS leader sequence or a
functional fragment thereof in place of the MIS leader sequence of amino acids 1-25 of SEQ ID NO: 1,
and a modification of at least one amino acid between residues 448-452 of SEQ ID NO: 1 to increase
cleavage as compared to in the absence of a modification, wherein the recombinant MIS protein has
increased cleavage and increased yield of production in vitro as compared to wild-type MIS protein
corresponding to amino acid residues of SEQ ID NO: 1. In some embodiments, the recombinant MIS
protein lacks a leader sequence. In these embodiments, the recombinant MIS protein can be produced
from a pre-proprotein comprising a non-MIS leader sequence or a functional fragment thereof in place
of the MIS leader sequence of amino acids 1-25 of SEQ ID NO: 1, wherein the leader sequence is
cleaved off during production. In some embodiments, the recombinant MIS protein further comprises a
Tag protein.

[0021] In some embodiments, a non-MIS leader sequence is an albumin leader sequence or a
functional fragment thereof, for example, a human serum albumin (HSA) leader sequence or a fragment
thereof. In some embodiments, the HSA leader sequence comprises the amino acid sequence of SEQ ID
NO: 6 or a variant that is at least 80% homologous thereto, or a functional fragment, e.g., a fragment of
the HSA sequence comprising at least 10 amino acids, or at least about 11, or at least 15 amino acids of
SEQ ID NO: 6 or a variant that is at least 80% homologous thereto. In some embodiments, a fragment
of the HSA leader sequence is selected from the group consisting of: MKWVTFISLLFLFSSAYS (SEQ
ID NO: 13); MKWVTFISLLFLFSSAYSRGVFRR (SEQ ID NO: 6); MKWVSFISLLFLFSSAYS (SEQ
IDNO:14).

[0022] Tn some embodiments, a non-MIS leader sequence is selected from a group consisting
of: immunoglobulin signal peptide fused to a tissue-type plasminogen activator propeptide (IgSP-tPA),
murine immunoglobulin signal peptide (IgSP), 2 MPIF-1 signal sequence
(MKVSVAALSCLMLVTALGSQA (SEQ ID NO: 15);a stanniocalcin signal sequence
(MLQNSAVLLLLVISASA (SEQ ID NO:16); an invertase signal sequence
(MLLQAFLFLLAGFAAKISA (SEQ ID NO:17); a yeast mating factor alpha signal sequence (K. lactis
Killer toxin leader sequence); a hybrid signal sequence (MKWVSF ISLLFLFSSAYSRSLEKR (SEQ ID
NO:18)); a HSA/MFao-1 hybrid signal sequence (MKWVSFISLLFLFSSAYSRSLDKR (SEQ ID
NO:19)); aK. lactis killer/ MFo-1 fusion leader sequence (MNIFYIFLFLLSFVQGSLDKR (SEQ ID
NO:20)); an immunoglobulin Ig signal sequence (MGWSCIILFLVATATGVHS (SEQ ID NO:21)); 2
Fibulin B precursor signal sequence (MERAAPSRRVPLPLLLLGGLALLAAGVDA (SEQ ID
NO:22)); a clusterin precursor signal sequence (MMKTLLLFVGLLLTWESGQVLG (SEQ ID NO:
23)); and the insulin-like growth factor-binding protein 4 signal sequence
(MLPLCLVAALLLAAGPGPSLG (SEQ ID NO:24)) or a functional fragment thereof.
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[0023] In some embodiments, a modification of amino acid 450 of SEQ ID NO: 1 from Q toR
increases the cleavage from the primary cleavage site in MIS as compared to the amount of cleavage in
the absence of such a modification. In some embodiments, a recombinant MIS further comprises a
modification of amino acid 452 of SEQ ID NO: 1 from S to R to increase cleavage as compared to in
the absence of such a modification.

[0024] In some embodiments, the recombinant MIS protein disclosed herein comprises a tag
which is a FLAG tag, for example, amino acid sequence DYKDDDDK (SEQ ID NO: 8), or a functional
derivative or variant thereof. In some embodiments, a tag, e.g., FLAG tag is located after amino acid
residue 452 of SEQ ID NO: 1 and before amino acid residue 453 of SEQ ID NO: 1. In some
embodiments, the location of the tag, e.g., Flag Tag is between amino acid residue 452 and 453 of SEQ
ID NO: 1. In some embodiments, the tag is located at the N-terminus of the C-terminal domain of MIS.
In some embodiments, the tag is no longer than 50 amino acids, for example, no longer than about 50,
or about 40, or about 30, or about 20, or about 10 amino acids in length or about 7 amino acids in
length.

[0025] In some embodiments, a recombinant MIS protein described herein comprises the
amino acid sequence of SEQ ID NO: 2 or SEQ ID NO: 3 or a functional fragment thereof, which can be
encoded by nucleic acid sequences SEQ ID NO: 4 and 5 respectively.

[0026] Another aspect of the present invention relates to a pharmaceutical composition
comprising a recombinant MIS protein as discussed herein and a pharmaceutically acceptable carrier.
[0027] Another aspect of the present invention relates to a polynucleotide encoding the
recombinant MIS protein as discussed herein, ¢.g., where the polynucleotide corresponds to SEQ ID
NO: 4 or SEQ ID NO: 5 or a nucleotide which has at least 95% sequence identity to the nucleic acid
sequence of SEQ ID NO: 4 or SEQ ID NO: 5 respectively. Another aspect of the technology described
herein relates to a vector comprising the polynucleotide of SEQ ID NO: 4 or SEQ ID NO: 5 ora
nucleotide which has at least 95% sequence identity to the nucleic acid sequence of SEQ ID NO: 4 or
SEQ ID NO: 5 respectively. In some embodiments, a vector is a viral vector or an expression vector,
e.g., pcDNA 3.1, or alternative vectors for e.coli or bacteriophage. In some embodiments, a viral vector
is selected from the group consisting of an adenoviral vector, a poxvirus vector and a lentiviral vector.
In some embodiments, a viral vector is adeno-associated virus (AAV), for example, recombinant AAV
serotype 9 (TAAV9).

[0028] In some embodiments, a vector comprises a nucleic acid sequence which encodes a
recombinant MIS protein or fragment thereof which has at least 95% sequence identity to the nucleic
acid sequence of SEQ ID NO: 4 or SEQ ID NO: 5, and where the nucleic acid sequence is operatively
linked to tissue- or cell-type specific promoter. In some embodiments, a host cell comprising such a
vector is also encompassed in the present invention.

[0029] In some embodiments, the vector comprising the polynucleotides as discussed herein

can express the recombinant MIS protein at a constant level over a desired period of time.
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[0030] Another aspect of the present invention relates to a human MIS protein produced by
post-translational processing of the recombinant human MIS protein as discussed herein.

[0031] Another aspect of the technology discussed herein relates to a pharmaceutical
composition comprising the vector as discussed herein and a pharmaceutically acceptable carrier.
Another aspect of the technology discussed herein relates a purified preparation, or substantially
purified human MIS protein produced from the recombinant human MIS protein as discussed herein.
[0032] Another aspect of the technology as discussed herein relates to a method for treating a
subject with cancer, comprising administering a composition comprising a recombinant MIS protein,
wherein the recombinant MIS protein comprises a2 modification of at least one amino acid between
residues 448-452 of SEQ ID NO: 1 to increase cleavage as compared to in the absence of a
modification, with or without an internal tag protein. In some embodiments, the recombinant MIS
protein has increased cleavage and increased yield of production in vitro as compared to wild-type MIS
protein corresponding to amino acid residues of SEQ ID NO: 1.

[0033] Tn some embodiments, the recombinant human MIS protein (e.g., the polypeptide
and/or the nucleic acid encoding a recombinant human MIS protein) as disclosed herein, or a functional
fragment or derivative or variant thereof, can be used to treat a cancer. In some embodiments, the
recombinant human MIS protein that can be used for cancer treatment comprises the amino acid
residues 25-559 of SEQ ID NO: 2 or a functional fragment thereof. In some embodiments, the
recombinant human MIS protein that can be used for cancer treatment comprises the amino acid
residues 25-567 of SEQ ID NO: 3 or a functional fragment thereof, In some embodiments, the cancer is
a MIS Responsive IT (MISRII) cancer, or where the cancer expresses MISRII e.g., an ovarian cancer, or
comprises an ovarian cancer cell, valvar epidermal carcinoma cell, cervical carcinoma cell, endometrial
edenocarinaoma cell and ovarian adenocarcinoma. In some embodiments, the cancer includes, but is not
limited to any one of: breast cancer, lung cancer, head and neck cancer, bladder cancer, stomach cancer,
cancer of the nervous system, bone cancer, bone marrow cancer, brain cancer, colon cancer, esophageal
cancer, endometrial cancer, gastrointestinal cancer, gum cancer, kidney cancer, liver cancer,
nasopharynx cancer, ovarian cancer, prostate cancer, pancreatic cancer, skin cancer, stomach cancer,
testis cancer, tongue cancer, melanoma, ocular melanoma, or uterine cancer.

[0034] In some embodiments of the methods disclosed herein, the administration of the
recombinant MIS protein is prior to, during, or after administration of an additional agent or cancer
therapy.

[0035] In some embodiments, the expression of Mullerian Inhibiting Substance (MIS) receptor
is measured in a biological sample obtained from the subject, ¢.g., a cancer or tumor tissue sample or a
cancer cell or tumor cell, e.g., a biopsy tissue sample.

[0036] In some embodiments, the cancer is a chemotherapeutic-resistant or multi-drug
resistant cancer, ¢.g., where the cancer is a paclitaxel, cisplatin, rapamycin, pyrazoloanthrone, or

Doxorubicin-resistant cancer.
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[0037] In some embodiments, a recombinant MIS can be administered by any route, €.g., via
intravenous, intradermal, intramuscular, intraarterial, intralesional, percutaneous, or subcutaneous, or by
aerosol administration. In some embodiments, administration is therapeutic or prophylactic
administration. In all aspects as discussed herein, a subject is 2 mammal, €.g., a human.

[0038] In some embodiments, at least one additional agent is administered to the subject in
combination with (e.g., before, during or after) administration of the recombinant human MIS, such as a
therapeutic agent or chemotherapeutic agent, for example, a chemotherapeutic agent is selected from
the group consisting of: paclitaxel, cisplatin, doxorubicin, rapamycin, pyrazoloanthrone, including but
not limited to antra(1,9-cd)pyrazol-6(2H)-one (SP600125) or N1-methyl-1,9-pyrazoloanthrone (M-
SP600125) or a functional derivative or functional analogue thereof. In some embodiments, a
chemotherapeutic agent is a radiotherapeutic agent.

[0039] Another aspect of the technology as disclosed herein relates to a method of decreasing
the dose of a chemotherapeutic agent for the treatment of cancer, the method comprising administering
to the subject a therapeutically effective amount of a recombinant MIS protein, wherein the
recombinant MIS protein comprises a modification of amino acid 450 of SEQ ID NO: 1 from QtoR,
wherein the therapeuticaily effective dose of the chemotherapeutic agent in the presence of the
recombinant MIS protein is lower as compared to the therapeutically effective dose of the
chemotherapeutic agent alone. In some embodiments, the recombinant MIS protein optionally
comprises a Tag protein.

[0040] Other aspects of the technology as disclosed herein relates to the use of a recombinant
MIS protein for the manufacture of a medicament for treating cancer, wherein the recombinant MIS
protein comprises a modification of amino acid 450 of SEQ ID NO: 1 from Q to R, and wherein the
cancer expresses a Mullerian Inhibiting Substance (MIS) receptor.

[0041] Another aspect of the present invention relates to an article of manufacture comprising
packaging material and a pharmaceutical composition comprising the recombinant MIS protein as
discussed herein, wherein the packaging material comprises a label which indicates the pharmaceutical
composition may be administered, for a sufficient term at an effective dose, for treating or reducing the
risk of cancer which expresses a Mullerian Inhibiting Substance (MIS) receptor.

[0042] Other aspects of the technology as disclosed herein relates to a method of treating a
subject affected with cancer, the method comprising assessing the expression and/or activity of
Mullerian Inhibiting Substance Receptor II (MISRII) in a biological sample obtained from the subject,
wherein a clinician reviews the results and if the results indicate the presence of expression and/or
activity of MISRI], the clinician directs the subject to be treated with pharmaceutical composition
comprising a recombinant MIS protein as disclosed herein.

[0043] Other aspects of the technology as disclosed herein relates to the use of a recombinant
MIS protein to decrease the plasma serum levels of one or more androgens in a subject in need thereof,

wherein the recombinant MIS protein comprises a modification of amino acid 450 of SEQ ID NO: 1
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from Q to R and optionally a tag, e.g., a Flag tag. In some embodiments, the recombinant human MIS
protein that can be used for decreasing androgen levels comprises the amino acid residues 25-559 of
SEQ ID NO: 2 or a functional fragment thereof.

[0044] In some embodiments, one or more androgens is testosterone. In some embodiments, a
subject in need thereof has benign prostatic hypertrophy, or prostate cancer or polycystic ovarian
disease and/or precocious puberty. In alternative embodiments, a subject in need thereof has a disease
or disorder selected from the group including, but not limited to; Benign Prostatic Hyperplasia (BPH),
prostate carcinoma, testicular cancer, androgen dependent acne, male pattern baldness, precocious
puberty, hyperandrogenism, hirsutism, virilization, Polycystic Ovary Syndrome (POCS),
hyperandrogenism (HA) and insulin resistance (IR) and acanthosis nigricans (AN) (HIAR-AN )
syndrome, ovarian hyperthecosis, follicular maturation arrest, atresia, anovulation, dysmenorrheal,
dysfunctional uterine bleeding, infertility and androgen-producing tumors.

{0045] Other aspects of the technology as disclosed herein relates to a method to treat a disease
or disorder characterized by androgenic dependency, comprising administering to a subject an effective
amount of the pharmaceutical composition comprising a recombinant MIS protein as discussed herein,
or a pharmaceutical composition comprising a preparation of MIS protein from the cleavage of the
recombinant MIS protein as disclosed herein, wherein the pharmaceutical composition reduces the level
of at least one androgen in the plasma serum of the subject and results in a decrease in at least one
symptom of a disease or disorder characterized by androgenic dependency.

[0046] Other aspects of the technology as disclosed herein relates to a method to decrease the
plasma level of one or more androgens in a subject, the method comprising administering an effective
amount of a recombinant MIS protein, wherein the recombinant MIS protein comprises a modification
of amino acid 450 of SEQ ID NO: 1 from Q to R, where the recombinant MIS optionally comprises a
tag, and wherein the recombinant MIS protein decreases the plasma serum levels of one or more
androgens in the subject.

[0047] In some embodiments, a subject has a disease or disorder characterized by androgenic
dependency, for example, but not limited to a disease or disorder is selected from the group of; Benign
Prostatic Hyperplasia (BPH), prostate carcinoma, testicular cancer, androgen dependent acne, male
pattern baldness, precocious puberty, hyperandrogenism, hirsutism, virilization, Polycystic Ovary
Syndrome (POCS), hyperandrogenism (HA) and insulin resistance (IR) and acanthosis nigricans (AN)
(HIAR-AN) syndrome, ovarian hyperthecosis, follicular maturation arrest, atresia, anovulation,
dysmenorrheal, dysfunctional uterine bleeding, infertility and andro gen-producing tumors.

[0048] Other aspects of the technology as disclosed herein relates to a kit comprising a
recombinant MIS protein as discussed herein, or preparation of a MIS protein produced by the post-
translational processing of a recombinant MIS protein discussed herein, and a pharmaceutically

acceptable carrier. In some embodiments, a kit can optionally comprise instructions of use of the
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recombinant MIS protein for the treatment of cancer or treatment of an androgenic dependency

disorder.

BRIEF DESCRIPTION OF THE DRAWINGS
[0049] Figs. 1A-1B are schematic drawings showing the design of new recombinant MIS
constructs with the albumin leader sequence. Fig. 1A shows the leader sequence of MIS (25 amino
acids) and albumin (24 amino acids) have 20% identity and 5 conserved amino acids. Fig. 1B isa
schematic drawing showing the design of the RF (modified cleavage site plus Flag tag), LRF(leader
sequence plus modified cleavage site plus Flag tag), and LR (leader sequence plus modified cleavage
site) constructs including the placement of the flag tag (F), the modified cleavage site (R), and the
albumin leader (L).
[0050] Fig. 2 shows MIS production and cleavage in CHOK1 clones stably transfected with
recombinant human LR-MIS and LRF-MIS constructs. Western blot of 4% reduced SDS gels of media
supernatant after 72h in culture using an anti-MIS goat polyclonal antibody targeting the c-terminus of
MIS (1:200). Purified RF-MIS, CHO93 media and B9 media shown as positive controls.
[0051] Figs. 3A-3B show purified recombinant MIS analyzed by western blot of reduced SDS
gels to estimate the amount of cleavage. Fig. 3A shows purified recombinant RF-MIS, LRF-MIS and
WT-MIS is compared using an antibody against the N-terminus which can recognize holo MIS
monomer, the cleaved N-terminus, and cryptic cleavage products containing part of the N-terminus.
Fig. 3B shows detection of purified recombinant RF-MIS, LRF-MIS and WT-MIS using an antibody
against the C-terminus which can recognize holo MIS monomer, the cleaved C-terminus, and cryptic
cleavage products containing part of the C-terminus.
[0052] Figs. 4A-4B show the comparison of Sug/ml (35uM) of WT, RF, and LRF recombinant
MIS in 2 Mullerian duct regression bioassay. Recombinant human MIS produces was incubated for 7Zh
with fetal rat uro-genital ridges. Fig. 4A shows representative sections from both the treated ridge and
the untreated contralateral control ridge are compared for Mullerian duct regression. Fig. 4B isa
histogram showing the frequency distribution of those scores in Fig. 4A. (LRF-MIS N=6, RF-MIS
N=39). W, Wolffian duct; M, Miillerian duct.
[0053] Figs. S5A-5B show the amino acid of wild-type MIS protein (SEQ ID NO: 1) with the
corresponding amino acid residues using conventional nomenclature of amino acid labeling (where the
first numbered amino acid begins after the leader sequence). Fig. SA shows the amino acid sequence of
wild-type MIS protein of SEQ ID NO: 1, showing the leader sequence (in bold) and the primary and
secondary cleavage sites highlighted. The corresponding amino acid numbering using conventional
numbering is shown in brackets. Fig. 5B shows a Table indicating features on amino acid residues on
SEQ ID NO: 1 which correspond with the amino acid residues using normal nomenclature of MIS
(where the first numbered amino acid begins after the leader sequence). Fig. 5B discloses "RAQR/S" as

SEQ ID NO: 26.
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DETAILED DESCRIPTION OF THE INVENTION
[0054] The present invention relates to modified recombinant human MIS protein which has at
least one of the following characteristics; improved cleavage, increased bioactivity, increased potency
and can be produced at high yield as compared to the wild-type human MIS protein, where the
recombinant human MIS protein comprises a combination of the following: a modified Kex cleavage
site for increased cleavage and a non-MIS leader sequence in place of the normal MIS leader sequence,
to improve the yield of bioactive protein. In some embodiments, this modified MIS is with or without
an internal label, or Tag, to facilitate its purification.
[0055] Accordingly, herein the inventors have engineered changes to the native human
sequence to increase endogenous cleavage and thus the potency of MIS. The inventors have also,
optionally, inserted a tag to facilitate its purification.
[0056] The inventors have also additionally modified recombinant human MIS protein to
comprise a non-MIS leader sequence instead of the 25 amino acid MIS leader sequence of amino acids
1-25 of SEQ ID NO:1. In some embodiments, the leader sequence comprises an albumin leader
sequence, such as a human serum albumin sequence (FHSA) or a functional fragment or variant thereof.
In some embodiments, the leader sequence comprises 24 amino acids of SEQ ID NO: 6 ora functional
fragment thereof, and replaces amino acid residues 1-25 of SEQ ID NO: 1. This addition, surprisingly,
has further increased cleavage of the recombinant MIS protein. This combination has led to higher yield
of a product that is more homogeneous, with increased potency due to increased cleavage. This
combination of changes yields a recombinant human MIS variant that can meet a previously unmet
need to have a form of bioactive MIS that is labeled for use in receptor and other binding studies that
will be very important both for the selection of patients for treatment and for addressing molecular
mechanistic questions regarding the interaction of MIS in various receptor bearing tissues. In addition,
the labeled ligand will be essential to determine if another receptor or other binding proteins exist in
various tissues. Herein, the inventors demonstrate the production of an internally epitope tagged MIS
that retains full bioactivity in the Mullerian duct regression assay. In one embodiment, the tag is a
“FLAG” tag because of the availability of high quality reagents used for its detection and purification.
[0057] As discussed herein, the present invention provides a method for treating a variety of
conditions by administering an effective amount of a recombinant human MIS protein and functional
fragments and derivatives thereof as disclosed herein to a subject in need thereof. Conditions that may
be treated by the compounds of this invention, or a pharmaceutical composition containing the same,
include any condition which is treated or reduces the symptoms by administration of human MIS or
activation of MIS signaling or activation of MISRII, and thereby benefit from administration of aa
recombinant human MIS protein and functional fragments and derivatives thereof. Representative
conditions in this regard include, for example, but not limited to, cancers that express MIS receptors, for

example cancer that express MISRI, for example, but not limited to ovarian, cervical and endometrial
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cancer. Other conditions which can be treated with MIS or activation of MIS signalling reduces the
symptoms are proliferative diseases such as cancer, or abnormally high androgen stages such as
polycysic ovarian disease, precocious puberty, and other hyperandrogen disorders, such as

testotoxicosis, or any androgen-dependent tumor such as prostate cancer.

Definitions:

[0058] For convenience, certain terms employed in the entire application (including the
specification, examples, and appended claims) are collected here. Unless defined otherwise, all
technical and scientific terms used herein have the same meaning as commonly understood by one of
ordinary skill in the art to which this invention belongs.

[0059] The term “Mullerian Inhibiting Substance” and “MIS” are used interchangeably herein
and is also known as anti-Miillerian hormone or AMH, refer to compounds and materials which are
structurally similar to MIS. By “MIS” or “Mullerian Inhibiting Substance” is meant a polypeptide
having an amino acid sequence at least about 60%, or at least about 70%, or at least about 80%, or at
least about 90%, or at least about 95%, or at least about 96%, or at least about 97%, or at least about
98%, or at least about 99% identical to amino acid residues 26-560 of SEQ ID NO: 1. The present
invention is intended to include mutant forms of recombinant human MIS which have substantially the
same, or greater biological activity as wild-type MIS. Examples of such mutant MIS molecules carrying
a deletion, insertion, or alteration in the amino acid sequence of wild-type MIS (c.g., amino acid
residues 26-560 of SEQ ID NO:1). Other forms of include substances are for example, salts, functional
derivatives and aglycone forms of wild-type MIS and recombinant human MIS. Additionally, human
recombinant MIS protein can be obtained using recombinant DNA technology, or from chemical
synthesis of the MIS protein. For reference purposes only, the wild-type human MIS nucleic acid
corresponds to RefSeq No: NM_000479, which are incorporated herein by reference.

[0060] The term “Mullerian Inhibiting Substance type 11 receptor” or “MISRII” are used
interchangeably herein to refer to the type II receptor for MIS. The term MISRII is intended to
encompass all MIS receptors substantially homologous to MISRII and functional derivatives of
MISRIL MISRII is also known by the alias as AMHR2, and for reference purposes, the nucleic acid
sequence of human MISRII corresponds to NM_020547 and GenBank No: AF172932 which are
incorporated herein by reference

[0061] The term "wild type" refers to the naturally-occurring polynucleotide sequence
encoding a protein, or a portion thereof, or protein sequence, or portion thereof, respectively, as it
normally exists in vivo. Accordingly, as disclosed herein, the wild type amino acid sequence for the pre-
proprotein of human MIS corresponds to SEQ ID NO: 1, where amino acid residues 1-25 correspond to
the leader sequence. The proprotein of MIS comprises amino acid residues 26-560 of SEQ ID NO: 1
(e.g., lacking the 1-25 leader sequence), which is then post-translationally processed by cleavage as

discussed herein to form a bioactive MIS homodimer.
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[0062] The term “soluble MIS polypeptide” as used herein refers to a MIS polypeptide that
does not comprise at least part of, or all of, the amino acids which allow it to functionally bind to the
membrane.

[0063] By a “polynucleotide encoding MIS” is meant a polynucleotide encoding a polypeptide

having at least about 60%, or at least about 70%, or at least about 80%, or at least about 90%, or at least
about 95%, or at least about 96%, or at least about 97%, or at least about 98%, or at least about 99%
sequence identity to any of the amino acid sequences corresponding to amino acid residues 26-560 of
SEQ ID NO: 1.

[0064] The term "mutant" refers to any change in the genetic material of an organism, in
particular a change (i.e., deletion, substitution, addition, or alteration) in a wild-type polynucleotide
sequence or any change in a wild-type protein sequence. The term "variant” is used interchangeably
with "mutant”. Although it is often assumed that a change in the genetic material results in a change of
the function of the protein, the terms "mutant" and "variant" refer to a change in the sequence of a wild-
type protein regardless of whether that change alters the function of the protein (e.g., increases,
decreases, imparts a new function), or whether that change has no effect on the function of the protein
(c.g., the mutation or variation is silent). The term mutation is used interchangeably herein with
polymorphism in this application.

[0065] The term “agent” or “compound” as used herein refers to a chemical entity or
biological product, or combination of chemical entities or biological products, administered to a subject
to treat or prevent or control a disease or condition. The chemical entity or biological product is
preferably, but not necessarily a low molecular weight compound, but may also be a larger compound,
or any organic or inorganic molecule, including modified and unmodified nucleic acids such as
antisense nucleic acids, RNAi, such as siRNA or shRNA, peptides, peptidomimetics, receptors, ligands,
and antibodies, aptamers, polypeptides, nucleic acid analogues or variants thereof. For example, an
oligomer of nucleic acids, amino acids, or carbohydrates including without limitation proteins,
oligonucleotides, ribozymes, DNAzymes, glycoproteins, siRNAs, lipoproteins, aptamers, and
modifications and combinations thereof.

[0066] The term "nucleic acid" is well known in the art. A "nucleic acid" as used herein will
generally refer to a molecule (i.e., strand) of DNA, RNA or a derivative or analog thereof, comprising a
nucleobase. A nucleobase includes, for example, a naturally occurring purine or pyrimidine base found
in DNA (e.g. an adenine "A," a guanine "G." a thymine "T" or a cytosine "C") or RNA (e.g. an A, a2 G.
an uracil "U" or a C). The term "nucleic acid" encompasses the terms "oligonucleotide" and
"polynucleotide,” each as a subgenus of the term "nucleic acid.” The term "oligonucleotide" refers to a
molecule of between about 3 and about 100 nucleobases in length. The term "polynucleotide” refers to
at least one molecule of greater than about 100 nucleobases in length. The term "nucleic acid" also
refers to polynucleotides such as deoxyribonucleic acid (DNA), and, where appropriate, ribonucleic

acid (RNA). The term should also be understood to include, as equivalents, analogs of either RNA or
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DNA made from nucleotide analogs, and, as applicable to the embodiment being described, single
(sense or antisense) and double-stranded polynucleotides. The terms "polynucleotide sequence” and
"nucleotide sequence” are also used interchangeably herein.

[0067] As used herein, the term "gene" refers to a nucleic acid comprising an open reading
frame encoding a polypeptide, including both exon and (optionally) intron sequences. A "gene" refers to
coding sequence of a gene product, as well as non-coding regions of the gene product, including 5"UTR
and 3'UTR regions, introns and the promoter of the gene product. These definitions generally refer to a
single-stranded molecule, but in specific embodiments will also encompass an additional strand that is
partially, substantially or fully complementary to the single-stranded molecule. Thus, a nucleic acid
may encompass a double-stranded molecule or a double-stranded molecule that comprises one or more
complementary strand(s) or "complement(s)" of a particular sequence comprising a molecule. As used
herein, a single stranded nucleic acid may be denoted by the prefix "ss", a double stranded nucleic acid
by the prefix "ds", and a triple stranded nucleic acid by the prefix "is." The term "gene" refers to the
segment of DNA involved in producing a polypeptide chain, it includes regions preceding and
following the coding region as well as intervening sequences (introns) between individual coding
segments (exons). A "promoter” is a region of a nucleic acid sequence at which initiation and rate of
transcription are controlled. It may contain elements at which regulatory proteins and molecules may
bind, such as RNA polymerase and other transcription factors, to initiate the specific transcription of a
nucleic acid sequence. The term "enhancer” refers to a cis-acting regulatory sequence involved in the
transcriptional activation of a nucleic acid sequence. An enhancer can function in either orientation and
may be upstream or downstream of the promoter.

[0068] As used herein, the term "gene product(s)" is used to refer to include RNA transcribed
from a gene (e.g., mRNA), or a polypeptide encoded by a gene or translated from RNA.

[0069] The terms "polypeptide” and "protein” are used interchangeably to refer to a polymer of
amino acid residues, and are not limited to 2 minimum length. Peptides, oligopeptides, dimers,
multimers, and the like, are also composed of linearly arranged amino acids linked by peptide bonds,
and whether produced biologically, recombinantly, or synthetically and whether composed of naturally
occurring or non-haturally occurring amino acids, are included within this definition. Both full-length
proteins and fragments thereof are encompassed by the definition. The terms also include co-
translational (e.g., leader sequence cleavage of amino acids 1-25 of SEQ ID NO:1) and post-
translational modifications of the polypeptide, such as, for example, disulfide-bond formation,
glycosylation, acetylation, phosphorylation, proteolytic cleavage (e.g., cleavage by furins or
metalloproteases and prohormone convertases (PCs)), and the like. Furthermore, for purposes of the
present invention, a "polypeptide"” encompasses a protein that includes modifications, such as deletions,
additions, and substitutions (generally conservative in nature as would be known to a person in the art),
to the native sequence, as long as the protein maintains the desired activity. These modifications can be

deliberate, as through site-directed mutagenesis, or can be accidental, such as through mutations of
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hosts that produce the proteins, or errors due to PCR amplification or other recombinant DNA methods.
Polypeptides or proteins are composed of linearly arranged amino acids linked by peptide bonds, but in
contrast to peptides, has a well-defined conformation. Proteins, as opposed to peptides, generally
consist of chains of 50 or more amino acids. For the purposes of the present invention, the term
"peptide” as used herein typically refers to a sequence of amino acids of made up of a single chain of D-
or L- amino acids or a mixture of D- and L-amino acids joined by peptide bonds. Generally, peptides
contain at least two amino acid residues and are less than about 50 amino acids in length.

{0070] The incorporation of non-natural amino acids, including synthetic non-native amino
acids, substituted amino acids, or one or more D-amino acids into the peptides (or other components of
the composition, with exception for protease recognition sequences) is desirable in certain situations. D-
amino acid-containing peptides exhibit increased stability in vitro or in vivo compared to L-amino acid-
containing forms. Thus, the construction of peptides incorporating D-amino acids can be particularly
useful when greater in vivo or intracellular stability is desired or required. More specifically, D-peptides
are resistant to endogenous peptidases and proteases, thereby providing better oral trans-epithelial and
transdermal delivery of linked drugs and conjugates, improved bioavailability of membrane-permanent
complexes (see below for further discussion), and prolonged intravascular and interstitial lifetimes
when such properties are desirable. The use of D-isomer peptides can also enhance transdermal and oral
trans-epithelial delivery of linked drugs and other cargo molecules. Additionally, D-peptides cannot be
processed efficiently for major histocompatibility complex class [I-restricted presentation to T helper
cells, and are therefore less likely to induce humoral immune responses in the whole organism. Peptide
conjugates can therefore be constructed using, for example, D-isomer forms of cell penetrating peptide
sequences, L-isomer forms of cleavage sites, and D-isomer forms of therapeutic peptides. In some
embodiments, a recombinant human MIS protein is comprised of D- or L-amino acid residues, as use of
naturally occurring L-amino acid residues has the advantage that any break-down products should be
relatively non-toxic to the cell or organism.

[0071] In yet a further embodiment, a recombinant human MIS protein or fragments or
derivatives thereof can be a retro-inverso peptides. A "retro-inverso peptide" refers to a peptide with a
reversal of the direction of the peptide bond on at least one position, i.e., a reversal of the amino- and
carboxy-termini with respect to the side chain of the amino acid. Thus, a retro-inverso analogue has
reversed termini and reversed direction of peptide bonds while approximately maintaining the topology
of the side chains as in the native peptide sequence. The retro-inverso peptide can contain L-amino
acids or D-amino acids, or a mixture of L-amino acids and D-amino acids, up to all of the amino acids
being the D-isomer. Partial retro-inverso peptide analogues are polypeptides in which only part of the
sequence is reversed and replaced with enantiomeric amino acid residues. Since the retro-inverted
portion of such an analogue has reversed amino and carboxyl termini, the amino acid residues flanking
the retro-inverted portion are replaced by side-chain-analogous a-substituted geminal-diaminomethanes

and malonates, respectively. Retro-inverso forms of cell penetrating peptides have been found to work
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as efficiently in translocating across a membrane as the natural forms. Synthesis of retro-inverso peptide
analogues are described in Bonelli, F. et al.,, Int J Pept Protein Res. 24(6):553-6 (1984); Verdini, A and
Viscomi, G. C., J. Chem. Soc. Perkin Trans. 1:697-701 (1985); and U.S. Patent No. 6,261,569, which
are incorporated hercin in their entirety by reference. Processes for the solid-phase synthesis of partial
retro-inverso peptide analogues have been described (EP 97994-B) which is also incorporated herein in
its entirety by reference.

[0072] The term "fragment” of a peptide, polypeptide or molecule as used herein refers to any
contiguous polypeptide subset of the molecule. The term "protein fragment" as used herein includes
both synthetic and naturally-occurring amino acid sequences derivable from the naturally occurring
amino acid sequence of MIS (SEQ ID NO:1). The protein is said to be "derivable from the naturally-
occurring amino acid sequence of a recombinant human MIS protein” if it can be obtained by
fragmenting the recombinant human MIS protein, or if it can be synthesized based upon a knowledge of
the sequence of the naturally occurring amino acid sequence or of the genetic material (DNA or RNA)
which encodes this sequence. Accordingly, a "fragment" of 2 molecule, is meant to refer to any
polypeptide subset of the molecule. In some embodiments, a functional fragment of recombinant human
MIS comprises at least the C-terminal domain and at least the N-terminal domain. . In some
embodiments, a functional fragment comprises a portion of the C-terminal and/or a portion (e.g.,
fragment) of the N-terminal domain of the recombinant human MIS protien. Fragments of a
recombinant human MIS protein which have the activity at least or greater than the wildtype MIS
protein of SEQ ID NO: 1 as disclosed herein and which are soluble are also encompassed for use in the
present invention.

[0073] Fragments of a recombinant human MIS protein, for example functional fragments of
SEQ ID NO: 2 or 3 useful in the methods as disclosed herein have at least 30% the activity as that of a
polypeptide of SEQ ID NO: 2 or 3 in vivo, ¢.g., 10 cause Mullerian duct regression in an Mullerian duct
regression bioassay as disclosed herein in the Examples. Stated another way, a functional fragment of a
recombinant human MIS protein is a fragment of any of SEQ ID NO: 2 or 3 which, alone or as a fusion
protein can result in at least 30% of the same activity as compared to SEQ ID NO: 2 or 3 to bind and
activate MISRIL, or cause Mullerian duct regression in a Mullerian duct regression bioassay as
disclosed herein (see Fig. 4). Fragments as used herein can be soluble (i.e. not membrane bound). A
“fragment” can be at least about 6, at least about 9, at least about 15, at least about 20, at least about 30,
least about 40, at least about 50, at least about 100, at least about 250, at least about 300 nucleic or
amino acids, and all integers in between. Exemplary fragments include C-terminal truncations, N-
terminal truncations, or truncations of both C- and N-terminals (e.g., deletions of, for example, at least
1, at least 2, at least 3, at least 4, at least 5, at least 8, at least 10, at least 15, at least 20, at least 25, at
least 40, at least 50, at least 75, at least 100 or more amino acids deleted from the N-termini, the C-
termini, or both). One of ordinary skill in the art can create such fragments by simple deletion analysis.

Such a fragment of SEQ ID NO:2 or 3 can be, for example, 1, 2,3,4,5,6,7, 8,9 or 10 amino acids or
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more than 10 amino acids, such as 15, 30, 50, 100 or more than 100 amino acids deleted from the N-
terminal and/or C-terminal of SEQ ID NO: 2 or 3, respectively. Persons of ordinary skill in the art can
easily identify the minimal peptide fragment of SEQ ID NO: 2 or 3 useful in the methods and
compositions as disclosed herein, or fusion proteins as disclosed herein, by sequentially deleting N-
and/or C-terminal amino acids from SEQ ID NO: 2 or 3, or sequentially deleting N-and C-terminal
amino acids from recombinant human MIS protein and assessing the function of the resulting peptide
fragment, alone or when it is cleaved. One can create functional fragments with multiple smaller
fragments. These can be attached by bridging peptide linkers. One can readily select linkers to maintain
wild type conformation. One of ordinary skill in the art can easily assess the function of recombinant
human MIS protein as disclosed herein to activate MISRII or in the Mullerian duct regression bioassay,
as disclosed herein as compared to a recombinant human MIS protein corresponding to SEQ ID NO: 2
or 3. Using such an in vivo assay, if the fragment of the recombinant human MIS protein has at least
30% of the biological activity of the recombinant human MIS protein corresponding to SEQ ID NO:2
or 3 as disclosed herein, then the fragment is considered a valid recombinant human MIS protein-
fragment and can used in the compositions and methods as disclosed herein. In some embodiments, a
fragment of SEQ ID NO: 2 or 3 can be less than 200, or less than 150 or less than 100, or less than 50,
or less than 20 amino acids of SEQ ID NO: 2 or 3. In some embodiments, a fragment of SEQ ID NO: 2
or 3 is less than 100 peptides in length. However, as stated above, the fragment must be at least 6
amino acids, at least about 9, at least about 15, at least about 20, at least about 30, at least about 40, at
least about 50, at least about 100, at least about 250, at least about 500 nucleic acids or amino acids, or
any integers in between. 7

[0074] The term “derivative” as used herein refers to peptides which have been chemically
modified, for example but not limited to by techniques such as ubiquitination, labeling, pegylation
(derivatization with polyethylene glycol) or addition of other molecules. A molecule also a "derivative"
of another molecule when it contains additional chemical moieties not normally a part of the molecule.
Such moieties can improve the molecule's solubility, absorption, biological half life, etc. The moieties
can alternatively decrease the toxicity of the molecule, eliminate or attenuate any undesirable side effect
of the molecule, etc. Moieties capable of mediating such effects are disclosed in Remington’s
Pharmaceutical Sciences, 18th edition, A. R. Gennaro, Ed., MackPubl., Easton, PA (1990).

[0075] The term “functional” when used in conjunction with “derivative” or “variant” or
“fragment” refers to a polypeptide which possess a biological activity (either functional or structural)
that is substantially similar to a biological activity of the polypeptide which it is a functional derivative,
variant or functional fragment thereof. The term functional derivative is intended to include the
fragments, analogues or chemical derivatives of a molecule. By “substantially similar” in this context is
meant that the biological activity, e.g., activation of MISRII is at 25% or at least 35%, or at least 50% as
active as a reference polypeptide, e.g., a corresponding wild-type MIS polypeptide or recombinant

human MIS protein , and preferably at least 60% as active, 70% as active, 80% as active, 90% as active,
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95% as active, 100% as active or even higher (i.e., the variant or derivative has greater activity than the
wild-type), e.g., 110% as active, 120% as active, or more. Stated another way, a “‘substantially similar”
functional fragment of a recombinant human MIS protein in this context is meant that at least 25%, at
least 35%, at least 50% of the relevant or desired biological activity of a corresponding recombinant
human MIS protein is retained. In the instance of a functional fragment or peptide of a recombinant
human MIS protein as disclosed herein (e.g., SEQ ID NO: 2 or 3), a functional fragment of SEQ ID
NO: 2 or 3 would be a protein or peptide comprising a portion of SEQ ID NO: 2 or 3 which retained an
activity to activate MISRIL, or in the Mullerian duct regression bioassay, as disclosed herein in the
Examples; preferably the fragment of SEQ ID NO: 2 or 3 that retains at least 25%, at least 35%, at least
50% at least 60%, at least 70%, at least 80%, at least 90%, at least 95%, at least 100% or even higher
(i.e., the variant or derivative has greater activity than the wild-type MIS of SEQ IDNO: 1 or of a
recombinant human MIS protein of SEQ ID NO 2 or 3), e.g., at least 110%, at least 120%, or more
activity compared to the full length SEQ ID NO: 2 or 3 to activate MISRII or cause Mullerian duct
regression in the Mullerian duct regression bioassay as disclosed herein. As another example, in the
instance of a fragment of MIS (e.g., amino acids 26-560 of SEQ ID NO: 1) would be a protein or
peptide comprising a portion of amino acids 26-560 of SEQ ID NO: 1 which retained an activity for
Mullerian duct regression, preferably the fragment of amino acids 26-560 of SEQ ID NO: 1 retains at
least 25%, at least 35%, at least 50% at least 60%, at least 70%, at least 80%, at least 90%, at least 95%,
at least 100% or even higher (i.c., the variant or derivative has greater activity than the wild-type), e.g.,
at least 110%, at least 120%, or more activity compared to the full length amino acids 26-560 of SEQ
ID NO: 1 to cause Mullerian duct regression in an mullerian duct regression bioassay as disclosed
herein in the Examples. As an alternative example, a fragment of a HSA leader sequence of SEQ ID
NO: 6 would be a protein or peptide comprising a portion of SEQ ID NO: 6 which retained at least
25%, at least 35%, at least 50% at least 60%, at least 70%, at least 80%, at least 90%, at least 95%, at
least 100% or even higher (i.¢., the variant or derivative has greater activity than the wild-type HSA
sequence), e.g., at least 110%, at least 120%, or more activity compared to the full length HSA
sequence of SEQ ID NO: 6, as determined by an assay, for example as disclosed in U.S. Patent
5,759,802 which is incorporated herein in its entirety by reference.

[0076] The term “functional derivative” and “mimetic” or “biologically active variant” or
“biologically active fragment” are used interchangeably, and refers to a compound which possess a
biological activity (either functional or structural) that is substantially similar to a biological activity of
the entity or molecule its is a functional derivative of (e.g., the recombinant human MIS protein). The
term functiona) derivative is intended to include the fragments, variants, analogues or chemical
derivatives of a molecule.

[0077] The term "functional derivatives" is intended to include the "fragments," "variants,"
"analogs," or "chemical derivatives" of a molecule. A molecule is said to be "substantially similar" to

another molecule if both molecules have substantially similar structures or if both molecules possess a
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similar biological activity. Thus, provided that two molecules possess a similar activity, they are
considered variants as that term is used herein even if the structure of one of the molecules not found in
the other, or if the sequence of amino acid residues is not identical. An "analog" of a recombinant
human MIS protein is meant to refer to 2 molecule substantially similar in function to either the entire
molecule or to a fragment thereof. As used herein, a molecule is said to be a "chemical derivative" of
another molecule when it contains additional chemical moieties not normally a part of the molecule.
Such moieties can improve the molecule's solubility, absorption, biological half life, etc. The moieties
can alternatively decrease the toxicity of the molecule, eliminate or attenuate any undesirable side effect
of the molecule, etc. Moieties capable of mediating such effects are disclosed in Remington’s
Pharmaceutical Sciences, 18th edition, A. R. Gennaro, Ed., MackPubl., Easton, PA(1990).

[0078] A "variant" of a recombinant human MIS protein is meant to refer to a molecule
substantially similar in structure and function to either the entire molecule, or to a fragment thereof.
Accordingly, the term "variant" as used herein refers to a peptide or nucleic acid that differs from the
naturally occurring polypeptide or nucleic acid by one or more amino acid or nucleic acid deletions,
additions, substitutions or side-chain modifications, yet retains one or more specific functions or
biological activities of the naturally occurring molecule. Amino acid substitutions include alterations in
which an amino acid is replaced with a different naturally-occurring or a non-conventional amino acid
residue. Such substitutions may be classified as "conservative", in which case an amino acid residue
contained in a polypeptide is replaced with another naturally occurring amino acid of similar character
either in relation to polarity, side chain functionality or size. Substitutions encompassed by the present
invention may also be "non conservative", in which an amino acid residue which is present in a peptide
is substituted with an amino acid having different properties, such as naturally-occurring amino acid
from a different group (e.g., substituting a charged or hydrophobic amino; acid with alanine), or
alternatively, in which a naturally-occurring amino acid is substituted with a non-conventional amino
acid. In some embodiments amino acid substitutions are conservative. Also encompassed within the
term variant when used with reference to a polynucleotide or polypeptide, refers to a polynucleotide or
polypeptide that can vary in primary, secondary, or tertiary structure, as compared to a reference
polynucleotide or polypeptide, respectively (e.g., as compared to a wild- type polynucleotide or
polypeptide). A "variant” of a recombinant human MIS protein is meant to refer to a molecule
substantially similar in structure and function, i.e. where the function is the ability to activate MISRIL
[0079] For example, a variant of a recombinant human MIS protein can contain a mutation or
modification that differs from a reference amino acid in SEQ ID NO: 2 or 3. In some embodiments, 2
variant of SEQ ID NO: 2 or 3 is a fragment of SEQ ID NO: 2 or 3 as disclosed herein. In some
embodiments, a variant can be a different isoform of SEQ ID NO: 2 or 3 or can comprise different
isomer amino acids. Variants can be naturally-occurring, synthetic, recombinant, or chemically
modified polynucleotides or polypeptides isolated or generated using methods well known in the art.

Variants can include conservative or non-conservative amino acid changes, as described below.
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Polynucleotide changes can result in amino acid substitutions, additions, deletions, fusions and
truncations in the polypeptide encoded by the reference sequence. Variants can also include insertions,
deletions or substitutions of amino acids, including insertions and substitutions of amino acids and other
molecules) that do not normally occur in the peptide sequence that is the basis of the variant, for
example but not limited to insertion of ornithine which do not normally occur in human proteins.
[0080] The term "conservative substitution,” when describing a polypeptide, refers to a change
in the amino acid composition of the polypeptide that does not substantially alter the polypeptide's
activity. For example, a conservative substitution refers to substituting an amino acid residue for a
different amino acid residue that has similar chemical properties. Conservative amino acid substitutions
include replacement of a leucine with an isoleucine or valine, an aspartate with a glutamate, or a
threonine with a serine. "Conservative amino acid substitutions" result from replacing one amino acid
with another having similar structural and/or chemical properties, such as the replacement of a leucine
with an isoleucine or valine, an aspartate with a glutamate, or a threonine with a serine. Thus, a
"conservative substitution” of a particular amino acid sequence refers to substitution of those amino
acids that are not critical for polypeptide activity or substitution of amino acids with other amino acids
having similar properties (e.g., acidic, basic, positively or negatively charged, polar or non-polar, etc.)
such that the substitution of even critical amino acids does not reduce the activity of the peptide, (i.e.
the ability of the peptide to reduce T-reg cells and/or decrease inflammatory cytokines as disclosed
herein). Conservative substitution tables providing functionally similar amino acids are well known in
the art. For example, the following six groups each contain amino acids that are conservative
substitutions for one another: 1) Alanine (A), Serine (S), Threonine (T); 2) Aspartic acid (D), Glutamic
acid (E); 3) Asparagine (N), Glutamine (Q); 4) Arginine (R), Lysine (K); 5) Isoleucine (I), Leucine (L),
Methionine (M), Valine (V); and 6) Phenylalanine (F), Tyrosine (Y), Tryptophan (W). (See also
Creighton, Proteins, W. H. Freeman and Company (1984).) In some embodiments, individual
substitutions, deletions or additions that alter, add or delete a single amino acid or a small percentage of
amino acids can also be considered "conservative substitutions" is the change does not reduce the
activity of the MIS protein (i.e. the ability of a recombinant human MIS protein or variant to cause
Mullerian duct regression in vivo, which can be determined using the Mullerian Duct regression
bioassay as disclosed herein). Insertions or deletions are typically in the range of about 1 to 5 amino
acids. The choice of conservative amino acids may be selected based on the location of the amino acid
to be substituted in the peptide, for example if the amino acid is on the exterior of the peptide and
expose to solvents, or on the interior and not exposed to solvents.

[0081] In alternative embodiments, one can select the amino acid which will substitute an
existing amino acid based on the location of the existing amino acid, i.e. its exposure to solvents (i.e. if
the amino acid is exposed to solvents or is present on the outer surface of the peptide or polypeptide as
compared to internally localized amino acids not exposed to solvents). Selection of such conservative

amino acid substitutions are well known in the art, for example as disclosed in Dordo et al, J. Mol Biol,
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1999, 217, 721-739 and Taylor et al, J. Theor. Biol. 119(1986);205-218 and S. French and B. Robson, J.
Mol. Evol. 19(1983)171. Accordingly, one can select conservative amino acid substitutions suitable for
amino acids on the exterior of a protein or peptide (i.e. amino acids exposed to a solvent), for example,
but not limited to, the following substitutions can be used: substitution of Y with F, T with S or K, P
with A, E with D or Q, N with D or G, R with K, G with N or A, T with S or K, D with N or E, I with L
or V,Fwith Y, S with T or A, R with K, Gwith N or A, K with R, A with S, K or P.

[0082] In alternative embodiments, one can also select conservative amino acid substitutions
encompassed suitable for amino acids on the interior of a protein or peptide, for example one can use
suitable conservative substitutions for amino acids on the interior of a protein or peptide (i.e. the amino
acids are not exposed to a solvent), for example but not limited to, one can use the following
conservative substitutions: where Y is substituted with ¥, T with A or S, IwithL or V, W with Y, M
with L, N with D, G with A, T with A or S, D with N, Iwith L or V, F with Y or L, S with A or T and A
with S, G, T or V. In some embodiments, non-conservative amino acid substitutions are also
encompassed within the term of variants. A variant of a recombinant human MIS protein, for example
a variant of SEQ ID NO: 2 or 3 is meant to refer to any molecule substantially similar in structure and
function to either the entire molecule of SEQ ID NO:2 or 3, or to a fragment thereof.

[0083] The terms "homology", "identity" and "similarity" refer to the degree of sequence
similarity between two peptides or between two optimally aligned nucleic acid molecules. Homology
and identity can each be determined by comparing a position in each sequence which can be aligned for
purposes of comparison. For example, it is based upon using a standard homology software in the
default position, such as BLAST, version 2.2.14. When an equivalent position in the compared
sequences is occupied by the same base or amino acid, then the molecules are identical at that position;
when the equivalent site occupied by similar amino acid residues (e.g., similar in steric and/or
electronic nature such as, for example conservative amino acid substitutions), then the molecules can be
referred to as homologous (similar) at that position. Expression as a percentage of homology/similarity
or identity refers to a function of the number of similar or identical amino acids at positions shared by
the compared sequences, respectfully. A sequence which is "unrelated” or "non-homologous" shares
less than 40% identity, though preferably less than 25% identity with the sequences as disclosed herein.
[0084] As used herein, the term "sequence identity" means that two polynucleotide or amino
acid sequences are identical (i.e., on a nucleotide-by-nucleotide or residue-by-residue basis) over the
comparison window. The term "percentage of sequence identity" is calculated by comparing two
optimally aligned sequences over the window of comparison, determining the number of positions at
which the identical nucleic acid base (e.g., A, T. C, G. U. or I) or residue occurs in both sequences to
yield the number of matched positions, dividing the number of matched positions by the total number of
positions in the comparison window (i.e., the window size), and multiplying the result by 100 to yield

the percentage of sequence identity.
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[0085] The terms "substantial identity" as used herein denotes a characteristic of a
polynucleotide or amino acid sequence, wherein the polynucleotide or amino acid comprises a sequence
that has at least 85% sequence identity, preferably at least 90% to 95% sequence identity, more usually
at least 99% sequence identity as compared to a reference sequence over a comparison window of at
least 18 nucleotide (6 amino acid) positions, frequently over a window of at least 24-48 nucleotide (8-
16 amino acid) positions, wherein the percentage of sequence identity is calculated by comparing the
reference sequence to the sequence which can include deletions or additions which total 20 percent or
less of the reference sequence over the comparison window. The reference sequence can be a subset of
a larger sequence. The term "similarity", when used to describe a polypeptide, is determined by
comparing the amino acid sequence and the conserved amino acid substitutes of one polypeptide to the
sequence of a second polypeptide.

[0086] As used herein, the terms "homologous” or “homologues” are used interchangeably,
and when used to describe a polynucleotide or polypeptide, indicates that two polynucleotides or
polypeptides, or designated sequences thereof, when optimally aligned and compared, for example
using BLAST, version 2.2.14 with default parameters for an alignment (see herein) are identical, with
appropriate nucleotide insertions or deletions or amino-acid insertions or deletions, in at least 70% of
the nucleotides, usually from about 75% to 99%, and more preferably at least about 98 to 99% of the
nucleotides. The term "homolog” or "homologous" as used herein also refers to homology with respect
to structure and/or function. With respect to sequence homology, sequences are homologs if they are at
least 50%, at least 60 at least 70%, at least 80%, at least 90%, at least 95% identical, at least 97%
identical, or at least 99% identical. Determination of homologs of the genes or peptides of the present
invention can be easily ascertained by the skilled artisan.

[0087] The term "substantially homologous" refers to sequences that are at least 90%, at least
95% identical, at least 96%, identical at least 97% identical, at least 98% identical or at least 99%
identical. Homologous sequences can be the same functional gene in different species. Determination of
homologs of the genes or peptides of the present invention can be easily ascertained by the skilled
artisan.

[0088] A molecule is said to be "substantially similar” to another molecule if both molecules
have substantially similar structures or if both molecules possess a similar biological activity, for
example if both molecules are able to activate MISRIL Thus, provided that two molecules possess a
similar activity, (i.e. a variant of a recombinant human MIS protein which can activate MISRII similar
to that of the MIS protein which corresponds to SEQ ID NO: 1, or recombinant human MIS protein
which corresponds to SEQ ID NO: 2 or 3) are considered variants and are encompassed for use as
disclosed herein, even if the structure of one of the molecules not found in the other, or if the sequence
of amino acid residues is not identical. Thus, provided that two molecules possess a similar biological
activity, they are considered variants as that term is used herein even if the structure of one of the

molecules not found in the other, or if the sequence of amino acid residues is not identical. In particular,
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the term "substantially similar", when used to define a recombinant human MIS protein comprising a
functional variant of recombinant human MIS protein as compared to the recombinant human MIS
protein encoded by SEQ ID NO:2 or 3, means that a particular subject sequence, for example, a
recombinant human MIS protein variant or derivative sequence, varies from the sequence of the natural
(or wild-type) MIS of SEQ ID NO: 1 or recombinant human MIS protein (i.e. encoded by SEQ ID NO:
2 or 3), by one or more substitutions, deletions, or additions, although the net effect of which is to retain
at least some of the biological activity found in the recombinant human MIS protein as disclosed herein.
As such, nucleic acid and amino acid sequences having lesser degrees of similarity but comparable
biological activity to recombinant human MIS protein are considered to be equivalents. In determining
polynucleotide sequences, all subject polynucleotide sequences capable of encoding substantially
similar amino acid sequences are considered to be substantially similar to a reference polynucleotide
sequence, regardless of differences in codon sequence. A nucleotide sequence is "substantially similar"
to a specific nucleic acid sequence of SEQ ID NO:4 or 5 as disclosed herein if: (a) the nucleotide
sequence is hybridizes to the coding regions of the natural MIS nucleic acid, or (b) the nucleotide
sequence is capable of hybridization to nucleotide sequence of a recombinant human MIS protein
encoded by SEQ ID NO: 4 or 5 under moderately stringent conditions and has biological activity
similar to the recombinant human MIS protein; or (c) the nucleotide sequences which are degenerative
as a result of the genetic code to the nucleotide sequences defined in (2) or (b). Substantially similar
proteins will typically be greater than about 80% similar to the corresponding sequence of the native
protein.

[0089] The term "substantial similarity" in the context of polypeptide sequences, indicates that
the polypeptide comprises a sequence with at least 60% sequence identity to a reference sequence, or
70%, or 80%, or 85% sequence identity to the reference sequence, or most preferably 90% identity over
a comparison window of about 10-20 amino acid residues. In the context of amino acid sequences,
"substantial similarity” further includes conservative substitutions of amino acids. Thus, a polypeptide
is substantially similar to a second polypeptide, for example, where the two peptides differ by one or
more conservative substitutions.

[0090] In one embodiment, the term “human homolog” to a gene transcript refers to a DNA
sequence that has at least about 55% homology to the full length nucleotide sequence of the sequence of
a recombinant human MIS protein gene as encoded by the genome of humans or an animal, for example
mouse or transgenic animal. In one embodiment, the term “human homolog” to a protein identified as
associated with a recombinant human MIS protein refers to an amino acid sequence that has 40%
homology to the full length amino acid sequence of the protein identified as associated with a
recombinant human MIS protein as encoded by the genome of the transgenic animal of the present
invention, more preferably at least about 50%, still more preferably, at least about 60% homology, still
more preferably, at least about 70% homology, even more preferably, at least about 75% homology, yet

more preferably, at least about 80% homology, even more preferably at least about 85% homology, still
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more preferably, at least about 90% homology, and more preferably, at least about 95% homology. As
discussed above, the homology is at least about 50% to 100% and all intervals in between (i.c., 55%,
60%, 70%, 75%, 80%, 85%, 90%, 95%, 98%, ctc.). Determination of the human homologs of the genes
of the present invention may be easily ascertained by the skilled artisan.

[0091] The term "conservative substitution," when describing a polypeptide, refers to a change
in the amino acid composition of the polypeptide that does not substantially alter the polypeptide's
activity. Thus, a "conservative substitution” of a particular amino acid sequence refers to substitution of
those amino acids that are not critical for polypeptide activity or substitution of amino acids with other
amino acids having similar properties (e.g., acidic, basic, positively or negatively charged, polar or non-
polar, etc.) such that the substitution of even critical amino acids does not substantially alter activity.
Conservative substitution tables providing functionally similar amino acids are well known in the art.
For example, the following six groups each contain amino acids that are conservative substitutions for
one another: 1) Alanine (A), Serine (S), Threonine (T); 2) Aspartic acid (D), Glutamic acid (E); 3)
Asparagine (N), Glutamine (Q); 4) Arginine (R), Lysine (K); 5) Isoleucine (I), Leucine (L), Methionine
(M), Valine (V); and 6) Phenylalanine (F), Tyrosine (Y), Tryptophan (W). (See also Creighton,
Proteins, W. H. Freeman and Company (1984).) In addition, individual substitutions, deletions or
additions that alter, add or delete a single amino acid or a small percentage of amino acids in an
encoded sequence are also "conservative substitutions."

10092] As used herein, the term "nonconservative" refers to substituting an amino acid residue
for a different amino acid residue that has different chemical properties. The nonconservative
substitutions include, but are not limited to aspartic acid (D) being replaced with glycine (G);
asparagine (N) being replaced with lysine (K); or alanine (A) being replaced with arginine (R).

[0093] For sequence comparison, typically one sequence acts as a reference sequence, to
which test sequences are compared. When using a sequence comparison algorithm, test and reference
sequences are input into a computer, subsequence coordinates are designated, if necessary, and
sequence algorithm program parameters are designated. The sequence comparison algorithm then
calculates the percent sequence identity for the test sequence(s) relative to the reference sequence, based
on the designated program parameters.

[0094] Optimal alignment of sequences for comparison can be conducted, for example, by the
local homology algorithm of Smith and Waterman (Adv. Appl. Math. 2:482 (1981), which is
incorporated by reference herein), by the homology alignment algorithm of Needleman and Wunsch (J.
Mol. Biol. 48:443-53 (1970), which is incorporated by reference herein), by the search for similarity
method of Pearson and Lipman (Proc. Natl. Acad. Sci. USA 85:2444-48 (1988), which is incorporated
by reference herein), by computerized implementations of these algorithms (e.g., GAP, BESTFIT,
FASTA, and TFASTA in the Wisconsin Genetics Software Package, Genetics Computer Group, 575
Science Dr., Madison, Wis.), or by visual inspection. (See generally Ausubel et al. (eds.), Current

Protocols in Molecular Biology, 4th ed., John Wiley and Sons, New York (1999)).
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[0095] One example of a useful algorithm is PILEUP. PILEUP creates a multiple sequence
alignment from a group of related sequences using progressive, pairwise alignments to show the percent
sequence identity. It also plots a tree or dendogram showing the clustering relationships used to create
the alignment. PILEUP uses a simplification of the progressive alignment method of Feng and Doolittle
(J. Mol. Evol. 25:351-60 (1987), which is incorporated by reference herein). The method used is similar
to the method described by Higgins and Sharp (Comput. Appl. Biosci. 5:151-53 (1989), which is
incorporated by reference herein). The program can align up to 300 sequences, each of a maximum
length of 5,000 nucleotides or amino acids. The multiple alignment procedure begins with the pairwise
alignment of the two most similar sequences, producing a cluster of two aligned sequences. This cluster
is then aligned to the next most related sequence or cluster of aligned sequences. Two clusters of
sequences are aligned by a simple extension of the pairwise alignment of two individual sequences. The
final alignment is achieved by a series of progressive, pairwise alignments. The program is run by
designating specific sequences and their amino acid or nucleotide coordinates for regions of sequence
comparison and by designating the program parameters. For example, a reference sequence can be
compared to other test sequences to determine the percent sequence identity relationship using the
following parameters: default gap weight (3.00), default gap length weight (0.10), and weighted end
gaps.

[0096] Another example of an algorithm that is suitable for determining percent sequence
identity and sequence similarity is the BLAST algorithm, which is described by Altschul et al. (J. Mol.
Biol. 215:403-410 (1990), which is incorporated by reference herein). (See also Zhang et al., Nucleic
Acid Res. 26:3986-90 (1998); Altschul et al., Nucleic Acid Res. 25:3389-402 (1997), which are
incorporated by reference herein). Software for performing BLAST analyses is publicly available
through the National Center for Biotechnology Information internet web site. This algorithm involves
first identifying high scoring sequence pairs (HSPs) by identifying short words of length W in the query
sequence, which either match or satisfy some positive-valued threshold score T when aligned with a
word of the same length in a database sequence. T is referred to as the neighborhood word score
threshold (Altschul et al. (1990), supra). These initial neighborhood word hits act as seeds for initiating
searches to find longer HSPs containing them. The word hits are then extended in both directions along
each sequence for as far as the cumulative alignment score can be increased. Extension of the word hits
in each direction is halted when: the cumulative alignment score falls off by the quantity X from its
maximum achieved value; the cumulative score goes to zero or below, due to the accumulation of one
or more negative-scoring residue alignments; or the end of either sequence is reached. The BLAST
algorithm parameters W, T, and X determine the sensitivity and speed of the alignment. The BLAST
program uses as defaults a wordlength (W) of 11, the BLOSUM62 scoring matrix (see Henikoff and
Henikoff, Proc. Natl. Acad. Sci. USA 89:10915-9 (1992), which is incorporated by reference herein)
alignments (B) of 50, expectation (E) of 10, M=5, N=-4, and 2 comparison of both strands.
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[0097] In addition to calculating percent sequence identity, the BLAST algorithm also
performs a statistical analysis of the similarity between two sequences (see, €.g., Karlin and Altschul,
Proc. Natl. Acad. Sci. USA 90:5873-77 (1993), which is incorporated by reference herein). One
measure of similarity provided by the BLAST algorithm is the smallest sum probability (P(N)), which
provides an indication of the probability by which a match between two nucleotide or amino acid
sequences would occur by chance. For example, a nucleic acid is considered similar to a reference
sequence if the smallest sum probability in a comparison of the test nucleic acid to the reference nucleic
acid is less than about 0.1, more typically less than about 0.01, and most typically less than about 0.001.
[0098] The term "insertions" or "deletions" are typically in the range of about 1 to 5 amino
acids. The variation allowed can be experimentally determined by producing the peptide synthetically
while systematically making insertions, deletions, or substitutions of nucleotides in the sequence using
recombinant DNA techniques.

[0099] The term “substitution” when referring to a peptide, refers to a change in an amino acid
for a different entity, for example another amino acid or amino-acid moiety. Substitutions can be
conservative or non-conservative substitutions.

[00100] An "analog" of a molecule such as a recombinant human MIS protein, for example
SEQ ID NO: 2 or 3 refers to a molecule similar in function to either the entire molecule or to a fragment
thereof. The term “analog” is also intended to include allelic, species and induced variants. Analogs
typically differ from naturally occurring peptides at one or a few positions, often by virtue of
conservative substitutions. Analogs typically exhibit at least 80 or 90% sequence identity with natural
peptides. Some analogs also include unnatural amino acids or modifications of N or C terminal amino
acids. Examples of unnatural amino acids are, for example but not limited to; acedisubstituted amino
acids, N-alky] amino acids, lactic acid, 4-hydroxyproline, y-carboxyglutamate, &-N,N,N-trimethyllysine,
e-N-acetyllysine, O-phosphoserine, N-acetylserine, N-formylmethionine, 3-methylhistidine, 5-
hydroxylysine, o-N-methylarginine. Fragments and analogs can be screened for prophylactic or
therapeutic efficacy in transgenic animal models as described below.

[00101] By “covalently bonded” is meant joined either directly or indirectly (e.g., through a
linker) by a covalent chemical bond.

[00102] The term “fusion protein” as used herein refers to a recombinant protein of two or more
proteins. Fusion proteins can be produced, for example, by a nucleic acid sequence encoding one
protein is joined to the nucleic acid encoding another protein such that they constitute a single open-
reading frame that can be translated in the cells into a single polypeptide harboring all the intended
proteins. The order of arrangement of the proteins can vary. As a non-limiting example, the nucleic
acid sequence encoding the recombinant human MIS-fusion protein is derived from the nucleotide
sequence of encoding a recombinant human MIS protein or a functional derivative fragment or variant
thereof, fused in frame to an end, either the 5 or the 3° end, of a gene encoding a first fusion partner,

such as a IgG1 Fc fragment. In this manner, on expression of the gene, the recombinant human MIS
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protein or functional derivative fragment or variant thereof is functionally expressed and fused to the N-
terminal or C-terminal end of the IgG1 Fc. In certain embodiments, modification of the polypeptide
probe is such that the functionality of the recombinant human MIS protein or a functional derivative
fragment or variant thereof remains substantially unaffected in terms of its biological activity by fusion
to the first fusion partner, such as 1gG1 Fc.

[00103] By “specifically binds” or “specific binding” is meant a compound or antibody that
recognizes and binds a desired polypeptide but that does not substantially recognize and bind other
molecules in a sample, for example, a biological sample, which naturally includes a polypeptide of the
invention,

[00104] By “substantially pure” or is meant a nucleic acid, polypeptide, or other molecule that
has been separated from the components that naturally accompany it. Typically, a polypeptide is
substantially pure when it is at least about 60%, or at least about 70%, at least about 80%, at least about
90%, at least about 95%, or even at least about 99%, by weight, free from the proteins and
naturally-occurring organic molecules with which it is naturally associated. For example, a
substantially pure polypeptide may be obtained by extraction from a natural source, by expression of a
recombinant nucleic acid in a cell that does not normally express that protein, or by chemical synthesis.
[00105] By “enhanced proteolytic stability” is meant a reduction of in the rate or extent of
proteolysis of a peptide sequence by at least about 2%, at least about 5%, at least about 10%, at least
about 20%, at least about 30%, at least about 40%, at least about 50%, at least about 60%, at least about
70%, at least about 80%, at least about 85%, at least about 90%, at least about 95%, at least about 98%,
or at least about 99% as compared to a control sequence under the same conditions (e.g., in vivo or in an
in vitro system such as in a cell or cell lysate). A peptide with enhanced proteolytic stability may
contain any modification, for example, insertions, deletions, or point mutations which reduce or
climinate a site subject to proteolytic cleavage at a particular site. Sites of proteolytic cleavage may be
identified based on known target sequences or using computer software (e.g., software described by
Gasteiger et al., Protein Identification and Analysis Tools on the ExPASy Server. In John M. Walker,
ed. The Proteomics Protocols Handbook, Humana Press (2005)). Alternatively, proteolytic sites can be
determined experimentally, for example, by Western blot for the protein following expression or
incubation in a cellular system or cellular lysate, followed by sequencing of the identified fragments to
determine cleavage sites.

[00106] The term “recombinant” as used herein to describe a nucleic acid molecule, means a
polynucleotide of genomic, cDNA, viral, semisynthetic, and/or synthetic origin, which, by virtue of'its
origin or manipulation, is not associated with all or a portion of the polynucleotide with which it is
associated in nature. The term recombinant as used with respect to a protein or polypeptide, means a
polypeptide produced by expression of a recombinant polynucleotide. The term recombinant as used
with respect to a host cell means a host cell into which a recombinant polynucleotide has been

introduced. Recombinant is also used herein to refer to, with reference to material (e.g., a cell, a nucleic
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acid, a protein, or a vector) that the material has been modified by the introduction of a heterologous
material (e.g., a cell, a nucleic acid, a protein, or a vector).

[00107] The terms "subject" and "individual" are used interchangeably herein, and refer to an
animal, for example a human, to whom treatment, including prophylactic treatment, with the
pharmaceutical composition according to the present invention, is provided. The term “subject” as used
herein refers to human and non-human animals. The term “non-human animals” and “non-human
mammals” are used interchangeably herein includes all vertebrates, €.g., mammals, such as non-human
primates, (particularly higher primates), sheep, dog, rodent (e.g. mouse or rat), guinea pig, goat, pig,
cat, rabbits, cows, and non-mammals such as chickens, amphibians, reptiles etc. In one embodiment,
the subject is human. In another embodiment, the subject is an experimental animal or animal
substitute as a disease model. The term does not denote a particular age or sex. Thus, adult and
newborn subjects, as well as fetuses, whether male or female, are intended to be covered. Examples of
subjects include humans, dogs, cats, cows, goats, and mice. The term subject is further intended to
include transgenic species. The term subject also encompasses a mammal, for example, a human, to
whom treatment, such as therapeutic treatment and/or prophylactic treatment with a composition
comprising a recombinant human MIS protein as disclosed herein is provided.

[00108] The term "tissue" is intended to include intact cells, blood, blood preparations such as
plasma and serum, bones, joints, muscles, smooth muscles, and organs.

[00109] The term “disease” or “disorder” is used interchangeably herein, refers to any
alternation in state of the body or of some of the organs, interrupting or disturbing the performance of
the functions and/or causing symptoms such as discomfort, dysfunction, distress, or even death to the
person afflicted or those in contact with a person. A disease or disorder can also related to a distemper,
ailing, ailment, amlady, disorder, sickness, illness, complaint, inderdisposion, affection.

[00110] The term “malignancy” and “cancer’” are used interchangeably herein, refers to diseases
that are characterized by uncontrolled, abnormal growth of cells. Cancer cells can spread locally or
through the bloodstream and lymphatic system to other parts of the body. The term is also intended to
include any disease of an organ or tissue in mammals characterized by poorly controlled or uncontrolled
multiplication of normal or abnormal cells in that tissue and its effect on the body as a whole. Cancer
diseases within the scope of the definition comprise benign neoplasms, dysplasias, hyperplasias as well
as neoplasms showing metastatic growth or any other transformations like e.g. leukoplakias which often
precede a breakout of cancer.

[00111] As used herein, the term "tumor"” refers to a mass of transformed cells that are
characterized, at least in part, by containing angiogenic vasculature. The transformed cells are
characterized by neoplastic uncontrolled cell multiplication which is rapid and continues even after the
stimuli that initiated the new growth has ceased. The term "tumor" is used broadly to include the tumor
parenchymal cells as well as the supporting stroma, including the angiogenic blood vessels that

infiltrate the tumor parenchymal cell mass. Although a tumor generally is a malignant tumor, i.e., 2
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cancer having the ability to metastasize (i.e. a metastatic tumor), a tumor also can be nonmalignant (i.e.
non-metastatic tumor). Tumors are hallmarks of cancer, a neoplastic disease the natural course of
which is fatal. Cancer cells exhibit the properties of invasion and metastasis and are highly anaplastic.
[00112] As used herein, the term "metastases” or "metastatic tumor" refers to a secondary tumor
that grows separately elsewhere in the body from the primary tumor and has arisen from detached,
transported cells, wherein the primary tumor is a solid tumor. The primary tumor, as used herein, refers
to a tumor that originated in the location or organ in which it is present and did not metastasize to that
location from another location. As used herein, a “malignant tumor” is one having the properties of
invasion and metastasis and showing a high degree of anaplasia. Anaplasia is the reversion of cells to an
immature or a less differentiated form, and it occurs in most malignant tumors.

[00113] The term “therapy resistant cancer” as used herein refers to a cancer present in a subject
which is resistant to, or refractory to at least two different anti-cancer agents such as chemotherapy
agents, which means, typically a subject has been treated with at least two different anti-cancer agents
that did not provide effective treatment as that term is defined herein.

[00114] The term ‘sensitize’ or ‘sensitizes’ used interchangeably herein, refers to making the
cell sensitive, or susceptible to other secondary agents, for example other pro-drugs or other
environmental effects such as radiation etc.

[00115] As used herein, the terms "treat" or "treatment" or "treating” refers to both therapeutic
treatment and prophylactic or preventative measures, wherein the object is to prevent or slow the
development of the disease, such as slow down the development of a tumor, the spread of cancer, or
reducing at least one effect or symptom of a condition, disease or disorder associated with inappropriate
proliferation or a cell mass, for example cancer. Treatment is generally “effective” if one or more
symptoms or clinical markers are reduced as that term is defined herein. Alternatively, treatment is
“effective” if the progression of a discase is reduced or halted. That is, “treatment” includes not just the
improvement of symptoms or markers, but also a measurable lessening of one or more symptoms or
measurable markers of a disease or disorder (e.g., cancer) and/or a cessation of at least slowing of
progress or worsening of symptoms that would be expected in absence of treatment. Measurable
lessening includes any statistically significant decline in a measurable marker or symptom. Beneficial
or desired clinical results include, but are not limited to, alleviation of one or more symptom(s),
diminishment of extent of disease, stabilized (i.¢., not worsening) state of disease, delay or slowing of
disease progression, amelioration or palliation of the disease state, and remission (whether partial or
total), whether detectable or undetectable. "Treatment" can also mean prolonging survival as compared
to expected survival if not receiving treatment. Those in need of treatment include those already
diagnosed with cancer, as well as those likely to develop secondary tumors due to metastasis. In some
embodiments, treatment can be prophylactic treatment.

[00116] The term “effective amount” as used herein refers to the amount of a recombinant

human MIS protein as disclosed herein, to alleviate at least one or more symptom of the discase or
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disorder, and relates to a sufficient amount of pharmacological composition to provide the desired
effect. The phrase "therapeutically effective amount” as used herein, e.g., a pharmaceutical composition
comprising at least one recombinant human MIS protein as disclosed herein means a sufficient amount
of the composition to treat a disorder, at a reasonable benefit/risk ratio applicable to any medical
treatment. The term "therapeutically effective amount" therefore refers to an amount of the composition
as disclosed herein that is sufficient to effect a therapeutically or prophylacticly significant reduction in
a symptom or clinical marker associated with a cancer or a cancer-mediated condition.

[00117] A therapeutically or prophylatically significant reduction in a symptom is, e.g. at least
about 10%, at least about 20%, at least about 30%, at least about 40%, at least about 50%, at least about
60%, at least about 70%, at least about 80%, at least about 90%, at least about 100%, at least about
125%, at least about 150% or more in a measured parameter as compared to a control or non-treated
subject. Measured or measurable parameters include clinically detectable markers of disease, for
example, elevated or depressed levels of a biological marker, as well as parameters related to a
clinically accepted scale of symptoms or markers for a disease or disorder. It will be understood,
however, that the total daily usage of the compositions and formulations as disclosed herein will be
decided by the attending physician within the scope of sound medical judgment. The exact amount
required will vary depending on factors such as the type of disease being treated.

[00118] With reference to the treatment of a subject with a cancer with a pharmaceutical
composition comprising at least one recombinant human MIS protein as disclosed herein, the term
“therapeutically effective amount” refers to the amount that is safe and sufficient to prevent or delay the
development and further growth of a tumor or the spread of metastases in cancer patients. The amount
can thus cure or cause the cancer to go into remission, slow the course of cancer progression, slow or
inhibit tumor growth, slow or inhibit tumor meta-stasis, slow or inhibit the establishment of secondary
tumors at metastatic sites, or inhibit the formation of new tumor metastases. The effective amount for
the treatment of cancer depends on the tumor to be treated, the severity of the tumor, the drug resistance
level of the tumor, the species being treated, the age and general condition of the subject, the mode of
administration and so forth. Thus, it is not possible to specify the exact “effective amount”. However,
for any given case, an appropriate “effective amount” can be determined by one of ordinary skill in the
art using only routine experimentation. The efficacy of treatment can be judged by an ordinarily skilled
practitioner, for example, efficacy can be assessed in animal models of cancer and tumor, for example
treatment of a rodent with a cancer, and any treatment or administration of the compositions or
formulations that leads to a decrease of at least one symptom of the cancer, for example a reduction in
the size of the tumor or a slowing or cessation of the rate of growth of the tumor indicates effective
treatment. In embodiments where the compositions are used for the treatment of cancer, the efficacy of
the composition can be judged using an experimental animal model of cancer, e.g., wild-type mice or
rats, or preferably, transplantation of tumor cells. When using an experimental animal model, efficacy

of treatment is evidenced when a reduction in a symptom of the cancer, for example a reduction in the
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size of the tumor or a slowing or cessation of the rate of growth of the tumor occurs earlier in treated,
versus untreated animals. By “earlier” is meant that a decrease, for example in the size of the tumor
occurs at least 5% earlier, but preferably more, e.g., one day earlier, two days earlier, 3 days earlier, or
more.

[00119] As used herein, the term “treating” when used in reference to a cancer treatment is used
to refer to the reduction of a symptom and/or a biochemical marker of cancer, for example a significant
reduction in at least one biochemical marker of cancer would be considered an effective treatment.
Examples of such biochemical markers of cancer include CD44, telomerase, TGF-a, TGEF-B, erbB-2,
erbB-3, MUC1, MUC2, CK20, PSA, CA125 and FOBT. A reduction in the rate of proliferation of the
cancer cells by at least about 10% would also be considered effective treatment by the methods as
disclosed herein. As alternative examples, a reduction in a symptom of cancer, for example, a slowing
of the rate of growth of the cancer by at least about 10% or a cessation of the increase in tumor size, or
a reduction in the size of a tumor by at least about 10% or a reduction in the tumor spread (i.e. tumor
metastasis) by at least about 10% would also be considered as affective treatments by the methods as
disclosed herein. In some embodiments, it is preferred, but not required that the therapeutic agent
actually kill the tumor.

[00120] The term "prophylactically effective amount” refers to an amount of a recombinant
human MIS protein or functional fragment or variant thereof which is effective, at dosages and for
periods of time necessary, to achieve the desired prophylactic result, e.g., to prevent the onset of cancer
in a subject who is at risk of developing cancer. Typically, since a prophylactic dose of a recombinant
human MIS protein or functional fragment or variant thereof is administered to a subject prior to, or at
an earlier stage of a cancer, or to a subject who has a genetic predisposition to get cancer, for example,
but by no way a limitation, to a subject that has a mutation in a gene which increases the likelihood of
the subject getting ovarian cancer. In some embodiments, a prophylactically effective amount is less
than the therapeutically effective amount. A prophylatically effective amount of a recombinant human
MIS protein or functional fragment or variant thereof is also one in which any toxic or detrimental
effects of the compound are outweighed by the beneficial effects.

[00121]  Asused herein, the terms “prevent,” “preventing” and “prevention” refer to the avoidance
or delay in manifestation of one or more symptoms or measurable markers of a disease or disorder, e.g.,
of an autoimmune disease. A delay in the manifestation of a symptom or marker is a delay relative to
the time at which such symptom or marker manifests in a control or untreated subject with a similar

39 46

likelihood or susceptibility of developing the disease or disorder. The terms “prevent,” “preventing”
and “prevention” include not only the avoidance or prevention of a symptom or marker of the disease,
but also a reduced severity or degree of any one of the symptoms or markers of the disease, relative to
those symptoms or markers in a control or non-treated individual with a similar likelihood or

susceptibility of developing the disease or disorder, or relative to symptoms or markers likely to arise

based on historical or statistical measures of populations affected by the disease or disorder. By
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“reduced severity” is meant at least a 10% reduction in the severity or degree of a symptom or
measurable disease marker, relative to a control or reference, e.g., at least 15%, 20%, 30%, 40%, 50%,
60%, 70%, 80%, 90%, 95%, 99% or even 100% (i.c., no symptoms or measurable markers).

[00122] As used herein, the terms "administering," and "introducing” are used interchangeably
herein and refer to the placement of the agents of metabolic regulators of the present invention into a
subject by a method or route which results in at least partial localization of a recombinant human MIS
protein at a desired site. The compounds of the present invention can be administered by any
appropriate route which results in an effective treatment in the subject. In some embodiments, for the
treatment of a cancer, the recombinant human MIS protein can be placed directly at, or near the site of
the tumor or alternatively administered systemically.

[00123] A "composition" or "pharmaceutical composition” are used interchangeably herein
refers to a composition that usually contains an excipient, such as a pharmaceutically acceptable carrier
that is conventional in the art and that is suitable for administration to cells. The cells may be part of a
subject, for example for therapeutic, diagnostic, or prophylactic purposes. The cells may also be
cultured, for example cells as part of an assay for screening potential pharmaceutical compositions, and
the cells may be part of a transgenic animal for research purposes. The composition can also be a cell
culture, in which a polypeptide or polynucleotide encoding a metabolic regulator of the present
invention is present in the cells and/or in the culture medium. In addition, compositions for topical (e.g.,
oral mucosa, respiratory mucosa) and/or oral administration can form solutions, suspensions, tablets,
pills, capsules, sustained-release formulations, oral rinses, or powders, as known in the art and
described herein. The compositions also can include stabilizers and preservatives. For examples of
carriers, stabilizers and adjuvants, University of the Sciences in Philadelphia (2005) Remington: The
Science and Practice of Pharmacy with Facts and Comparisons, 21st Ed.

[00124] The phrases "parenteral administration" and "administered parenterally" as used herein
means modes of administration other than enteral and topical administration, usually by injection, and
includes, without limitation, intravenous, intramuscular, intraarterial, intrathecal, intraventricular,
intracapsular, intraorbital, intracardiac, intradermal, intraperitoneal, transtracheal, subcutaneous,
subcuticular, intraarticular, sub capsular, subarachnoid, intraspinal, intracerebro spinal, and intrasternal
injection and infusion. The phrases "systemic administration," "administered systemically", "peripheral
administration” and "administered peripherally" as used herein mean the administration of a
recombinant human MIS protein such that it enters the animal's system and, thus, is subject to
metabolism and other like processes, for example, subcutaneous administration.

[00125] The phrase "pharmaceutically acceptable is employed herein to refer to those
compounds, materials, compositions, and/or dosage forms which are, within the scope of sound medical
judgment, suitable for use in contact with the tissues of human beings and animals without excessive

toxicity, irritation, allergic response, or other problem or complication, commensurate with a reasonable

benefit/risk ratio.
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[00126] The phrase "pharmaceutically acceptable carrier” as used herein means a
pharmaceutically acceptable material, composition or vehicle, such as a liquid or solid filler, diluent,
excipient, solvent or encapsulating material, involved in maintaining the activity of or carrying or
transporting the subject agents from one organ, or portion of the body, to another organ, or portion of
the body. In addition to being “pharmaceutically acceptable™ as that term is defined herein, each carrier
must also be "acceptable” in the sense of being compatible with the other ingredients of the formulation.
The pharmaceutical formulation contains a compound of the invention in combination with one or more
pharmaceutically acceptable ingredients. The carrier can be in the form of a solid, semi-solid or liquid
diluent, cream or a capsule. These pharmaceutical preparations are a further object of the invention.
Usually the amount of active compounds is between 0.1-95% by weight of the preparation, preferably
between 0.2-20% by weight in preparations for parenteral use and preferably between 1 and 50% by
weight in preparations for oral administration. For the clinical use of the methods of the present
invention, targeted delivery composition of the invention is formulated into pharmaceutical
compositions or pharmaceutical formulations for parenteral administration, e.g., intravenous; mucosal,
e.g., intranasal; enteral, e.g., oral; topical, e.g., transdermal; ocular, e.g., via corneal scarification or
other mode of administration. The pharmaceutical composition contains a compound of the invention
in combination with one or more pharmaceutically acceptable ingredients. The carrier can be in the
form of a solid, semi-solid or liquid diluent, cream or a capsule.

[00127] The term “oncogene” as used herein refers to a nucleic acid sequence encoding, or
polypeptide, of a mutated and/or overexpressed version of a normal gene that in a dominant fashion can
release the cell from normal restraints on growth and thus alone or in concert with other changes,
contribute to a cells tumorigenicity. Examples of oncogenes include; gp40 (v-fms); p21 (ras); pS5 (v-
myc); p65 (gag-jun); pp60 (v-src);, v-abl; v-erb; v-erba; v-fos etc. A proto-oncogene refers to the
normal expression of a nucleic acid expressing the normal, cellular equivalent of an oncogene, typically
these genes are usually a gene involved in the signaling or regulation of cell growth.

[00128] The term "regeneration" means regrowth of a cell population, organ or tissue, and in
some embodiments after disease or trauma.

[00129] The term “vectors” refers to a nucleic acid molecule capable of transporting another
nucleic acid to which it has been linked; a plasmid is a species of the genus encompassed by “vector”.
The term "vector" typically refers to a nucleic acid sequence containing an origin of replication and
other entities necessary for replication and/or maintenance in a host cell. Vectors capable of directing
the expression of genes and/or nucleic acid sequence to which they are operatively linked are referred to
herein as “expression vectors”. In general, expression vectors of utility are often in the form of
“plasmids™ which refer to circular double stranded DNA loops which, in their vector form are not
bound to the chromosome, and typically comprise entities for stable or transient expression or the
encoded DNA. Other expression vectors can be used in the methods as disclosed herein for example,

but are not limited to, plasmids, episomes, bacterial artificial chromosomes, yeast artificial
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chromosomes, bacteriophages or viral vectors, and such vectors can integrate into the host’s genome or
replicate autonomously in the particular cell. A vector can be a DNA or RNA vector. Other forms of
expression vectors known by those skilled in the art which serve the equivalent functions can also be
used, for example self replicating extrachromosomal vectors or vectors which integrates into a host
genome. Preferred vectors are those capable of autonomous replication and/or expression of nucleic
acids to which they are linked. Vectors capable of directing the expression of genes to which they are
operatively linked are referred to herein as "expression vectors". Expression vectors can result in stable
or transient expression of the DNA. An exemplary expression vector for use in the present invention is
pcDNA3.1.

[00130] The term “viral vectors™ refers to the use as viruses, or virus-associated vectors as
carriers of the nucleic acid construct into the cell. Constructs may be integrated and packaged into non-
replicating, defective viral genomes like Adenovirus, Adeno-associated virus (AAV), or Herpes
simplex virus (HSV) or others, including reteroviral and lentiviral vectors, for infection or transduction
into cells. The vector may or may not be incorporated into the cells genome. The constructs may
include viral sequences for transfection, if desired. Alternatively, the construct may be incorporated into
vectors capable of episomal replication, e.g EPV and EBV vectors.

[00131] As used herein, a “promoter” or “promoter region” or “promoter element” used
interchangeably herein, refers to a segment of a nucleic acid sequence, typically but not limited to DNA
or RNA or analogues thereof, that controls the transcription of the nucleic acid sequence to which it is
operatively linked. The promoter region includes specific sequences that are sufficient for RNA
polymerase recognition, binding and transcription initiation. This portion of the promoter region is
referred to as the promoter. In addition, the promoter region includes sequences which modulate this
recognition, binding and transcription initiation activity of RNA polymerase. These sequences may be
cis-acting or may be responsive to frans-acting factors. Promoters, depending upon the nature of the
regulation may be constitutive or regulated.

[00132] The term “regulatory sequences” is used interchangeably with “regulatory elements™
herein refers element to a segment of nucleic acid, typically but not limited to DNA or RNA or
analogues thereof, that modulates the transcription of the nucleic acid sequence to which it is
operatively linked, and thus act as transcriptional modulators. Regulatory sequences modulate the
expression of gene and/or nucleic acid sequence to which they are operatively linked. Regulatory
sequence often comprise “regulatory elements” which are nucleic acid sequences that are transcription
binding domains and are recognized by the nucleic acid-binding domains of transcriptional proteins
and/or transcription factors, repressors or enhancers etc. Typical regulatory sequences include, but are
not limited to, transcriptional promoters, inducible promoters and transcriptional elements, an optional
operate sequence to control transcription, a sequence encoding suitable mRNA ribosomal binding sites,
and sequences to control the termination of transcription and/or translation. Regulatory sequences can

be a single regulatory sequence or multiple regulatory sequences, or modified regulatory sequences or
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fragments thereof. Modified regulatory sequences are regulatory sequences where the nucleic acid
sequence has been changed or modified by some means, for example, but not limited to, mutation,
methylation etc.

[00133] The term “operatively linked” as used herein refers to the functional relationship of the
nucleic acid sequences with regulatory sequences of nucleotides, such as promoters, enhancers,
transcriptional and translational stop sites, and other signal sequences. For example, operative linkage
of nucleic acid sequences, typically DNA, to a regulatory sequence or promoter region refers to the
physical and functional relationship between the DNA and the regulatory sequence or promoter such
that the transcription of such DNA is initiated from the regulatory sequence or promoter, by an RNA
polymerase that specifically recognizes, binds and transcribes the DNA. In order to optimize
expression and/or in vitro transcription, it may be necessary to modify the regulatory sequence for the
expression of the nucleic acid or DNA in the cell type for which it is expressed. The desirability of, or
need of, such modification may be empirically determined. Enhancers need not be located in close
proximity to the coding sequences whose transcription they enhance. Furthermore, a gene transcribed
from a promoter regulated in trans by a factor transcribed by a second promoter may be said to be
operatively linked to the second promoter. In such a case, transcription of the first gene is said to be
operatively linked to the first promoter and is also said to be operatively linked to the second promoter.
[00134] As used herein, the term “biological sample™ also refers to a cell or population of cells
or a quantity of tissue or fluid from a subject. Most often, the sample has been removed from a subject,
but the term "biological sample" can also refer to cells or tissue analyzed in vivo, i.e. without removal
from the subject. Often, a "biological sample" will contain cells from a subject, but the term can also
refer to non-cellular biological material, such as non-cellular fractions of blood, saliva, or urine, that can
be used to measure protein phosphorylation levels. In some embodiments, a “biological sample” or
“tissue sample” refers to a sample of tissue or fluid isolated from an individual, including but not
limited to, for example, blood, plasma, serum, tumor biopsy, urine, stool, sputum, spinal fluid, pleural
fluid, nipple aspirates, lymph fluid, the external sections of the skin, respiratory, intestinal, and
genitourinary tracts, tears, saliva, milk, cells (including but not limited to blood cells), tumors, organs,
and also samples of in vitro cell culture constituent. In some embodiments, a biological sample is from
a resection, bronchoscopic biopsy, or core needle biopsy of a primary, secondary or metastatic tumor, or
a cellblock from pleural fluid. In addition, fine needle aspirate biological samples are also useful. In
some embodiments, a biological sample is primary ascite cells. Samples can be fresh, frozen, fixed or
optionally paraffin-embedded, frozen or subjected to other tissue preservation methods, including for
example methods to preserve the phosphorylation status of polypeptides in the biological sample. A
biological sample can also mean a sample of biological tissue or fluid that comprises protein or cells.
Such samples include, but are not limited to, tissue isolated from subjects or animals. Biological
samples may also include sections of tissues such as biopsy and autopsy samples, frozen sections taken

for histological purposes, blood, plasma, serum, sputum, stool, tears, mucus, hair, and skin. Biological
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samples also include explants and primary and/or transformed cell cultures derived from patient tissues.
A biological sample may be provided by removing a sample of cells from subject, but can also be
accomplished by using previously isolated cells (e.g., isolated by another person, at another time, and/or
for another purpose), or by performing the methods of the invention in vivo. Archival tissues, such as
those having treatment or outcome history may also be used. Biological samples include, but are not
limited to, tissue biopsies, scrapes (e.g. buccal scrapes), whole blood, plasma, serum, urine, saliva, cell
culture, or cerebrospinal fluid. Biological samples also include tissue biopsies, cell culture. The
biological sample can be obtained by removing a sample of cells from a subject, but can also be
accomplished by using previously isolated cells (e.g. isolated by another person), or by performing the
methods of the invention iz vivo. Such samples include, but are not limited to, whole blood, cultured
cells, primary cell preparations, sputum, amniotic fluid, tissue or fine needle biopsy samples, peritoneal
fluid, and pleural fluid, among others. In some embodiments a biological sample is taken from a human
patient, and in alternative embodiments the biological sample is taken from any mammal, such as
rodents, animal models of diseases, commercial animals, companion animals, dogs, cats, sheep, cattle,
and pigs, etc. The biological sample can be pretreated as necessary for storage or preservation, by
dilution in an appropriate buffer solution or concentrated, if desired. Any of a number of standard
aqueous buffer solutions, employing one of a variety of buffers, such as phosphate, Tris, or the like, at
physiological pH can be used. The biological sample can in certain circumstances be stored for use
prior to use in the assay as disclosed herein. Such storage can be at +4C or frozen, for example at -20C
or -80C, provided suitable cryopreservation agents are used to maintain cell viability once the cells are
thawed.

[00135] The term “reduced” or “reduce™ or “decrease” or “lower” as used herein generally
means a decrease by a statistically significant amount relative to a reference. However, for avoidance
of doubt, “reduced” means statistically significant decrease of at least 10% as compared to a reference
level, for example a decrease by at least 20%, at least 30%, at least 40%, at least t 50%, or least 60%, or
least 70%, or least 80%, at least 90% or more, up to and including a 100% decrease (i.e. absent level as
compared to a reference sample), or any decrease between 10-100% as compared to a reference level,
as that term is defined herein. The term “decrease” or “inhibition” used in the context of the level of
expression or activity of a gene refers to a reduction in protein or nucleic acid level or activity in a cell,
a cell extract, or a cell supernatant. For example, such a decrease may be due to reduced RNA stability,
transcription, or translation, increased protein degradation, or RNA interference. Preferably, this
decrease is at least about 5%, at least about 10%, at least about 25%, at least about 50%, at least about
75%, at least about 80%, or even at least about 90% of the level of expression or activity under control
conditions.

[00136] The term “low” as used herein generally means lower by a statically significant
amount; for the avoidance of doubt, “low” means a statistically significant value at least 10% lower

than a reference level, for example a value at least 20% lower than a reference level, at least 30% lower
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than a reference level, at least 40% lower than a reference level, at least 50% lower than a reference
level, at least 60% lower than a reference level, at least 70% lower than a reference level, at least 80%
lower than a reference level, at least 90% lower than a reference level, up to and including 100% lower
than a reference level (i.e. absent level as compared to a reference sample).

[00137] The terms “increased” or “increase” as used herein generally mean an increase by a
statically significant amount; for the avoidance of doubt, “increased” means a statistically significant
increase of at least 10% as compared to a reference level, including an increase of at least 20%, at least
30%, at least 40%, at least 50%, at least 60%, at least 70%, at least 80%, at least 90%, at least 100% or
more, including, for example at least 2-fold, at least 3-fold, at least 4-fold, at least 5-fold, at least 10-
fold increase or greater as compared to a reference level, as that term is defined herein. The term an
“increase” as used in the context of the expression or activity of a gene or protein is meant a positive
change in protein or nucleic acid level or activity in a cell, a cell extract, or a cell supernatant. For
example, such a increase may be due to increased RNA stability, transcription, or translation, or
decreased protein degradation. Preferably, this increase is at least 5%, at least about 10%, at least about
25%, at least about 50%, at least about 75%, at least about 80%, at least about 100%, at least about
200%, or even about 500% or more over the level of expression or activity under control conditions.
[00138] The term “high” as used herein generally means a higher by a statically significant
amount relative to a reference; for the avoidance of doubt, “high” means a statistically significant value
at least 10% higher than a reference level, for example at least 20% higher, at least 30% higher, at least
40% higher, at least 50% higher, at least 60% higher, at least 70% higher, at least 80% higher, at lcast
90% higher, at least 100% higher, at Ieast 2-fold higher, at least 3-fold higher, at least 4-fold higher, at
least 5-fold higher, at least 10-fold higher or more, as compared to a reference level.

[00139] The articles "2" and "an" are used herein to refer to one or to more than one (i.e., to at
least one) of the grammatical object of the article. By way of example, "an element” means one element
or more than one clement.

[00140] Other than in the operating examples, or where otherwise indicated, all numbers
expressing quantities of ingredients or reaction conditions used herein should be understood as modified
in all instances by the term “about.” The term “about” when used in connection with percentages can
mean +1%. The present invention is further explained in detail by the following examples, but the scope
of the invention should not be limited thereto.

[00141] It should be understood that this invention is not limited to the particular methodology,
protocols, and reagents, etc., described herein and as such can vary. The terminology used herein is for
the purpose of describing particular embodiments only, and is not intended to limit the scope of the
present invention, which is defined solely by the claims. Other features and advantages of the invention

will be apparent from the following Detailed Description, the drawings, and the claims.
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Mullerian Inhibiting Substance (MIS)

[00142) Without wishing to be bound by theory, the Mullerian Inhibiting Substance (MIS) is a
member of the TGFP multigene family of glycoproteins. The proteins in this gene family are all
produced as dimeric precursors and undergo posttranslational processing for activation, requiring
cleavage and dissociation to release bioactive C-terminal fragments. MIS is a 140-kDa dimer which
consists of identical 70 kDa disulfide-linked monomers, each composed of a 57kDa N-terminal domain
and a 12.5 kDa carboxyl-terminal (C-terminal). Thus, MIS comprises 2 identical monomers (and thus is
termed a “homodimer”), each monomer comprising two domains, the N-terminal and C-terminal
domain, which are held in non-covalent association. The purified C-terminal domain is the biologically
active moiety and cleavage is required for activity. The N-terminal domain may assist with protein
folding in vivo and facilitate delivery of the C-terminal peptide to its receptor, e.g., MISRI and MISRII.
A non-cleavable mutant of MIS is biologically inactive.

[00143] The carboxy-terminal active domain shares amino acid homology with other TGFb
family members, such as TGF-B 1, 2, and 3, inhibin, activin, and bone morphogenetic proteins, as well
as a member of Growth and Differentiation Factors (GDFs). The structure of the MIS carboxy-terminal
domain is supported by seven cysteines involved both in intra- and intermolecular disulfides bridges
that lead to its structural stability, as revealed by homology to the three dimensional structure of TGFb
using molecular modeling (Lorenzo, Donahoe, et al., unpublished data).

[00144] Like other TGFb family members, MIS can be cleaved by plasmin which generates its
amino- and carboxy-terminal domains. This proteolytic process is required for its physiological activity
and occurs at a site in a position similar to the dibasic cleavage site found in the sequence of TGFb. The
resultant products are tightly associated in a non-covalent complex that dissociates at low pH; therefore,
technically complex and time-demanding protocols with plasmin treatment and molecular size
exclusion chromatography are required to enhance or complete the separation of the carboxy terminus
from the amino terminus.

[00145] MIS contains two major cleavage sites that are sensitive to plasmin; the primary
monobasic site which is located at amino acid position 426-427 of human wild-type MIS
(corresponding to amino acid 451-452 of SEQ ID NO:1 herein). Cleavage at this site, which releases
the active carboxy-terminal domain of MIS, resembles a consensus furin cleavage site. A secondary
cleavage site (referred to as “R/S”), identified by amino-terminal sequencing of MIS fragments is
located at residues 229-230 in the amino-terminal domain of wild-type MIS (corresponding to amino
acids 254-255 of SEQ ID NO: 1). This site contains an R/S, but otherwise does not follow the
consensus Arg—X—(Arg/Lys)-Arg for furin cleavage. Separation of purified carboxy-terminal from
amino-terminal MIS after digestion with exogenous plasmin previously used molecular size-exclusion
chromatography under acidic conditions. This technique requires extreme care to control MIS digestion,
since long incubations of MIS in plasmin produced the carboxy- terminal MIS domain plus other

fragments of 22 and 34 kDa, due to cleavage both at the primary and secondary sites, are extremely
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difficult to separate from one another by size exclusion. Since all fragments generated after plasmin
digestion are glycosylated, except the carboxy-terminal domain, wheat-germ lectin affinity can be used
as an alternative to size chromatography separation to purify the carboxy- terminal domain of MIS.
After plasmin cleavage, the resulting fragments can be loaded onto a wheat germ lectin column at pH
3.5 in order to dissociate the amino- and carboxy-terminal domains, as disclosed in Lorenzo et al., J.
Chromatography, (2001), 776; 89-98, which is incorporated herein its entirety by reference.

[00146] Accordingly, to overcome several issues with respect to avoiding the production of
fragments of MIS, e.g., both the carboxy- terminal MIS domain plus a 22 and 34 kDa fragments due to
cleavage both at the primary and secondary sites, the inventors have modified the primary cleavage site
at amino acid position 426427 of human wild-type MIS (corresponding to amino acid 451-452 of SEQ
ID NO:1 herein). To aid the purification of the C-terminal domain without the need for complicated
methods using wheat-germ lectin affinity or size chromatography columns, the most flexible domain of
the C-terminus , the inventors have included a tag at the N-terminus of the C-terminal domain.

[00147] Furthermore, the wild-type MIS protein is produced as a prohormone comprising a N-
terminal leader sequence, which corresponds to amino acid residues 1-25 of SEQ ID NO: 1. Processing
of the mature hormone MIS protein can involve the proteolytic cleavage and removal of the leader
sequence (e.g., amino acids 1-25 of SEQ ID NO: 1), the cleavage of the MIS protein at the primary site
to generate the N-terminal and C-terminal domains, and the formation of these domains into a
monomer, which is disulfide linked by inter- and intrachain disulfide bonds to an identical monomer to

form the bioactive homodimer MIS protein.

Leader Sequences

[00148] Without wishing to be bound by theory, leader sequences improve expression and/or
secretion of a polypeptide of interest in a host cell, and are useful for the recombinant production of
proteins. Generally, as an efficient method for secreting a desired protein by a genetic engineering
procedure, a method is known wherein a fused protein comprising the desired protein (e.g., MIS) and a
prepropeptide (signal peptide + propeptide) is expressed in a host cell and then intracellularly cleaved
(processed) by enzymes of the host, and then, extracellularly secreted. According to this process,
however, the fused protein must be cleaved twice by enzymes of the host to be a mature protein,
resulting in lower yield of the mature protein and contamination of the mature protein with residual
fused protein.

[00149] Accordingly, secreted proteins are expressed initially inside the cell in a precursor
form containing a leader sequence ensuring entry into the secretory pathway. Such leader sequences,
also referred to as signal peptides, direct the expressed product across the membrane of the endoplasmic
reticulum (ER). Signal peptides are generally cleaved off by signal peptidases during translocation to
the ER. Once entered in the secretory pathway, the protein is transported to the Golgi apparatus. From

the Golgi the protein can follow different routes that lead to compartments such as the cell vacuole or
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the cell membrane, or it can be routed out of the cell to be secreted to the external medium (Pfeffer and
Rothman (1987) Ann. Rev. Biochem. 56:829-852).

[00150] For Industrial production of a secreted protein, the protein to be produced needs to be
secreted efficiently from the host cell or the host organism. The signal peptide may be, €.g., the native
signal peptide of the protein to be produced, a heterologous signal peptide, or a hybrid of native and
heterologous signal peptide. However, several problems are encountered with the use of currently
known signal peptides. One problem often encountered when producing a human protein from a non-
human host cell or organism is that the native signal peptide does not ensure efficient translocation
and/or cleavage of the signal peptide. This leads to low rates of protein secretion and/or to secretion of
mature proteins that display N-terminal extensions due to an incorrect cleavage of the signal peptide.
Thus the choice of the signal peptide is of great importance for industrial production of a protein.
[00151] In addition of leader sequences directing the secretion of the protein, a precursor form
can comprise supplemental leader sequences that are cleaved during maturation. These supplemental
leader peptides, named propeptides, usually follow the signal peptide. Virtually all peptide hormones,
numerous bioactive protein (for example, growth factors, receptors and cell-adhesion molecules, and
including MIS), and many bacterial toxins and viral envelope glycoproteins comprise a propeptide that
is post-translationally excised to generate the mature and biologically active protein (Seidah and
Chretien (1999) Brain Res. 848:45-62).

[00152] Peptides are further cleaved by enzymes named proprotein convertases. Mammalian
proprotein convertases include, ¢.g., the subtilisin convertases PCSK1, PCSK?2 and furin, Furin is
ubiquitously expressed and located in the trans-Golgi network. Furin proteolytically activates large
numbers of proproteins substrates in secretory pathway compartments. (Thomas (2002) Nat Rev Mol
Cell Biol. 3:753-766). More specifically, furin localizes to the Trans Golgi Network, a late Golgi
structure that is responsible for sorting secretory pathway proteins to their final destinations, including
the cell surface, endosomes, lysosomes and secretory granules. The site that furin cleaves has been
extensively studied. The cleavage site is positioned after the carboxyl-terminal arginine of the
consensus sequence R-X-L/R-R, wherein X may represent any amino acid (Nakayama (1997) Biochem.
J327:625-635). The cleavage efficiency is increased when X is a lysine, a valine, an isoleucine or an
alanine (Watanabe et al (1992) J Biol. Chem. 267:8270-8274).

[00153] In some embodiments, the recombinant human MIS protein comprises a modified
leader sequence in place of the wild-type leader sequence of the MIS protein of SEQ ID NO:1. In some
embodiments, the native leader sequence of amino acid residues 1-25 of SEQ ID NO: 1 is replaced with
a non-MIS leader sequence, for example, but not limited to an albumin leader sequence, or functional
fragment thereof. In some embodiments, the non-MIS leader sequence is a human serum albumin
sequence (HSA), for example, a leader sequence corresponding to SEQ ID NO:6, which is encoded by
nucleic acids corresponding to SEQ ID NO: 7.
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[00154] In some embodiments, a HSA sequence is a functional fragment of SEQ ID NO: 6, for
example, or at least 23, or at least 22, or at least 21, or at least 20, or at least 19, or at least 18, or at least
17, or at least 16, or at least 15, or at least 14, or at least 13, or at least 12, or at least 11, or at least 10,
or less than 10 consecutive or non-consecutive amino acids of SEQ ID NO:6. Modified versions of
HSA leader sequence are also encompassed for use in the present invention and are disclosed in US
Patent 5,759,802 which is incorporated herein in its entirety by reference. In some embodiments, a
functional fragment of HSA leader sequence is MKWVTFISLLFLFSSAYS (SEQ ID NO: 13) or
variations therefor, which are disclosed in EP patent EP2277889 which is incorporated herein in its
entirety. Variants of the pre-pro region of the HSA signal sequence (e.g.,
MKWVTFISLLFLFSSAYSRGVFRR, SEQ ID NO: 6) include fragments, such as the pre region of the
HSA signal sequence (e.g., MKWVTFISLLFLFSSAYS, SEQ ID NO:13) or variants thereof, such as,
for example, MKWVSFISLLFLFSSAYS, (SEQ ID NO:14)

[00155] In some embodiments, the leader sequence is a leader sequence is at least about 60%,
or at least about 70%, or at least about 80%, or at least about 90%, or at least about 95%, or at least
about 96%, or at least about 97%, or at least about 98%, or at least about 99% identical to amino acid
residues of SEQ ID NO: 6.

[00156] The HSA leader sequence as used herein resulted in an expected increased yield (both
higher concentration and higher production) of the recombinant human MIS protein (sce Fig. 2 and 3).
However, the presence of the HSA leader sequence also resulted in a surprising and unexpected
increase in cleavage from the primary cleavage site (corresponding to cleavage at 451/452 of SEQ ID
NO: 1 (or 426/427 of conventional amino acid nomenclature of wild-type human MIS protein) (see Fig.
2 and 3). This increased yield and increased cleavage was surprising because with an increased yield
(and therefore more protein produced by the cell), one would expect a decreased cleavage as the activity
of the available cleavage enzymes becomes saturated and overextended. However, this was not the case
- in fact the exact opposite occurred where with increased protein production there was increased
cleavage from the primary cleavage site.

[00157] Other leader sequences are encompassed for use in a recombinant human MIS protein
as disclosed herein, e.g., to replace amino acids 1-25 of SEQ ID NO: 1. Such leader sequences are well
known in the art, and include the leader sequences comprising an immunoglobulin signal peptide fused
to a tissue-type plasminogen activator propeptide (IgSP-tPA), as disclosed in US 2007/0141666, which
is incorporated herein in its entirety by reference. Numerous other signal peptides are used for
production of secreted proteins. One of them is a murine immunoglobulin signal peptide (IgSP, EMBL
Accession No. M13331). IgSP was first identified in 1983 by Loh et al. (Cell. 33:85-93). IgSP is known
to give a good expression in mammalian cells. For example. EP patent No. 0382762 discloses a method
of producing horseradish peroxidase by constructing a fusion polypeptide between IgSP and

horseradish peroxidase.
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[00158] Other leader sequences include, for example, but not limited to, the MPIF-1 signal
sequence (e.g., amino acids 1-21 of GenBank Accession number AABS1134)
MKVSVAALSCLMLVTALGSQA (SEQ ID NO: 15); the stanniocalcin signal sequence
(MLQNSAVLLLLVISASA, SEQ ID NO:16); the invertase signal sequence (e.g.,
MLLQAFLFLLAGFAAKISA, SEQ ID NO:17); the yeast mating factor alpha signal sequence (¢.g., K.
lactis killer toxin leader sequence); a hybrid signal sequence (e.g.,
MKWVSFISLLFLFSSAYSRSLEKR, SEQ ID NO:18); an HSA/MFa-1 hybrid signal sequence (also
known as HSA/kex2) (e.g., MKWVSFISLLFLFSSAYSRSLDKR, SEQ ID NO:19); a K. lactis killer/
MFo-1 fusion leader sequence (e.g., MNIFYIFLFLLSFVQGSLDKR, SEQ ID NO:20); the
Immunoglobulin Ig signal sequence (e.g., MGWSCILFLVATATGVHS, SEQ ID NO:21); the Fibulin
B precursor signal sequence (e.g., MERAAPSRRVPLPLLLLGGLALLAAGVDA, SEQ ID NO:22);
the clusterin precursor signal sequence (e.g., MMKTLLLFVGLLLTWESGQVLG, SEQ ID NO: 23);
and the insulin-like growth factor-binding protein 4 signal sequence (e.g.,
MLPLCLVAALLLAAGPGPSLG, SEQ ID NO:24).

[00159] Where it is desirable to produce recombinant MIS in a bacterial system, leader
sequences can include bacterial leader sequences as disclosed in US Application 2011/0020868. A
number of other secretion signals have been described for use in expressing recombinant polypeptides
or proteins. See, for example, U.S. Pat. No. 5,914,254; U.S. Pat. No. 4,963,495; European Patent No. 0
177 343; U.S. Pat. No. 5,082,783; PCT Publication No. WO 89/10971; U.S. Pat. No. 6,156,552; U.S.
Pat. Nos. 6,495,357; 6,509,181; 6,524,827; 6,528,298; 6,558,939; 6,608,018; 6,617,143; U.S. Pat. Nos.
5,595,898; 5,698,435; and 6,204,023; U.S. Pat. No. 6,258,560; PCT Publication Nos. WO 01/21662,
WO 02/068660 and U.S. Application Publication 2003/0044906; U.S. Pat. No. 5,641,671; and

European Patent No. EP 0 121 352, which are incorporated herein in their entirety by reference.

Modified cleavage sites

[00160] As discussed herein, the preparation of a MIS protein for preclinical use is complex and
inefficient. Human MIS protein is produced from a pre-proprotein, which comprises a leader sequence.
The leader sequence (amino acids 1-25 of SEQ ID NO: 1) is cleaved off and the remaining protein
(often called “holo-human MIS™), and corresponding to amino acid residues 26-560 of SEQ ID NO:1,
must be additionally post-translationally cleaved to result in an N-terminal and an C-terminal domain.
These N-terminal and C-terminal domains form a monomer, and two identical monomers (comprising
the N- and C-terminal domains) form together to generate a homodimer. Holo-human MIS is cleaved
into its N- and C-terminal domains most likely by means of furin or a related prohormone convertase
PC5, expressed in the gonads. Cleavage occurs primarily at a kex-like site characterized by R*XXR™
with a serine in the +1 site, which makes the MIS cleavage site monobasic, but more furin/hex
consensus. The purified C-terminal domain is the biologically active moiety and cleavage is required for

biological activity. A secondary cleavage site, whose significance is unknown, is observed less
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frequently at residues 229230 (which correspond to amino acids 254-255 of SEQ ID NO: 1). Non-
cleavable mutants of MIS are not biologically active and mutations in the human gene that truncate the
carboxy-terminal domain lead to persistent Mullerian duct syndrome. The cleavage of recombinantly
expressed MIS protein by CHO cells is incomplete and inefficient, thus cleavage with an exogenous
serine protease such as plasmin is required to enhance bioactivity.

[00161] Herein, the inventors have modified the kex-like site characterized by R* XXR" with
an R in the -2 site, which makes the monobasic MIS cleavage site more like a consensus Kex/Furin
recognition site. In particular, in one embodiment, the recombinant human MIS is produced from a
proprotein where the amino acid residue at position 450 of SEQ ID NO: 1 has been changed from a Q
(glutamine or Gln) to a R (arginine, or Arg). This mutation can be referred to as Q450R of SEQ ID
NO:1. This corresponds to a change in amino acid residue 425 (Q425R) of MIS which is numbered
with conventional protein numbering, where the first numbered amino acid begins after the leader
sequence.

[00162] This change in amino acid sequence of Q450R of SEQ ID NO:1 allows for production
of a highly purified cleaved preparation of human MIS protein which has full bioactivity.

[00163] In alternative embodiments, the primary cleavage site in the MIS protein, e.g., the
monobasic site which is located at amino acid position 426--427 of human wild-type MIS
(corresponding to amino acid 451-452 of SEQ ID NO:1 herein) can be modified to an amino acid
recognition site which is recognized by a different cleavage enzyme. For example, the primary cleavage
site in the MIS protein, e.g., the monobasic site which is located at amino acid position 426~427 can be
modified to an amino acid sequence which is recognized by a protease or peptidase, such as pro-
hormone convertases (PC's), or other cleaving agents expressed by a cell and found in surrounding
tissue, or produced by a microbe capable of establishing an infection in 2 mammal. Enzyme-cleavable
peptides can, but are not required to, contain one or more amino acids in addition to the amino acid
recognition sequence; additional amino acids can be added to the amino terminal, carboxy terminal, or
both the amino and carboxy terminal ends of the recognition sequence. Means of adding amino acids to
an amino acid sequence, €.g., in an automated peptide synthesizer, as well as means of detecting
cleavage of a peptide, e.g., by chromatographic analysis for the amino acid products of such cleavage,
are well known to ordinarily skilled artisans given the teachings of this invention.

[00164] Prohormone protein convertases constitute a family of serine proteases structurally
related to bacterial subtilisins and to yeast kexin. Several eukaryotic members of this family are
currently known. Pro-hormone Convertases (PC's) cleave precursor polypeptides at specific basic
residues, most often after selected paired basic residues, to generate bioactive peptide and proteins.

Many members of the insulin family of proteins (e.g. Insulin, Igf-1) are substrates for PC's.
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Tags to enhance purification

[00165] In some embodiments, a recombinant MIS protein comprises at least one internal label
or “tag”. In some embodiments the tag can be, for example, a c-myc, poly histidine, or FLAG tag. In
some embodiments, the tag is a FLAG tag, for examp‘le, a FLAG tag of SEQ ID NO:8. A FLAG tag can
be encoded by the nucleic acid of SEQ ID NO 9.

[00166} In some embodiments, the tag on the recombinant human MIS protein is internal at the
carboxy terminus immediately downstream from the cleavage site. As it is the most flexible part of the
C-terminus and not invelved in binding to receptor and rendering specificity, as are the “fingertips” of
the C-terminus (Papakostas et al, 2010, Lorenzo et al, 2002). In some embodiments, the labeling at this
site is most likely to preserve biologic activity. In some embodiments, a tag, e.g., a FLAG tag is located
after the primary cleavage site, e.g., after amino acid 450 of SEQ ID NO: 1 (corresponding to amino
acid residue 425 of conventional protein nomenclature). In some embodiments, a tag is located between
amino acid residues 452 and 453 of SEQ ID NO: 1 (which corresponds with amino acid residues 427
and 428 under normal amino acid nomenclature of MIS protein).

[00167] In alternative embodiments, the tag or label is located at any position between sequence
450 and 560 of SEQ ID NO: 1. In some embodiments, the tag is inserted 2 amino acid residues after the
modified amino acid at position 450 of SEQ ID NO: 1. However, a position of the tag at the N-terminus
of the C-terminal domain of MIS is preferred, as it location at the C-terminus of the C-terminal domain
renders the C-terminal domain totally inactive, significantly reducing the bioactivity of the MIS
protein.

[00168] In some embodiments, a recombinant MIS protein comprises more than one tag, €.g.,
for example, at least 2 or at least 3, or at least 4 or more than 4 tags. In some embodiments, the tags are
sequential (e.g., one after another) and in some embodiments, they are dispersed (e.g., intermittent) in
the recombinant human MIS protein. Preferably, the tags do not interfere or substantially affect the
bioactivity of the recombinant MIS protein function at binding and activating MISRIL In some
embodiments, where the recombinant MIS protein comprises more than one tag, the tags are the same
tag. In alternative embodiments, where the recombinant MIS protein comprises more than one tag, the
tags are different tags, for example, a recombinant MIS protein can comprise a FLAG tag and a
histidine tag. The small size of the Flag tag allows it to be contained in the flexible, non binding N-
terminal domain of the C-terminus. Accordingly, in some embodiments, any tag known to a person of
ordinary skill in the art can be used in place of the Flag Tag, for example a tag of between about 5-10
amino acids, or between about 10-15 amino acids, or a tag between about 15-20 amino acids, or a tag
between 20-30 amino acids, or a tag between about 30-50 amino acids. In some embodiments, a tag
greater than 50 amino acids in length is not recommended, as the tag may sterically hinder the flexible
N-terminus of the C-terminal domain, and thus inhibit the bioactivity of the recombinant MIS protein.
[00169] In some embodiments, a tag-labeled, e.g., FLAG tagged recombinant human MIS

protein, such as the LRF recombinant human MIS protein as disclosed herein (see Fig. 1) can be eluted

44



WO 2014/164981 PCT/US2014/024010

by a single step to produce highly purified efficiently cleaved preparation with full bioactivity. When
scaled-up, this purification of recombinant human MIS protein will be suitable for clinical applications;
furthermore it will be useful for various binding assays in both clinical and experimental settings.
Internal labeling of MIS during translation has proved to be more effective than labeling after
purification of the protein as iodination or biotinylation greatly reduced MIS bioactivity. Surprisingly,
the inventors have discovered that the LRF recombinant human MIS protein construct is more bioactive
than the wild-type MIS. Inserting the FLAG tag sequence has several other distinct advantages. First, its
unique amino acid domain is not present in any other gene (except for mouse brain phosphatase), thus
making the anti-FLAG antibody very specific. Second, the elution of the protein with the 3x FLAG
peptide is specific for the FLAG MIS and not other proteins that bind non-specifically to the agarose
beads.

[00170] Surprisingly, a FLAG-tagged, cleavage optimized recombinant human MIS (e.g., a RF
recombinant human MIS or RARR/S (SEQ ID NO: 27) FLAG MIS) was bioactive whereas a FLAG-
tagged, non-cleavage optimized recombinant human MIS (e.g., RAQR/R (SEQ ID NO: 28) FLAG
MIS) was not when compared to native human MIS or to the previously prepared untagged RAQR/R
(SEQ ID NO: 28) MIS. As it is likely that the presence of the acidic FLAG tag so close to the cleavage
site may impair the degree of cleavage, thus causing loss of activity. Thus, the inventors did not
anticipate enhanced cleavage with the addition of the Flag tag. Moreover, the holo RAQR/R FLAG
MIS ("RAQR/R" disclosed as SEQ ID NO: 28) preparation in CHO (or HEK) cells is not bioactive, as
no endogenous processing occurs with the RAQR/R (SEQ ID NO: 28) cleavage site in contrast to what
was reported by Kurian (Cancer Res., 1995. 1;343-349) when the construct lacked the FLAG tag. On
the other hand, the retention of the serine at position 428 and the conversion of the monobasic site to
dibasic (corresponding to Q>R at amino acid position 425 using conventional protein nomenclature), or
Q>R at position 450 of SEQ ID NO: 1) makes the endogenous cleavage more efficient and very
specific. Furthermore, a tag such as a FLAG MIS is a powerful tool for binding studies, and can be used
to immunoprecipitate the endogenous MISRII without crosslinking. Accordingly, in some
embodiments, a labeled recombinant human MIS protein, e.g., a MIS with an internal FLAG is useful in
an efficient method for producing a highly pure and biologically active internally labeled form of MIS,
which can be used for scale-up for preclinical and clinical use, for the study of MIS binding proteins

and for tracking in pharmacokinetic studies.

Variants of a human recombinant MIS protein.

[00171] In some embodiments, a recombinant human MIS protein as disclosed can have a
modification in the core MIS protein sequence, e.g., amino acids residues 26-560 of SEQ ID NO: 1
(including a modification of amino acid residue 450 from Q to R of SEQ ID NO: 1) and/or the insertion
of a tag at the beginning of the C-terminal domain). Such variants are considered to be homologous to

wild-type MIS protein.
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[00172] As used herein, the term "polypeptide” refers to a polymer of amino acids and its
equivalent and does not refer to a specific length of the product; thus, peptides, oligopeptides and
proteins are included within the definition of a polypeptide. A derivative is a polypeptide having
conservative amino acid substitutions, as compared with another sequence. Derivatives further include
other modifications of proteins, including, for example, modifications such as glycosylations,
acetylations, phosphorylations, and the like.

[00173] In some embodiments, a recombinant human MIS protein is at least 75%, at least 80%,
at least 85%, at least 90% or at least 95% similar to the homologous recombinant human MIS protein.
As used herein, "similarity" or "percent similarity” in the context of two or polypeptide sequences, refer
to two or more sequences or subsequences that are the same or have a specified percentage of amino
acid residues or conservative substitutions thereof, that are the same, when compared and aligned for
maximum correspondence, as measured using one of the following sequence comparison algorithms, or
by visual inspection. By way of example, a first amino acid sequence can be considered similar to a
second amino acid sequence when the first amino acid sequence is at least 50%, 60%, 70%, 75%, 80%,
90%, or even 95% identical, or conservatively substituted, to the second amino acid sequence when
compared to an equal number of amino acids as the number contained in the first sequence, or when
compared to an alignment of polypeptides that has been aligned by a computer similarity program
known in the art, as discussed below.

[00174] Homologues and functional derivatives and functional fragments of MIS of SEQ ID
NO: 1 are also encompassed for use in the present invention, and can also be identified, for example, by
expression of MIS from an expression library. (See, e.g., Sambrook et al. (2001). Molecular cloning: a
laboratory manual, 3rd ed. (Cold Spring Harbor, N.Y., Cold Spring Harbor Laboratory Press); Ausubel
et al., supra.) A mutated endogenous gene sequence can be referred to as a heterologous transgene; for
example, a transgene encoding a mutation in MIS which is not known in naturally-occurring genomes is
a heterologous transgene with respect to murine and non-murine, ¢.g., human species. A MIS protein,
such as, for example, those disclosed in U.S. Patent Publication Nos. 5,427,780, 5,359,033 and
5,661,126 (the disclosures of which are incorporated by reference herein).

[00175] The variation in primary structure of core human MIS protein sequence (¢.g., amino
acids residues 26-560 of SEQ ID NO: 1 (including a modification of amino acid residue 450 from Q to
R of SEQ ID NO: 1) and/or the insertion of a tag at the beginning of the N-terminal domain of the C-
terminal domain), or functional fragment, or a homologue are encompassed for use in the present
invention, for instance, may include deletions, additions and substitutions. The substitutions may be
conservative or non-conservative. The differences between a recombinant human MIS protein and a
variant generally conserve desired properties, mitigate or eliminate undesired properties and add desired
or new properties. For example, variants of a recombinant human MIS protein can have superior

activity as compared to wild-type MIS protein.
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[00176] 1t will be appreciated by those of skill that the core human MIS protein sequence (e.g.,
amino acids residues 26-560 of SEQ ID NO: 1) of a recombinant human MIS protein as disclosed
herein can be readily manipulated to alter the amino acid sequence of a protein. A gene encoding the
MIS protein or a functional fragment, homologue or variant thereof, can be manipulated by a variety of
well known techniques for in vitro mutagenesis, among others, to produce variants of the naturally
occurring human protein or fragment thereof, herein referred to as variants or muteins, may be used in

accordance with the invention.

Other modifications to a recombinant human MIS protein
[00177] The recombinant human MIS protein useful in the present invention can also be
modified at their amino termini, for example, so as to increase their hydrophilicity. Increased
hydrophobicity enhances exposure of the peptides on the surfaces of lipid-based carriers into which the
parent peptide-lipid conjugates have been incorporated. Polar groups suitable for attachment to peptides
so as to increase their hydrophilicity are well known, and include, for example and without limitation:
acetyl ("Ac"), 3- cyclohexylalanyl ("Cha"), acetyl-serine ("Ac Ser"), acetyl-seryl-serine ("Ac-Ser-Ser-
™, succinyl ("Suc"), succinyl-serine ("Suc-Ser"), succinyl-seryl-serine ("Suc-Ser-Ser"), methoxy
succinyl ("MeO-Suc"), methoxy succinyl-serine ("MeO-Suc-Ser"), methoxy succinyl-seryl-serine
("MeO-Suc-Ser-Ser”) and seryl-serine ("Ser-Ser-") groups, polyethylene glycol ("PEG"),
polyacrylamide, polyacrylomorpholine, polyvinylpyrrolidine, a polyhydroxyl group and carboxy
sugars, e.g., lactobionic, N-acetyl neuraminic and sialic acids, groups. The carboxy groups of these
sugars would be linked to the N-terminus of the peptide via an amide linkage. Presently, the preferred
N- terminal modification is a methoxy-succinyl modification.
[00178] In some embodiments, a recombinant human MIS protein can be fused to one or more
fusion partners. In certain embodiments, one of the fusion partners is the Fc protein (e.g., mouse Fc or
human Fc). The fusion protein may further include a second fusion partner such as a purification or
detection tag, for example, proteins that may be detected directly or indirectly such as green fluorescent
protein, hemagglutinin, or alkaline phosphatase), DNA binding domains (for example, GAL4 or LexA),
gene activation domains (for example, GAL4 or VP16), purification tags, or secretion signal peptides
(e.g., preprotyrypsin signal sequence).
[00179] In one embodiment, a recombinant human MIS protein fusion protein useful in the
methods and compositions as disclosed herein can comprise a human Fc protein or a functional
fragment thereof. Accordingly, in one embodiment, a recombinant human MIS protein fusion protein
useful in the methods and compositions as disclosed herein can comprises a human Fc molecule as the
first fusion partner, where the Fc fragment can be SEQ ID NO: 10 or functional variants or functional
derivatives thereof, where SEQ ID NO: 10 is as follows:
LELVPRGSGDPIEGRGGGGGDPKSCDKPHTCPLCPAPELLGGPSVFLFPPKPKDTLMISRTP
EVTCVVVDVSHEDPEVKFNWYVDGVEVHNAKTKPREEQYNSTYRVVSVLTVLHQDWL
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NGKEYKCKVSNKALPAPIEK TISKAKGQPREPQVYTLPPSRDELTKNQVSLTCLVKGFYPS

DIAVEWESNGQPENNYKATPPVLDSDGSFFLYSKLTVDKSRWQQGNVFSCSVMHEALHN

HYTQKSLSLSPGK
[00180] Variations and modifications to a recombinant human MIS protein and vectors can be
used to increase or decrease recombinant human MIS protein expression, and to provide means for
targeting. For example, a recombinant human MIS protein can be linked with a molecular targeting
molecule for targeting cancer cells or ovarian cells, to make the recombinant human MIS protein
specific for cancers or tissue specific to the ovary, respectively.
[00181] In one embodiment, a recombinant human MIS protein is fused to a second fusion
partner, such as a carrier molecule to enhance its bioavailability. Such carriers are known in the art and
include poly (alkyl) glycol such as poly ethylene glycol (PEG). Fusion to serum albumin can also
increase the serum half-life of therapeutic polypeptides.
[00182] In some embodiments, a recombinant human MIS protein can also be fused to a second
fusion partner, for example, to a polypeptide that targets the product to a desired location, or, for
example, a tag that facilitates its purification, if so desired. In some embodiments, tags and fusion
partners can be designed to be cleavable, if so desired. Another modification specifically contemplated
is attachment, e.g., covalent attachment, to a polymer. In one aspect, polymers such as polyethylene
glycol (PEG) or methoxypolyethylene glycol (mPEG) can increase the in vivo half-life of proteins to
which they are conjugated. Methods of PEGylation of polypeptide agents are well known to those
skilled in the art, as are considerations of, for example, how large a PEG polymer to use.
[00183] Tn some embodiments, a recombinant human MIS protein or functional fragment
thereof is modified to achieve adequate circulating half-lives, which impact dosing, drug administration
and efficacy. Many approaches have been undertaken with the aim to increase the half-life of
biotherapeutics. Small proteins below 60 kD are cleared rapidly by the kidney and therefore do not
reach their target. This means that high doses are needed to reach efficacy. The modifications to a
recombinant human MIS protein and fragments encompassed in the methods of the present invention to
increase the half-life of proteins in circulation include: PEGylation; conjugation or genetic fusion with
proteins, e.g., transferrin (W006096515A2), albumin, growth hormone (US2003104578AA);
conjugation with cellulose (Levy and Shoseyov, 2002); conjugation or fusion with Fc fragments;
glycosylation and mutagenesis approaches (Carter, 2006), which are incorporated herein by reference.
[00184] In the case of PEGylation, polyethylene glycol (PEG) is conjugated to a recombinant
human MIS protein or fragment, which can be for example a plasma protein, antibody or antibody
fragment. The first studies regarding the effect of PEGylation of antibodies were performed in the
1980s. The conjugation can be done either enzymatically or chemically and is well established in the
art (Chapman, 2002; Veronese and Pasut, 2005). With PEGylation the total size can be increased, which
reduces the chance of renal filtration. PEGylation further protects from proteolytic degradation and

slows the clearance from the blood. Further, it has been reported that PEGylation can reduce
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immunogenicity and increase solubility. The improved pharmacokinetics by the addition of PEG is due
to several different mechanisms: increase in size of the molecule, protection from proteolysis, reduced
antigenicity, and the masking of specific sequences from cellular receptors. In the case of antibody
fragments (Fab), a 20-fold increase in plasma half-life has been achieved by PEGylation (Chapman,
2002).

[00185] To date there are several approved PEGylated drugs, e.g., PEG—interferon alpha2b
(PEG-INTRON) marketed in 2000 and alpha2a (Pegasys) marketed in 2002. A PEGylated antibody
fragment against TNF alpha, called Cimzia or Certolizumab Pegol, was filed for FDA approval for the
treatment of Crohn’s disease in 2007 and has been approved on April 22, 2008. A limitation of
PEGylation is the difficulty in synthesizing long monodisperse species, especially when PEG chains
over 1000 kD are needed. For many applications, polydisperse PEG with a chain length over 10000 kD
is used, resulting in a population of conjugates having different length PEG chains, which need
extensive analytics to ensure equivalent batches between productions. The different length of the PEG
chains may result in different biological activities and therefore different pharmacokinetics. Another
limitation of PEGylation is a decrease in affinity or activity as it has been observed with alpha-
interferon Pegasys, which has only 7% of the antiviral activity of the native protein, but has improved
pharmacokinetics due to the enhanced plasma half-life.

[00186] In some embodiments, a recombinant human MIS protein or fragment thereof is
conjugated with a long lived protein, e.g. albumin, which is 67 kD and has plasma half-life of 19 days
in human (Dennis et al., 2002). Albumin is the most abundant protein in plasma and is involved in
plasma pH regulation, but also serves as a carrier of substances in plasma. In the case of CD4, increased
plasma half-life has been achieved after fusing it to human serum albumin (Yeh et al., 1992). Other
examples for fusion proteins are insulin, human growth hormone, transferrin and cytokines (Ali et al.,
1999; Duttaroy et al., 2005; Melder et al., 2005; Osborn et al., 2002a; Osborn et al., 2002b; Sung et al.,
2003) and see (US2003104578A1, WO06096515A2, and WO07047504A2, herein incorporated in
entirety by reference).

[00187] The effect of glycosylation on plasma half-life and protein activity has also been
extensively studied. In the case of tissue plasminogen activator (tPA) the addition of new glycosylation
sites decreased the plasma clearance, and improved the potency (Keyt et al., 1994). Glycoengineering
has been successfully applied for a number of recombinant proteins and immunoglobulins (Elliott et al.,
2003; Raju and Scallon, 2007; Sinclair and Elliott, 2005; Umana et al., 1999). Further, glycosylation
influences the stability of immunoglobulins (Mimura et al., 2000; Raju and Scallon, 2006).

[00188] In some embodiments, a recombinant human MIS protein or fragments thereof can be
fused to the Fc fragment of an IgG (Ashkenazi and Chamow, 1997). The Fc fusion approach has been
utilized, for example in the Trap Technology developed by Regeneron (e.g. IL1 trap and VEGF trap).
The use of albumin to extend the half-life of peptides has been described in US2004001827A1. Positive
effects of albumin have also been reported for Fab fragments and scFv-HSA fusion protein (Smith et
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al., 2001). It has been demonstrated that the prolonged serum half-life of albumin is due to a recycling
process mediated by the FcRn (Anderson et al., 2006; Chaudhury et al., 2003; Smith et al., 2001).
[00189] In some embodiments, a recombinant human MIS protein is conjugated to a
biotinylated Fc protein, as disclosed in US application 2010/0209424, which is incorporated herein in
its entirety by reference.

[00190] As used herein, the term “conjugate™ or “conjugation” refers to the attachment of two
or more entities to form one entity. For example, the methods of the present invention provide
conjugation of a recombinant human MIS protein (i.e. SEQ ID NO: 2 or 3 or fragments or derivatives
or variants thereof) joined with another entity, for example a moiety such as a first fusion partner that
makes the recombinant human MIS protein stable, such as Ig carrier particle, for example IgG1 Fc. The
attachment can be by means of linkers, chemical modification, peptide linkers, chemical linkers,
covalent or non-covalent bonds, or protein fusion or by any means known to one skilled in the art. The
joining can be permanent or reversible. In some embodiments, several linkers can be included in order
to take advantage of desired properties of each linker and each protein in the conjugate. Flexible linkers
and linkers that increase the solubility of the conjugates are contemplated for use alone or with other
linkers as disclosed herein, Peptide linkers can be linked by expressing DNA encoding the linker to one
or more proteins in the conjugate. Linkers can be acid cleavable, photocleavable and heat sensitive
linkers. Methods for conjugation are well known by persons skilled in the art and are encompassed for
use in the present invention.

[00191] According to the present invention, a recombinant human MIS protein (i.e. SEQ ID
NO: 2 or 3 or fragments, derivatives or variants thereof), can be linked to the first fusion partner via any
suitable means, as known in the art, see¢ for example U.S. Patent Nos. 4,625,014, 5,057,301 and 5,
514,363, which are incorporated herein in their entirety by reference. For example, a recombinant
human MIS proteincan be covalently conjugated to the IgG1 Fe, either directly or through one or more
linkers. In one embodiment, a recombinant human MIS protein as disclosed herein is conjugated
directly to the first fusion partner (e.g. Fc), and in an alternative embodiment, a recombinant human
MIS protein as disclosed herein can be conjugated to a first fusion partner (such as IgG1 Fc) viaa
linker, e.g. a transport enhancing linker.

[00192] A large variety of methods for conjugation of a recombinant human MIS protein as
disclosed herein with a first fusion partner (e.g. Fc) are known in the art. Such methods are e.g.
described by Hermanson (1996, Bioconjugate Techniques, Academic Press), in U.S. 6,180,084 and U.S.
6,264,914 which are incorporated herein in their entirety by reference and include e.g. methods used to
link haptens to carriers proteins as routinely used in applied immunology (see Harlow and Lane, 1988,
"Antibodies: A laboratory manual, Cold Spring Harbor Laboratory Press, Cold Spring Harbor, NY). It
is recognized that, in some cases, a recombinant human MIS protein can lose efficacy or functionality
upon conjugation depending, e.g., on the conjugation procedure or the chemical group utilized therein.

However, given the large variety of methods for conjugation the skilled person is able to find a
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conjugation method that does not or least affects the efficacy or functionality of the entities, such as a
recombinant human MIS protein to be conjugated.

[00193] Suitable methods for conjugation of a recombinant human MIS protein as disclosed
herein with a first fusion partner (e.g. Fc) include e.g. carbodimide conjugation (Bauminger and
Wilchek, 1980, Meth. Enzymol. 70: 151-159). Alternatively, a moiety can be coupled to a targeting
agent as described by Nagy et al,, Proc. Natl. Acad. Sci. USA 93:7269-7273 (1996), and Nagy et al.,
Proc. Natl. Acad. Sci. USA 95:1794-1799 (1998), each of which are incorporated herein by reference.
Another method for conjugating one can use is, for example sodium periodate oxidation followed by
reductive alkylation of appropriate reactants and glutaraldehyde crosslinking.

[00194] One can use a variety of different linkers to conjugate a recombinant human MIS
protein as disclosed herein with a first fusion partner (e.g. Fc), for example but not limited to
aminocaproic horse radish peroxidase (HRP) or a heterobiofunctional cross-linker, e.g. carbonyl
reactive and sulfhydryl- reactive cross-linker. Heterobiofunctional cross linking reagents usually
contain two reactive groups that can be coupled to two different function targets on proteins and other
macromolecules in a two or three-step process, which can limit the degree of polymerization often
associated with using homobiofunctional cross-linkers. Such multi-step protocols can offer a great
control of conjugate size and the molar ratio of components.

[00195] The term “linker” refers to any means to join two or more entities, for example a
recombinant human MIS protein as disclosed herein with a first fusion partner (e.g. Fc). A linker can
be a covalent linker or a non-covalent linker. Examples of covalent linkers include covalent bonds or a
linker moiety covalently attached to one or more of the proteins to be linked. The linker can also be a
non-covalent bond, e.g. an organometallic bond through a metal center such as platinum atom. For
covalent linkages, various functionalities can be used, such as amide groups, including carbonic acid
derivatives, cthers, esters, including organic and inorganic esters, amino, urethane, urea and the like.
To provide for linking, the effector molecule and/or the probe can be modified by oxidation,
hydroxylation, substitution, reduction etc. to provide a site for coupling. It will be appreciated that
modification which do not significantly decrease the function of a recombinant human MIS protein as
disclosed herein or the first fusion partner (e.g. Fc) are preferred.

[00196] Targeting. In some embodiments, a recombinant human MIS protein, or functional
fragment, or a homologue for use in the methods and compositions as disclosed herein can be targeted
to a cancer or ovarian cells via a targeting ligand. A targeting ligand is a molecule, e.g., small molecule,
protein or fragment thereof that specifically binds with high affinity to a target, e.g., a cell-surface
marker on a pre-selected cell, such as a surface protein such as a receptor that is present to a greater
degree on the pre-selected cell target than on any other body tissue. Accordingly, in some embodiments,
a recombinant human MIS protein for use in the compositions and methods as disclosed herein can be
fused to a Fc and/or optionally also to a targeting molecule. In some embodiments, a nucleic acid

encoding a targeting ligand can be fused to a nucleotide encoding a recombinant human MIS protein or
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fragment or homologue or variant thereof, Another example of a targeting ligand is a group of cadherin
domains from a human cadherin. A targeting ligand component attached to a recombinant human MIS
protein can include a naturally occurring or recombinant or engineered ligand, or a fragment thereof,
capable of binding the pre- selected target cell.

[00197] Further examples of targeting ligands also include, but are not limited to, antibodies
and portions thereof that specifically bind a pre-selected cell surface protein with high affinity. By
“high affinity” is meant an equilibrium dissociation constant of at least molar, as determined by assay
methods known in the art, for example, BiaCore analysis. In one embodiment, the targeting ligand may
also comprise one or more immunoglobulin binding domains isolated from antibodies generated against
a selected tissue-specific surface protein or target tissue- specific receptor. The term "immunoglobulin
or antibody™ as used herein refers to a mammalian, including human, polypeptide comprising a
framework region from an immunoglobulin gene or fragments thereof that specifically binds and
recognizes an antigen, which, in the case of the present invention, is a tissue-specific surface protein, a
target tissue-specific receptor, or portion thereof. If the intended targeting fusion polypeptide will be
used as a mammalian therapeutic, immunoglobulin binding regions should be derived from the
corresponding mammalian immunoglobulins. If the targeting fusion polypeptide is intended for non-
therapeutic use, such as for diagnostics and ELISAs, the immunoglobulin binding regions may be
derived from either human or non-human mammals, such as mice. The human immunoglobulin genes
or gene fragments include the kappa, lambda, alpha, gamma, delta, epsilon, and mu constant regions, as
well as the myriad immunoglobulin variable region genes. Light chains are classified as either kappa or
lambda. Heavy chains are classified as gamma, mu, alpha, delta, or epsilon, which in turn define the
immunoglobulin classes, 1gG, 1gM, IgA, IgD, and IgE, respectively. Within each 1gG class, there are
different isotypes (e.g. 1gG1, 1gG2, etc.). Typically, the antigen- binding region of an antibody will be
the most critical in determining specificity and affinity of binding.

[00198] An exemplary immunoglobulin (antibody) structural unit of human 1gG, comprises a
tetramer. Each tetramer is composed of two identical pairs of polypeptide chains, each pair having one
light chain (about 25 kD) and one heavy chain (about 50-70 kD). The N-terminus of each chain defines
a variable region of about 100-110 or more amino acids primarily responsible for antigen recognition.
The terms "variable light chain" (VL) and variable heavy chain (VH) refer to these light and heavy
chains respectively, Antibodies exist as intact immunoglobulins, or as a number of well- characterized
fragments produced by digestion with various peptidases. For example, pepsin digests an antibody
below the disulfide linkages in the hinge region to produce F(ab)'2, a dimer of Fab which itself is a light
chain joined to VH-CH by a disulfide bond. The F(ab)2 may be reduced under mild conditions to break
the disulfide linkage in the hinge region, thereby converting the F(ab)'2 dimer into an Fab' monomer.
The Fab' monomer is essentially Fab with part of the hinge region. While various antibody fragments
are defined in terms of the digestion of an intact antibody, one of skill will appreciate that such

fragments may be synthesized de novo either chemically or by using recombinant DNA methodology.
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Thus, the terms immunoglobulin or antibody, as used herein, also includes antibody fragments either
produced by the modification of whole antibodies, or those synthesized de novo using recombinant
DNA methodologies (e.g., single chain Fv)(scFv)) or those identified using phase display libraries (see,
for example, McCafferty et al. (1990) Nature 348:552-554). In addition, the fusion polypeptides of the
invention include the variable regions of the heavy (VH) or the light (VL) chains of immunoglobulins,
as well as tissue-specific surface protein and target receptor-binding portions thereof. Methods for
producing such variable regions are described in Reiter, et al. (1999) J. Mol. Biol. 290:685-698.
[00199] Methods for preparing antibodies are known to the art. See, for example, Kohler &
Milstein (1975) Nature 256:495-497; Harlow & Lane (1988) Antibodies: a Laboratory Manual, Cold
Spring Harbor Lab., Cold Spring Harbor, NY). The genes encoding the heavy and light chains of an
antibody of interest can be cloned from a cell, e.g., the genes encoding a monoclonal antibody can be
cloned from a hybridoma and used to produce a recombinant monoclonal antibody. Gene libraries
encoding heavy and light chains of monoclonal antibodies can also be made from hybridoma or plasma
cells. Random combinations of the heavy and light chain gene products generate a large pool of
antibodies with different antigenic specificity. Techniques for the production of single chain antibodies
or recombinant antibodies (US Patent No. 4,946778; US Patent No. 4,816,567) can be adapted to
produce antibodies used in the fusion polypeptides and methods of the instant invention. Also,
transgenic mice, or other organisms such as other mammals, may be used to express human or
humanized antibodies. Alternatively phage display technology can be used to identify antibodies,
antibody fragments, such as variable domains, and heteromeric Fab fragments that specifically bind to
selected antigens.

[00200] Screening and selection of preferred immunoglobulins (e.g., antibodies) can be
conducted by a variety of methods known to the art: Initial screening for the presence of monoclonal
antibodies specific to a tissue- specific or target receptor may be conducted through the use of ELISA-
based methods or phage display, for example. A secondary screen is preferably conducted to identify
and select a desired monoclonal antibody for use in construction of the tissue-specific fusion
polypeptides of the invention. Secondary screening may be conducted with any suitable method known
to the art. One method, termed "Biosensor Modification- Assisted Profiling" ("BiaMAP") (US patent
publication 2004/101920), allows rapid identification of hybridoma clones producing monoclonal
antibodies with desired characteristics. More specifically, monoclonal antibodies are sorted into distinct

epitope-related groups based on evaluation of antibody: antigen interactions.

Production of Recombinant human MIS proteins

[00201] Recombinant human MIS proteins as disclosed herein, and functional fragments and
derivatives thereof can be obtained by any suitable method. For example, polypeptides can be produced
using conventional recombinant nucleic acid technology such as DNA or RNA, preferably DNA.

Guidance and information concerning methods and materials for production of polypeptides using
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recombinant DNA technology can be found in numerous treatises and reference manuals. See, €.g.,
Sambrook et al, 1989, Molecular Cloning - A Laboratory Manual, 2nd Ed., Cold Spring Harbor Press;
Ausubel et al. (eds.), 1994, Current Protocols in Molecular Biology, John Wiley & Sons, Inc.; Innis et
al. (eds.), 1990 PCR Protocols, Academic Press.

[00202] Alternatively, recombinant human MIS proteins or functional fragments thereof can be
obtained directly by chemical synthesis, e.g., using a commercial peptide synthesizer according to
vendor's instructions. Methods and materials for chemical synthesis of polypeptides are well known in
the art. See, e.g., Merrifield, 1963, "Solid Phase Synthesis," J. Am. Chem. Soc. 83:2149 -2154.
[00203] In some embodiments, a recombinant human MIS protein, or functional fragment or
derivative or variant thereof can be expressed in the cell following introduction of a DNA encoding the
protein, e.g., a nucleic acid encoding recombinant human MIS proteins or homologues or functional
derivatives thereof, e.g., in a conventional expression vector as disclosed herein or by a catheter or by

cells transformed with the nucleic acid ex vivo and transplanted into the subject.

Assays to determine the activity of the recombinant human MIS protein

[00204] In one embodiment, an Organ Culture Assay System can be used to assay the
bioactivity of a human recombinant MIS protein as disclosed herein. The assay system used was
described by Donahoe et al, J. Surg. Res., 23, 141-148, 1977 which is the Mullerian regression organ
culture assay. The urogenital ridge was dissected from the 14-day female rat embryo and transferred to
an organ culture dish (Falcon, 3010). Specimens were placed on stainless-steel grids coated with a thin
layer of 2% agar and incubated for 72 hr at 37.degree. C. in 5% CO.sub.2 and 95% air over 2 ml of
culture medium [CMRL 1066 containing 10% fetal calf serum, 1% penicillin (10,000 units/ml)] or a 1:1
mixture of culture medium and the supernatant or gradient fraction to be tested. The incubated tissue
was then coated with a mixture of 2% agar and albumin at 44.degree. C., fixed in buffered
formaldehyde, dehydrated in ethanol, cleaned in xylene, and embedded in paraffin. Eight-micrometer
serial sections were stained with hematoxylin and eosin for viewing by light microscopy. Sections from
the cephalic end of the Mullerian duct were assigned a coded number and graded for regression
(Donahoe et al, Biol. Reprod., 15, 329-334, 1976) on a scale of 0 to V. Five slides with six to eight
sections per slide were read for each assay. A grade of activity was listed as the nearest whole number
to the mean. A test group for the fractionation procedures represents at least 10 assays. If the mean fell
midway between two numbers, then both numbers were listed. Grade 0 refers to no regression. The
Mullerian duct, which is lined with columnar epithelial cells whose nuclei have a basilar orientation,
has a widely patent lumen. Grade I is minimal regression. The duct is slightly smaller, and either the
surrounding mesenchyme is condensed around the duct as seen in plastic sections or there is a clear area
around the duct as seen in paraffin sections. Grade II refers to mild regression. The duct is smaller, and
the mesenchymal condensation or the clear area around the duct is more pronounced. The nucleii of the

shorter epithelial cells loose their basilar orientation. Grade III is moderate regression. The duct is very

54



WO 2014/164981 PCT/US2014/024010

small and disorganized. The tip of the urogenital ridge develops poorly distal to the Wolffian duct.
Grade IV is severe regression. The duct is replaced by a whorl of cells. Grade V refers to complete
regression. No remnant of the duct can be detected. Positive tissue controls, using fetal testis, and
negative tissue controls, where the Mullerian ducts were incubated alone or with muscle were included
in each experiment. Mullerian ducts exposed to extracts from nontesticular tissue, to inactive testicular
fractions, or to saline served as biochemical controls. Aliquots of all fractions were dialyzed against

distilled water and freeze-dried, and protein content was measured.

Delivery of recombinant human MIS protein

[00205] Methods known in the art for the therapeutic delivery of a recombinant human MIS
protein and/or nucleic acids encoding the same can be used for treating a disease or disorder, such as
cancer in a subject, e.g., cellular transfection, gene therapy, direct administration with a delivery
vehicle or pharmaceutically acceptable carrier, indirect delivery by providing recombinant cells
comprising a nucleic acid encoding a targeting fusion polypeptide of the invention.

[00206] In some embodiments, the recombinant human MIS protein is cleaved in vitro to form a
bioactive halo-dimer of MIS, comprising two identical monomers, each consisting of the N-terminal
domain and the C-terminal domain, and then administered to a subject.

[00207] Various delivery systems are known and can be used to administer a recombinant
human MIS protein (before or after it has been cleaved into its bioactive form) to a subject, e.g.,
encapsulation in liposomes, microparticles, microcapsules, recombinant cells capable of expressing the
compound, receptor-mediated endocytosis (see, e.g., Wu and Wu, 1987, J. Biol. Chem. 262:4429-
4432), construction of a nucleic acid as part of a retroviral or other vector, etc. Methods of introduction
can be enteral or parenteral and include but are not limited to intradermal, intramuscular,
intraperitoneal, intravenous, subcutancous, pulmonary, intranasal, intraocular, epidural, and oral routes.
A recombinant human MIS protein can be administered by any convenient route, for example by
infusion or bolus injection, by absorption through epithelial or mucocutaneous linings (e.g., oral
mucosa, rectal and intestinal mucosa, etc.) and may be administered together with other biologically
active agents. Administration can be systemic or local. In addition, it may be desirable to introduce the
pharmaceutical compositions comprising a recombinant human MIS protein, before or after cleavage
into its bioactive form, into the central nervous system by any suitable route, including intraventricular
and intrathecal injection; intraventricular injection may be facilitated by an intraventricular catheter, for
example, attached to a reservoir, such as an Ommaya reservoir. Pulmonary administration can also be

employed, .g., by use of an inhaler or nebulizer, and formulation with an aerosolizing agent.

Methods to treat proliferative diseases and cancer
[00208] One aspect of the present invention provides methods for treating cancers, e.g., cancers

which express MISRII in a subject. Accordingly, one aspect of the present invention relates generally
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to a method of treating a proliferative disease or disorder in a subject, where the proliferative disease or
disorder is associated with cells that express a MIS receptor, for example cells expressing MISRIL In
some embodiments, the proliferative disease or disorder is cancer, where the cancer or cancer cells
express at least one MIS receptor, for example cancer or cancer cells expressing MISRIIL. The method
of the present invention comprises the administration of an effective amount of a recombinant human
MIS protein as disclosed herein or a functional fragment or derivative thereof to a subject in with a
proliferative disorder, where the cells associated with the proliferative disorder express at least one MIS
receptors, for example the cells express MISRIL For example, an effective amount of a recombinant
human MIS protein as disclosed herein or a functional fragment is administered to a subject with a
cancer expressing at least one MIS receptors, for example expressing MISRII Thus, by using the
methods of the present invention, one can intervene in the proliferative disease, for example cancer,
ameliorate the symptoms, and in some cases cure the disease. In some embodiments, the recombinant
human MIS protein that can be used for treating proliferative diseases and cancer comprises the amino
acid sequence residues 25-559 of SEQ ID NO: 2 or a functional fragment thereof.

[00209] Examples of such diseases where proliferation of cells expressing at least one MIS
receptors, for example expressing MISRII is the cause of discase are cancers, for example cervical
cancer and ovarian cancer. In some embodiments, the cancer expressing at least one MIS receptor, for
example MISRII is a cancer cell. In some embodiments, such a cancer cell expressing at least one MIS
receptors, for example expressing MISRII is, for example but not limited to, an ovarian cancer cell,
vulvar epidermal carcinoma cell, cervical carcinoma cell, endometrial edenocarinaoma cell, ovarian
adenocarcinoma.

[00210] In alternative embodiments, the cancer expressing at least one MIS receptor, for
example cancers expressing MISRII are for example but not limited to; breast cancer, lung cancer, head
and neck cancer, bladder cancer, stomach cancer, cancer of the nervous system, bone cancer, bone
marrow cancer, brain cancer, colon cancer, esophageal cancer, endometrial cancer, gastrointestinal
cancer, genital-urinary cancer, stomach cancer, lymphomas, melanoma, glioma, bladder cancer,
pancreatic cancer, gum cancer, kidney cancer, retinal cancer, liver cancer, nasopharynx cancer, ovarian
cancer, oral cancers, bladder cancer, hematological neoplasms, follicular lymphoma, cervical cancer,
multiple myeloma, osteosarcomas, thyroid cancer, prostate cancer, colon cancer, prostate cancer, skin
cancer, stomach cancer, testis cancer, tongue cancer, or utering cancer.

[00211] In alternative embodiments, the present invention relates to the use of a recombinant
human MIS protein as disclosed herein or a functional fragment or derivative or variant thereof for the
treatment of any disorder where administration of the MIS protein or a nucleic acid encoding MIS
protein or activation MISRII is whole or part of the therapeutic regime.

[00212] In some embodiments, the cancer is a MIS-responsive cancer, for example but not
limited to ovarian cancer and cervical cancer. In some embodiments, the cancer expresses MISRII, for

example but not limited to ovarian cancer and cervical cancer. In some embodiments, the disorder is a
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disorder associated with excess androgen states, for example as disclosed in US Patent No. 6,673,352,
which is incorporated in its entirety herein by reference. In some embodiments, the methods of the
present invention are used in the treatment of prostatic cancer, polycysic ovarian disease, benign
prostatic hypertrophy and precocious puberty.

[00213]In some embodiments, the cancer is a chemotherapeutic-resistant or multi-drug resistant cancer,
e.g., where the cancer is a paclitaxel, cisplatin, rapamycin, pyrazoloanthrone, or Doxorubicin-resistant
carcer.

[00214] In a related embodiment, a tissue to be treated is a tumor tissue expressing at least one
MIS receptor, for example expressing MISRII of a subject, for example the tumor tissue is, but not
limited to a solid tumor, a metastases, a skin cancer, a breast cancer, an ovarian cancer, an cervical
cancer, a hemangioma or angiofibroma and the like cancer. Typical solid tumor tissues treatable by the
pharmaceutical composition of the invention, includes for example, but not limited to tumors of the
lung, pancreas, breast, colon, laryngeal, ovarian, and the like tissues. In some embodiment, the solid
tumor tissue treatable by the present methods include thyroid, and the cancer type is medullary thyroid
cancer.

[00215] In a related embodiment, the invention contemplates the practice of the method of
administering a composition comprising a recombinant human MIS protein as disclosed herein or a
functional fragment in conjunction with other therapies such as conventional chemotherapy directed
against solid tumors and for control of establishment of metastases. For example, a chemotherapeutic
agent used in chemotherapy include, but is not limited to, paclitaxel, cisplatin, doxorubicin, rapamycin,
pyrazoloanthrone, including but not limited to antra(1,9-cd)pyrazol-6(2H)-one (SP600125) or N1-
methyl-1,9-pyrazoloanthrone (M-SP600125) or a functional derivative or functional analogue thereof.
In some embodiments, a chemotherapeutic agent is a radiotherapeutic agent. The administration of the
compounds described herein is typically conducted prior to and/or at the same time and/or after
chemotherapy, although it is also encompassed within the present invention to inhibit cell proliferation
after a regimen of chemotherapy at times where the tumor tissue will be responding to the toxic assault
by inducing angiogenesis to recover by the provision of a blood supply and nutrients to the tumor
tissue. In addition, the pharmaceutical compositions of the invention for the treatment of proliferative
disorders, for example cancer, can be administrated prophylatically and/or before the development of a
tumor, if the subject has been identified as to have a risk of developing cancer, for example to subjects
that are positive for biomarkers of cancer cells or tumors. Insofar as the present methods apply to
inhibition of cell proliferation, the methods can also apply to inhibition of tumor tissue growth, to
inhibition of tumor metastases formation, and to regression of established tumors.

[00216] In some embodiments, the expression of Mullerian Inhibiting Substance (MIS) receptor
is measured in a biological sample obtained from the subject, e.g., a cancer or tumor tissue sample or a

cancer cell or tumor cell, e.g., a biopsy tissue sample.

57



WO 2014/164981 PCT/US2014/024010

[00217] The presence of MISRII in the cells in fluids such as blood may be indicative of the
presence of cancer. The presence of MISRII in fluids or sites not near a tumor may be indicative of
metastasis. In some such embodiments, the compounds of the present invention are administered to the
subject, and in some embodiments the compounds of the present invention are administered to the
subject in a pharmaceutical composition comprising one or more additional therapies.

[00218] The inventive methods disclosed herein provide for the parenteral and oral
administration of a recombinant human MIS protein as disclosed herein or a functional fragment or
derivative thereof, in combination with other pharmaceutical compositions to subjects in need of such
treatment. Parenteral administration includes, but is not limited to, intravenous (IV), intramuscular
(IM), subcutaneous (SC), intraperitoneal (IP), intranasal, and inhalant routes. In the method of the
present invention, a recombinant human MIS protein as disclosed herein or a functional fragment or
analogs thereof are preferably administered orally. IV, IM, SC, and IP administration may be by bolus
or infusion, and may also be by slow release implantable device, including, but not limited to pumps,
slow release formulations, and mechanical devices. The formulation, route and method of
administration, and dosage will depend on the disorder to be treated and the medical history of the
subject. In general, a dose that is administered by subcutaneous injection will be greater than the
therapeutically-equivalent dose given intravenously or intramuscularly. Preferably, the dose of
compounds of the present invention will be administered at doses from about 0.1mg to about 250 mg.
In some embodiments, the dose of compounds of the present invention will be from about Img to about
60mg.

[00219] The methods of the present invention for treating cancer expressing at least one MIS
receptor, for example expressing MISRII, are useful for treatment of proliferation-related diseases or
cancer, which is associated with cells expressing at least one MIS receptor, for example MISRII,
comprising contacting a tissue in which proliferation is occurring, or is at risk for occurring, with a
composition comprising a therapeutically effective amount of a recombinant human MIS protein as
disclosed herein or a functional fragment or functional derivatives thereof.

(00220] In some embodiments, the subject treated by the methods of the present invention in its
many embodiments is a human subject, although it is to be understood that the principles of the
invention indicate that the invention is effective with respect to all mammals. In this context, a mammal
is understood to include any mammalian species in which treatment of diseases associated with cancer
or a proliferative-related disorder is desirable, particularly agricultural and domestic mammalian

species, as well as transgenic animals.

Uses
[00221] In another embodiment, the present invention provides a method for treating a variety
of conditions by administering an effective amount of a recombinant human MIS protein or functional

derivatives thereof of the invention to a subject in need thereof. Conditions that may be treated by the
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compounds of this invention, or a pharmaceutical composition containing the same, include any
condition which is treated or reduces the symptoms by administration of MIS or activation of MIS
signaling or activation of MISRIJ, and thereby benefit from administration of a recombinant human
MIS protein or functional derivatives thereof. Representative conditions in this regard include, for
example, but not limited to, cancers that express MIS receptors, for example cancer that express
MISRII, for example, but not limited to ovarian, cervical and endometrial cancer. Other conditions
which can be treated with MIS or activation of MIS signalling reduces the symptoms are, for example,
rheumatoid arthritis, proliferative diseases such as cancer, treatment of prostatic cancer, polycysic
ovarian disease, benign prostatic hypertrophy and precocious puberty and other hyperandrogen
disorders such as testotoxicosis.

[00222] Accordingly, the present invention relates to the use of a recombinant human MIS
protein or functional derivatives thereof for the treatment of any disorder where administration of the
MIS protein or a nucleic acid encoding MIS protein or a functional derivative of MIS or activation
MISRII is whole, or part, of the therapeutic regime. In some embodiments, the recombinant human MIS
protein that can be used comprises the amino acid residues 25-559 of SEQ ID NO: 2 or a functional
fragment thereof.

[00223] In some embodiments, the methods of the present invention are directed to use of a
recombinant human MIS protein or functional derivatives thereof with other therapeutic agents, for
example chemotherapy agents, wherein the chemotherapy agents, for example paclitaxel or MIS can be

used at a lower dose that results in decreased side effects.

Uses of a recombinant human MIS protein or functional derivatives or analogues thereof for the
treatment of excess androgen states

[00224] Tn another embodiment, a recombinant human MIS protein or functional derivatives or
analogues thereof, can be used for the treatment of a disorder associated with excess androgen
production in a subject. The inventors have previously demonstrated that the administration of MIS
protein and/or MIS nucleic acid decreases levels of androgen in a subject, and decreases serum levels of
androgen in a subject, as disclosed in U.S. Patent 6,673,352 and U.S. Patent Application 10/683,346,
which are incorporated herein in their entirety by reference. Transgenic mice that overexpress MIS have
also shown to have decreased serum testosterone concentrations, and administration of MIS results in
decreased serum testosterone levels (Sriraman et al., J Androl. 2001, 22(5):750-8 and Trbovich et al.,
PNAS, 2001 Mar 13;98(6):3393-7). MIS has also been demonstrated to suppress both androgen-
stimulated growth and androgen-independent survival of cells, and MIS regulates prostate growth by
suppressing testicular testosterone synthesis also direct regulates androgen-induced gene expression and
growth in the prostate at the cellular level (Trann et al, Mol Endocrinol. 2006, 20(10):2382-91).

[00225] Androgen stimulates or controls the development and maintenance of masculine

characteristics in vertebrates by binding to androgen receptors. Androgens are also known as
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androgenic hormones or testoids, and are also the precursor of all estrogens, the female sex hormones.
The primary and most well-known androgen is testosterone.

[00226] Without wishing to be bound by theory, excessive androgen production by the adrenal
glands and/or the ovary, results in androgen excess and can result from increased local tissue sensitivity
to circulating androgens. Androgen excess affects different tissues and organ systems, causing clinical
conditions ranging from acne to hirsutism to frank virilization.

[00227] Hyperandrogenism, which refers to the excess production and secretion of androgens
and precursors, is a common and sometimes serious endrocrinopathy for women of reproductive age.
The excess androgens and precursors originate from the adrenal glands and ovaries in various
proportions and manifest in varying effects depending on the amount of excess androgen. Clinical
manifestations range from hirsutism (excessive hair growth of male pattern, sometimes accompanied by
acne) to virilization (clitorimegaly, temporal balding, deepening of voice, or enhanced musculature).
[00228] Hyperandrogenism occurs as part of a wide spectrum of disease manifestations,
including polycystic ovary syndrome (PCOS) which is a variable combination of hirsutism, infertility,
obesity, insulin resistance and polycystic ovaries, the HAIR-AN syndrome (hyperandrogenism, insulin
resistance and acanthosis nigricans), ovarian hyperthecosis (HAIR-AN with hyperplasia of luteinized
theca cells in ovarian stroma), and other manifestations of high intraovarian androgen concentrations (e.
g., follicular maturation arrest, atresia, anovulation, dysmenorrhea, dysfunctional uterine bleeding,
infertility), androgenproducing tumors (virilizing ovarian or adrenal tumors).

[00229] Hirsutism is excessive recognizable hair growth characterized by an increase in the
number and length of terminal hairs in androgen-sensitive areas. Racial, familial, genetic, and ethnic
differences all affect the occurrence of hirsutism. Hirsutism is difficult to quantitate. The entire body
needs to be inspected and the findings must be documented carefully. Particular attention should be
directed to the chin, lip, sideburns, breasts, and sternum, the midline between the umbilicus and the
pubis and the thigh.

[00230] Ferriman and Gallwey published a rating scale for grading hirsutism and is commonly
known by persons of ordinary skill in the art. This scale allows the physician to measure a response to
therapy objectively. This system is the most widely used and evaluates body areas for absent-to-severe
hirsutism with scores of 0-4, respectively. Scores of 8 and higher are consistent with a diagnosis of
hirsutism. This scale does not measure the thickness of the hair, which is another way of objectively
assessing excess hair. Scoring systems are a useful aid in quantifying hirsutism and in evaluating
treatment response. Even with scores greater than 8, the patient provides the definition. From a clinical
standpoint, the patient can determine if he or she notices a difference. Photographs are helpful for
documentation and for following the progress of therapy.

[00231] Virilization is relatively uncommon, it occurs with extreme hyperandrogenism.
Virilization is characterized by temporal balding, breast atrophy, androgenic muscle development,

clitoral hypertrophy, amenorrhea, deepening of the voice, and extreme hirsutism.
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[00232] Current medical therapies for women are directed against the adrenals, the ovaries or
the androgen receptor. Glucocorticoid therapy is directed against the adrenal glands but is limited, in
some cases, by unwanted suppression of cortisol synthesis. GnRH therapy is directed against the
ovaries, but is expensive, and its long-term effects are unknown. Further, therapy using oral
contraceptives may be unsuitable because most contain progestins with androgenic activity.

[00233] Because the abnormal production of androgens is implicated in the pathways of many
diseases and/or disorders for which there are no acceptable treatments, a need exists to find small
molecules to inhibit the production of gonadotropins and/or androgens in mammals for their treatment
and/or prophylaxis.

[00234] Accordingly, in one embodiment, a recombinant human MIS protein or functional
derivatives or analogues thereof, can be used for the treatment of a disorder associated with excess
androgen production in a subject. In some embodiments, the recombinant human MIS protein that can
be used comprises the amino acid residues 25-559 of SEQ ID NO: 2 or a functional fragment thereof.
[00235] The term "androgen” is used herein to mean steroids that encourage the development of
male sex characteristics and include the steroid derivatives of androstane including, testosterone,
androstenedione, and analogs.

[00236] As used herein, a disease state or disorder characterized by "androgenic dependency” is
a discase state which is exacerbated by, or caused by, insufficient, excessive, inappropriate or
unregulated androgen production. Examples of such diseases in men include, but are not limited to,
BPH, metastatic prostatic carcinoma, testicular cancer, androgen dependent acne, male pattern baldness
and precocious puberty in boys. Examples of such diseases in women include, but are not limited to,
hyperandrogenism, hirsutism, virilization, POCS, HAIR-AN syndrome, ovarian hyperthecosis,
follicular maturation arrest, atresia, anovulation, dysmenorrhea, dysfunctional uterine bleeding,
infertility, androgen-producing tumors.

[00237] As used herein, "androgen inhibiting" refers to an effective amount of an the
pyrazoloanthrone or functional derivatives or analogues thereof as defined herein, such as SP600125,
which will cause a decrease in the in vivo levels of the androgen to normal or sub-normal levels, when
administered to a subject for the prophylaxis or treatment of a disease state which is exacerbated by, or
caused by, excessive or unregulated androgen production.

[00238] In some embodiments, a recombinant human MIS protein or functional derivatives or
analogues thereof as disclosed herein, can be used to treat prostate cancer. The impact of androgens on
prostate carcinoma is known, as is the treatment of prostate cancer by androgen deprivation, including
androgen blockade and inhibition of androgen synthesis (Huggins et al.,Archs. Surg., Vol. 43, pp. 209-
223 (1941)). I.Steroid Biochem. Molec. Biol., Vol. 37, pp.349-362 (1990)). In addition, steroid
hormones are widely used as contraceptives. Anti-spermatogenic agents are male contraceptives that
inhibit spermatogenesis, the process leading to mature spermatazoa. Drugs that interfere in this process

include androgens and anti-androgens. Since the anti-androgenic effects of a recombinant human MIS
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protein or functional derivatives or analogues thereof as disclosed herein are reversible, the recombinant
human MIS protein can also be used as a male contraceptive agent. Korolkovas, A., Essentials Of
Medicinal Chemistry, Second Edition, pp.1032 (1988).

[00239] In some embodiments, other agents can be used in combination with the
pharmaceutical compositions comprising a recombinant human MIS protein or functional derivatives or
analogues thereof as disclosed herein for the treatment of excess androgen in a subject. In some
embodiments, the agents function to lower the serum-free androgen levels and blocking the peripheral
androgen action. Examples of such agents include, but are not limited to, suppression of ovarian
androgens by administration of estrogens and/or progestins (i.e., contraceptive pill) or GnRH agonist
and add-back estrogen therapy; suppression of adrenal androgens by administration of glucocorticoids
(such as dexamethasone, prednisolone), antiandrogens (such as spironolactone, flutamide, cyproterone
acetate), So-reductase inhibitor (such as finasteride), bromocriptine, and insulin-sensitizing drugs (such
as metformin, thiazolidinediones).

[00240] Subjects amenable to treatment with a recombinant human MIS protein or functional
derivatives or analogues thereof by the methods as disclosed herein are subjects that have been
identified with a disease or disorder associated with excess androgen levels, such as, for example
disorders such as, but not limited to BPH, prostate carcinoma, benign prostic hypertrophy, testicular
cancer, androgen dependent acne, male pattern baldness, precocious puberty, hyperandrogenism,
hirsutism, virilization, POCS, HIAR-AN syndrome, ovarian hyperthecosis, follicular maturation arrest,
atresia, anovulation, dysmenorrheal, dysfunctional uterine bleeding, infertility and androgen-producing
tumors.

[00241] In some embodiments, subjects amenable to treatment with a recombinant human MIS
protein orfunctional derivatives or analogues thereof by the methods as disclosed herein are subjects
with congenical adrenal hyperplasma (CAH), which can be commonly identified by one of ordinary
skill in the art. CAH is most typically an autosomal recessive disorder where the enzyme 21-hydrolase
is missing or functionally deficent. Alternatively subjects with CAH can have a loss and/or reduction in
the function of 11a-hydroxylase enzyme and/or a 3a-hydroxy-steroid dehydrogenase enzyme. When
these enzymes are missing or functioning at low levels, the body cannot make adequate amounts of the
adrenal steroid hormones cortisol and aldosterone. High levels of ACTH that stimulate adrenal
hyperplasia and hypersecretion of androgen precursors for cortisol and aldosterone synthesis ensue.
CAH can appear in utero or develop postnatally. Pseudohermaphroditism may be present at birth.
[00242] The 21-hydroxylase deficiency is the most common autosomal-recessive disorder
(more common than cystic fibrosis) and manifests itself with elevated levels of 17-
hydroxyprogesterone. The 11a-hydroxylase deficiency is characterized by elevated levels of 11-deoxy-
cortisol (compound S) and results in elevated levels of deoxycorticosterone (DOC), a mineralocorticoid.
Hypertension and hypokalemia can be a prominent feature of 11a-hydroxylase deficiency. Another

form of CAH, 3a-hydroxy-steroid dehydrogenase deficiency, results in elevated levels of pregnenolone,
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17-hydroxy-pregnenolone, and DHEA. This condition is lethal if not detected because no
corticosteroids are synthesized.

[00243] A partial defect in the above enzymes that manifests after puberty results in elevated
levels of adrenal steroids via the same mechanism. The elevations are not as marked as they are with the
congenital condition and this condition is referred to as nonclassical (maturity-onset or late-onset)
CAH. Accordingly, in some embodiments, subjects amenable to treatment with a recombinant human
MIS protein or functional derivatives or analogues thereof by the methods as disclosed herein are
subjects with nonclassical (maturity-onset or late onset) CAH.

[00244] In some embodiments, subjects amenable to treatment with a recombinant human MIS
protein or functional derivatives or analogues thereof by the methods as disclosed herein are female
subjects with testosterone levels about or exceeding 2.0 ng/mL (200 ng/dL, 8.92 nmol/L) or at least
about 2.5 times the upper limit of the reference range. In some embodiments, such subjects have
Sertoli-Leydig cell tumors, hilus cell tumors, and lipoid cell (adrenal rest) tumors are the most common.
Sertoli-Leydig cell tumors reach palpable size at the time of clinical diagnosis, whereas hilar cell and
lipoid cell tumors are difficult to detect by any means because of their small size.

[00245] In some embodiments, subjects amenable to treatment with a recombinant human MIS
protein or functional derivatives or analogues thereof by the methods as disclosed herein are subjects
with tumors of the adrenal glands (adenomas, carcinomas), which secrete elevated levels of androgens.
In such embodiments, such subjects amenable to treatment by the methods as disclosed herein can be
identified by having a DHEAS level of about or exceeding 7 pg/mL (18 umol/L).

[00246] Other subjects that are amenable to the methods of treatment of excess androgen states
as disclosed herein include, for example, classical and nonclassical (late-onset) CAH, cushing
syndrome, where subjects with Cushing syndrome secrete elevated androgens, Hyperandrogenic,
insulin resistance, and acanthosis nigricans (HAIR-AN) syndrome. In some embodiments, other
subjects amenable to the methods of treatment of excess androgen states as disclosed herein include, for
example, subjects with mild androgenic disorders, such as, but not limited to, Ovulatory PCOS (
Ovulatory hyperandrogenic subjects with polycystic ovary at ultrasonography), Idiopathic
hyperandrogenism (an Ovulatory hyperandrogenic subject but with normal ovaries at ultrasonography);
Idiopathic hirsutism (subjects with an androgenic phenotype with normal androgens).

[00247] Reference testosterone levels and DHEAS levels are commonly known by persons of
ordinary skill in the art, and are disclosed in Guay et al, International Journal of Impotence Research
(2004) 16, 112-120, which is incorporated herein in its entirety by reference. Briefly, normal androgen
levels in women between the ages of 20 and 49 years range between; DHEAS; about 195.6-140.4 ug/dl;
serum testosterone about 51.5-33.7 ng/dl and free testosterone 1.51-1.03pg/ml. Accordingly, subjects
amenable to the treatment of the pyrazoloanthrone or functional derivatives or analogues thereof by the
methods as disclosed herein have at least about a 20%, or at least about a 30% or at least about a 40% or

at least about a 50%, or at least about a 60% or at least about a 70%, or at least about a 80%, or at least
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about a 90%, or at least about a 100% or greater increase in DHEAS or serum testosterone, or free
testosterone levels as compared to the highest range value of the normal value for DHEAS
(195.6ug/dl), serum testosterone (51.5ng/dl), free testostereone (1.51 pg/ml). In some embodiments,
subjects amenable to the treatment of the pyrazoloanthrone or functional derivatives or analogues
thereof by the methods as disclosed herein have at least about a 2-fold, or at least about a 3-fold, or at
least about a 4-fold, or at least about a 5-fold, or at least about a 10-fold or greater increase in DHEAS
or serum testosterone, or free testosterone levels as compared to the highest range value of the normal
value for DHEAS (195.6pug/dl), serum testosterone (51.5ng/dl), free testostereone (1.51 pg/ml).
[00248] DHEAS can be measured by one of ordinary skill in the art using a kit from by
Diagnostic Products Corporation of Los Angeles, California, USA. Cross-reactivity has previously been
determined as being 100% for DHEAS and 0.121% with androstenedione, 15% with 9-
hydroxyandrostenedione, 0.046% with estrone 3 sulfate, 0.55% with androsterone sulfate, 0.5% with
DHEA and negligible for all other steroids tested. Free Testosterone can be measured by one of
ordinary skill in the art using was measured using the Coat a Count Kits of Diagnostic Products
Corporation, Los Angeles, California, USA. Cross-reactivity has previously been determined to be
0.41% for dihydrotestosterone, 0.01% for androstenedione, 0.10% for methyl testosterone ando0.01%
for all other steroids tested. Total serum testosterone levels can be measured by one of ordinary skill in
the art using with the Immunochem serum testosterone kit of ICN Biomedicals Inc., Diagnostic
Division of Costa Mesa, California, USA.

[00249] The assays to determine serum pregnenolone and 17-hydroxypregnenolone can be
performed by one of ordinary skill in the art from the kit from Quest Laboratory in Tarzana, California,
USA. Free Androgen Index (FAT) can be calculated using the following formula: (Total testosterone
ng/dl x 0.0347)/(SHBG nmol/l) x100 = FAI

Administration of Pharmaceutical compositions

[00250] A recombinant human MIS protein or derivative or functional fragment thereof can be
administered by any route known in the art or described herein, for example, oral, parenteral (¢.g.,
intravenously or intramuscularly), intraperitoneal, rectal, cutaneous, nasal, vaginal, inhalant, skin
(patch), or ocular. The recombinant human MIS protein or derivative or functional fragment protein
may be administered in any dose or dosing regimen.

[00251] With respect to the therapeutic methods of the invention, it is not intended that the
administration of a recombinant human MIS protein or polynucleotide encoding such a recombinant
human MIS protein or functional fragment thereof be limited to a particular mode of administration,
dosage, or frequency of dosing; the present invention contemplates all modes of administration,
including intramuscular, intravenous, intraperitoneal, intravesicular, intraarticular, intralesional,
subcutaneous, or any other route sufficient to provide a dose adequate to treat an autoimmune disease or

immune-related disorder as disclosed herein. An effective amount, e.g., a therapeutically effective dose
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of a recombinant human MIS protein may be administered to the patient in a single dose or in multiple
doses. When multiple doses are administered, the doses may be separated from one another by, for
example, one hour, three hours, six hours, eight hours, one day, two days, one week, two weeks, or one
month. For example, a composition comprising a recombinant human MIS protein agent can be
administered for, e.g., 2, 3,4, 5, 6, 7, 8, 10, 15, 20, or more weeks. Itis to be understood that, for any
particular subject, specific dosage regimes should be adjusted over time according to the individual
need and the professional judgment of the person administering or supervising the administration of the
compositions. For example, the dosage of the therapeutic can be increased if the lower dose does not
provide sufficient therapeutic activity.

[00252] While the attending physician ultimately will decide the appropriate amount and dosage
regimen, an effective amounts of a recombinant human MIS protein or derivative or functional
fragment thereof can provided at a dose of 0.0001, 0.01, 0.01 0.1, 1, 5, 10, 25, 50, 100, 500, or 1,000
mg/kg. Effective doses may be extrapolated from dose-response curves derived from in vitro or animal
model test bioassays or systems. In some embodiments, doses of a recombinant human MIS protein are
about 1pg/kg to 10mg/kg (body weight of patient) although lower and higher doses can also be
administered.

[00253] In some embodiments, reference ranges for doses of recombinant human MIS are
estimated from reference groups in the United States, and are disclosed in Antimullerian Hormone
(AMH), Serum from Mayo Medical Laboratories. Retrieved April 2012. In some embodiments, female
subjects can be administered the following doses of recombinant human MIS: females younger than 24
months: Less than § ng/mL; females 24 months to 12 years: Less than 10 ng/mL; females 13-45 years:
1 to 10 ng/mL; females older than 45 years: Less than 1 ng/mL. In some embodiments, male subjects
can be administered the following doses of recombinant human MIS; males younger than 24 months: 15
to 500 ng/m; males between 24 months to 12 years: 7 to 240 ng/mL; males older than 12 years: 0.7 to
20 ng/mL. It is noted that MIS measurements may be less accurate if the person being measured is
vitamin D deficient.

[00254] Additionally, as additivity, synergy, or competition has been demonstrated with MIS
and rapamycin, AzadC, doxorubicin, cisplatin, and paclitaxel, recombinant human MIS as disclosed
herein can be administered in combination with selective targeted therapies, for example to achieve
greater activity against ovarian cancer than the use of recombinant human MIS or the chemotherapeutic
agent used alone.

[00255] Dosages for a particular patient or subject can be determined by one of ordinary skill in
the art using conventional considerations, (e.g. by means of an appropriate, conventional
pharmacological protocol). A physician may, for example, prescribe a relatively low dose at first,
subsequently increasing the dose until an appropriate response is obtained. The dose administered to a
patient is sufficient to effect a beneficial therapeutic response in the patient over time, or, e.g., to reduce

symptoms, or other appropriate activity, depending on the application. The dose is determined by the
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efficacy of the particular formulation, and the activity, stability or serum half-life of a recombinant
human MIS protein or functional derivatives or functional fragments thereof as disclosed herein, and
the condition of the patient, the autoimmune disease to be treated, as well as the body weight or surface
area of the patient to be treated. The size of the dose is also determined by the existence, nature, and
extent of any adverse side- effects that accompany the administration of a particular vector,
formulation, or the like in a particular subject. Therapeutic compositions comprising a recombinant
human MIS protein or functional derivatives or functional fragments thereof are optionally tested in one
or more appropriate in vitro and/or in vivo animal models of disease, such a an Mullerian duct
regression bioassay as disclosed herein in the Examples, and known to persons of ordinary skill in the
art, to confirm efficacy, tissue metabolism, and to estimate dosages, according to methods well known
in the art. In particular, dosages can be initially determined by activity, stability or other suitable
measures of treatment vs. non-treatment (e.g., comparison of treated vs. untreated cells or animal
models), in a relevant assay. Formulations are administered at a rate determined by the LDS0 of the
relevant formulation, and/or observation of any side-effects of a recombinant human MIS protein or
functional derivatives or functional fragments thereof at various concentrations, e.g., as applied to the
mass and overall health of the patient. Administration can be accomplished via single or divided doses.
[00256] In determining the effective amount of a recombinant human MIS protein or functional
derivatives or functional fragments thereof to be administered in the treatment or prophylaxis of a
disease, the physician evaluates circulating plasma levels, formulation toxicities, and progression of the
disease. The selected dosage level will also depend upon a variety of factors including the activity of
the particular compound of the present invention employed, or the ester, salt or amide thereof, the route
of administration, the time of administration, the rate of excretion of the particular compound being
employed, the duration of the treatment, other drugs, compounds and/or materials used in combination
with the particular compound employed, the age, sex, weight, condition, general health and prior
medical history of the patient being treated, and like factors well known in the medical arts.

[00257] In some embodiments, a recombinant human MIS protein as disclosed herein can be
administered at a dose in accordance with good medical practice, taking into account the clinical
condition of the individual patient, the site and method of administration, scheduling of administration,
patient age, sex, body weight and other factors known to medical practitioners.

[00258] Dosage regimens of a composition comprising a recombinant human MIS protein or
functional fragment or variant thereof as disclosed herein can be adjusted to provide the optimum
desired response (e.g. a therapeutic or prophylactic response). For example, a single bolus can be
administered, several divided doses may be administered over time or the dose may be proportionally
reduced or increased as indicated by the exigencies of the therapeutic situation. It is especially
advantageous to formulate parenteral compositions in dosage unit form for ease of administration and

uniformity of dosage.
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[00259] Furthermore, actual dosage levels of a recombinant human MIS protein in a
pharmaceutical composition can be varied so as to obtain an amount of the active ingredient which is
effective to achieve the desired therapeutic response for a particular subject, composition, and mode of
administration, without being toxic to the subject. A pharmaceutical composition comprising a
recombinant human MIS protein or functional fragment or variant thereof as disclosed herein can be a
"therapeutically effective amount" and/or a "prophylactically effective amount”. In general, a suitable
daily dose of a composition comprising a recombinant human MIS protein or functional fragment or
variant thereof as disclosed herein will be that amount of the a recombinant human MIS protein which
is the lowest dose effective to produce a therapeutic effect, such as a reduction of a symptom of a
proliferative disorder or cancer as disclosed herein. Such an effective dose will generally depend upon
the factors described above.

[00260] If desired, the effective daily dose of a composition comprising a recombinant human
MIS protein or functional fragment or variant thereof can be administered as two, three, four, five, six
or more sub-doses administered separately at appropriate intervals throughout the day, optionally, in
unit dosage forms.

[00261] The dosage level administered to a subject can be constant over a desired period of
time, for example, at least 1 week, at least 2 weeks, at least 3 weeks, at least 1 month, at least 2 months,
at least 3 months, at least 6 months, at least 1 year, or at least 5 years. Alternatively, the dosage level
administered to a subject can vary depending on the progression of the condition being treated.
[00262] It is to be noted that dosage values may vary with the type and severity of the cancer to
be alleviated. It is to be further understood that for any particular subject, specific dosage regimens
should be adjusted over time according to the individual need and the professional judgment of the
person administering or supervising the administration of the compositions, and that dosage ranges sct
forth herein are exemplary only and are not intended to limit the scope or practice of the claimed
composition.

[00263] The efficacy and toxicity of the compound can be determined by standard
pharmaceutical procedures in cell cultures or experimental animals, e.g., ED50 (the dose is effective in
50% of the population) and LD50 (the dose is lethal to 50% of the population). The dose ratio of toxic
to therapeutic effects is the therapeutic index, and it can be expressed as the ratio, LDS0/EDS0.
Pharmaceutical compositions which exhibit large therapeutic indices are preferred. An appropriate
experimental model which can be used includes determining a the dose can be use of the mullerian duct
regression bioassay as disclosed herein in the examples, or a in vivo cancer model which is commonly
known by ordinary skill in the art. In vivo cancer models are discussed in Frese et al.,”Maximizing
mouse cancer models” Nat Rev Cancer. 2007 Sep;7(9):645-58 and Santos et al., Genetically modified
mouse models in cancer studies. Clin Trans] Oncol. 2008 Dec;10(12):794-803, and “Cancer stem cells
in mouse models of cancer”, 6th Annual MDI Stem Cell Symposium, MDI Biological Lab, Salisbury
Cove, ME, August 10-11, 2007 which are incorporated herein in their entirety by reference.

67



WO 2014/164981 PCT/US2014/024010

[00264] For example, a therapeutically effective amount can be estimated initially either in cell
culture assays or in animal models, usually mice, rabbits, dogs, or pigs. The animal model is also used
to achieve a desirable concentration range and route of administration. Such information can then be
used to determine useful doses and routes for administration in other subjects. Generally, the
therapeutically effective amount is dependent of the desired therapeutic effect. For example, the
therapeutically effective amount of a recombinant human MIS protein can be assessed in a mouse
model of cancer, or using the Mullerian Duct Regression bioassay as disclosed herein in the Examples
and Fig. 4.

[00265] A physician or veterinarian having ordinary skill in the art can readily determine and
prescribe the effective amount of the pharmaceutical composition required. For example, the physician
or veterinarian could start doses of the compounds of the invention employed in the pharmaceutical
composition at levels lower than that required in order to achieve the desired therapeutic effect and
gradually increase the dosage until the desired effect is achieved. It is also noted that humans are
treated generally longer than the mice or other experimental animals exemplified herein, which
treatment has a length proportional to the length of the disease process and drug effectiveness. The
doses may be single doses or multiple doses over a period of several days, but single doses are
preferred.

[00266] In some embodiments, a recombinant human MIS protein (e.g., proteins or nucleic
acids encoding a recombinant human MIS protein or fragments thereof) can be administered to humans
and other animals for therapy by any suitable route of administration, including orally, nasally, as by,
for example, a spray, rectally, intravaginally, parenterally, intracisternally and topically, as by powders,
ointments or drops, including buccally and sublingually.

[00267] After formulation with an appropriate pharmaceutically acceptable carrier in a desired
dosage, a pharmaceutical composition comprising a recombinant human MIS protein or functional
fragment or variant thereof as disclosed herein can be administered to a subject. A pharmaceutical a
composition comprising a recombinant human MIS protein or functional fragment or variant thereof
can be administered to a subject using any suitable means. In general, suitable means of administration
include, but are not limited to, topical, oral, parenteral (e.g., intravenous, subcutaneous or
intramuscular), rectal, intracisternal, intravaginal, intraperitoneal, ocular, or nasal routes.

[00268] In a specific embodiment, it may be desirable to administer the pharmaceutical
composition comprising a recombinant human MIS protein locally to the area in need of treatment; this
may be achieved, for example, and not by way of limitation, by local infusion during surgery, topical
application, e.g., by injection, by means of a catheter, or by means of an implant, the implant being ofa
porous, non-porous, or gelatinous material, including membranes, such as sialastic membranes, fibers,
or commercial skin substitutes. In some embodiments, a recombinant human MIS protein as disclosed

herein can be applied to the muscle using topical creams, patches, intramuscular injections and the like.
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[00269] In some embodiments, a recombinant human MIS protein can be administered to a
subject orally (e.g., in capsules, suspensions or tablets) or by parenteral administration. Conventional
methods for oral administration include administering a recombinant human MIS protein in any one of
the following; tablets, suspensions, solutions, emulsions, capsules, powders, syrups and the like are
usable. Known techniques that deliver a recombinant human MIS protein orally or intravenously and
retain the biological activity are preferred. Parenteral administration can include, for example,
intramuscular, intravenous, intraarticular, intraarterial, intrathecal, subcutaneous, or intraperitoneal
administration. A recombinant human MIS protein can also be administered orally, transdermally,
topically, by inhalation (e.g., intrabronchial, intranasal, oral inhalation or intranasal drops) or rectally.
Administration can be local or systemic as indicated. Agents, e.g., nucleic acid agents which encode a
recombinant human MIS protein or functional fragment thereof can also be delivered using a vector,
e.g., a viral vector by methods which are well known to those skilled in the art.

[00270] When administering a composition comprising a recombinant human MIS protein or
functional fragment or variant thereof as disclosed herein parenterally, it will generally be formulated in
a unit dosage injectable form (e.g., solution, suspension, emulsion). The pharmaceutical formulations
suitable for injection include sterile aqueous solutions or dispersions and sterile powders for
reconstitution into sterile injectable solutions or dispersions. The carrier can be a solvent or dispersing
medium containing, for example, water, ethanol, polyol (e.g., glycerol, propylene glycol, liquid
polyethylene glycol), suitable mixtures thereof, and vegetable oils.

[00271] The term “Dosage unit” form as used herein refers to physically discrete units suited as
unitary dosages for the mammalian subjects to be treated; each unit containing a predetermined quantity
of active compoun(i calculated to produce the desired therapeutic effect in association with the required
pharmaceutical carrier. The specification for the dosage unit forms of the invention are dictated by and
directly dependent on () the unique characteristics of the a recombinant human MIS protein or
functional fragment or variant thereof as disclosed herein and the particular therapeutic or prophylactic
effect to be achieved, and (b) the limitations inherent in the art of compounding a recombinant human
MIS protein an active agent for the treatment of sensitivity in individuals.

[00272] The pharmaceutically acceptable compositions comprising a recombinant human MIS
protein or functional fragment or variant thereof as disclosed herein can be suspended in aqueous

vehicles and introduced through conventional hypodermic needles or using infusion pumps.

Pharmaceutical Compositions

[00273] In some embodiments, a composition comprising a recombinant human MIS protein or
functional fragment or variant thereof as disclosed herein can be formulated in any suitable means, e.g.,
as a sterile injectable solution, e.g., which can be prepared by incorporating the recombinant human
MIS protein in the required amount of the appropriate solvent with various of the other ingredients, as

desired.
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[00274) A pharmacological formulation of a composition comprising a recombinant human
MIS protein or functional fragment or variant thereof as disclosed herein can be administered to the
patient in an injectable formulation containing any compatible carrier, such as various vehicles,
adjuvants, additives, and diluents; or the compounds utilized in the present invention can be
administered parenterally to the patient in the form of slow-release subcutancous implants or targeted
delivery systems such as monoclonal antibodies, vectored delivery, iontophoretic, polymer matrices,
liposomes, and microspheres. Examples of delivery systems useful in the present invention include
those presented in U.S. Pat. Nos: 5,225,182; 5,169,383; 5,167,616; 4,959,217, 4,925,678, 4,487,603;
4.486,194; 4,447,233; 4,447, 224; 4,439,196 and 4,475,196. Other such implants, delivery systems, and
modules are well known to those skilled in the art.

[00275] Proper fluidity can be maintained, for example, by the use of a coating such as lecithin,
by the maintenance of the required particle size in the case of dispersion and by the use of surfactants.
Non-aqueous vehicles such a cottonseed oil, sesame oil, olive oil, soybean oil, corn oil, sunflower oil,
or peanut oil and esters, such as isopropyl myristate, may also be used as solvent systems for compound
compositions. Additionally, various additives which enhance the stability, sterility, and isotonicity of
the compositions, including antimicrobial preservatives, antioxidants, chelating agents, and buffers, can
be added. Prevention of the action of microorganisms can be ensured by various antibacterial and
antifungal agents, e.g., parabens, chlorobutanol, phenol and sorbic acid. In many cases, it will be
desirable to include isotonic agents, for example, sugars, sodium chloride, and the like. Prolonged
absorption of the injectable pharmaceutical form can be brought about by the use of agents delaying
absorption, for example, aluminum monostearate and gelatin. According to the present invention,
however, any vehicle, diluent, or additive used would have to be compatible with the compounds.
[00276] In another embodiment, a composition comprising a recombinant human MIS protein
or functional fragment or variant thercof as disclosed herein can comprise lipid-based formulations.
Any of the known lipid-based drug delivery systems can be used in the practice of the invention. For
instance, multivesicular liposomes, multilamellar liposomes and unilamellar liposomes can all be used
so long as a sustained release rate of the encapsulated active compound can be established. Methods of
making controlled release multivesicular liposome drug delivery systems are described in PCT
Application Publication Nos: WO 9703652, WO 9513796, and WO 9423697, the contents of which are
incorporated herein by reference.

[60277] The composition of the synthetic membrane vesicle is usually a combination of
phospholipids, usually in combination with steroids, especially cholesterol. Other phospholipids or
other lipids may also be used. Examples of lipids useful in synthetic membrane vesicle production
include phosphatidylglycerols, phosphatidylcholines, phosphatidylserines, phosphatidylethanolamines,
sphingolipids, cerebrosides, and gangliosides, with preferable embodiments including egg
phosphatidylcholine, dipalmitoylphosphatidylcholine, distearoylphosphatidyleholine,
dioleoylphosphatidylcholine, dipalmitoylphosphatidylglycerol, and dioleoylphosphatidylglycerol.
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[00278] In preparing lipid-based vesicles containing a recombinant human MIS protein or
functional fragment or variant thereof, such variables as the efficiency of active compound
encapsulation, labiality of the active compound, homogeneity and size of the resulting population of
vesicles, active compound-to-lipid ratio, permeability, instability of the preparation, and pharmaceutical
acceptability of the formulation should be considered.

[00279] In another embodiment, a recombinant human MIS protein can be delivered in a
vesicle, in particular a liposome (see Langer (1990) Science 249:1527-1533). In yet another
embodiment, a recombinant human MIS protein can be delivered in a controlled release system. In one
embodiment, a pump may be used (see Langer (1990) supra). In another embodiment, polymeric
materials can be used (see Howard et al. (1989) J. Neurosurg. 71:105). In another embodiment where
the active agent of the invention is a nucleic acid encoding a recombinant human MIS protein, the
nucleic acid can be administered in vivo to promote expression of its encoded protein, by constructing it
as part of an appropriate nucleic acid expression vector and administering it so that it becomes
intracellular, e.g., by use of a retroviral vector (see, for example, U.S. Pat. No. 4,980,286), or by direct
injection, or by use of microparticle bombardment (e.g., a gene gun; Biolistic, Dupont), or coating with
lipids or cell-surface receptors or transfecting agents, or by administering it in linkage to a homeobox-
like peptide which is known to enter the nucleus (see ¢.g., Joliot et al., 1991, Proc. Natl. Acad. Sci. USA
88:1864-1868), etc. Alternatively, a nucleic acid can be introduced intracellularly and incorporated
within host cell DNA for expression, by homologous recombination.

[00280] Prior to introduction, a composition comprising a recombinant human MIS protein or
functional fragment or variant thereof as disclosed herein can be sterilized, by any of the numerous
available techniques of the art, such as with gamma radiation or electron beam sterilization.

[00281] In another embodiment of the invention, a composition comprising a recombinant
human MIS protein or functional fragment or variant thercof as disclosed herein, can be administered
and/or formulated in conjunction (e.g., in combination) with any other therapeutic agent. For purpose of
administration, a recombinant human MIS protein or functional fragment or variant thereof as disclosed
herein is preferably formulated as a pharmaceutical composition. Pharmaceutical compositions of the
present invention comprise a compound of this invention and a pharmaceutically acceptable carrier,
wherein the compound is present in the composition in an amount which is effective to treat the
condition of interest. Appropriate concentrations and dosages can be readily determined by one skilled
in the art.

[00282] Pharmaceutically acceptable carriers are familiar to those skilled in the art. For
compositions formulated as liquid solutions, acceptable carriers include saline and sterile water, and
may optionally include antioxidants, buffers, bacteriostats and other common additives. The
compositiohs can also be formulated as pills, capsules, granules, or tablets which contain, in addition to
a compound of this invention, diluents, dispersing and surface active agents, binders, and lubricants.

One skilled in this art may further formulate the compounds of this invention in an appropriate manner,
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and in accordance with accepted practices, such as those disclosed in Remington's Pharmaceutical
Sciences, Gennaro, Ed., Mack Publishing Co., Easton, Pa. 1990.

[00283] The compositions of the present invention can be in any form, These forms include, but
are not limited to, solutions, suspensions, dispersions, ointments (including oral ointments), creams,
pastes, gels, powders (including tooth powders), toothpastes, lozenges, salve, chewing gum, mouth
sprays, pastilles, sachets, mouthwashes, aerosols, tablets, capsules, transdermal patches, that comprise
one or more resolvins and/or protectins or their analogues of the invention.

[00284] Formulations of a composition comprising a recombinant human MIS protein or
functional fragment or variant thereof as disclosed herein can be prepared by a number or means known
to persons skilled in the art. In some embodiments the formulations can be prepared for administration
as an aerosol formulation, e.g., by combining (i) a recombinant human MIS protein or functional
fragment or variant thereof as disclosed herein in an amount sufficient to provide a plurality of
therapeutically effective doses; (ii) the water addition in an amount effective to stabilize each of the
formulations; (iii) the propellant in an amount sufficient to propel a plurality of doses from an aerosol
canister; and (iv) any further optional components e.g. ethanol as a cosolvent; and dispersing the
components. The components can be dispersed using a conventional mixer or homogenizer, by shaking,
or by ultrasonic energy. Bulk formulation can be transferred to smaller individual acrosol vials by using
valve to valve transfer methods, pressure filling or by using conventional cold-fill methods. It is not
required that a stabilizer used in a suspension aerosol formulation be soluble in the propellant. Those
that are not sufficiently soluble can be coated onto the drug particles in an appropriate amount and the
coated particles can then be incorporated in a formulation as described above.

[00285] In certain embodiments, a composition comprising a recombinant human MIS protein
as disclosed herein can be administered to a subject as a pharmaceutical composition with a
pharmaceutically acceptable carrier. In certain embodiments, these pharmaceutical compositions
optionally further comprise one or more additional therapeutic agents. In certain embodiments, the
additional therapeutic agent or agents are autoimmune disease or drugs, such as immune suppressants
and the like. In some embodiments, an additional therapeutic agent is a cortiosteriod. In some
embodiments, an additional therapeutic agent is selected from the group consisting of Prednisone,
methylprednisolone, Kenalog, Medrol Oral, Medrol (Pak) Oral, Depo-Medrol Inj, prednisolone Oral,
Solu-Medrol Inj, hydrocortisone Oral, Cortef Oral, Solu-Medrol IV, cortisone Oral, Celestone Soluspan
Inj, Orapred ODT Oral, Orapred Oral, Prelone Oral, methylprednisolone acetate Inj , Prednisone
Intensol Oral, betamethasone acet & sod phos Inj, Veripred, Celestone Oral, methylprednisolone
sodium succ IV, methylprednisolone sodium succ Inj, Millipred Oral, Solu-Medrol (PF) Inj, Solu-
Cortef Inj, Aristospan Intra-Articular Inj, hydrocortisone sod succinate Inj, prednisolone sodium
phosphate Oral, methylprednisolone sod suc(PF) IV, Solu-Medrol (PF) IV, triamcinolone hexacetonide
Inj, A-Hydrocort Inj, A-Methapred Inj, Millipred DP Oral, Flo-Pred Oral, Aristospan Intralesional Inj,
betamethasone Oral, methylprednisolone sod suc(PF) Inj, hydrocortisone sod succ (PF) Inj, Solu-Cortef
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(PF) Inj, prednisolone acetate Oral, dexamethasone in 0.9 % NaCl IV, Rayos, levothyroxine. Of
course, such therapeutic agents are which are known to those of ordinary skill in the art can readily be
substituted as this list should not be considered exhaustive or limiting.

[00286] Wetting agents, emulsifiers and lubricants, such as sodium lauryl sulfate and
magnesium stearate, as well as coloring agents, release agents, coating agents, sweetening, flavoring
and perfuming agents, preservatives and antioxidants can also be present in the compositions.

Examples of pharmaceutically acceptable antioxidants include: water soluble antioxidants, such as
ascorbic acid, cysteine hydrochloride, sodium bisulfate, sodium metabisulfate, sodium sulfite and the
like; oil- soluble antioxidants, such as ascorbyl palmitate, butylated hydroxyanisole (BHA), butylated
hydroxytoluene (BHT), lecithin, propyl gallate, alpha-tocopherol, and the like; and metal chelating
agents, such as citric acid, ethylenediamine tetraacetic acid (EDTA), sorbitol, tartaric acid, phosphoric
acid, and the like.

[00287] Formulations of the present invention include those suitable for intravenous, oral, nasal,
topical, transdermal, buccal, sublingual, rectal, vaginal and/or parenteral administration. The
formulations may conveniently be presented in unit dosage form and may be prepared by any methods
well known in the art of pharmacy. The amount of active ingredient which can be combined with a
carrier material to produce a single dosage form will generally be that amount of the compound which
produces a therapeutic effect. Generally, out of one hundred per cent, this amount will range from about
1 per cent to about ninety-nine percent of active ingredient, preferably from about 5 per cent to about 70
per cent, most preferably from about 10 per cent to about 30 per cent.

[00288] Formulations of the invention suitable for oral administration may be in the form of
capsules, cachets, pills, tablets, lozenges (using a flavored basis, usually sucrose and acacia or
tragacanth), powders, granules, or as a solution or a suspension in an aqueous or non-aqueous liquid, or
as an oil- in-water or water-in-oil liquid emulsion, or as an elixir or syrup, or as pastilles (using an inert
base, such as gelatin and glycerin, or sucrose and acacia) and/or as mouth washes and the like, each
containing a predetermined amount of a compound of the present invention as an active ingredient. A
compound of the present invention may also be administered as a bolus, electuary or paste.

[00289] In solid dosage forms of the invention for oral administration (capsules, tablets, pills,
dragees, powders, granules and the like), the active ingredient is mixed with one or more
pharmaceutically acceptable carriers, such as sodium citrate or dicalcium phosphate, and/or any of the
following: fillers or extenders, such as starches, lactose, sucrose, glucose, mannitol, and/or silicic acid;
binders, such as, for example, carboxymethylcellulose, alginates, gelatin, polyvinyl pyrrolidone, sucrose
and/or acacia; humectants, such as glycerol; disintegrating agents, such as agar- agar, calcium
carbonate, potato or tapioca starch, alginic acid, certain silicates, and sodium carbonate; solution
retarding agents, such as paraffin; absorption accelerators, such as quaternary ammonium compounds;
wetting agents, such as, for example, cetyl alcohol and glycerol monostearate; absorbents, such as

kaolin and bentonite clay; lubricants, such a talc, calcium stearate, magnesium stearate, solid
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polyethylene glycols, sodium lauryl sulfate, and mixtures thereof; and coloring agents. In the case of
capsules, tablets and pills, the pharmaceutical compositions may also comprise buffering agents. Solid
compositions of a similar type may also be employed as fillers in soft and hard-filled gelatin capsules
using such excipients as lactose or milk sugars, as well as high molecular weight polyethylene glycols
and the like.

[00290] A tablet may be made by compression or molding, optionally with one or more
accessory ingredients. Compressed tablets may be prepared using binder (for example, gelatin or
hydroxypropylmethyl cellulose), lubricant, inert diluent, preservative, disintegrant (for example, sodium
starch glycolate or cross-linked sodium carboxymethyl cellulose), surface-active or dispersing agent.
Molded tablets may be made by molding in a suitable machine a mixture of the powdered compound
moistened with an inert liquid diluent.

[00291] The tablets, and other solid dosage forms of the pharmaceutical compositions of the
present invention, such as dragees, capsules, pills and granules, may optionally be scored or prepared
with coatings and shells, such as enteric coatings and other coatings well known in the pharmaceutical-
formulating art. They may also be formulated so as to provide slow or controlled release of the active
ingredient therein using, for example, hydroxypropylmethyl cellulose in varying proportions to provide
the desired release profile, other polymer matrices, liposomes and/or microspheres. They may be
sterilized by, for example, filtration through a bacteria-retaining filter, or by incorporating sterilizing
agents in the form of sterile solid compositions which can be dissolved in sterile water, or some other
sterile injectable medium immediately before use. These compositions may also optionally contain
opacifying agents and may be of a composition that they release the active ingredient(s) only, or
preferentially, in a certain portion of the gastrointestinal tract, optionally, in a delayed manner.
Examples of embedding compositions which can be used include polymeric substances and waxes. The
active ingredient can also be in micro-encapsulated form, if appropriate, with one or more of the above-
described excipients.

[00292] Liquid dosage forms for oral administration of the compounds of the invention include
pharmaceutically acceptable emulsions, microemulsions, solutions, suspensions, syrups and elixirs.
[00293] In addition to the active ingredient, the liquid dosage forms may contain inert diluents
commonly used in the art, such as, for example, water or other solvents, solubilizing agents and
emulsifiers, such as ethyl alcohol, isopropyl alcohol, ethyl carbonate, ethyl acetate, benzyl alcohol,
benzyl benzoate, propylene glycol, 1,3-butylene glycol, oils (in particular, cottonseed, groundnut, corn,
germ, olive, castor and sesame oils), glycerol, tetrahydrofuryl alcohol, polyethylene glycols and fatty
acid esters of sorbitan, and mixtures thereof. Besides inert diluents, the oral compositions can also
include adjuvants such as wetting agents, emulsifying and suspending agents, sweetening, flavoring,
coloring, perfuming and preservative agents.

[00294] Suspensions, in addition to the active compounds, may contain suspending agents as,

for example, ethoxylated isostearyl alcohols, polyoxyethylene sorbitol and sorbitan esters,
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microcrystalline cellulose, aluminum metahydroxide, bentonite, agar-agar and tragacanth, and mixtures
thereof.

[00295] In some instances, a composition comprising a recombinant human MIS protein or
functional fragment or variant thereof as disclosed herein can be in a formulation suitable for rectal or
vaginal administration, for example as a suppository, which may be prepared by mixing one or more
compounds of the invention with one or more suitable nonirritating excipients or carriers comprising,
for example, cocoa butter, polyethylene glycol, a suppository wax or a salicylate, and which is solid at
room temperature, but liquid at body temperature and, therefore release the active compound. Suitable
carriers and formulations for such administration are known in the art.

[00296] Dosage forms for the topical or transdermal administration of a recombinant human
MIS protein of this invention, e.g., for muscular administration include powders, sprays, ointments,
pastes, creams, lotions, gels, solutions, patches and inhalants. A recombinant human MIS protein or
functional fragment or variant thereof as disclosed herein may be mixed under sterile conditions with a
pharmaceutically acceptable carrier, and with any preservatives, buffers, or propellants which may be
required.

[00297] The ointments, pastes, creams and gels may contain, in addition to an active compound
of this invention, excipients, such as animal and vegetable fats, oils, waxes, paraffins, starch,
tragacanth, cellulose derivatives, polyethylene glycols, silicones, bentonites, silicic acid, talc and zinc
oxide, or mixtures thereof. Powders and sprays can contain, in addition to a compound of this
invention, excipients such as lactose, talc, silicic acid, aluminum hydroxide, calcium silicates and
polyamide powder, or mixtures of these substances. Sprays can additionally contain customary
propellants, such as chlorofluorohydrocarbons and volatile unsubstituted hydrocarbons, such as butane
and propane.

[00298] Transdermal patches have the added advantage of providing controlled delivery of a
recombinant human MIS protein of the present invention to the body. Such dosage forms can be made
by dissolving or dispersing the compound in the proper medium. Absorption enhancers can also be used
to increase the flux of the compound across the skin. The rate of such flux can be controlled by either
providing a rate controlling membrane or dispersing the active compound in a polymer matrix or gel.
[00299] Pharmaceutical compositions of this invention suitable for parenteral administration
comprise one or more compounds of the invention in combination with one or more pharmaceutically
acceptable sterile isotonic aqueous or nonaqueous solutions, dispersions, suspensions or emulsions, or
sterile powders which may be reconstituted into sterile injectable solutions or dispersions just prior to
use, which may contain antioxidants, buffers, bacteriostats, solutes which render the formulation
isotonic with the blood of the intended recipient or suspending or thickening agents.

[00300] Examples of suitable aqueous and nonaqueous carriers which may be employed in the
pharmaceutical compositions of the invention include water, ethanol, polyols (such as glycerol,

propylene glycol, polyethylene glycol, and the like), and suitable mixtures thereof, vegetable oils, such
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as olive oil, and injectable organic esters, such as ethyl oleate. Proper fluidity can be maintained, for
example, by the use of coating materials, such as lecithin, by the maintenance of the required particle
size in the case of dispersions, and by the use of surfactants.

[00301] These compositions may also contain adjuvants such as preservatives, wetting agents,
emulsifying agents and dispersing agents. Prevention of the action of microorganisms may be ensured
by the inclusion of various antibacterial and antifungal agents, for example, paraben, chlorobutanol,
phenol sorbic acid, and the like. It may also be desirable to include isotonic agents, such as sugars,
sodium chloride, and the like into the compositions. In addition, prolonged absorption of the injectable
pharmaceutical form may be brought about by the inclusion of agents which delay absorption such as
aluminum monostearate and gelatin.

[00302] In some cases, in order to prolong the effect of a drug, it is desirable to slow the
absorption of the drug from subcutaneous or intramuscular injection. This may be accomplished by the
use of a liquid suspension of crystalline or amorphous material having poor water solubility. The rate of
absorption of the drug then depends upon its rate of dissolution which, in turn, may depend upon crystal
size and crystalline form. Alternatively, delayed absorption of a parenterally-administered drug form is
accomplished by dissolving or suspending the drug in an oil vehicle.

[00303] Injectable depot forms are made by forming microencapsulated matrices of the subject
compounds in biodegradable polymers such as polylactide- polyglycolide. Depending on the ratio of
drug to polymer, and the nature of the particular polymer employed, the rate of drug release can be
controlled. Examples of other biodegradable polymers include poly(orthoesters) and poly(anhydrides).
Depot injectable formulations are also prepared by entrapping the drug in liposomes or microemulsions
which are compatible with body tissue.

[00304] In certain embodiments, a recombinant human MIS protein or functional fragment or
variant thereof can be isolated and/or purified or substantially purified by one or more purification
methods described herein or known by those skilled in the art. Generally, the purities are at least 90%,
in particular 95% and often greater than 99%. In certain embodiments, the naturally occurring
compound is excluded from the general description of the broader genus.

[00305] In some embodiments, the composition comprises at least one a recombinant human
MIS protein in combination with a pharmaceutically acceptable carrier. Some examples of materials
which can serve as pharmaceutically acceptable carriers include, without limitation: sugars, such as
lactose, glucose and sucrose; starches, such as corn starch and potato starch; cellulose, and its
derivatives, such as sodium carboxymethyl cellulose, ethy! cellulose and cellulose acetate; powdered
tragacanth; malt; gelatin; talc; excipients, such as cocoa butter and suppository waxes; oils, such as
peanut oil, cottonseed oil, safflower oil, sesame oil, olive oil, corn oil and soybean oil; glycols, such as
propylene glycol; polyols, such as glycerin, sorbitol, mannitol and polyethylene glycol; esters, such as

ethyl oleate and ethyl laurate; agar; buffering agents, such as magnesium hydroxide and aluminum
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hydroxide; alginic acid; pyrogen-free water; isotonic saline; Ringer's solution; ethyl alcohol; phosphate
buffer solutions; and other non-toxic compatible substances employed in pharmaceutical formulations.
[00306] In certain embodiments, a composition comprising a recombinant human MIS protein
or functional fragment or variant thereof as disclosed herein can contain one or more acidic functional
groups and, thus, are capable of forming pharmaceutically acceptable salts with pharmaceutically
acceptable bases. The term "pharmaceutically acceptable salts, esters, amides, and prodrugs” as used
herein refers to those carboxylate salts, amino acid addition salts, esters, amides, and prodrugs of the
compounds of the present invention which are, within the scope of sound medical judgment, suitable for
use in contact with the tissues of patients without undue toxicity, irritation, allergic response, and the
like, commensurate with a reasonable benefit/risk ratio, and effective for their intended use of the
compounds of the invention. The term "salts" refers to the relatively non-toxic, inorganic and organic
acid addition salts of compounds of the present invention.

[00307] These salts can be prepared in situ during the final isolation and purification of the
compounds or by separately reacting the purified compound in its free base form with a suitable organic
or inorganic acid and isolating the salt thus formed. These may include cations based on the alkali and
alkaline earth metals, such as sodium, lithium, potassium, calcium, magnesium and the like, as well as
non-toxic ammonium, quaternary ammonium, and amine cations including, but not limited to
ammonium, tetramethylammonium, tetracthylammonium, methylamine, dimethylamine,
trimethylamine, triethylamine, ethylamine, and the like. (See, for example, Berge S. M., et al,,
"Pharmaceutical Salts,” J. Pharm. Sci., 1977;66:1-19 which is incorporated herein by reference).
[00308] The term "pharmaceutically acceptable esters” refers to the relatively non-toxic,
esterified products of the compounds of the present invention. These esters can be prepared in situ
during the final isolation and purification of the compounds, or by separately reacting the purified
compound in its free acid form or hydroxyl with a suitable esterifying agent. Carboxylic acids can be
converted into esters via treatment with an alcohol in the presence of a catalyst. The term is further
intended to include lower hydrocarbon groups capable of being solvated under physiological conditions,
e.g., alkyl esters, methyl, ethyl and propyl esters.

[00309] As used herein, "pharmaceutically acceptable salts or prodrugs” are salts or prodrugs
that are, within the scope of sound medical judgment, suitable for use in contact with the tissues of
patients without undue toxicity, irritation, allergic response, and the like, commensurate with a
reasonable benefit/risk ratio, and effective for their intended use. These compounds include the
zwitterionic forms, where possible, of r compounds of the invention.

[00310] The term "salts" refers to the relatively non-toxic, inorganic and organic acid addition
salts of compounds of the present invention. These salts can be prepared in situ during the final
isolation and purification of the compounds or by separately reacting the purified compound in its free
base form with a suitable organic or inorganic acid and isolating the salt thus formed. These may

include cations based on the alkali and alkaline earth metals, such as sodium, lithium, potassium,
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calcium, magnesium and the like, as well as non-toxic ammonium, quaternary ammonium, and amine
cations including, but not limited to ammonium, tetramethylanunonium, tetraethyl ammonium, methyl
amine, dimethyl amine, trimethylamine, triethylamine, ethylamine, and the like (see, €.g., Berge S. M.,
etal. (1977) J. Pharm. Sci. 66, 1, which is incorporated herein by reference).

[00311] The term "prodrug" refers to compounds or agents that are rapidly transformed in vivo
to yield the active recombinant human MIS protein, e.g., a biologically active or functional active MIS
protein or nucleic acid (e.g., mRNA, DNA, MOD-RNA) which encodes a functionally active MIS
protein. In some embodiments, a recombinant human MIS protein prodrug can be activated by
hydrolysis in blood, e.g., via cleavage of a leader sequence, and or cleavage at the primary cleavage site
to result in the N-terminal and C-terminal domains for production of a bioactive MIS protein, similar to
how insulin is activated from its proprotein into an active insulin protein. A thorough discussion is
provided in T. Higachi and V. Stella, "Pro-drugs as Novel Delivery Systems," Vol. 14 of the A.C.S.
Symposium Series, and in Bioreversible Carriers in: Drug Design, ed. Edward B. Roche, American
Pharmaceutical Association and Pergamon Press, 1987, both of which are hereby incorporated by
reference. As used herein, a prodrug is a compound that, upon iz vivo administration, is metabolized or
otherwise converted to the biologically, pharmaceutically or therapeutically active form of the
compound. The prodrug may be designed to alter the metabolic stability or the transport characteristics
of a recombinant human MIS protein, to mask side effects or toxicity, or to alter other characteristics or
properties of the recombinant human MIS protein.

[00312] By virtue of knowledge of pharmacodynamic processes and drug metabolism or post-
translational protein processing of MIS in vivo, once a pharmaceutically active compound is identified,
those of skill in the pharmaceutical art generally can design a recombinant human MIS protein prodrug
which can be activated in vivo to increase levels of a bioactive MIS protein in the subject (see, €.2.,
Nogrady (1985) Medicinal Chemistry A Biochemical Approach, Oxford University Press, N.Y., pages
388-392). Conventional procedures for the selection and preparation of suitable prodrugs are described,
for example, in "Design of Prodrugs,” ed. H. Bundgaard, Elsevier, 1985. Suitable examples of prodrugs
include methyl, ethyl and glycerol esters of the corresponding acid.

[00313] As discussed herein, in some embodiments a composition comprising a recombinant
human MIS protein or functional fragment or variant thereof as disclosed herein can be conjugated or
covalently attached to a targeting agent to increase their tissue specificity and targeting to a cell, for
example a muscle cells. Targeting agents can include, for example without limitation, antibodies,
cytokines and receptor ligands, as discussed in the section entitled “targeting.” In some embodiments,
the targeting agent is overexpressed on the cells to be targeted, for example the muscle cells as
compared to non-muscle cells.

[00314] Regardless of the route of administration selected, the compounds of the present

invention, which may be used in a suitable hydrated form, and/or the pharmaceutical compositions of
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the present invention, are formulated into pharmaceutically acceptable dosage forms by conventional

methods known to those of ordinary skill in the art.

Gene therapy

[00315] In some embodiments, a nucleic acid encoding a recombinant human MIS protein or
functional fragment thereof as disclosed herein, can be suitably administered as a vector, e.g., a viral
vector.

[00316] In some embodiments, a nucleic acid encoding a recombinant human MIS protein can
be effectively used in treatment by gene therapy. See, generally, for example, U.S. Pat. No. 5,399,346,
which is incorporated herein by reference. The general principle is to introduce the polynucleotide into
a target cell in a patient, and where it is transcribed into the protein.

[00317] Entry into the cell can be facilitated by suitable techniques known in the art such as
providing the polynucleotide in the form of a suitable vector, or encapsulation of the polynucleotide in a
liposome.

[00318] A desired mode of gene therapy is to provide the polynucleotide in such a way that it
will replicate inside the cell, enhancing and prolonging the desired effect. Thus, the polynucleotide is
operably linked to a suitable promoter, such as the natural promoter of the corresponding gene, a
heterologous promoter that is intrinsically active in liver, neuronal, bone, muscle, skin, joint, or
cartilage cells, or a heterologous promoter that can be induced by a suitable agent.

[00319] Expression vectors compatible with eukaryotic cells, preferably those compatible with
vertebrate cells, can be used to produce recombinant constructs for the expression of a recombinant
human MIS protein or a functional derivative or functional variant or functional fragment thereof as
disclosed herein. Eukaryotic cell expression vectors are well known in the art and are available from
several commercial sources. Typically, such vectors are provided containing convenient restriction sites
for insertion of the desired DNA segment. These vectors can be viral vectors such as adenovirus,
adeno-associated virus, pox virus such as an orthopox (vaccinia and attenuated vaccinia), avipox,
lentivirus, murine moloney leukemia virus, etc.

[00320] Alternatively, in some embodiments, a plasmid expression vector can be used. Plasmid
expression vectors include, but are not limited to, pcDNA3.1, pET vectors (Novagen ®), pGEX vectors
(GE Life Sciences), and pMAL vectors (New England labs. Inc.) for protein expression in E. coli host
cell such as BL21, BL21(DE3) and AD494(DE3)pLysS, Rosetta (DE3), and Origami(DE3) (( Novagen
®); the strong CMV promoter-based pcDNA3.1 ( Invitrogen ™ Inc.) and pCIneo vectors (Promega) for
expression in mammalian cell lines such as CHO, COS, HEK-293, Jurkat, and MCF-7; replication
incompetent adenoviral vector vectors pAdeno X, pAdSF35, pLP-Adeno-X-CMV ( Clontech ®),
pAd/CMV/V5-DEST, pAd-DEST vector ( Invitrogen ™ Inc.) for adenovirus-mediated gene transfer
and expression in mammalian cells; pLNCX2, pLXSN, and pLAPSN retrovirus vectors for use with the

Retro-X ™ system from Clontech for retroviral-mediated gene transfer and expression in mammalian
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cells; pLenti4/V5-DEST™, pLenti6/V5-DEST™, and pLenti6.2/V5-GW/lacZ (INVITROGEN™ Inc.)
for lentivirus-mediated gene transfer and expression in mammalian cells; adenovirus-associated virus
expression vectors such as pAAV-MCS and pAAV-IRES-hrGFP for adeno-associated virus-mediated
gene transfer and expression in mammalian cells; BACpak6 baculovirus ( Clontech ®) and pFastBac™
HT ( Invitrogen ™ Inc.) for the expression in Spodopera frugiperda 9 (Sf9) and Sf11 insect cell lines;
pMT/BiP/V5-His ( Invitrogen ™ Inc.) for the expression in Drosophila Schneider S2 cells; Pichia
expression vectors pPICZa , pPICZ, pFLDo. and pFLD ( Invitrogen ™ Inc.) for expression in Pichia
pastoris and vectors pMETa and pMET for expression in P. methanolica; pYES2/GS and pYD1 (
Invitrogen ™ Inc.) vectors for expression in yeast Saccharomyces cerevisiae. Recent advances in the
large scale expression heterologous proteins in Chlamydomonas reinhardtii are described by Griesbeck
C. et. al. 2006 Mol. Biotechnol. 34:213-33 and Fuhrmann M. 2004, Methods Mol Med. 94:191-5.
Foreign heterologous coding sequences are inserted into the genome of the nucleus, chloroplast and
mitochodria by homologous recombination. The chloroplast expression vector p64 catrying the most
versatile chloroplast selectable marker aminoglycoside adenyl transferase (aadA), which confer
resistance to spectinomycin ot streptomycin, can be used to express foreign protein in the chloroplast.
Biolistic gene gun method is used to introduce the vector in the algae. Upon its entry into chloroplasts,
the foreign DNA is released from the gene gun particles and integrates into the chloroplast genome
through homologous recombination.

[00321] Viral vector systems which can be utilized in the present invention include, but are not
limited to, (a) adenovirus vectors; (b) retrovirus vectors; (c) adeno- associated virus vectors; (d) herpes
simplex virus vectors; (€) SV 40 vectors; (f) polyoma virus vectors; (g) papilloma virus vectors; (h)
picornavirus vectors; (i) pox virus vectors such as an orthopox, €.g., vaccinia virus vectors or avipox,
e.g. canary pox or fowl pox; and (j) a helper-dependent or gutless adenovirus. In a preferred
embodiment, the vector is an adenovirus. Replication-defective viruses can also be advantageous.
[00322] The vector may or may not be incorporated into the cells genome. The constructs may
include viral sequences for transfection, if desired. Alternatively, the construct may be incorporated into
vectors capable of episomal replication, e.g., EPV and EBV vectors.

[00323] Constructs for the expression of a nucleic acid encoding a recombinant human MIS
protein as disclosed herein., e.g., DNA, MOD-RNA or RNAa, can generally be operatively linked to
regulatory elements, e.g., promoters, enhancers, etc., to ensure the expression of the construct in target
cells. Other specifics for vectors and constructs are described in further detail below.

[00324) Typical regulatory sequences include, but are not limited to, transcriptional promoters,
inducible promoters and transcriptional elements, an optional operate sequence to control transcription,
a sequence encoding suitable mRNA ribosomal binding sites, and sequences to control the termination
of transcription and/or translation. Included in the term “regulatory elements” are nucleic acid
sequences such as initiation signals, enhancers, and promoters, which induce or control transcription of

protein coding sequences with which they are operatively linked. In some examples, transcription of a
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recombinant gene is under the control of a promoter sequence (or other transcriptional regulatory
sequence) which controls the expression of the recombinant gene in a cell-type in which expression is
intended. It will also be understood that the recombinant gene can be under the control of transcriptional
regulatory sequences which are the same or which are different from those sequences which control
transcription of the naturally-occurring form of a protein. In some instances the promoter sequence is
recognized by the synthetic machinery of the cell, or introduced synthetic machinery, required for
initiating transcription of a specific gene.

[00325] Regulatory sequences can be a single regulatory sequence or multiple regulatory
sequences, or modified regulatory sequences or fragments thereof. Modified regulatory sequences are
regulatory sequences where the nucleic acid sequence has been changed or modified by some means,
for example, but not limited to, mutation, methylation etc. Regulatory sequences useful in the methods
as disclosed herein are promoter elements which are sufficient to render promoter-dependent gene
expression controllable for cell type- specific, tissue-specific or inducible by external signals or agents
(e.g. enhancers or repressors); such elements may be located in the 5 or 3’ regions of the native gene,
or within an intron.

[00326] As used herein, the term "tissue-specific promoter” means a nucleic acid sequence that
serves as a promoter, i.e., regulates expression of a selected nucleic acid sequence operably linked to
the promoter, and which selectively affects expression of the selected nucleic acid sequence in specific
cells of a tissue, such as cells of ovarian origin.

[00327] The term “constitutively active promoter” refers to a promoter of a gene which is
expressed at all times within a given cell. Exemplary promoters for use in mammalian cells include
cytomegalovirus (CMV), and for use in prokaryotic cells include the bacteriophage T7 and T3
promoters, and the like. The term “inducible promoter” refers to a promoter of a gene which can be
expressed in response to a given signal, for example addition or reduction of an agent. Non-limiting
examples of an inducible promoter are “tet-on” and “tet-off” promoters, or promoters that are regulated
in a specific tissue type.

[00328] In a specific embodiment, viral vectors that contain nucleic acid sequences e.g., DNA,
MOD-RNA or RNAa encoding a recombinant human MIS protein or functional fragment thereof as
disclosed herein can be used. For example, a retroviral vector can be used (see Miller et al., Meth.
Enzymol. 217:581-599 (1993)). These retroviral vectors contain the components necessary for the
correct packaging of the viral genome and integration into the host cell DNA. The nucleic acid
sequences encoding a recombinant human MIS protein are cloned into one or more vectors, which
facilitate delivery of the gene into a patient. More detail about retroviral vectors can be found in
Boesen et al., Biotherapy 6:291-302 (1994), which describes the use of a retroviral vector to deliver the
mdr1 gene to hematopoietic stem cells in order to make the stem cells more resistant to chemotherapy.
Other references illustrating the use of retroviral vectors in gene therapy are: Clowes et al., J. Clin.

Invest. 93:644-651 (1994); Kiem et al., Blood 83:1467-1473 (1994); Salmons and Gunzberg, Human
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Gene Therapy 4:129-141 (1993); and Grossman and Wilson, Curr. Opin. in Genetics and Devel. 3:110-
114 (1993).

[00329] The production of a recombinant retroviral vector carrying a gene of interest is
typically achieved in two stages. First, sequence encoding a recombinant human MIS protein or a
functional derivative or functional variant or functional fragment thereof, alone or fused to -Fc can be
inserted into a retroviral vector which contains the sequences necessary for the efficient expression of
the metabolic regulators (including promoter and/or enhancer elements which can be provided by the
viral long terminal repeats (LTRs) or by an internal promoter/enhancer and relevant splicing signals),
sequences required for the efficient packaging of the viral RNA into infectious virions (e.g., 2
packaging signal (Psi), a tRNA primer binding site (-PBS), a 3’ regulatory sequence required for
reverse transcription (+PBS)), and a viral LTRs). The LTRs contain sequences required for the
association of viral genomic RNA, reverse transcriptase and integrase functions, and sequences
involved in directing the expression of the genomic RNA to be packaged in viral particles.

[00330] Following the construction of the recombinant retroviral vector, the vector DNA is
introduced into a packaging cell line. Packaging cell lines provide viral proteins required in trans for the
packaging of viral genomic RNA into viral particles having the desired host range (¢.g., the viral-
encoded core (gag), polymerase (pol) and envelope (env) proteins). The host range is controlled, in part,
by the type of envelope gene product expressed on the surface of the viral particle. Packaging cell lines
can express ecotrophic, amphotropic or xenotropic envelope gene products. Alternatively, the
packaging cell line can lack sequences encoding a viral envelope (env) protein. In this case, the
packaging cell line can package the viral genome into particles which lack a membrane-associated
protein (e.g., an env protein). To produce viral particles containing a membrane-associated protein
which permits entry of the virus into a cell, the packaging cell line containing the retroviral sequences
can be transfected with sequences encoding a membrane-associated protein (e.g., the G protein of
vesicular stomatitis virus (VSV)). The transfected packaging cell can then produce viral particles which
contain the membrane-associated protein expressed by the transfected packaging cell line; these viral
particles which contain viral genomic RNA derived from one virus encapsidated by the envelope
proteins of another virus are said to be pseudotyped virus particles.

[00331] Adenoviruses are other viral vectors that can be used in gene therapy. Adenoviruses
are especially attractive vehicles for delivering genes to respiratory epithelia. Adenoviruses naturally
infect respiratory epithelia where they cause a mild disease. Other targets for adenovirus-based delivery
systems are liver, the central nervous system, endothelial cells, and muscle. Adenoviruses have the
advantage of being capable of infecting non-dividing cells. Kozarsky and Wilson, Current Opinion in
Genetics and Development 3:499-503 (1993) present a review of adenovirus-based gene therapy. Bout
et al., Human Gene Therapy 5:3-10 (1994) demonstrated the use of adenovirus vectors to transfer genes
to the respiratory epithelia of rhesus monkeys. Another preferred viral vector is a pox virus such as a

vaccinia virus, for example an attenuated vaccinia such as Modified Virus Ankara (MVA) or NYVAC,
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an avipox such as fowl pox or canary pox. Other instances of the use of adenoviruses in gene therapy
can be found in Rosenfeld et al., Science 252:431-434 (1991); Rosenfeld et al., Cell 68:143-155 (1992);
Mastrangeli et al., J. Clin. Invest. 91:225-234 (1993); PCT Publication W094/12649; and Wang, et al.,
Gene Therapy 2:775-783 (1995). In another embodiment, lentiviral vectors are used, such as the HIV
based vectors described in U.S. Patent Nos. 6,143,520; 5,665,557, and 5,981,276, which are herein
incorporated by reference. In some embodiments, a viral vector such as an Adeno-associated virus
(AAV) vector is used. Exemplary AAV vectors are disclosed in Walsh et al., Proc. Soc. Exp. Biol. Med.
204:289-300 (1993); U.S. Pat. No. 5,436,146 which is incorporated herein by reference; Gao et al,,
Gene Therapy 2005, 5, 285-297; Vandenberghe et al., Gene Therapy 2009, 16, 311-319; Gao et al.,
PNAS 2002, 99, 11854-11859; Gao et al., PNAS 2003, 100, 6081-6086; Gao et al., J. of Virology 2004,
78, 6381-6388; Molecular Cloning: A Laboratory Manual (4™ edition) ed. by M. Green and J.
Sambrook. In some embodiments, the AAV vector is an AAV1, AAV2, AAV4, AAVS, AAV6, AAVT,
AAVS, AAV9, AAVrh.10, AAV2.5. It should be noted that the selection of a particular type of AAV
vectors can depend on the target tissue.

[00332] In some embodiments, when a recombinant human MIS protein encoded by a viral
vector is expressed endogenously in a subject, the expression level of the recombinant human MIS
protein disclosed herein can be constant over a desired period of time, for example, at least 1 week, at
least 2 weeks, at least 3 weeks, at least 1 month, at least 2 months, at least 3 months, at least 6 months,
at least 1 year, or at least 5 years. In some embodiments, the expression of the recombination human
MIS protein disclosed herein can be sustained at or above a therapeutically effective dosage level over a
desired period of time.

[00333] Another approach to gene therapy involves transferring a gene to cells in tissue culture
by such methods as electroporation, lipofection, calcium phosphate mediated transfection, or viral
infection. Usually, the method of transfer includes the transfer of a selectable marker to the cells. The
cells are then placed under selection to isolate those cells that have taken up and are expressing the
transferred gene. Those cells are then delivered to a patient.

[00334] U.S. Pat. No. 5,676,954 (which is herein incorporated by reference) reports on the
injection of genetic material, complexed with cationic liposome carriers, into mice. U.S. Pat. Nos.
4,897,355, 4,946,787, 5,049,386, 5,459,127, 5,589,466, 5,693,622, 5,580,859, 5,703,055, and
international publication NO: WO 94/9469 (which are herein incorporated by reference) provide
cationic lipids for use in transfecting DNA into cells and mammals. U.S. Pat. Nos. 5,589,466,
5,693,622, 5,580,859, 5,703,055, and international publication NO: WO 94/9469 (which are herein
incorporated by reference) provide methods for delivering DNA-cationic lipid complexes to mammals.
Such cationic lipid complexes or nanoparticles can also be used to deliver protein.

[00335] A gene or nucleic acid sequence can be introduced into a target cell by any suitable
method. For example, a recombinant human MIS protein construct can be introduced into a cell by

transfection (e.g., calcium phosphate or DEAE-dextran mediated transfection), lipofection,
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electroporation, microinjection (e.g., by direct injection of naked DNA), biolistics, infection with a viral
vector containing a muscle related transgene, cell fusion, chromosome-mediated gene transfer,
microcell-mediated gene transfer, nuclear transfer, and the like. A nucleic acid encoding a recombinant
human MIS protein can be introduced into cells by electroporation (see, €.g., Wong and Neumann,
Biochem. Biophys. Res. Commun. 107:584-87 (1982)) and biolistics (e.g., a gene gun; Johnston and
Tang, Methods Cell Biol. 43 Pt A:353-65 (1994); Fynan et al., Proc. Natl. Acad. Sci. USA 90:11478-82
(1993)).

[00336] In certain embodiments, a gene or nucleic acid sequence encoding a recombinant
human MIS protein can be introduced into target cells by transfection or lipofection. Suitable agents for
transfection or lipofection include, for example, calcium phosphate, DEAE dextran, lipofectin,
lipfectamine, DIMRIE C, Superfect, and Effectin (Qiagen), unifectin, maxifectin, DOTMA, DOGS
(Transfectam; dioctadecylamidoglycylspermine), DOPE (1,2-dioleoyl-sn-glycero-3-
phosphoethanolamine), DOTAP (1,2-dioleoyl-3-trimethylammonium propane), DDAB (dimethyl
dioctadecylammonium bromide), DHDEAB (N,N-di-n-hexadecyl-N,N-dihydroxyethyl ammonium
bromide), HDEAB (N-n-hexadecyl-N,N-dihydroxyethylammonium bromide), polybrene,
poly(ethylenimine) (PEI), and the like. (See, e.g., Banerjee et al., Med. Chem. 42:4292-99 (1999);
Godbey et al., Gene Ther. 6:1380-88 (1999); Kichler et al., Gene Ther. 5:855-60 (1998); Birchaa et al.,
J. Pharm. 183:195-207 (1999)).

[00337] Methods known in the art for the therapeutic delivery of agents such as proteins and/or
nucleic acids can be used for the delivery of a polypeptide or nucleic acid encoding a recombinant
human MIS protein to a subject, e.g., cellular transfection, gene therapy, direct administration with a
delivery vehicle or pharmaceutically acceptable carrier, indirect delivery by providing recombinant
cells comprising a nucleic acid encoding a targeting fusion polypeptide of the invention.

[00338] Various delivery systems are known and can be used to directly administer therapeutic
polypeptides such as a recombinant human MIS protein and/or a nucleic acid encoding a recombinant
human MIS protein as disclosed herein, e.g., encapsulation in liposomes, microparticles, microcapsules,
recombinant cells capable of expressing the compound, and receptor-mediated endocytosis (see, €.8.,
Wu and Wu, 1987, J. Biol. Chem. 262:4429-4432). Methods of introduction can be enteral or parenteral
and include but are not limited to intradermal, intramuscular, intraperitoneal, intravenous,
subcutaneous, pulmonary, intranasal, intraocular, epidural, and oral routes. The agents may be
administered by any convenient route, for example by infusion or bolus injection, by absorption through
epithelial or mucocutaneous linings (e.g., oral mucosa, rectal and intestinal mucosa, etc.) and may be
administered together with other biologically active agents. Administration can be systemic or local.
[00339] In a specific embodiment, it may be desirable to administer the pharmaceutical
compositions of the invention locally to the area in need of treatment; this may be achieved, for
example, and not by way of limitation, by local infusion during surgery, topical application, e.g., by

injection, by means of a catheter, or by means of an implant, the implant being of a porous, non-porous,
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or gelatinous material, including membranes, such as sialastic membranes, fibers, or commercial skin
substitutes.

[00340} In another embodiment, the active agent can be delivered in a vesicle, in particular a
liposome (see Langer (1990) Science 249:1527-1533). In yet another embodiment, the active agent can
be delivered in a controlled release system. In one embodiment, a pump may be used (see Langer
(1990) supra). In another embodiment, polymeric materials can be used (see Howard et al. (1989) J.
Neurosurg. 71:105).

[00341] Thus, a wide variety of gene transfer/gene therapy vectors and constructs are known in
the art. These vectors are readily adapted for use in the methods of the present invention. By the
appropriate manipulation using recombinant DNA/molecular biology techniques to insert an operatively
linked recombinant human MIS protein encoding nucleic acid segment into the selected
expression/delivery vector, many equivalent vectors for the practice of the methods described herein
can be generated.

[00342] It will be appreciated by those of skill that cloned genes readily can be manipulated to
alter the amino acid sequence of a protein. The cloned gene for recombinant human MIS protein can be
manipulated by a variety of well-known techniques for in vitro mutagenesis, among others, to produce
variants of the naturally occurring human protein, herein referred to as muteins or variants or mutants of
a recombinant human MIS protein, which may be used in accordance with the methods and
compositions described herein.

[00343] The variation in primary structure of muteins of a recombinant human MIS protein
useful in the invention, for instance, may include deletions, additions and substitutions. The
substitutions may be conservative or non-conservative. The differences between the natural protein and
the mutein generally conserve desired properties, mitigate or eliminate undesired properties and add
desired or new properties.

[00344] Remington’s Pharmaceutical sciences Ed. Germany, Merk Publishing, Easton, PA, 1
995 (the contents of which are hereby incorporated by reference), discloses various carriers used in
formulating pharmaceutical compositions and known techniques for the preparation thereof. Some
examples of materials which can serve as pharmaceutically acceptable carriers include, but are not
limited to, sugars such as lactose, glucose and sucrose; starches such as corn starch and potato starch;
cellulose and its derivatives such as sodium carboxymethyl cellulose, ethyl cellulose and cellulose
acetate; malt; gelatin; talc; excipients such as cocoa butter and: suppository waxes; oils such as peanut
oil, cottonseed oil; safflower oil; sesame oil; olive oil; corn oil and soybean oil; glycols; such a
propylene glycol; esters such as ethyl oleate and ethyl laurate; agar; buffering agents such as
magnesium hydroxide and aluminum hydroxide;; water; isotonic saline; Ringer's solution, ethy]
alcohol, and phosphate buffer solutions, as well as other non-toxic compatible lubricants such as

sodium lauryl sulfate and magnesium sulfate, as well as coloring agents, releasing agents, coating
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agents, sweetening, flavoring and perfuming agents, preservatives and antioxidants can also be present

in the composition, according to the judgment of the formulator.

Kits

[00345] The invention also provides kits or pharmaceutical packages that comprise a
recombinant human MIS protein or functional variant or functional fragment or fusion protein thereof
for use in the prevention and/or treatment of a proliferative disease or disorder, €.g., cancer or disease of
excess androgen as disclosed herein. The kit can comprise a recombinant human MIS protein
composition in the form of, for example, tablets, capsules, or lyophilized powders, and can optionally
include instructions for using a recombinant human MIS protein for the treatment of cancer or disease
associated with androgen dependency. A composition comprising a recombinant human MIS protein or
functional variant or functional fragment or fusion protein thereof can be provided in the kits or
packages in a bottle or another appropriate form (e.g., a blister pack). Optionally, the kits or
pharmaceutical packages can also include other pharmaceutically active agents (see, €.g., the agents
listed above, such as other agents used for treatment of autoimmune diseases and disorders), and/or
materials used in administration of the drug(s), such as diluents, needles, syringes, applicators, and the
like.

[00346] Various embodiments of the disclosure could also include permutations of the various
elements recited in the claims as if each dependent claim was a multiple dependent claim incorporating
the limitations of each of the preceding dependent claims as well as the independent claims. Such
permutations are expressly within the scope of this disclosure.

[00347] While the invention has been particularly shown and described with reference to a
number of embodiments, it would be understood by those skilled in the art that changes in the form and
details may be made to the various embodiments disclosed herein without departing from the spirit and
scope of the invention and that the various embodiments disclosed herein are not intended to act as
Jimitations on the scope of the claims. All references cited herein are incorporated in their entirety by
reference.

[00348] Each of the applications and patents cited in this text, as well as each document or
reference cited in each of the applications and patents (including during the prosecution of each issued
patent; “application cited documents™), and each of the PCT and foreign applications or patents
corresponding to and/or claiming priority from any of these applications and patents, and each of the
documents cited or referenced in each of the application cited documents, are hereby expressly
incorporated herein by reference and may be employed in the practice of the invention. More generally,
documents or references are cited in this text, either in a Reference List before the claims, or in the text
itself; and, each of these documents or references (“herein cited references™), as well as each document
or reference cited in each of the herein cited references (including any manufacturer’s specifications,

instructions, etc.), is hereby expressly incorporated herein by reference.
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[00349]

1.

10.

11.

Some embodiments of the invention are listed in the following paragraphs:
A recombinant Mullerian Inhibiting Substance (MIS) protein comprising a modification of at
least one amino acid between residues 448-452 of SEQ ID NO: 1 to increase cleavage as
compared to in the absence of a modification.
The recombinant MIS protein of paragraph 1, further comprising a non-MIS leader sequence or
a functional fragment thereof in place of the MIS leader sequence of amino acids 1-25 of SEQ
ID NO: 1, andwherein the recombinant MIS protein has increased cleavage and increased yield
of production in vitro as compared to wild-type MIS protein corresponding to amino acid
residues of SEQ ID NO: 1.
The recombinant MIS protein of paragraph 1 or 2, wherein the recombinant MIS protein further
comprises a Tag protein.
The recombinant MIS protein of paragraph 2, wherein the non-MIS leader sequence is an
albumin leader sequence or a functional fragment thereof.
The recombinant MIS protein of paragraph 4, wherein the albumin leader sequence is a human
serum albumin (HSA) leader sequence or a fragment thereof.
The recombinant MIS protein of paragraph 5, wherein the HSA leader sequence comprises the
amino acid sequence of SEQ ID NO: 6 or a variant that is at least 80% homologous thereto.
The recombinant MIS protein of paragraph 5, wherein a fragment of the HSA leader sequence
comprises at least 10 amino acids of SEQ ID NO: 6 or a variant that is at least 80% homologous
thereto.
The recombinant MIS protein of paragraph 5, wherein the HSA leader sequence comprises at
least 15 amino acids of SEQ ID NO: 6, or a variant that is at least 80% homologous thereto.
The recombinant MIS protein of paragraph 5, wherein the HSA leader sequence comprises at
least 11 amino acids of SEQ ID NO: 6, or a variant that is at least 80% homologous thereto.
The recombinant MIS protein of paragraph 5, wherein a fragment of the HSA leader sequence
is selected from the group consisting of: MKWVTFISLLFLFSSAYS (SEQ ID NO: 13);
MKWVTFISLLFLFSSAYSRGVFRR (SEQ ID NO: 6); MKWVSFISLLFLFSSAYS (SEQ ID
NO:14).
The recombinant MIS protein of paragraph 2, wherein the non-MIS leader sequence is selected
from a group consisting of: immunoglobulin signal peptide fused to a tissue-type plasminogen
activator propeptide (IgSP-tPA), murine immunoglobulin signal peptide (IgSP), a MPIF-1
signal sequence (MKVSVAALSCLMLVTALGSQA (SEQ ID NO: 15);a stanniocalcin signal
sequence (MLQNSAVLLLLVISASA (SEQ ID NO:16)); an invertase signal sequence
(MLLQAFLFLLAGFAAKISA (SEQ ID NO:17)); a yeast mating factor alpha signal sequence
(K. lactis killer toxin leader sequence); a hybrid signal sequence
(MKWVSFISLLFLFSSAYSRSLEKR, (SEQ ID NO:18)); a HSA/MFa-1 hybrid signal
sequence (MKWVSFISLLFLFSSAYSRSLDXR (SEQ ID NO:19)); aK. lactis killer/ MFa-1
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12.

13.

14.

15.

16.

17.

18.

15.

20.

21.

22.

23.

24,

25.

26.

fusion leader sequence (MNIFYIFLFLLSFVQGSLDKR (SEQ ID NO:20)); an
immunoglobulin Ig signal sequence (MGWSCIILFLVATATGVHS (SEQ ID NO:21)); a
Fibulin B precursor signal sequence (MERAAPSRRVPLPLLLLGGLALLAAGVDA (SEQ ID
NO:22)); a clusterin precursor signal sequence (MMKTLLLFVGLLLTWESGQVLG (SEQ ID
NO: 23)); and the insulin-like growth factor-binding protein 4 signal sequence
(MLPLCLVAALLLAAGPGPSLG (SEQ ID NO:24)) or a functional fragment thereof.

The recombinant MIS protein of paragraph 1, comprising a modification of amino acid 450 of
SEQ ID NO: 1 from Q to R to increase cleavage as compared to in the absence of such a
modification.

The recombinant MIS protein of paragraph 1, further comprising a modification of amino acid
452 of SEQ ID NO: 1 from S to R to increase cleavage as compared to in the absence of such a
modification.

The recombinant MIS protein of paragraph 3, wherein the tag is a FLAG tag.

The recombinant MIS protein of paragraph 14, wherein the FLAG tag comprises amino acid
sequence DYKDDDDK (SEQ ID NO: 8), or a functional derivative or variant thereof.

The recombinant MIS protein of paragraph 14, wherein the FLAG tag is located after amino
acid residue 452 of SEQ ID NO: 1 and before amino acid residue 453 of SEQ ID NO: 1.

The recombinant MIS protein of paragraph 14, wherein the FLAG tag is located between amino
acid residue 452 and 453 of SEQ ID NO: 1.

The recombinant MIS protein of paragraph 1, which comprises the amino acid sequence of
SEQ ID NO: 2 or a functional fragment thereof.

The recombinant MIS protein of paragraph 1, which comprises the amino acid sequence of
SEQ ID NO: 3 or a functional fragment thereof.

The recombinant MIS protein of paragraph 18, which is encoded by nucleic acid sequence of
SEQ ID NO: 4.

The recombinant MIS protein of paragraph 19, which is encoded by nucleic acid sequence of
SEQ ID NO: 5.

A pharmaceutical composition comprising the recombinant MIS protein of any of paragraphs 1
to 21 and a pharmaceutically acceptable carrier.

A polynucleotide encoding the recombinant MIS protein of any of paragraphs 1 to 21.

The polynucleotide of paragraph 23, wherein the nucleotide corresponds to SEQ ID NO: 4 or a
nucleotide which has at least 95% sequence identity to the nucleic acid sequence of SEQ ID
NO: 4.

The polynucleotide of paragraph 23, wherein the nucleotide corresponds to SEQ ID NO: 5 or a
nucleotide which has at least 95% sequence identity to the nucleic acid sequence of SEQ ID
NO: 5.

A vector comprising the polynucleotide of paragraphs 23-25.
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27.
28.

29.

30.

31.
32.

33.

34.
35.

36.

37.

38.

39.

40.

4].

42.

43.

The vector of paragraph 26, wherein the vector is a viral vector or an expression vector.

The vector of paragraph 27, wherein the expression vector is pcDNA 3.1 or cDNA or genome
vector for bacteria (¢.g., € coli) or bacteriophage.

The vector of paragraph 27, wherein the viral vector is selected from the group consisting of an
adenoviral vector, a poxvirus vector and a lentiviral vector.

The vector of paragraph 27, wherein the viral vector is an adeno-associated vector (AAV).

The vector of paragraph 30, wherein the AAV is AAVY,

The vector of any of paragraphs 26 to 31, wherein the nucleic acid sequence encodes a
recombinant MIS protein or fragment thereof which has at least 95% sequence identity to the
nucleic acid sequence of SEQ ID NO: 4 or SEQ ID NO: 5, wherein the nucleic acid sequence is
operatively linked to tissue- or cell-type specific promoter.

A human MIS protein produced by post-translational processing of the recombinant human

MIS protein of paragraph 1.

A host cell comprising the vector of any of the paragraphs 26 to 32.

A pharmaceutical composition comprising the vector of any of the paragraphs 26 to 32 and a
pharmaceutically acceptable carrier.

A purified preparation of human MIS protein produced from the recombinant human MIS
protein of any of paragraphs 1 to 21.

A method for treating a subject with cancer, comprising administering a composition
comprising a recombinant MIS protein, wherein the recombinant MIS protein comprises a
modification of at least one amino acid between residues 448-452 of SEQ ID NO: 1 to increase
cleavage as compared to in the absence of a modification.

The method of paragraph 37, wherein the recombinant MIS protein has increased cleavage and
increased yield of production in vitro as compared to wild-type MIS protein corresponding to
amino acid residues of SEQ ID NO: 1.

The method of paragraph 37, wherein the recombinant MIS protein is produced from a pre-
proprotein comprising a non-MIS leader sequence or a functional fragment thereof in place of
the MIS leader sequence of amino acids 1-25 of SEQ ID NO: 1.

The method of paragraph 37, wherein the recombinant MIS protein further comprises a Tag
protein.

The method of paragraph 39, wherein the non-MIS leader sequence is an albumin leader
sequence or a functional fragment thereof.

The method of paragraph 41, wherein the albumin leader sequence is a human serum albumin

(HSA) leader sequence or a fragment thereof.

The method of paragraph 37, wherein the recombinant MIS protein comprises a modification of
amino acid 450 of SEQ ID NO: 1 from Q to R to increase cleavage as compared to in the

absence of such a modification.
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44,

45,

46.

47,

48.

49.

50.

S1.

52.

53.

54.

55.

56.

57.

S58.

59.
60.
61.
62.

The method of paragraph 40, wherein the tag is a FLAG tag comprising amino acid sequence of
SEQ ID NO: 8 or a functional fragment thereof.

The method of paragraph 37, wherein the recombinant MIS protein comprises the amino acid
residues 25-559 of SEQ ID NO: 2 or a functional fragment thercof.

The method of paragraph 37, wherein the recombinant MIS protein comprises the amino acid
residues 25-567 of SEQ ID NO: 3 or a functional fragment thereof.

The method of paragraph 37, wherein the cancer is a MIS Responsive II cancer.

The method of paragraph 37, wherein the cancer is ovarian cancer.

The method of paragraph 37, wherein the cancer is a chemotherapeutic-resistant or multi-drug
resistant cancer.

The method of paragraph 37, wherein the administration of the recombinant MIS protein is
prior to, during, or after administration of an additional agent or cancer therapy.

The method of paragraph 37, wherein the cancer expresses Mullerian Inhibiting Substance
Receptor I (MISRI).

The method of paragraph 51, wherein the expression of Mullerian Inhibiting Substance (MIS)
receptor is measured in a biological sample obtained from the subject.

The method of paragraph 52, wherein the biological sample is a cancer or tumor tissue sample
or a cancer cell or tumor cell.

The method of paragraph 52, wherein the biological sample is a biopsy tissue sample.

The method of paragraph 37 , wherein the cancer is an ovarian cancer cell, vulvar epidermal
carcinoma cell, cervical carcinoma cell, endometrial edenocarinaoma cell and ovarian
adenocarcinoma cell.

The method of paragraph 37, wherein the cancer is selected from the group consisting of: breast
cancer, lung cancer, head and neck cancer, bladder cancer, stomach cancer, cancer of the
nervous system, bone cancer, bone marrow cancer, brain cancer, colon cancer, esophageal
cancer, endometrial cancer, gastrointestinal cancer, gum cancer, kidney cancer, liver cancer,
nasopharynx cancer, ovarian cancer, prostate cancer, skin cancer, stomach cancer, testis cancer,
tongue cancer, melanoma, ocular melanoma, or uterine cancer.

The method of paragraph 49, wherein the multi-drug resistant cancer is a paclitaxel- or
Doxorubicin-resistant cancer.

The method of paragraph 37, wherein administering is intravenous, intradermal, intramuscular,
intraarterial, intralesional, percutaneous, or subcutaneous, or by aerosol.

The method of paragraph 37, wherein administering is prophylactic administration.

The method of paragraph 37, wherein administering is therapeutic administration.

The method of paragraph 37, wherein the subject is a mammal.

The method of paragraph 61, wherein the mammal is a human.
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63. The method of paragraph 37, wherein at least one additional agent is administered to the subject
in combination with (e.g., before, during or after) administration of the recombinant human
MIS.

64. The method of paragraph 63, wherein the additional agent is a therapeutic agent or
chemotherapeutic agent.

65. The method of paragraph 64, wherein the chemotherapeutic agent is selected from the group
consisting of: paclitaxel, cisplatin, doxorubicin, rapamycin, pyrazoloanthrone.

66. The method of paragraph 64, wherein the chemotherapeutic agent is a radiotherapeutic agent.

67. The method of paragraph 64, wherein the chemotherapeutic agent is a pyrazoloanthrone.

68. The method of paragraph 67, wherein the pyrazoloanthrone is antra(1,9-cd)pyrazol-6(2H)-one
(SP600125) or a functional derivative or functional analogue thereof.

69. A method of decreasing the dose of a chemotherapeutic agent for the treatment of cancer, the
method comprising administering to the subject a therapeutically effective amount of a
recombinant MIS protein, wherein the recombinant MIS protein comprises a modification of
amino acid 450 of SEQ ID NO: 1 from Q to R, and wherein the therapeutically effective dose
of the chemotherapeutic agent in the presence of the recombinant MIS protein is lower as
compared to the therapeutically effective dose of the chemotherapeutic agent alone.

70. The method of paragraph 69, wherein the recombinant MIS protein further comprises a Tag
protein.

71. Use of recombinant MIS protein for the manufacture of a medicament for treating cancer,
wherein the recombinant MIS protein comprises a modification of amino acid 450 of SEQ ID
NO: 1 from Q to R, and wherein the cancer expresses a Mullerian Inhibiting Substance (MIS)
receptor.

72. The use of paragraph 71, wherein the recombinant MIS protein further comprises a Tag protein.

73. The use of paragraph 71, wherein the Mullerian Inhibiting Substance (MIS) receptor is MIS
type 11 receptor or a homologue or functional fragment thereof.

74. An article of manufacture comprising packaging material and a pharmaceutical composition
comprising the recombinant MIS protein of any of paragraphs 1 to 21, wherein the packaging
material comprises a label which indicates the pharmaceutical composition may be
administered, for a sufficient term at an effective dose, for treating or reducing the risk of
cancer which expresses a Mullerian Inhibiting Substance (MIS) receptor.

75. A method of treating a subject affected with cancer, the method comprising assessing the
expression and/or activity of Mullerian Inhibiting Substance Receptor IT (MISRII) in a
biological sample obtained from the subject, wherein a clinician reviews the results and if the
results indicate the presence of expression and/or activity of MISRII, the clinician directs the
subject to be treated with pharmaceutical composition of paragraph 22 or 35.

76. The method of paragraph 75, wherein the biological sample is a tissue sample.
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77.

78.

79.

80.

81.

82.
3.
84.
8s.
86.

87.

88.

&9.

The method of paragraph 76, wherein the tissue sample is a cancer or tumor tissue sample or a
cancer cell or tumor cell.

The method of paragraph 76, wherein the biological sample is a biopsy tissue sample.

The method of paragraph 75, wherein the cancer is an ovarian cancer cell, vulvar epidermal
carcinoma cell, cervical carcinoma cell, endometrial edenocarinaoma cell and ovarian
adenocarcinoma cell.

The method of paragraph 75, wherein the cancer is breast cancer, lung cancer, head and neck
cancer, bladder cancer, stomach cancer, cancer of the nervous system, bone cancer, bone
marrow cancer, brain cancer, colon cancer, esophageal cancer, endometrial cancer,
gastrointestinal cancer, gum cancer, kidney cancer, liver cancer, nasopharynx cancer, ovarian
cancer, prostate cancer, skin cancer, stomach cancer, testis cancer, tongue cancer, melanoma,
ocular melanoma or uterine cancer.

Use of a recombinant MIS protein to decrease the plasma serum levels of one or more
androgens in a subject in need thereof, wherein the recombinant MIS protein comprises a
modification of amino acid 450 of SEQ ID NO: 1 from Q to R.

The use of paragraph 81, wherein the recombinant MIS protein further comprises a Tag protein.
The use of paragraph 81, wherein one or more androgens is testosterone.

The use of paragraph 81, wherein the subject in need thereof has benign prostatic hypertrophy.
The use of paragraph 81, wherein the subject in need thereof has prostate cancer.

The use of paragraph 81, wherein the subject in need thereof has polycystic ovarian disease
and/or precocious puberty.

The use of paragraph 81, wherein the subject in need thereof has a disease or disorder selected
from the group consisting of: Benign Prostatic Hyperplasia (BPH), prostate carcinoma,
testicular cancer, androgen dependent acne, male pattern baldness, precocious puberty,
hyperandrogenism, hirsutism, virilization, Polycystic Ovary Syndrome (POCS),
hyperandrogenism (HA) and insulin resistance (IR) and acanthosis nigricans (AN) (HIAR-AN)
syndrome, ovarian hyperthecosis, follicular maturation arrest, atresia, anovulation,
dysmenorrheal, dysfunctional uterine bleeding, infertility and androgen-producing tumors.

A method to treat a disease or disorder characterized by androgenic dependency, comprising
administering to a subject an effective amount of the pharmaceutical composition of paragraph
22 or 35, wherein the pharmaceutical composition reduces the level of at least one androgen in
the plasma serum of the subject and results in a decrease in at least one symptom of a disease or
disorder characterized by androgenic dependency.

A method to decrease the plasma level of one or more androgens in a subject, the method
comprising administering an effective amount of a recombinant MIS protein, wherein the

recombinant MIS protein comprises a modification of amino acid 450 of SEQ ID NO: 1 from Q
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to R, and wherein the recombinant MIS protein decreases the plasma serum levels of one or
more androgens in the subject.

90. The method of paragraph 89, wherein the recombinant MIS protein further comprises a Tag
protein.

91. The method of paragraph 89, wherein the subject has a disease or disorder characterized by
androgenic dependency.

92. The method of any of paragraphs 89 to 91 , wherein the disease or disorder is selected from the
group consisting of: Benign Prostatic Hyperplasia (BPH), prostate carcinoma, testicular cancer,
androgen dependent acne, male pattern baldness, precocious puberty, hyperandrogenism,
hirsutism, virilization, Polycystic Ovary Syndrome (POCS), hyperandrogenism (HA) and
insulin resistance (IR) and acanthosis nigricans (AN) (HIAR-AN) syndrome, ovarian
hyperthecosis, follicular maturation arrest, atresia, anovulation, dysmenorrheal, dysfunctional
uterine bleeding, infertility and androgen-producing tumors.

93. A kit comprising a recombinant MIS protein of any of paragraphs 1-21 and a pharmaceutically
acceptable carrier.

94. The kit of paragraph 93, optionally further comprising instructions of use of the recombinant
MIS protein for the treatment of cancer or treatment of an androgenic dependency disorder.

[00350] The invention can be understood more fully by reference to the following detailed

description and illustrative examples, that are intended to exemplify non-limiting embodiments of the

invention.
EXAMPLES
[00351] The following examples are provided for illustrative purposes only and are not intended
to limit the scope of the invention.
[00352] The description of the present invention has been presented for purposes of illustration

and description, but is not intended to be exhaustive or limiting of the invention to the form disclosed.
The scope of the present invention is limited only by the scope of the following claims. Many
modifications and variations will be apparent to those of ordinary skill in the art. The embodiment
described and shown in the Figs. was chosen and described in order to best explain the principles of the
invention, the practical application, and to enable others of ordinary skill in the art to understand the

invention for various embodiments with various modifications as are suited to the particular use

contemplated.

[00353] Materials and methods

[00354] Constructs and plasmid cloning.

[00355] WT-MIS: pBG311 vector with genomic sequence of MIS. The vector was constructed as

previously described (Cate et al, 1986). Briefly, the genomic sequence of human MIS was sub-cloned
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into a pBG311 expression vector from chMIS33 which was isolated from a human cosmid library using
a bovine cDNA probe (Cate et al. 1986).

[00356] RE-MIS: pcDNA 3.1 and pAAV-IRES-NEO vectors containing MIS cDNA with native
MIS leader sequence, modified cleavage site, and flag tag. The coding sequence of MIS, present in a
pcDNA3.1 vector containing a FLAG-labeled full-length human MIS cDNA sequence previously
described (Papakostas et al, 2010) was subcloned into a pAAV-IRES-Neo expression vector at an
ECORYV site. This coding sequence contains a FLAG-epitope inserted after a modified cleavage site at
position 428 (RARR/S) (SEQ ID NO: 27) (Papakostas et al, 2010).

[00357] LR-MIS: pcDNA 3.1 vector containing MIS cDNA with human serum albumin leader
sequence and modified cleavage site. The pcDNA3.1 vector containing a full-length human MIS cDNA
sequence containing a modified cleavage site, as previously described (Papakostas et al, 2010) was used
to incorporate the albumin leader sequence. The albumin leader was cloned in the place of the MIS
leader using a forward primer containing an EcoRV site:
CGAGATACATGAAGTGGGTGAGCTTCATCAGCCTGCTGTITCCTGTTCAGCAGCGCTTA
CTCCCGCGGTGTGTTCCGGCGCAGAGCAGAGGAGCCAGCTGTG (SEQ ID NO: 11) (with
the nucleic acid encoding the leader sequence highlighted in bold) and a backward primer at position
451-432 of MIS GCTCCTGGAACCTCAGCGAG (SEQ ID NO: 12).

[00358] LRF-MIS: pcDNA 3.1 vector containing MIS cDNA with human serum albumin leader
sequence, modified cleavage site and Flag tag. The pcDNA3.1 vector containing a full-length human
MIS cDNA sequence containing a modified cleavage site and a flag tag, as previously described
(Papakostas et al, 2010) was used to incorporate the albumin leader sequence as described above.
[00359] Transfections and cloning:

[00360] Wild-type MIS (WT-MIS). The WT-MIS construct (pBG311) along with pSV2DHFR
was previously transfected in DHFR- CHO cells and the B9 clone was selected as the highest expresser
as previously described (Cate et al, 1986).

[00361] RARR/S-Flag MIS (RF-MIS) ("RARR/S" disclosed as SEQ ID NO: 27): The RF-MIS
construct (in pAAV-IRES-NEQ) was transfected in CHO-S cells using Fugene 6 (Roche) according to
the manufacturer’s protocol and the CHO93 stably expressing clone was selected under geneticin
selection (550ug/ml) as the highest expresser determined by western blot.

[00362] LR-MIS. The LR-MIS construct (in pcDNA3.1) was transfected in CHO-K1 cells using
lipofectamine 2000 (invitrogen), according to the manufacturer’s protocol. Clones were selected in
800ug/ml of geneticin, and the highest expressers as determined by western blot (LR8, 11 and 22) were
chosen for further study.

[00363] LRF-MIS. The LRF-MIS construct (in pcDNA3.1) was transfected in CHO-K1 cells
using lipofectamine 2000 (invitrogen), according to the manufacturer’s protocol. Clones were selected
in 800ug/ml of geneticin (G418), and the highest expressers as determined by western blot (LRFS, 18

and 22) were chosen for further study.
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{00364} Media and culture conditions:

[00365] B9 clone. B9 is grown in roller bottles (1700cm?) with 250ml of alpha MEM-
supplemented with 5% female fetal calf serum (FFCS) (Biologos), 0.24uM methotrexate, 20M
glutamine, 100U/ml penicillin and 100ug/ml streptomycin (Invitrogen) maintained confluent for several
months in 5% CO2, at 37C while media is collected every 3-4 days. Media is screened by western and
MIS ELISA to monitor and measure production.

[00366] CHO93 clone. CHQ93 is grown in roller bottles (1700cm?) with 250ml of DMEM:F12
supplemented with 10% FFCS , 550ug/ml of geneticin, 2nM glutamine, 100U/ml penicillin and
100ug/ml streptomycin (Invitrogen) maintained confluent for several months in 5% CO2, at 37C while
media is collected every 3-4 days. Media is screened by western and MIS ELISA to monitor and
measure production.

[00367] LRS, 11, 22 and LRFS, 18, 22 clones. Both LR and LRF clones are grown in roller
bottles (1700cm?) with 250ml of DMEM supplemented with 10% FFCS , 800ug/ml of geneticin, 20M
glutamine, 100U/ml penicillin and 100ug/ml streptomycin (Invitrogen) maintained confluent for several
months in 5% CO2, at 37C while media is collected every 7 days. Media is screened by western and
MIS ELISA to monitor and measure production.

[00368] Purification of MIS.

[00369] Purification using immunoaffitnity anti-Flag beads. RF-MIS and LRF-MIS, which
contain a flag tag, are isolated from serum-containing media collected from roller bottles of stably
expressing clones of CHO (CHO93, LRF8, LRF18, LRF22) as described above. Collected media is
spun down to discard dead cells and the supernatant is collected into 500ml containers and stored in -
20C until purification. For purification, media is thawed at 4C overnight and then incubated with anti-
FLAG agarose beads (SIGMA, 500pl packed beads/500ml media), mixing with rotation overnight at
4C. Subsequently, the beads are precipitated at 13000 rpm, for 10 seconds and washed extensively (7X)
with cold1X Tris Buffered Saline (TBS) (SIGMA). All reagents are kept on ice. RF-MIS and LRF-MIS
is eluted with 50pg of 3X FLAG peptide (SIGMA)/500ul beads in 1X TBS at 25C for 45 minutes with
rotation. The beads are spun down at 13000 rpm, for 10 seconds at room temperature and the
supernatant containing the FLAG MIS is collected, aliquoted, and stored in low protein binding
Eppendorf tubes (VWR) at -80C for subsequent use.

[00370] Purification using anti-MIS 6E11 immunoaffinity column.

[00371] The 6E11 MIS monoclonal antibody column was produced as previously described
(Ragin et al, 1992). Briefly, a Sml immunoaffinity column was constructed using approximately 50mg
of protein A -sepharose (Sigma Chemical Co., St Louis, MO)- purified mouse monoclonal anti-human
thMIS antibody, as previously described. [Ragin 1992, Hudson 1990], covalently attached to Sml
packed Affigel-10 agarose resin (Biorad Laboratories, Richmont, CA) per manufacturer’s instructions
(approximately 80% coupling efficiency). The column was blocked with ethonalamine and equilibrated

with 50ml of 20mM 4-(2-hydroxyethyl)-1-piperazineethanesulfonic acid (Hepes), pH 7.4 and 200 ml
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concentrated (10X, serum free) conditioned media loaded at 1 column vol/h at 40C. After loading, the
column was washed with 10 column volumes of 20mM Hepes, pH 7.4. A pre-elution step employed 1
column volume containing 0.5M NaCl in 20mM Hepes, pH 7.4. Elution of bound rhMIS was achieved
using 1M Acetic Acid in 20mM Hepes, pH 3.0. The majority of the thMIS eluted in a 2-5ml fraction,
post 2ml void volume fraction. Eluted rhMIS was immediately neutralized with NaOH to a pH between
7.0 and 7.4. The acid eluted fractions were dialyzed overnight versus 0.02M Hepes, pH7.4. The
resulting thMIS was analyzed for total protein by Bradford method (Bradford, 1976) and for rhMIS
concentrations by an enzyme-linked immunoassay (Hudson 1990) and examined by polyacrylamide gel
electrophoresis (Weber 1969), Western blot analysis (Towbin 1979), in vitro Mullerian duct regression
bioassays and tumor antiproliferative assays (Chin 1991).

[00372] Electrophoresis and Western Blotting

[00373] Samples were reduced with 100mM Dithiothreitol in 1x Laemmli buffer (0.0625mM
Tris pH 6.8, 2% (w/v) SDS stock, 10% (v/v) glycerol, 0.002% (w/v) bromophenol blue) and heat
denatured on a thermoblock at 70 °C for 10 min. Samples were run on a 4-12% Tris-Bis NuPage Novex
“mini” gel (Invitrogen) at 130V with 1X MES running buffer (Invitrogen). Gels were stained with
coomassie stain (0.3% Brilliant Blue R-250, 45% Methanol, 10% Acetic Acid in H20) for 15 min at
room temperature with agitation. Subsequently, they were agitated overnight at room temperature in de-
staining solution (20% methanol, 10% acetic acid in H20) with agitation.

[00374] For Western blot analysis, gels were transferred onto PVDF (Millipore) membranes,
previously equilibrated in 1x NuPage transfer buffer (Invitrogen) containing 12% (v/v) methanol, at
25V for 45 min and at 35V for another 45 min. Membranes were blocked with 1x PBS, 0.1% Tween-20
containing 5% nonfat dry milk for 30 min at room temperature and probed with horseradish peroxidase
conjugated mouse monoclonal anti-FLAG M2 antibody (SIGMA) (1:1000), goat C20 anti-MIS c-
terminus antibody (Santa Cruz) (1:200) or rabbit MGH4 anti-MIS n-terminus MIS antibody (custom)
(1:1000). Blots were washed two times 5 min each at room temperature with 1x PBS, Tween-20 0.1%,
and incubated with appropriate secondary antibody if necessary, and washed three times (5 mins).
Proteins bands were visualized with the ECL kit detection system (Perkin-Elmer) onto Kodak Biomax
MR film.

[00375] Animals and Organ Cultures:

[00376] The standard organ culture bioassay for Mullerian Inhibiting Substance (MIS) was
performed as described previously (Donahoe, 1977). Briefly, female urogenital ridges from timed
pregnant rats at E14.5 (Harlan) were dissected and cultured on agar coated stainless steel grids mounted
above fortified Cambridge Medical Research Laboratories (CMRL) 1066 media (Life Technologies)
supplemented with 10% FFCS (to avoid an effect of bovine MIS in male serum), 1%
penicillin/streptomycin, 1% L-Glutamine, 1% Fungizone (Invitrogen), and 1 nM testosterone (Sigma).
After incubation for 72 hours in humidified 5% CO, at 37°C, the specimens were fixed in Zamboni

buffer (15% formaldehyde solution, and 5% picric acid), and embedded in paraffin, and 8-um sections
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of the cephalic end were stained with hematoxylin and eosin. The sections were then scored from 0 (no
regression) to 5 (complete regression), by two experienced observers. Cultures were carried out with
purified RF-MIS, LRF-MIS or WT-MIS at a final concentration of 5pg/ml, and at lower doses of 3, 2,
and 1pg/ml.

EXAMPLE 1
[00377] Purification of Mullerian Inhibiting Substance (MIS) protein for preclinical efficacy
(Pieretti-Vanmarcke et al. 2006), has predominantly been done from conditioned media from CHO cells
transfected with a genomic clone (Cate et al. 1986). The media was then immunoaffinity purified
(Ragin et al. 1992) using a mouse monoclonal antibody (Hudson et al. 1990) or purified by serial
chromatography (Lorenzo et al. 2002). Biologic activity was detected in an embryonic organ culture
Mullerian duct regression assay (Donahoe et al. 1977) and immunoactivity detected by an ELISA
(Hudson et al. 1990) using monoclonal and polyclonal antibodies raised to human MIS. The transfected
CHO cells were subsequently adapted to serum free conditions and suspension culture
(MacLaughlin/Stafford/Dean, Donahoe unpublished), clonally selected, scaled, and purified as above.
Western analysis confirmed 25-30% cleavage to yield the homodimerized C-terminus bioactive moeity
which was held in noncovalent association with the homodimerized N terminus, with cleavage at the
Kex-like, primary cleavage site at amino acid residues 426-427, and secondary cleavage at amino acid
positions 229-230. Bands on reduced electrophoretic gels at 70, 55, 34, 24, and 12.5 kDa were all MIS
fragments, as determined by amino acid sequencing (Ragin et al. 1992; Lorenzo et al. 2002), and
representative of predicted Kex and dibasic cleavage products.
[00378] To optimize cleavage and the primary cleavage site at amino acid position 427, the
recognition sequence was mutagenized to create a dibasic cleavage site; the RAQR/R (SEQ ID NO: 28)
variant was bioactive (Kurian et al, 1994). Position 425 (corresponding to amino acid residue 450 of
SEQ ID NO: 1) was then mutagenized to create a more consensus Kex cleavage site (Nachtigal &
Ingraham 1996) (Hosaka et al. 1991), RARR/S (SEQ ID NO: 27), and an 8 amino acid Flag
(DYKDDDDK) (SEQ ID NO:8) tag was added just downstream of the first serine in the C-terminus to
aid in detection and purification. Expression of this variant resulted in improved cleavage and
increased bioactivity. By comparison, when the C-terminal arginine (Kurian et al 1994) was followed
by Flag, the protein produced by this construct was bioinactive (Papakostas et al 2010); thus, the serine
appeared to be important for preservation of bioactivity. The RARR/S (SEQ ID NO: 27) Flag construct
(Papakostas et al 2010) was transfected into CHO cells and improved cleavage and preservation of
bioactivity confirmed (Papakostas et al, 2010). The modification of the cleavage site increased the
cleavage to over 50-60% (Papakostas et al, 2010).
[00379] To scale expression, the MIS RARR/S (SEQ ID NO: 27) Flag construct was further
modified to substitute the endogenous MIS leader sequence with that of human serum albumin (HSA).

HSA is the most abundant protein in plasma and is produced at a very high rate by the liver to achieve a

97



WO 2014/164981 PCT/US2014/024010

blood concentration ranging from 3.4 to 5.4g/dL (Farrugia 2010). The production and processing of
HSA is finely tuned to allow efficient maturation and secretion of the protein. HSA, like MIS is
synthesized as a prepro-protein, which contains a leader sequence that is subsequently cleaved during
maturation. This HSA leader sequence consists of only 24 AA, is not immunogenic in humans, and is
removed during protein processing. Here the inventors demonstrate that substitution of the MIS leader
sequence with that of HSA increases production, and unexpectedly, cleavage, which correlates with

increased potency of the recombinant human MIS product.

EXAMPLE 2
[00380] Previous efforts to scale up production of human recombinant MIS led us to develop a
new construct featuring the cDNA of hMIS with a modified cleavage site at position 427/428 inserted
into pcDNA3.1 (Papakostas et al, 2010). By substituting the modified RARR/S (SEQ ID NO: 27) for
the endogenous RAQR/S (SEQ ID NO: 26) (noted as R in constructs), and inserting a Flag tag
immediately downstream of the cleavage site (noted as F in construct) (Table 1) (Fig. 1), the inventors
demonstrated increased cleavage of the tagged C-terminus (Papakostas et al, 2010). Furthermore, the
recombinant RARR/S-Flag MIS ("RARR/S" disclosed as SEQ ID NO: 27) (referred to herein as “RF-
MIS”) protein retained bioactivity in the fetal rat urogenital ridge assay (Papakostas et al, 2010). To
overcome low expression yields, the backbone vector of RF-MIS was switched to pAAV-IRES-Neo,
and cloned into CHO-S cells, and screened under high Geneticin concentration. The resulting
expression vector is polycistronic and includes an internal ribosomal entry site (IRES) driving
expression of the ncomycin resistance cassette downstream of MIS, allowing for better selection of high
expressers. The highest expressing clone, CHO93, was subsequently scaled up for production using
roller bottles and recombinant RF-MIS was purified using anti-flag M2 immunoaffinity beads (Table
2). However, while RF-MIS has increased cleavage of the active C-terminus, and importantly, less
internal cryptic cleavage (Fig. 2)(Fig. 3), the yield and production of the cDNA clone CHO93
(0.16pg/cell/day) remains much lower than that of the genomic clone B9 (10.59pg/cell/day)(Table 3),
although it is unclear whether this is due to the expression vector, the CHO cells, the nature of the drug
selection, or the type of message produced (cDNA versus genomic MIS).
[00381] To improve production, the original R-MIS and RF-MIS construct in pcDNA3.1
vectors were modified by substituting the 24 AA of the HSA leader sequence (pre-pro peptide) (herein
noted as L in constructs) to the 25AA MIS leader to create the “LR” and “LRF” constructs (Table 1)
(Fig. 1).

Table 1: List of modifications to the MIS wild-type sequence and corresponding nomenclature.

Notation | Native Modification Position (AA) | Position on Purpose
(shown in (normal SEQIDNO: 1
BOLD) protein
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nomenclature)
R RAQR/S | RARR/S (SEQ 423-427 448-452 Furin/Kex2 census site
(SEQID | IDNO:27) for improved cleavage
NO: 26)
F n/a FLAG Tag Located Located C-terminus FLAG tag
(DYKDDDDK) | between 427- | between 452- for easier purification
(SEQIDNO: &) | 428 453 of SEQ ID | and tracking.
NO: 1
L MIS Albumin Leader | 1-25 1-25 Increased production,
Leader Sequence secretion and cleavage.
Sequence
[00382] HSA leader sequence fusion has been shown to increase production of recombinant

interleukins (Carter et al, 2010) and TNF-alpha (Maeda Y et al 1997), and has been suggested as a way
to produce proteins otherwise difficult to express and to scale. Furthermore, HSA is known to also
enhance secretion of fused proteins such as human lysozyme in yeast expression system with Pichia
pastoris (Xiong et al, 2008). The three highest stably expressing clones in CHOK1 were selected for
further analysis: LR8/11/18 and LRF8/18/22 (Fig. 2). Both cloning efficiency and expression levels
were greater for the LR clones than the LRF clones, suggesting the Flag tag may make expression less
efficient. Similarly to CHO93, all LR and LRF clones have reduced peptide fragments resulting from
internal cryptic cleavage at position 229, when compared to the wild type (WT-MIS) protein produced
by B9. Unexpectedly, they also appear to have greater proportion of cleaved C-terminus (Fig. 2 and 3).
This increased cleavage could be explained by the strong evolutionary pressures on the albumin leader
for efficient processing in the trans-golgi network and transport to secretory vesicles, since albumin is
endogenously secreted at much higher rate than MIS (Rothschild et al. 1988). LRF18 was chosen for
characterization since it is the highest expressing LRF clone, and can be purified and tracked using the

Flag-tag (Table 2).

Table 2: List of constructs and cell line clones producing MIS and corresponding purification methods.

Construct | Clones Vector Cell Line Purification
MIS B9 MIS WT genomic CHO cells lacking | Immunoaffinity using
sequence in pBG311 the DHFR gene. 6E11 monoclonal
plasmid. antibody against MIS or
serial chromatography.
RF-MIS CHO93 MIS cDNA sequence | CHO-S Immunoaffinity using M2
inserted into pAAV- monoclonal antibody
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IRES-Neo plasmid. against FLAG tag.

LR-MIS LR8 MIS cDNA sequence | CHO-K1 Immunoaffinity using

LR11 inserted into 6E11 monoclonal

LR18 pcDNA3. 1plasmid. antibody against MIS or

serial chromatography.

LRF-MIS | LRFS8 MIS cDNA sequence | CHO-K1 Immunoaffinity using M2

LRF18 inserted into monoclonal antibody

LRF22 pcDNA3, 1plasmid. against FLAG tag.
[00383] When cultured for 24 hours in flasks, the concentration of MIS, as detected by ELISA,

is greater in the media of B9 (WT-MIS) (15ug/ml) than in the media of clones (LR8: 3.04pg/ml);
LR11: 11.66pg/ml; LR22: 6.28ug/ml) (Table 3). The highest producing clone of LR, LR11 secretes
3.24pg/cell/day of MIS while the WT clone B9 produces 10.58pg/cell/day, however, LR11 cells grow
much more compact fashion, conversely, the highest expressing clone of LRF, LRF18 has both higher
concentration (1.1pg/ml) and higher production (0.26pg/cell/day) than RF-MIS (CHO93) with
(0.67ug/mi) and (0.15pg/cell/day) (Table3). Thus, the addition of the HSA leader increases the
production of the flag-tagged MIS product but not the untagged product. However, as the flag-tagged
constructs clearly do not produce as much as the untagged ones, the flag tag may be interfering with
protein stability or expression. Coomassie stains and western blot show that the product purified from
LRF18 by anti-flag immunoaffinity purification has fewer bands representative of internal cleavage

(Ragin 1992) than the MIS purified from WT-MIS (B9) using anti-MIS affinity purification (Fig. 3).

Table 3: Purification yield from MIS from various constructs.

WT-MIS RF-MIS LRF-MIS LR-MIS
MIS
concentration
(g/ml) at 24 15 0.67 1.10 11.67
hours
Production
(pgfoell/day) 10.59 0.15 0.26 3.24
Purification yield 15% 20% 20% 15%
(% w/iw)
Percent cleavage 20% 50% 90% 90%
[00384] Since the C-terminus of MIS has previously been shown to be the active moiety

(Pepinski 1988, Maclaughlin et al 1992), increased cleavage should correlate with greater bioactivity in
the rat UGR assay. Here, the inventors demonstrate that that LRF-MIS is able to fully regress the
Mullerian duct at Spg/ml (35uM) and show greater activity than RF-MIS and WT-MIS at these
concentrations, which only display partial regression (Fig. 4). Furthermore LRF-MIS continues to
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display full regression even at lower doses, down to 2pig/ml, a dose at which WT-MIS no longer shows
any activity (data not shown). Accordingly, the presence of the leader sequence (L) in the LRF-MIS
recombinant human MIS protein results in a dose-dependently decrease the regression of the Mullerian
ducts, as compared to the RF-MIS construct, indicating that this construct has a higher potency and is
more active than the RF-MIS construct.

[00385] Taken together, the inventors demonstrate herein that the LR product results in a
greater yield of production with increased cleavage and higher bioactivity or potency.

[00386] Accordingly, the inventors demonstrate that the HSA leader sequence surprisingly
resulted in an increased yield (both higher concentration and higher production) of the recombinant
human MIS protein (see Fig. 2 and 3). Furthermore, the presence of the HSA leader sequence also
resulted in an unexpectedly increase in cleavage from the primary cleavage site (corresponding to
cleavage at 451/452 of SEQ ID NO: 1 (or 426/427 of conventional amino acid nomenclature of wild-
type human MIS protein) (see Fig. 2 and 3). This increased yield and increased cleavage was surprising
because with an increased yield (and therefore more protein produced by the cell), one would expect a
decreased cleavage as the activity of the available cleavage enzymes becomes saturated and
overextended. However, this was not the case - in fact the exact opposite occurred where with increased
protein production there was increased cleavage from the primary cleavage site.

[00387] This is particularly unexpected as the effect of the leader sequence, which is not located
anywhere near the cleavage site of the primary cleavage site of MIS, was not expected to have an effect
on increased cleavage as the leader sequence is typically cleaved first before the post-translation
cleavage of the proprotein MIS.

[00388] Furthermore, the leader sequence also resulted in less cleavage from the secondary
cleavage site (located between amino acid residues 229/230 of normal wild-type MIS numbering or
corresponding to residues 254/255 of SEQ ID NO: 1). This is also surprising, considering that there was
no modification to the secondary cleavage site.

[00389] Additionally, the presence of the leader sequence also increased the production and
yield even when a FLAG tag is present in the recombinant human MIS protein. (The FLAG tag
significantly decreases the yield as shown in Table 3). This again was a surprising discovery, as the
leader sequence is not located anywhere near the FLAG tag and it would not be expected that such a
modification to the leader sequence would increase the production yield of a protein comprising a

FLAG tag.

Example 3
[00390] LR11 is grown in 5 layer flask with 250ml of DMEM or in 10 layer flasks (1700cm?)
with 500ml media supplemented with 10% FFCS, 800ug/ml of geneticin, 2nM glutamine, 100U/ml
penicillin and 100ug/ml streptomycin (Invitrogen) maintained confluent for several months in 5% CO2,

at 37C. Once a week, the media is replaced with a serum-free media which omits FFCS and replaces it
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with non-essential amino acids (NEAA) and ITS (insulin, transferring, selenium) supplements for 72h.
The media is then concentrated 10X using tangential flow osmosis membranes. Using these methods
media of 4-5ug/ml is concentrated to 25-50ug/ml, and effective purification yield of LR-MIS rises to

approximately 30%.

Table 4: Purification yield from MIS from various constructs using a new serum-free media

purification protocol.

WT-MIS RF-MIS LRF-MIS LR-MIS
MIS
concentration
(1g/ml) at 24 16.821 1.236 2.149 4.866
hours
Production
(pg/cell/day) 7.597 0.254 0.430 1.142
Concentration in
serum-free media 1.528 0.223 0.457 1411
at 24h
Purification yield 15% 20% 20% 30%
(% wiw)
Percent cleavage
in serum-free 25% 50% 37% 79%
media
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SEQUENCE LISTING:

SEQ ID NO:
native MIS
mrdlpltsla

1 MIS

(560AA)

- amino

leader sequence)

lvlsalgall

gtealraeep

gdsngssspl
wlrdpggqgrl
lpgagslcps
cftrmtpall
lrvpparasa
aplhdptsap
plrallllka

etyganncqg
eerisahhvp

SEQ ID NO:
Underlined
mkwvtfisll
gdsngssspl
wlrdpggqgrl
lpgagslcps
cftrmtpall
lrvpparasa
aplhdptsap
plrallllka

etyganncgg
eerisahhvp

SEQ ID NO:
ID NO: 8))
mkwvtfisll
gdsngssspl
wlrdpgggrl
lpgagslcps
cftrmtpall
lrvpparasa
aplhdptsap
plrallllka
lraersvlip
yvagkllisls

rvvgalsaye
vvlihleevtw
rdtrylvlav
llprsepapl
prlaldpdal
watalarrva
lgglrvewrg
vegwpgsdrn
nmvatecgcr

gaflgavgra
eptpslrfge
drpagawrgs
pahggldtvp
agfpgglvnl
aelgaaaael
rdprgpgragq
prygnhvvll

acid sequence

avgtsglifr
rwgprdlatf
pppggagppe
glaltlgprg
fppprpsael
sdpaalerll
rslpglppat
rsagataadg
lkmgvrgaal

PCT/US2014/024010

edldwppgsp
gventgdrga
lallvlypgp
edsrlstarl
eesppsadpf
dgeeplllll
aplliarllal
pcalrelsvd
arppccvpta

(underlined identifies

geplclvalg
alpslrrlga
gpevtvtrag
gallfgddhr
letltrlvra
rptaattgdp
cpggpgglgd
lraersvlip
vagkllisls

2 LR (559AA) BOLD indicates-albumin leader sequence;
the Modified cleavage

identifies
flfssaysrg
rvvgalsaye
vvlhleevtw
rdtrylvlav
liprsepapl
prlaldpdal
watalarrva
lgglrvewrg
vcgwpgsdrn
nmvatecgcr

vEirr raeep
gaflgavqgra
eptpslrfqge
drpagawrgs
pahggldtvp
agfpgglvnl
aelgaaaael
rdprgpgraR
prygnhvvll

avgtsglifr
rwgprdlatf
Pppggagppe
glaltlgprg
fppprpsael
sdpaalerll
rslpglppat
rsagataadg
lkmgvrgaal

site

edldwppgsp
gvcntgdrga
lallvlypgp
edsrlstarl
eesppsadpf
dgeeplllll
apllarllal
pcalrelsvd
arppccvpta

3 LRF (567RAA) Italicized indicates Flag tag

flfssaysrg
rvvgalsaye
vvlhleevtw
rdtrylvlav
llprsepapl
prlaldpdal
watalarrva
lgglrvewrg
etyganncqg
eerisahhvp

vfrr raeep
gaflgavqgra
eptpslrfge
drpagawrgs
pahggldtvp
agfpgglvnl
aelgaaaael
rdprgpgraR
vegwpgsdrn
nnmvatecger

avgtsglifr
rwgprdlatf
PpPpggagppe
glaltlgprg
fppprpsael
sdpaalerll
rslpglppat
rs DYKDDDDK
prygnhvvll

SEQ ID NO: 4 LR - nucleic acid sequence

edldwppgsp
gventgdrga
lallvlypgp
edsrlstarl
eesppsadpf
dgeeplllll
apllarllal
agataadg

lkmgvrgaal

geplclvalg
alpslrrlga
gpevtvtrag
gallfgddhr
letltrlvra
rptaattgdp
cpggpgglgd
lraersvlip
vagkllisls

(DYKDDDDK (SEQ

qgeplclvalg
alpslrrlga
gpevtvtrag
gallfgddhr
letltrlvra
rptaattgdp
cpggpgglgd
pcalrelsvd
arppccvpta

ATGAAGTGGGTGAGCTTCATCAGCCTGCTGTTCCTGTTCAGCAGCGCTTACTCCCGCCCTGTGTTCCGE
CGCAGAGCAGAGGAGCCAGCTGTGGGCACCAGTGGCCTCATCTTCCGAGAAGACTTGGACTGGCCTCCA
GGCAGCCCACAAGAGCCTCTGTGCCTGGTGGCACTGGGCGGGGACAGCAATGGCAGCAGCTCCCCCCTG
CGGGTGGTGGGGGCTCTAAGCGCCTATGAGCAGGCCTTCCTGGGGGCCGTGCAGAGGGCCCGCTGGEGGE
CCCCGAGACCTGGCCACCTTCGGGGTCTGCAACACCGGTGACAGGCAGGCTGCCTTGCCCTCTCTACGGS
CGGCTGGGGGCCTGGCTGCGGGACCCTGGGGGGCAGCGCCTGGTGGTCCTACACCTGGAGGAAGTGACC
TGGGAGCCAACACCCTCGCTGAGGTTCCAGGAGCCCCCGCCTGGAGGAGCTGGCCCCCCAGAGCTGGCG
CTGCTGGTGCTGTACCCTGGGCCTGGCCCTGAGGT CACTGTGACGAGGGCTGGGCTGCCGGGTGCCCAG
AGCCTCTGCCCCTCCCGAGACACCCGCTACCTGGTGTTAGCGGTGGACCGCCCTGCGGGGGCCTGGCGC
GGCTCCGGGCTGGCCTTGACCCTGCAGCCCCGCGGAGAGGACTCCCGGCTGAGTACCGCCCGGCTGCAG
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GCACTGCTGTTCGGCGACGACCACCGCTGCTTCACACGGATGACCCCGGCCCTGCTCCTGCTGCCGCGG
TCCGAGCCCGCGCCGCTGCCTGCGCACGGCCAGCTGGACACCGTGCCCTTCCCGCCGCCCAGGCCATCC
GCGGAACTCGAGGAGTCGCCACCCAGCGCAGACCCCTTCCTGGAGACGCTCACGCGCCTGGTGCGGGCG
CTGCGGGTCCCCCCGGCCCGGGCCTCCGCGCCGCGCCTGGCCCTGGATCCGGACGCGCTGGCCGGCTTC
CCGCAGGGCCTAGTCAACCTGTCGGACCCCGCGGCGCTGGAGCGCCTACTCGACGGCGAGGAGCCGLTG
CTGCTGCTGCTGAGGCCCACTGCGGCCACCACCGGGGATCCTGCGCCCCTGCACGACCCCACGTCGGCG
CCGTGGGCCACGGCCCTGGCGCGCCGCGTGGCTGCTGAACTGCAAGCGGCGGCTGCCGAGCTGCGAAGC
CTCCCGGGTCTGCCTCCGGCCACAGCCCCGCTGCTGGCGCGCCTGCTCGCGCTCTGCCCAGGTGGCCCC
GGCGGCCTCGGCGATCCCCTGCGAGCGCTGCTGCTCCTGAAGGCGCTGCAGGGCCTGCGCGTGGAGTGG
CGCGGGCGGGATCCGCGCGGGCCGGGETCGGGCACGGCGCAGCGCGGGGGCCACCGCCGCCGACGGGLLEG
TGCGCGCTGCGCGAGCTCAGCGTAGACCTCCGCGCCGAGCGCTCCGTACTCATCCCCGAGACCTACCAG
GCCAACAATTGCCAGGGCGTGTGCGGCTGGCCTCAGTCCGACCGCAACCCGCGCTACGGCAACCACGTG
GTGCTGCTGCTGAAGATGCAGGCCCGTGGGGCCGCCCTGGCGCGCCCACCCTGCTGCGTGCCCACCGCC
TACGCGGGCAAGCTGCTCATCAGCCTGTCGGAGGAGCGCATCAGCGCGCACCACGTGCCCAACATGGTG
GCCACCGAGTGTGGCTGCCGGTGA

SEQ ID NO: 5 LRF - nucleic acid seguence
ATGAAGTGGGTGAGCTTCATCAGCCTGCTGTTCCTGTTCAGCAGCGCTTACTCCCGCGGTGTGTTCCGC
CGCAGAGCAGAGGAGCCAGCTGTGGGCACCAGTGGCCTCATCTTCCGAGAAGACTTGGACTGGCCTCCA
GGCAGCCCACAAGAGCCTCTGTGCCTGGTGGCACTGGGCGGGGACAGCAATGGCAGCAGCTCCCCCCTG
CGGGTGGTGGGGGCTCTAAGCGCCTATGAGCAGGCCTTCCTGGGGGCCGTGCAGAGGGCCCGCTGGGGL
CCCCGAGACCTGGCCACCTTCGGGGTCTGCAACACCGGTGACAGGCAGGCTGCCTTGCCCTCTCTACGG
CGGCTGGGGGCCTGGCTGCGGGACCCTGGGGGGCAGCGCCTGGTGGTCCTACACCTGGAGGAAGTGALC
TGGGAGCCAACACCCTCGCTGAGGTTCCAGGAGCCCCCGCCTGGAGGAGCTGGCCCCCCAGAGCTGGCG
CTGCTGGTGCTGTACCCTGGGCCTGGCCCTGAGGTCACTGTGACGAGGGCTGGGCTGCCGGGTGCCCAG
AGCCTCTGCCCCTCCCGAGACACCCGCTACCTGGTGTTAGCGGTGGACCGCCCTGCGGGGGCCTGGCGL
GGCTCCGGGCTGGCCTTGACCCTGCAGCCCCGCGGAGAGGACTCCCGGCTGAGTACCGCCCGGCTGCAG
GCACTGCTGTTCGGCGACGACCACCGCTGCTTCACACGGATGACCCCGGCCCTGCTCCTGCTGCCGCGG
TCCGAGCCCGCGCCGCTGCCTGCGCACGGCCAGCTGGACACCGTGCCCTTCCCGCCGCCCAGGCCATCC
GCGGAACTCGAGGAGTCGCCACCCAGCGCAGACCCCTTCCTGGAGACGCTCACGCGCCTGGTGCGGGCG
CTGCGGGTCCCCCCGGCCCGGGCCTCCGCGCCGCGCCTGGCCCTGGATCCGGACGCGCTGGCCGGCTTC
CCGCAGGGCCTAGTCAACCTGTCGGACCCCGCGGCGCTGGAGCGCCTACTCGACGGCGAGGAGCCGLTG
CTGCTGCTGCTGAGGCCCACTGCGGCCACCACCGGGGATCCTGCGCCCCTGCACGACCCCACGTCGGLG
CCGTGGGCCACGGCCCTGGCGCGCCGCGTGGCTGCTGAACTGCAAGCGGCGGCTGCCGAGCTGCGAAGE
CTCCCGGGTCTGCCTCCGGCCACAGCCCCGCTGCTGGCGCGCCTGCTCGCGCTCTGCCCAGGTGGCCCC
GGCGGCCTCGGCGATCCCCTGCGAGCGCTGCTGCTCCTGAAGGCGCTGCAGGGCCTGCGCGTGGAGTGG
CGCGGGCGGGATCCGCGCGGGCCGGGTCGGGCACGGCGCAGCgactacaaggatgacgacgacaagGLt
GGGGCCACCGCCGCCGACGGGCCGETGCGCGCTGCGCGAGCTCAGCGTAGACCTCCGCGCCGAGCGLTCC
GTACTCATCCCCGAGACCTACCAGGCCAACAATTGCCAGGGCGTGTGCGGCTGGCCTCAGTCCGACCGL
AACCCGCGCTACGGCAACCACGTGGTGCTGCTGCTGAAGATGCAGGCCCGTGGGGCCGCCCTGGCGCGL
CCACCCTGCTGCGTGCCCACCGCCTACGCGGGCAAGCTGCTCATCAGCCTGTCGGAGGAGCGCATCAGL
GCGCACCACGTGCCCAACATGGTGGCCACCGAGTGTGGCTGCCGGTGA

SEQ ID NO: 6 HSA Leader Sequence (amino acid sequence) :
mkwvtfisll flfssaysrg vfrr

SEQ ID NO: 7 - HSA Leader Sequence (nucleic acid sequence):
ATGAAGTGGGTGAGCTTCATCAGCCTGCTGTTCCTGTTCAGCAGCGCTTACTCCCGCGGTGTGTTCCGC
CGCAGAGCA

SEQ ID NO: 8 - FLAG tag (amino acid sequence):
DYKDDDDK
SEQ ID NO: 9 - FLAG tag (nucleic acid sequence):

gactacaaggatgacgacgacaag
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10.

11.

CLAIMS

A recombinant Mullerian Inhibiting Substance (MIS) protein comprising a combination of a
non-MIS leader sequence or a functional fragment thereof in place of the MIS leader sequence
of amino acids 1-25 of SEQ ID NO: 1, and a modification of at least one amino acid between
residues 447-451 of SEQ ID NO: 1 to increase cleavage as compared to in the absence of a
modification, wherein the recombinant MIS protein has increased cleavage and increased yield
of production in vitro as compared to wild-type MIS protein corresponding to amino acid
residues of SEQ ID NO: 1.

The recombinant MIS protein of claim 1, wherein the recombinant MIS protein further
comprises a Tag protein.

The recombinant MIS protein of claim 1, wherein the recombinant MIS protein comprises at
least a non-MIS leader sequence or a functional fragment thereof in place of the MIS leader
sequence of amino acids 1-25 of SEQ ID NO: 1 and a modification of at least one amino acid
between residues 447-451 of SEQ ID NO: 1 to increase cleavage as compared to in the absence
of a modification.

The recombinant MIS protein of claim 1, wherein the non-MIS leader sequence is an albumin
leader sequence or a functional fragment thereof.

The recombinant MIS protein of claim 4, wherein the albumin leader sequence is a human
serum albumin (HSA) leader sequence or a fragment thereof.

The recombinant MIS protein of claim 5, wherein the HSA leader sequence comprises the
amino acid sequence of SEQ ID NO: 6 or a variant that is at least 80% homologous thereto.
The recombinant MIS protein of claim 5, wherein a fragment of the HSA leader sequence
comprises at least 10 amino acids of SEQ ID NO: 6 or a variant that is at least §0% homologous
thereto.

The recombinant MIS protein of claim 5, wherein the HSA leader sequence comprises at least
15 amino acids of SEQ ID NO: 6, or a variant that is at least 80% homologous thereto.

The recombinant MIS protein of claim 5, wherein the HSA leader sequence comprises at least
11 amino acids of SEQ ID NO: 6, or a variant that is at least 80% homologous thereto.

The recombinant MIS protein of claim 5, wherein a fragment of the HSA leader sequence is
selected from the group consisting of: MKWVTFISLLFLFSSAYS (SEQ ID NO: 13);
MKWVTFISLLFLFSSAYSRGVFRR (SEQ ID NO: 6); MKWVSFISLLFLFSSAYS (SEQ ID
NO:14).

The recombinant MIS protein of claim 1, wherein the non-MIS leader sequence is selected from
a group consisting of: immunoglobulin signal peptide fused to a tissue-type plasminogen
activator propeptide (IgSP-tPA), murine immunoglobulin signal peptide (IgSP), a MPIF-1
signal sequence (MKVSVAALSCLMLVTALGSQA (SEQ ID NO: 15);a stanniocalcin signal

106



WO 2014/164981 PCT/US2014/024010

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22,

23.

sequence (MLQNSAVLLLLVISASA (SEQ ID NO:16)); an invertase signal sequence
(MLLQAFLFLLAGFAAKISA (SEQ ID NO:17)); a yeast mating factor alpha signal sequence
(K. lactis killer toxin leader sequence); a hybrid signal sequence
(MKWVSFISLLFLFSSAYSRSLEKR, (SEQ ID NO:18)); a HSA/MFa-1 hybrid signal
sequence (MKWVSFISLLFLFSSAYSRSLDKR (SEQ ID NO:19)); aK. lactis killet/ MFa-1
fusion leader sequence (MNIFYIFLFLLSFVQGSLDKR (SEQ ID NO:20)); an
immunoglobulin Ig signal sequence MGWSCIILFLVATATGVHS (SEQ ID NO:21)); a
Fibulin B precursor signal sequence (MERAAPSRRVPLPLLLLGGLALLAAGVDA (SEQID
NO:22)); a clusterin precursor signal sequence (MMKTLLLFVGLLLTWESGQVLG (SEQ ID
NO: 23)); and the insulin-like growth factor-binding protein 4 signal sequence
(MLPLCLVAALLLAAGPGPSLG (SEQ ID NO:24)) or a functional fragment thereof.

The recombinant MIS protein of claim 1, comprising a modification of amino acid 449 of SEQ
ID NO: 1 from Q to R to increase cleavage as compared to in the absence of such a
modification.

The recombinant MIS protein of claim 1, further comprising a modification of amino acid 451
of SEQ ID NO: 1 from S to R to increase cleavage as compared to in the absence of such a
modification.

The recombinant MIS protein of claim 1, wherein the tag is a FLAG tag,

The recombinant MIS protein of claim 14, wherein the FLAG tag comprises amino acid
sequence DYKDDDDK (SEQ ID NO: 8), or a functional derivative or variant thereof.

The recombinant MIS protein of claim 14, wherein the FLAG tag is located after amino acid
residue 451 of SEQ ID NO: 1 and before amino acid residue 452 of SEQ ID NO: 1.

The recombinant MIS protein of claim 14, wherein the FLAG tag is located between amino
acid residue 451 and 452 of SEQ ID NO: 1.

The recombinant MIS protein of claim 1, which comprises the amino acid sequence of SEQ ID
NO: 2 or a functional fragment thereof.

The recombinant MIS protein of claim 1, which comprises the amino acid sequence of SEQ ID
NO: 3 or a functional fragment thereof.

The recombinant MIS protein of claim 18, which is encoded by nucleic acid sequence of SEQ
ID NO: 4.

The recombinant MIS protein of claim 19, which is encoded by nucleic acid sequence of SEQ
ID NO: 5.

A pharmaceutical composition comprising the recombinant MIS protein of any of claims 1 to
21 and a pharmaceutically acceptable carrier.

A polynucleotide encoding the recombinant MIS protein of any of claims 1 to 21.
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26.
27.
28.

29.

30.

31

32.
33.

34.

3s.

36.
37.

The polynucleotide of claim 23, wherein the nucleotide corresponds to SEQ ID NO: 4 or a
nucleotide which has at least 95% sequence identity to the nucleic acid sequence of SEQ ID
NO: 4.

The polynucleotide of claim 23, wherein the nucleotide corresponds to SEQ ID NO: 5 or a
nucleotide which has at least 95% sequence identity to the nucleic acid sequence of SEQ ID
NO: 5.

A vector comprising the polynucleotide of claims 23-25.

The vector of claim 26, wherein the vector is a viral vector or an expression vector.

The vector of claim 27, wherein the expression vector is pcDNA 3.1 or cDNA or genome
vector for bacteria (e.g., ¢ coli) or bacteriophage.

The vector of claim 27, wherein the viral vector is selected from the group consisting of an
adenoviral vector, a poxvirus vector and a lentiviral vector.

The vector of any of claims 26 to 29, wherein the nucleic acid sequence encodes a recombinant

MIS protein or fragment thereof which has at least 95% sequence identity to the nucleic acid
sequence of SEQ ID NO: 4 or SEQ ID NO: 5, wherein the nucleic acid sequence is operatively
linked to tissue- or cell-type specific promoter.

A human MIS protein produced by post-translational processing of the recombinant human
MIS protein of claim 1,

A host cell comprising the vector of any of the claims 26 to 30.

A pharmaceutical composition comprising the vector of any of the claims 26 to 30 and a
pharmaceutically acceptable carrier.

A purified preparation of human MIS protein produced from the recombinant human MIS
protein of any of claims 1 to 21.

A method for treating a subject with cancer, comprising administering a composition
comprising a recombinant MIS protein, wherein the recombinant MIS protein comprises a
combination of a non-MIS leader sequence or a functional fragment thereof in place of the MIS
leader sequence of amino acids 1-25 of SEQ ID NO: 1 and a modification of at least one amino
acid between residues 447-451 of SEQ ID NO: 1 to increase cleavage as compared to in the
absence of a modification, wherein the recombinant MIS protein has increased cleavage and
increased yield of production in vitro as compared to wild-type MIS protein corresponding to
amino acid residues of SEQ ID NO: 1.

The method of claim 35, wherein the recombinant MIS protein further comprises a Tag protein.
The method of claim 35, wherein the recombinant MIS protein comprises at least a non-MIS
leader sequence or a functional fragment thereof in place of the MIS leader sequence of amino
acids 1-25 of SEQ ID NO: 1 and a modification of at least one amino acid between residues
447-451 of SEQ ID NO: 1 to increase cleavage as compared to in the absence of a

modification.
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55.

The method of claim 35, wherein the non-MIS leader sequence is an albumin leader sequence
or a functional fragment thereof.

The method of claim 38, wherein the albumin leader sequence is a human serum albumin
(HSA) leader sequence or a fragment thereof.

The method of claim 35, wherein the recombinant MIS protein comprises a modification of
amino acid 449 of SEQ ID NO: 1 from Q to R to increase cleavage as compared to in the
absence of such a modification.

The method of claim 35, wherein the tag is a FLAG tag comprising amino acid sequence of
SEQ ID NO: 8 or a functional fragment thereof.

The method of claim 35, wherein the cancer is a MIS Responsive II cancer.

The method of claim 35, wherein the cancer is ovarian cancer.

The method of claim 35, wherein the cancer is a chemotherapeutic-resistant or multi-drug
resistant cancer.

The method of claim 35, wherein the administration of the recombinant MIS protein is prior to,
during, or after administration of an additional agent or cancer therapy.

The method of claim 35, wherein the cancer expresses Mullerian Inhibiting Substance Receptor
I (MISRID).

The method of claim 46, wherein the expression of Mullerian Inhibiting Substance (MIS)
receptor is measured in a biological sample obtained from the subject.

The method of claim 47, wherein the biological sample is a cancer or tumor tissue sample or a
cancer cell or tumor cell.

The method of claim 47, wherein the biological sample is a biopsy tissue sample.

The method of claim 35 , wherein the cancer is an ovarian cancer cell, vulvar epidermal
carcinoma cell, cervical carcinoma cell, endometrial edenocarinaoma cell and ovarian
adenocarcinoma cell.

The method of claim 35, wherein the cancer is selected from the group consisting of: breast
cancer, lung cancer, head and neck cancer, bladder cancer, stomach cancer, cancer of the
nervous system, bone cancer, bone marrow cancer, brain cancer, colon cancer, esophageal
cancer, endometrial cancer, gastrointestinal cancer, gum cancer, kidney cancer, liver cancer,
nasopharynx cancer, ovarian cancer, prostate cancer, skin cancer, stomach cancer, testis cancer,
tongue cancer, melanoma, ocular melanoma, or uterine cancer.

The method of claim 44, wherein the multi-drug resistant cancer is a paclitaxel- or
Doxorubicin-resistant cancer.

The method of claim 35, wherein administering is intravenous, intradermal, intramuscular,
intraarterial, intralesional, percutaneous, or subcutaneous, or by aerosol.

The method of claim 35, wherein administering is prophylactic administration.

The method of claim 35, wherein administering is therapeutic administration.
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65.
66.

67.
68.

69.

70.

The method of claim 35, wherein the subject is a mammal.

The method of claim 56, wherein the mammal is a human.

The method of claim 35, wherein at least one additional agent is administered to the subject in
combination with (e.g., before, during or after) administration of the recombinant human MIS.
The method of claim 58, wherein the additional agent is a therapeutic agent or
chemotherapeutic agent.

The method of claim 59, wherein the chemotherapeutic agent is selected from the group
consisting of: paclitaxel, cisplatin, doxorubicin, rapamycin, pyrazoloanthrone.

The method of claim 59, wherein the chemotherapeutic agent is a radiotherapeutic agent.

The method of claim 59, wherein the chemotherapeutic agent is a pyrazoloanthrone.

The method of claim 62, wherein the pyrazoloanthrone is antra(1,9-cd)pyrazol-6(2H)-one
(SP600125) or a functional derivative or functional analogue thereof.

A method of decreasing the dose of a chemotherapeutic agent for the treatment of cancer, the
method comprising administering to the subject a therapeutically effective amount of a
recombinant MIS protein, wherein the recombinant MIS protein comprises a combination of a
modification of amino acid 449 of SEQ ID NO: 1 from Q to R, and a non-MIS leader sequence
or a functional fragment thereof in place of the MIS leader sequence of amino acids 1-25 of
SEQ ID NO: 1, wherein the therapeutically effective dose of the chemotherapeutic agent in the
presence of the recombinant MIS protein is lower as compared to the therapeutically effective
dose of the chemotherapeutic agent alone.

The method of claim 64, wherein the recombinant MIS protein further comprises a Tag protein.
Use of recombinant MIS protein for the manufacture of a medicament for treating cancer,
wherein the recombinant MIS protein comprises a combination of a modification of amino acid
449 of SEQ ID NO: 1 from Q to R, and a non-MIS leader sequence or a functional fragment
thereof in place of the MIS leader sequence of amino acids 1-25 of SEQ ID NO: 1, and wherein
the cancer expresses a Mullerian Inhibiting Substance (MIS) receptor.

The use of claim 66, wherein the recombinant MIS protein further comprises a Tag protein.
The use of claim 66, wherein the Mullerian Inhibiting Substance (MIS) receptor is MIS type II
receptor or a homologue or functional fragment thereof.
An article of manufacture comprising packaging material and a pharmaceutical composition
comprising the recombinant MIS protein of any of claims 1 to 21, wherein the packaging
material comprises a label which indicates the pharmaceutical composition may be
administered, for a sufficient term at an effective dose, for treating or reducing the risk of
cancer which expresses a Mullerian Inhibiting Substance (MIS) receptor.

A method of treating a subject affected with cancer, the method comprising assessing the
expression and/or activity of Mullerian Inhibiting Substance Receptor II (MISRII) in a

biological sample obtained from the subject, wherein a clinician reviews the results and if the
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results indicate the presence of expression and/or activity of MISRII, the clinician directs the
subject to be treated with pharmaceutical composition of claim 22 or 33.

71. The method of claim 70, wherein the biological sample is a tissue sample.

72. The method of claim 71, wherein the tissue sample is a cancer or tumor tissue sample or a
cancer cell or tumor cell.

73. The method of claim 71, wherein the biological sample is a biopsy tissue sample.

74. The method of claim 70, wherein the cancer is an ovarian cancer cell, vulvar epidermal
carcinoma cell, cervical carcinoma cell, endometrial edenocarinaoma cell and ovarian
adenocarcinoma cell.

75. The method of claim 70, wherein the cancer is breast cancer, lung cancer, head and neck
cancer, bladder cancer, stomach cancer, cancer of the nervous system, bone cancer, bone
marrow cancer, brain cancer, colon cancer, esophageal cancer, endometrial cancer,
gastrointestinal cancer, gum cancer, kidney cancer, liver cancer, nasopharynx cancer, ovarian
cancer, prostate cancer, skin cancer, stomach cancer, testis cancer, tongue cancer, melanoma,
ocular melanoma or uterine cancer.

76. Use of a recombinant MIS protein to decrease the plasma serum levels of one or more
androgens in a subject in need thereof, wherein the recombinant MIS protein comprises a
combination of a modification of amino acid 449 of SEQ ID NO: 1 from Q to R, and a non-
MIS leader sequence or a functional fragment thereof in place of the MIS leader sequence of
amino acids 1-25 of SEQ ID NO: 1.

77. The use of claim 76, wherein the recombinant MIS protein further comprises a Tag protein,

78. The use of claim 76, wherein one or more androgens is testosterone.

79. The use of claim 76, wherein the subject in need thereof has benign prostatic hypertrophy.

80. The use of claim 76, wherein the subject in need thereof has prostate cancer.

81. The use of claim 76, wherein the subject in need thereof has polycystic ovarian disease and/or
precocious puberty.

82. The use of claim 76, wherein the subject in need thereof has a disease or disorder selected from
the group consisting of: Benign Prostatic Hyperplasia (BPH), prostate carcinoma, testicular
cancer, androgen dependent acne, male pattern baldness, precocious puberty,
hyperandrogenism, hirsutism, virilization, Polycystic Ovary Syndrome (POCS),
hyperandrogenism (HA) and insulin resistance (IR) and acanthosis nigricans (AN) (HIAR-AN)
syndrome, ovarian hyperthecosis, follicular maturation arrest, atresia, anovulation,
dysmenorrheal, dysfunctional uterine bleeding, infertility and androgen-producing tumors.

83. A method to treat a disease or disorder characterized by androgenic dependency, comprising
administering to a subject an effective amount of the pharmaceutical composition of claim 22

or 33, wherein the pharmaceutical composition reduces the level of at least one androgen in the
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84.

85.
86.

87.

88.

89.

plasma serum of the subject and results in a decrease in at least one symptom of a disease or
disorder characterized by androgenic dependency.

A method to decrease the plasma level of one or more androgens in a subject, the method
comprising administering an effective amount of a recombinant MIS protein, wherein the
recombinant MIS protein comprises a combination of a modification of amino acid 449 of SEQ
ID NO: 1 from Q to R, and a non-MIS leader sequence or a functional fragment thereof in place
of the MIS leader sequence of amino acids 1-25 of SEQ ID NO: 1, and wherein the
recombinant MIS protein decreases the plasma serum levels of one or more androgens in the
subject.

The method of claim 84, wherein the recombinant MIS protein further comprises a Tag protein.
The method of claim 84, wherein the subject has a disease or disorder characterized by
androgenic dependency.

The method of any of claims 84 to 86 , wherein the disease or disorder is selected from the
group consisting of: Benign Prostatic Hyperplasia (BPH), prostate carcinoma, testicular cancer,
androgen dependent acne, male pattern baldness, precocious puberty, hyperandrogenism,
hirsutism, virilization, Polycystic Ovary Syndrome (POCS), hyperandrogenism (HA) and
insulin resistance (IR) and acanthosis nigricans (AN) (HIAR-AN) syndrome, ovarian
hyperthecosis, follicular maturation arrest, atresia, anovulation, dysmenorrheal, dysfunctional
uterine bleeding, infertility and androgen-producing tumors.

A kit comprising a recombinant MIS protein of any of claims 1-21 and a pharmaceutically
acceptable carrier.

The kit of claim 88, optionally further comprising instructions of use of the recombinant MIS

protein for the treatment of cancer or treatment of an androgenic dependency disorder.
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Group +: claims 1-25, 31, 34-69, 76-82, and 84-89 are drawn to a recombinant Mullerian Inhibiting Substance (MIS) protein, and a
method for treating a subject with cancer, a method of decreasing the dose of a chemotherapeutic agent for the treatment of cancer, and
a method for decreasing the plasma serum levels of one or more androgens in a subject in need thereof, said methods comprising the

same.

The first invention of Group I+ is restricted to a recombinant Mullerian {nhibiting Substance (MIS) protein, and a method for treating a
subject with cancer, a method of decreasing the dose of a chemotherapeutic agent for the treatment of cancer, and a method for
decreasing the plasma serum levels of one or more androgens in a subject in need thereof, said methods comprising the same, wherein
the recombinant MIS protein is selected to be SEQ ID NO:3, wherein SEQ ID NO:3 comprises non-MIS human serum albumin (HSA)
leader sequence of SEQ ID NO:6 in place of the MIS leader sequence of amino acids 1-25 of SEQ ID NO: 1, modification of amino acid
450 of SEQ 1D NO: 1 from Q to R (amino acid residue 449 of SEQ ID NO:1 is not Q), and further comprises Tag protein of SEQ ID NO:8,
wherein the recombinant MIS protein of SEQ ID NO:3 has increased cleavage and increased yield of production in vitro as compared to
wild-type MIS protein corresponding to amino acid residues of SEQ ID NO: 1. Itis believed that claims 1-5, 10, 12, 14-17, 19, 21-25, 31,
34-69, 76-82, and 84-89 read on this first named invention and thus these claims will be searched without fee to the extent that they read
on SEQ ID NO:3.

Applicant is invited to elect additional recombinant Mullerian Inhibiting Substance (MIS) proteins with specified SEQ ID NO to be
searched in a specific combination by paying additional fee for each set of election. An exemplary election would be a recombinant
Mulierian Inhibiting Substance (MIS) protein, and a method for treating a subject with cancer, a method of decreasing the dose of a
chemotherapeutic agent for the treatment of cancer, and a method for decreasing the plasma serum levels of cne or more androgens in
a subject in need thereof, said methods comprising the same, wherein the recombinant MIS protein is selected to be SEQ ID NO:2.
Additional recombinant Mullerian Inhibiting Substance (MIS) proteins will be searched upon the payment of additional fees. Appiicants
must specify the claims that read on any additional elected inventions. Applicants must further indicate, if applicable, the claims which
read on the first named invention if different than what was indicated above for this group. Failure to clearly identify how any paid.
additional invention fees are to be applied to the “+” group(s) will result in only the first claimed invention to be searched/examined.

The inventions listed in Groups I+ do not relate to a single general inventive concept under PCT Rule 13.1, because under PCT Rule
13.2 they lack the same or corresponding special technical features for the following reasons:

The Groups I+ formulas do not share a significant structural element, requiring the selection of altematives for the recombinant Mullerian
tnhibiting Substance (MIS) protein “comprising a combination of a non-MIS leader sequence or a functional fragment thereof in place of
the MIS leader sequence of amino acids 1-25 of SEQ ID NO: 1, and a modification of at least one amino acid between residues 44
7-451 of SEQ ID NO: 1" and “the HSA leader sequence comprises at least 11 amino acids of SEQ ID NO: 6, or a variant that is at least
80% homologous thereto” and “wherein the non-MIS leader sequence is selected from a group consisting of: immunoglobulin signal
peptide fused to a tissue-type plasminogen activator propeptide (IgSP-tPA), murine immunoglobulin signal peptide (IgSP), a MPIF -1
signal sequence (MKVSV AALSCLML VT ALGSQA (SEQ ID NO: 15); a stanniocalcin signal 14857650.6 -106- Attorney Docket No.
030258-076964-PCT sequence (MLQNSAVLLLLVISASA (SEQ ID NO:16)); an invertase signal sequence (MLLQAFLFLLAGF AAKISA
(SEQ ID NO: 17) ); a yeast mating factor alpha signal sequence (K. lactis killer toxin leader sequence); 8 hybrid signal sequence
(MKWVSFISLLFLFSSAYSRSLEKR, (SEQ ID NO:18)); a HSA/MFa-1 hybtid signal sequence (MKWVSFISLLFLFSSA YSRSLDKR (SEQ
ID NO: 19) ); a K. Iactis killer/ MFa-1 fusion leader sequence (MNIFYIFLFLLSFVQGSLDKR (SEQ ID NO:20)); an innnunoglobulin Ig
signal sequence (MGWSCIILFLVATATGVHS (SEQ ID'NO:21)); a Fibulin B precursor signal sequence
(MERAAPSRRVPLPLLLLGGLALLAAGVDA (SEQ ID NO:22)); a clusterin precursor signal sequence (MMKTLLLFVGLLLTWESGQVLG
(SEQ ID NO: 23)), and the insulin-like growth factor-binding protein 4 signal sequence (MLPLCLVAALLLAAGPGPSLG (SEQ ID NO:24))
or a functional fragment thereof”.

The Groups I+ share the technical features of a recombinant Mullerian Inhibiting Substance (MIS) protein, and methods comprising the
same, said MIS protein comprising a combination of a non-MIS leader sequence or a functional fragment therecf in place of the MIS
leader sequence of amino acids 1-25 of SEQ ID NO: 1, and a modification of at least one amino acid between residues 447-451 of SEQ
1D NO: 1 to increase cleavage as compared to in the absence of a modification, wherein the recombinant MIS protein has increased
cleavage and increased yield of production in vitro as compared to wild-type MIS protein corresponding to amino acid residues of SEQ
ID NO: 1, wherein the modification of at least one amino acid between residues 447-451 of SEQ ID NO: 1 to increase cleavage as
compared to in the absence of a modification is modification of amino acid 450 of SEQ ID NO: 1 from Qto R; a method for treating a
subject with cancer, comprising administering a composition comprising the recombinant MIS protein; a method of decreasing the dose
of a chemotherapeutic agent for the treatment of cancer, the method comprising administering to the subject a therapeutically effective
amount of the recombinant M!S protein, wherein the therapeutically effective dose of the chemotherapeutic agent in the presence of the
recombinant MIS protein is lower as compared to the therapeutically effective dose of the chemotherapeutic agent alone; use of
racombinant MIS protein for the manufacture of a medicament for treating cancer, and wherein the cancer expresses a Mullerian
Inhibiting Substance (MIS) receptor; a use of a recombinant MIS protein to decrease the plasma serum levels of one or more androgens
in a subject in need thereof; a method to decrease the plasma lavel of one or more androgens in a subject, the method comprising
administering an effective amount of the recombinant MIS protein, and wherein the recombinant MIS protein decreases the plasma
serum lavels of one or more androgens in the subject. However, these shared technical features do not represent a contribution over

the prior art.
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Specifically, WO 2001/19387 A1 to Donahoe et al. discloses a recombinant Mullerian Inhibiting Substance (MIS) protein (Mullerian
Inhibiting Substance (MIS) can be obtained from a2 mammalian source or through the use of recombinant DNA tachnology, Pg. 7, Lns.
23-24), and methods comprising the same, said MIS protein comprising a combination of a non-MIS leader sequence or a functional
fragment thereof in place of the MIS leader sequence of amino acids 1-25 of SEQ ID NO: 1 (the polynucleotide encoding MIS contains a
secretory signal sequence that facilitates secretion of the protein. Typically, the signal sequence is positioned in the coding region of the
polynucleotide to be expressed towards or at the 5' end of the coding region. The signal sequence may be homologous or heterclogous
to the polynucleotide of interest, Pg. 27, Lns. 11-15; the MIS DNA sequences of this invention may be fused in the same reading frame
in an expression vector of this invention to at least a portion of a DNA sequence coding for at least one eukaryotic or prokaryotic signal
sequence, Pg. 9, Lns. 28-30 and Pg. 10, Ln. 1), and a modification of at least one amino acid to increase cleavage as compared to in the
absence of a modification, wherein the recombinant MIS protein has increased cleavage and increased yield of production in vitro as
compared to wild-type MIS protein coresponding to amino acid residues of SEQ ID NO: 1 {the methods of the present invention can be
practiced using mutant forms of the C-terminal fragment of MIS which have substantially the same biological activity as the C-terminal
fragment of MIS. Examples of such mutant forms would be C-terminal fragment of MIS molecules camrying a deletion, insertion, or
alteration of amino acid sequence, Pg. 7, Lns. 14-18; improve possible cleavage at amino acid residue 443 to release an active
C-terminal fragment, Pg. 10, Lns. 16-17; replacement of one or a combination of codons leading to amino acid replacement ...may alter
its properties in a useful way, e.g., increase the stability, increase the solubility or increase the therapeutic activity, Pg. 10, Lns. 24-26); a
method for treating a subject with cancer (methods of treating prostate cancer, Pg. 1, Lns. 17-18), comprising administering a
composition comprising the recombinant MIS protein (the method comprising administering an effective amount of MIS to a patient, Pg.
2, Lns. 16-18); use of recombinant MIS protein for the manufacture of a medicament for treating cancer, and wherein the cancer
expresses a Mullerian Inhibiting Substance (MIS) receptor (methods of treating prostate cancer, Pg. 1, Lns. 17-18; method of treating a
condition or disease characterized by an excess of one or more androgens, the method comprising administering an effective amount of
MIS to a patient, Pg. 2, Lns. 16-18); a use of a recombinant MIS protein to decrease the plasma serum levels of one or more androgens
in a subject in need thereof (a method of decreasing the plasma level of one or more androgens, Pg. 2, Lns. 23-24); a method to
decrease the plasma level of one or more androgens in a subject, the method comprising administering an effective amount of the
recombinant MIS protein, and wherein the recombinant M!S protein decreases the plasma serum levels of one or more androgens in the
subject (a method of decreasing the plasma level of one or more androgens, the method comprising administering to a patient an
effective amount of MIS, wherein the amount of MIS is sufficient to decrease the plasma level of the one or more androgens below the
normal level for the one or more androgens, Pg. 2, Lns, 23-27).

Further, “Development of an efficiently cleaved, bioactive, highly pure FLAG-tagged recombinant human Mullerian Inhibiting Substance”
to Papakostas et al. discloses a recombinant Mullerian Inhibiting Substance (MIS) protein (a recombinant, internally FLAG-tagged form
of human Mullerian Inhibiting Substance (hMIS), Abstract) comprising a modification of at least one amino acid between residues
447-451 of SEQ ID NO: 1 to increase cleavage as compared to in the absence of a modification, wherein the recombinant MIS protein
has increased cleavage as compared to wild-type MIS protein corresponding to amino acid residues of SEQ ID NO: 1 (we engineered
changes to the native human sequence to increase endogenous cleavage, Pg. 33, left-hand column, second full paragraph; construct
that is cleaved endogenausly in an efficient manner (Q->R427; RARR/SFLAG), Pg. 34, right-hand column, second full paragraph),
‘wherein the modification of at least one amino acid between residues 447-451 of SEQ ID NO: 1 is modification of amino acid 450 of
SEQ ID NO: 1 from Q to R {construct had the Q426 mutated to arginine, Pg. 34, right-hand column, second full paragraph; where Q426
corresponds to Q450 of SEQ ID NO:1 of the instant application as amino acid numbering in Papakostas et al. is with signal sequence
removed). It would have been obvious to one of ordinary skill in the art at the time of the invention to modify the protein of Donahoe et
al. to include Q450R mutation as taught by Papakostas et al. as the Q450R mutation resulting in the RARR MIS cleavage sequence-was
efficiently cleaved, causing complete regression of the Mullerian duct while the wild type RAQR MIS remains uncleaved and inactive
(Papakostas et al., see Fig. 3 and caption).

Further still, “Mullerian Inhibiting Substance enhances subclinical doses of chemotherapeutic agents to inhibit human and mouse ovarian
cancer” to Pieretti-Vanmarcke et al. discloses a method of decreasing the dose of a chemotherapeutic agent for the treatment of cancer
(Mullerian Inhibiting Substance (MIS) and chemotherapeutic drugs can function in rationally selected combinations to achieve better
tumor control at decreased doses of either agent, resulting in decreased toxicity, reduced morbidity, and most importantly a wider
therapeutic window, Pg. 17427, left-hand column, second full paragraph), the method comprising administering to the subject a
therapeutically effective amount of a recombinant MIS protein (MIS is effective against animal models recapitulating human ovarian
cancer, with no apparent adverse affects when administered, Pg. 17428, right-hand column, last partial paragraph), wherein the
therapeutically effective dose of the chemotherapeutic agent in the presence of the recombinant MIS protein is lower as compared to the
therapeutically effective dose of the chemotherapeutic agent alone (MIS and chemotherapsutic drugs can function in rationally selected
combinations to achieve better tumor contro! at decreased doses of either agent, resulting in decreased toxicity, reduced morbidity, and
most importantly a wider therapeutic window, Pg. 17427, left-hand column, second full paragraph,; allow a lower dose of a cytotoxic
agent ...to be used in combination with a nontoxic biological modifier such as MIS, Pg. 17429, left-hand column, second full paragraph).
It would have been obvious to one of ordinary skill in the art at the time of the invention to utilize the modified Mullerian Inhibiting
Substance (MIS) comprising a non-MIS leader sequence and a modification of at least one amino acid between residues 447-451 of
SEQ ID NO: 1 as taught by Donahoe et al. in view of Papakostas et al. in the method of Pieretti-Vanmarcke et al. for decreasing the
dose of a chemotherapeutic agent for the treatment of cancer as the modified protein offers increased therapeutic activity over the wild

type.

The inventions listed in Groups I+ therefore lack unity under Rule 13 because they do not share a same or corresponding special
technical features.
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L. —FEHSHIMEW R MIS)ESE,

R BHAMISEA ST AERAS AESEQ ID NO: 1R ZEER1-258IMISHT =
Bl FEMISET 5 5B EL Thas A B s LA K SEQ ID NO: 1y FE447-4512 AN E D—NEE
FRIAE ,

MG AH L BRZ AR 5 LU EIAR A N

Ha, iR EAMISEA AT R FSEQ ID NO: I EEMBREMFAERMISELTS
B FEAR S 3 N A= 7 7 R N U

2. IR E R IR BAMISE R, Hb, frid EAMISEO#— LA EHREEL.

3. MM FIER IR ELAMISES , K, riR EAMISE R 2/ HFRESEQ ID NO:
18 BL 1-25IMISHT 5 Fe 51 (O AEMIS BT 5 7 5 S L The B s BLRXSEQ ID NO: LAY
447-451 2 [A) i & D> —MNE IR HIB M , W T AEEL S BRI VB 5 L8 .

4. IR E SRR B EAMISER A, H b, Frik JEMISHT 5 751 h A & B Bl 5 7 51 Bk

DIgE Fr B
5. INRUFIE RAFTIR M EHAMISE A , Hop, R A BB #5875 A LIE B & B (HSA)
AT FIEE A B

6. AR B SRS FTIR I ELAMISE [, 9, FRRHSART 5 5 51414 SEQ ID NO:6HJ &
R 5 a5 H % /80 % [F YR AR 4R

7. AR B SRS FTA R EAMISE H , H 4, FrRHSART § 75U Fr BREL & SEQ 1D NO:6
I ZE D10 E RIS H 2 80% FIVR A AA

8. WAL FI SRS TR ELAMISE &, Ho P, FTIRHSART F 75 €L & SEQ ID NO:6H) =D
I5NRAERE S H 2 /80 % [F YR AR 1

9. tAL R E SRR K EAMISE A, H o, BrifHSART F 7 54L& SEQ ID NO:6#y &= /D>
LAEREEE S HE /D80% FYR k.

10. A R B SRS Pk BEAMISE [, H 9, FridHSART S R FIH ARG E TR T AP
B preH B 4A -

MKWYTFISLLFLFSSAYS(SEQ ID NO:13);

MKWVTFISLLFLFSSAYSRGVFRR(SEQ ID NO:6):

MKWVSFISLLFLESSAYS(SEQ ID NO:14).

1L AR B SR LR EAMISE A, H b, FriddeMISET B 750k B T H LU AT
0 A4

k590 SRR A VAT R 0E M0 T KR A S R BRER B (E S K (1eSP-tPA) , R AR BRE A (S
2 (1gSP) ,MPIF-1{Z 2 B 51| (MKVSVAALSCLMLVTALGSQA(SEQ ID NO:15)):¥i5 % (55 751
(MLQNSAVLLLLVISASA(SEQ ID NO:16)); %4k Ee{5 = F# 51l (MLLQAFLFLLAGFAAKISA(SEQ ID
NO:17)) B RN ERE FuESFI(ARAEEBERGEENSFI)  REETHFI
(MKWVSFISLLFLFSSAYSRSLEKR(SEQ ID NO:18));HSA/MFa-14& &85 5l
(MKWVSFISLLELFSSAYSRSLDKR(SEQ ID NO:19)): JLER 7% & 4 B R} 4% /MPa—1 & 8 2 Fr 51
(MNIFYIFLFLLSFVQGSLDKR(SEQ ID N0O:20)): % BEHREHAI¢cES F
(MGWSCIILFLVATATGVHS(SEQ ID NO0:21)):Fibulin BREI&{ES F 5l
(MERAAPSRRVPLPLLLLGGLALLAAGVDA(SEQ ID N0:22));:#EEE AR B({ES T

2
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(MMKTLLLEVGLLLTWESGQVLG(SEQ ID N0:23));ARES RFE KR FEEEO4HET I
(MLPLCLVAALLLAAGPGPSLG(SEQ ID NO:24)),BR 418 BhEE A EL.

12. iR R B SR L TR B EAMISE A, TR EAMISEE E-ESEQ ID NO: 1 & H L 449
EHQZERIIE M , M T AH L Bk Z 28 ) L V1B B LSS A0 o

13. AR E SR L TR ) EEMISE A , TR BAMISE A B — B4 SEQ ID NO: 1HIE
FARA51 ISERMIBR , M T AHEL R Z 1248 1 I & VD E148 DL 38 In

14 . IR B SR L rR i) EAMISE A, B, iR RZ AFLAGHR S

15. JnRL R B SR 14FT iR BAMISE A, H o, FTARFLAGH &6, 2 & % B8 /+ 71 DYKDDDDK
(SEQ ID NO:8)ERIHINaefiT - et k.

16. AIBUFIE K 14T iR B EMISER H , H b, i FLAGHRZALFSEQ ID NO: IR &EE R
FRIEE451 2 J5 K SEQ ID NO: 1Y E LB FRAL45227 7l .

7. WA B SR 14T IR EAAMISER B, Ho o, FTIAFLAGHRZAL TSEQ ID NO: 1 &R AE R
T HA451 F14522 J8]

18. IR FIE SR LR f EAMISE A, FTid EAMISE B4 SEQ ID NO: 2l RE R
H B Thee Fr Bt .

19. WAL FI SR LA H ELAMISE A , Frid EAMISE B 6.4 SEQ ID NO: 3K & E Ry
F S ThRE Fr B .

20 . GIA R E SR 1SFTR A EAMISE E , FriR EAMISE A HSEQ ID NO:4HIIZER Fr 71l 4
R

21 OISR 19FF IR I EAMISTR [, Frid EAAMISER 1 FHSEQ ID NO: SHIIXERFY 51l 4k
TR

22, —FHEG B A Y, TR B MA SV S BRRIER1I-21 P E— TR 1 EHMISE H
Frzhag AT B2 M E k.

23 ISR E R 1-21 P E—TRTR M EHMISE A M 2L EHK.

24 IRUR) B R 23FT IR 2R ETR, Kb, T A% B EE X R T-SEQ ID NO:4B{5SEQ 1D
NO: 4H R BR T 51 B /D95 % I 5 — Bt A% E R

25 . RUR) K 23Tk ) A H TR, o, TR AZ H R X R T-SEQ 1D NO:5EE5SEQ 1D
NO: SI AL G P 51| B % /95 % K PR 51l — Bt A% B R

26 . & BRI E R 23-25FF T — TR AR I 2 A% H BRI B4k o

27 . UAURIEL SR 26 iR A9 84k , o P, Frid 84k A B AR B R IE B

28 . tAL R R 2T R R B B4k , Eoohr, BTk RaA 344 A - 4008 (B, K B ) Bk
BB pcDNA 3. 185cDNAZR A4 BRI PR 4H Ak

29. AR R B SR 27 BRI B4R, Hoob , BRI R B AR E B T b LU P RS 8 A B

4.
IR ERA ERE R R BRE R
30 . IR EE 5K 26-29 7 (F — TRET IR B B4, H o , BTl X IR 7 5 Jm s B AMISER B B
BB, TR A% B8 %1 5SEQ ID NO:4BRSEQ ID NO:5HIMEE I A A & 495% I FF 5l — 3
Y, oo, B AR R Fr 51 TR o B B 4R AR 2R AV R M R Bl TR U 28 BV R R B T
31.—Fi AL SR LR ) ELH AMISE A KRG I LA~ AMISES .

3
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32 . — P B BRI EL SR 26-30 P — T ATk A &R A (1) 75 T 4H 0

33. —FZMIE A, TR A E S W& H R ER26-30FF— TR B s N2 2
TR Rk

34. EBUR B R -2 1 — TET IR 40 AMISER A A 7= T 3k i AMISE B #4044 il
7l

35.—MATHRTEERBENZREN L IR FEAEEEHE EAMSEANAE
WIdATH Y,

Hep, rid BAMISEE AT A HEAES AABSEQ ID NO: 1H & EER1-25IMISH]
S FIRAEMISHT 5755 H DhAs A B DL XSEQ ID NO: 103k HE447-4512 (R & /b —Ap
REBRMBI,

AT AE A5 AH LE B Z B AR B 0 U1 B BT m .,

Ho, MHEE % RFSEQ ID NO: 1H S EMREN B A BMISER T S, TR EAMISEE
BE RSN InNE A== 2 0L &I g

36 . WIRUFI BRI TR vk, Hodp, T EAMISER #— PR EHEEH .

37. WAL R E R 35 TR vk, Ho , TR HAAMISER A /& H R B SEQ ID NO: L&
FLER1-250IMISHT 5 P SU A AEMIS AT 5 7 51 B EL DR B s LAACSEQ ID NO: 1HY %k Bk447-451
Z IR B D—ANERBRIE I , W TG AREL B AB R 1B L U1 E 145 A3 .

38. BRI E KIS Fr R 5 v, Hoep , FRIRIEMISHT S R 5N A R A BT 5 5B ThRe

B
39. QUM B R 38 FTIR B 7712, Foop, BTk B ER AT B R SR A IMLTE B &R 3 (HSA) B %
FrlEcE B

40 GOAUR B K 35 BT R M A7 v3s , Eo b, Bk EAAMISER B AL SEQ 1D NO: 1 & HEER449
FHQZERMEAN , AT AHEL B Z 12 BRI LTI E145 LA R I o

41, QAR R 35 BTk i Ty ik, o oh , BT AR B N & B SEQ 1D NO: 8H & AR /v 7l 5l
Ihée A BRAIFLAGHREE .

42. ﬁuﬁ%ugj@ssﬁﬁﬁsﬂﬁﬁ& Horb, Bk e M T SHiE B 1T BYREE o

43 QAR EL SR 35 BTk IR vk, o op , BTk B e R I S 088 o

44 YRR B SR 35 ik () ik, Fob, BT JERE o4k 28 97 VA I 52 MR R B 2 2 YT 24
FEIE -

45 . INRUR)E KR35 FTIR B vk, Hooh , iR EAAMISER B M A AL T AN 2T U
RESTVEZ B0 B G .

46 . AL R EL SR 35 AT (6 7 v , B v, il SeRE R AR B B4 BT 1 1 84 52 44 (MISRII) o

47 AR B SR A6 TR vk, Foo , 7R 3R AR B Frid S2 R B AR MR v i BB Y
JFR (MIS) B2 A% F I HEAT DI B

48, WAL RN BE SR AT BTk i) 77 vk , Eo b, FTidk A W0 AE i D e 40 4R BE o BRI RS 4 4R o, B
Yo 40 RO R BB 4T

49 . WIRURI B SR AT BTk B 5 v, o rp , il A W R S R TE R LH 4R R

50 . AR B SR I5FTIR ) vk, Fo o, BT SRR S O SLE 4 e A1 AR R R 4 A L B U
Y T PR R 40 B AN T S5 IR e 4 D
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51. GuAL R B RIS PR I 5, Ho b, BTk e hE i B T e LA R RE A4 B 48«

LIRS T LI E R B R 2 RS NEE BE . ERE R S WE .
BEE. . FTENEE. B RE . FHE SR TE. B . 09 S8 BT 5 RE R RE B R .
E2HEEE . ZORERBEAERRTERE.

52. AnAURIE SR A4 AT IR I ik, o opr, BT i 25 25 400l 24 1 SR g SR A B T 245 ek 8 A BRA)
FE R 2R .

53. WAL R B SR ISR B v, Hooh , TR A N KN A A  EENEH NS Z .
KRB RN B ERAA B TE A BB IERE .

54. TR FIE RIS TR B vk, Hoop BRI G 25 R TR 45 24 .

55 . GnAN FIE K 35 FT IR i ik, ok, iR B 2 RIRIT RS 2

56 . WAL E Sk 35 TR 8 5 ¥, oo, Bk 32385 AW A3 -

57. WAL R B RS6 BTk i 7 vk, Hoop, Frid i SLsh AN o

58. AL B KR35 PR B 7%k, Kb B E D —F RSB R S TR EH AMISH
g4 (B, z mr BRI B &) RA T IR 3% .

59 . JoAL R EL SR S8FTIR i vk, Fo b, Bridk 5 4B 25500 R VR T R EAL ST 7

60 . INAU R SR EQFT IR ik, Howp, BT 467 e B T e DA T ALST 7RI BT 4E B 4 -

BN P ER CRRER MM HREER.

61 . JOA R E SR SOFTIR I vk, o, BT A7 SRR HT 77

62 . UAUFI B RS FTIR 1 7 33%, Fo o, BT Ab 7 SR ntk e 7 R

63. U AUFI E K62 IR 0 vk, Fowp , Frid nik e 3 B8 FR 9 (L, 9-cd) Mt -6 (2H) -
(SP600125) B H ThRE AT A M ThRE R

64. — MR F T8 BIERALITF FIR R B K 7V, Rk T AEE T2 RERTH
MWEREHMISES,

Heh TR EAMISEAASIT FEKAHE SEQ ID NO: L& HERI49BEOERKE
iy LA R AR SEQ ID NO: 1R & LB 1-25MIMISHT 5 FF 5 M FEMISHT S 7 7 B L ThEe b BX,

Horp, 5 B i FR AL IT BT B RGN B ZEFEE TR EAMISE B KB R T AT
RALTF R VAT B BRI 2B,

65 . INRURI B KR 64 TR K ik, Horp, rid EAMISEA# — P I FIFEED.

66. ELAMISE A 7E & BT IET EEN AW R,

Hoh, Frid BHAMISEAA S M T A HKL S SEQ 1D NO: LK EEIR449HQERIE
i BA AR EISEQ ID NO: LB LR 1 -25IMISHT S A A R AEMISET S S BR L ThaE A ]

I B H A, B id e 20 S 8 H1Y) B (MIS) 4% .

67 . AL A ESR66FTIR M i, Ko, T EAMISEL#— P ASHEEE .

68. IALFIE SR66FTR I A, Hoop, BTk B9 5 (MIS) S48 AT T RIMISBZ AR Bl
[E IR ThEE B o

69 . — G & , BT 3% BB S BB AR DA RS &4, BTk 29 R &4 & RURI
ER1-21F— TR BAMISE A, HoF , TR GEME AR, i ir R R Ak
ik 25y 40 & MI7E B B IR W UL M A B A S, Skig T RIBZBms 4 ;L (MIS) 46
P 928 R o U
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70. —FVAIT BE N 2R E N T, TR T R AEERE § TR 2R E YR
o TN BB I BRI TR 246 (MISRIT) R aA Fn/sid ik, Hoob , e ARER A VPR 45 2R, T
Bk B R B A EMISRI LR R IE AN/ BRiE 1 , BTk il PRIE £ 8 5 BT ik 32 k38 FIBURI 5K 228K
BURE SR 33ETR I 29 4B & kAT VR IT -

71. WARIE SR 10T R I 925, Fo b, Frid B RE S e B AR

72 . URURIE SR T BRI ik, b, BT R 40 URE S AR 4 URE B R BT 4 R R e, BR
T A M B AR A

73 WIRCRIEE SR T LFTIR I 77 vk, S, BT AR W RE D9V AR o

74 GBI B SR TOBTR I 55, Eoobr, B R A O S0 40 e L 41 R 3R R T 4 B L S0EE
S T2 PR R e 4 B AN B SR AR R A

75 QAL R B SR 70 BT IR R v, Fo b, R B RE N FLIRE R R BN L L L B
B RAGREE VEECE IR ONE SR AER . TERNER.B R T iREVE
ST BRI SR TR R BB B AE R BA R R EAREI
TEE.

76 . BAMISE A R H B E R 2R P 50— FhaRk 2 i B0 (1 1 3% 37 K F A i
A%,

e, TR EAMISEAA ST HEKA S SEQ ID NO: LI EEMI149HQERK 2
s AR AREESEQ ID NO: 1R LB 1 -25HIMISHT S A 41 B9 AEMIS | 5 P 51 B L ThEe F B

77 UNRURIE K T6 TR Fig , o b, TR BEAMISE B — P A EREED .

78 . AR ESRT6 TR I Fig , 3oh ik — P MR 9 2R .

79 . WAL R E SR 76 BTIR K A, Hob , i 7 B 2R E BA R AT FURAE K .

80 . LA FIE R T6 Tk i Al , Ho b, TR 75 B 238 BA RIS RE -

81. AL FI B K 76 Frik i i, Horb , Tk | EM R E BH £ BRIV EZOm A/ B
B,

82 . UMAN R E R 76 FTiRk it i, Hoh , TR B B EMNZ AL BHER THU T RFEERE
ELFT2E R A 4E P B R B R L

B PEBT FI IS 1 4 (BPH) « BT 51 BRI 2 08 S R AR e e . BB R A e & PR
BWETLE . ZEE. BN 2RI EESE(POCS) R RIS £ 5E (HA) - B R
(IR)- SR K7 %5 (AN) (HIAR-AN ) £5-&1iF - 5 55 78 5 0 L 41 g 384 7 . B v R 3 b L P B ANk
U8 ML IhRR S EME T W AN B R AN R R

83 . — Fh VA T LU R K BRI BOR B R BLI 7 %, TR T B 364 TR AE R
2B B U B SR 22 BA R B SR 33T IR M 2o AR &4 , Bo ok, TR 2 4E & A8 ik 32 i3
{7 10 232 10037 o 28 /D — b A B TR AR K SRR ARG , 5 (58 BT 3k DA e 2 AR B D AR A (7 s B 2R L B
Z b—FERE D

84 . — PR /D> ik b —FhER 2 PR SR M 2K T vk, BTk 7 B 4 T A K
B EHMISEA,

Hep IR EBEAMSEAAS T AENAS SEQ 1D NO: 1R EM449HQERK 12
i LR ARESEQ 1D NO: 1R R EBR L -25/IMISHT 5 7 HI I AEMIS T S - 51 S L Thas Fr BL,

DA Je o rb, BTk B AMI SR (B B 5283 op — Pk 2 PP I 2R (9 1 2R B 7K 2D .

6
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85 . SN FIZ R B4FT R 5V, b, TR BAMISEEH — BB EWEEREA .

86 . WAL FI B R84FTRM ik, Hob, Frd W E B LU R KB R B R
1

87 AL R B SR 84-86 A — BUHTR M ¥k, Hooh , FriR pOom R ELIL B T s LA
BREELAT A AR AL -

B T 5 AR 1 A= (BPH) Bl 51 HGUEE « 2 A0 AR Ak B o L S MR B A B 8
BRI L B B SRV AE(POCS) MM R £ E (HA) - R 5% RHH
(IR)- BB %5 (AN) (HIAR-AN) £5-4-1iE . P 5508 B v L 40 o S 78 A0 sl £ L DT80
B RL THRE R VML F B B A B RN MR R

88. & BURE R 1-21 HE—TRPT R ) B AIMISE 1 FiZh 2 b T R M BA lF & .

89 . WAL R B R 88 HTR A A &, FTIR R A & fE kit — P &AM ATRELMISEAR
TRIT R EBIA T MR R K BB W A
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IR B R (NI S) B R B AT A TTH ik

fooo1]  AHKERIBEMR NG H

[0002] #R4E35 U.S.C.8§119(e), A IEER20134E3 H12H R M EEH IGH 15561/
777, 13508 568, LA 51 FII 5 208 H A A BEARFE N AT .

[0003] FRAIE

[0004] ZSEREGLE IR, BTk B 513 0 LAASCT 4% 2R i T 1237 , 7E ML B 5| R 5 g H
BRI N FTIRASCITEI A (2014463 B 12 H I8 ) 4 fir % 25030258-076964-PCT_SL. txt, K
INK28, 114 .

RS

[0005] ik B R AB MG A0 B 40 AMISER 11, B 846 i B 40 AMISE B AHEL BF 42 B4 AMIS
BT S B A YT E] BN A AR S UL RN 26 (potency ) oAE — S5, BTk
HAAMISEA S T IR ED—F AU Kex VIR &8 (T RN %)) FLAGHRZE |
PR AR IE B FIMISHT S R FIR AEMISET B 5l AR I e A EY R A& EHANISE
5 R FAF &, TR TR E (B0, RIA TIRIMISSZ 44 (MISRIT) By i ) Bl A
F 877 LA It 2 R ORI B 0

[0006]  EUHFSZHRE

[0007] ARERAZEEES PAEMTBF (National Institutes of Health,NIH)#Z-FH]
H 4 S CAITIMIBUR L/ T i . R E BUT S AR B 28 — e AR

HEEA

[0008]  ZB &4 i (Mullerian Inhibiting Substance,MIS) WA BEEWE
(anti-Mullerian hormone,AMH), Z¥EE H A KEEAL A K R FB(TCFR) 2 2 K 28 iR Y 1 40—
kDaff] — R B (0 ) — BRARHE R 9 R R o 1% R IR SRR B R A AR A R 8 R AR WA, H &
BB I T LAEAL » T BT AR 5 R R AR A9 MECuR F BR o S8 bl , MI S 140-T- T /R
i (kDa) B 6% S B A R AR R A /KR TIE], AT AR B B3E MR A BR

(00091  AMISFEEK A F195 etk b, ZFE M RIE RN —HH (sexually dimorphic).
AN MISRIXIE T IRIOANIIE L2, FUR K F—EHFSLEIFEHR , R RiEKF
KB T [ o 70 ME P o MISAN 7E tH A 5 72 L 4 M (granulosa cells) s AT & SR HISE
RN 5 AR SRR K AR 72, LB R I AE EREVERR )L  MIS{EZ 8hE (i INE .
TE B L=z —FER T B

[0010] MISTELS& = IRIANT IR B 55 I 44 IR A BRI B 2161 e —RAKJE RIFH AW
BB, BTS2 AR I GS BB R 45 #9358, (GS box kinase domain)#RITHYSZRAT X BEERAL . KB
J& ,SMAD 1.SMAD 5FNSMAD 8({H FERSMAD 8)#iHEAk, H 5SMAD 4—iR AR EER I
R KR AR E AN TIRIMISRZ A (MISRID E R, K, E AFHEREREMLT
125 g o ik . B N65-kDatR [ , C.7ERE G FUARAE B 8h 45 1 ALIRAL R VAT FU IR AHL 4R AL T AR
EEN PR TR R B AR JL AP, E B 35 JRAEJE S (urogenital ridge) HMHE £



CN 105473154 A i BB B 2/77 W

(coelomic epithelium)= FRIAMISRIIHImesoepithelial MMITER AN IR ABEE L & A
BB 74 V) 75 J5 400 B T — 00 o SR TE A T AR DA Rk O S A B B B2 R R U B Rk O 7RI FL B
Y T IRIMISAR AR, B sk T-EhaFh R AT ie B A A R, BT RE AR E M R TS R (activin)
AR BES (ALK) 2503

(00111 F& T 78 80 3B 4k 75 T B B B VB R4 , MTSTE 4R 41 0 P 44 ) - Folr N 9o 41 JHL 2R FR)
WTE . B B 4 R SR TR T ISR L B FUR T B W R BT 5 i fFL AR . BIE &
B 4> WAMIS (4 Fre (b 15 ShA R\ 28 2 o KR 18 4 B P AR SR = IR BE OIS, ZE AR A A
RV I E) T 1 o M0 SERR B SEAR R VB S R IAMISRIFIMISRI T F) J68 400 PRy 470 i 78 v R DA
TR ETEM XL A ERAEMISE N SILA B R T8 7 0 508 (2 fixdix &% M2
FIF= LR UM ) IALIT i 456 r B AR .

[0012] MTSEFTTEIMIS S 4k 40 a1 I, L A1 O S8 08 R 28 1 A 30 e BH 38 4
(suppressor)(Teixeiras, RATF) AENZARN SR E A, MISIE W] LLSE ) YP 5256 44 1 %
(11 F 2 B/ FEL 4R D BE (Meirelles®,2012;Wei%%,2010) MISH] F VG I7 B 0 FRIAMISRITHY
S JMISRITHE K £ 4% | % 1t U9 S8 o R 3E (MasiakosZE, 1999 ; Bakkum-Gamez 4% , 2008 ;
Song%%,2009) .

[0013] MISIEEMAN MG MEZRBEBENRE, BN KRITELYHEFNHE
(Pieretti-Vanmarckes,2006b) . b B 1 57 SUEMEFS T FEAR S 8h T K H &P E BY A JR 44
12 (Scully 1977) 8000, 3k M BERRIE (serous cystadenocarcinoma) 24T FE i % 5B
T ENERERUT FENE, UL R BER LT B3, B MISEE ARFiRE LY
B 4E FHEL B InfE B, k2 &l B 4 K (Pieretti-Vanmarcke®s,2006a)

[0014]  DARTCIRE 7 900 S8 T 4 Mk B0 7 2477, U S50 40 Uil o 2 22 2 20 1 10
A0/ BRI A ST 700 o 45 B 2, AR 22 AR 7O RO 7, SRS ANl R 2 R B, R TG
25 B AT B2 TF-MIS ) O S 98E T 40 B T M SHer 1) b B ey P S0 ¥ 40 i0 (side population
cells) A% B 28 /45 40 fa 45 P4 fRICD44+ . CD24 + . EpCam+FIEAT ¥ 2K 1 H 1tk 49 i ) 2 (%sf
B B FH T 59 S0 I PR PR AL T FIm S AR ) (Wei %, 2010) o475l A2 , S IEBAMISTEE N
A b 4001 B S0 40, FF AT 4F 5 1 M BE 18] RO 40 1 B CD44+ . CD24+  Ep-CAM+ FIES K5 B 5
S 3R T AT 25 ) S B 1 P SLBE AR R MO B AR 1 O T SEBIMT STE B S0 253 R A I R B
DFARAL B H AMISHIAEF, DA iy R Aah 5 .

(00151  4RTH , FH A4k RARMISER B A4 BIMTSBEAT H) B 1R B 20, HLF= 281K IL 4, A FEMISHY i
1 Py BR BT B B ) B AR AR A« AMTISER (3 T R % I (pre-proprotein) A /=, iZHT R H &
Hui 55587555 (SEQ ID NO: 1HIEIEEE1-25) # VIkk , B T HI A1 & B (preprotein)
GBHE AR 538 AMIS (holo-human MIS)” ) 4R REAT B8R /5 VIE] , AT = A N 45 A4 S AN
C &35 A4, o 3K A e 037 432 (T N 455 A 380 R C i 435 M SR T2 B4 , T 1S R R ) BB A ( B NS 45
M FIC s 5 4638 ) — #E T BRI P2 AE R Ak S B AMISHF AT Re S M EE B B (furin) BR
FH 263 2 R LS (prohormone convertase )PCS(ZRIETAE TR ) Y Bk & B N 45 A3 Fr
Cop MR . V) B 3 ER AR 7E DA+ L0 5 B 22 BRI R XXR™ A RAE f ke x REAL 1, IX {7159
MISHIEIA7 & 52 SR A (monobasic ) » 4K R Cifi 45 M2 AR T T3 7, F+ BL VI BIXY A4
MR T B R AR I . R 35220230 (X R F-SEQ 1D NO: 1R &R 254-255) Ab i 28 —
DB & (H B SRS B D R B MISHI ARV YD 2 SAB A B A i, N F B

9
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MREREMBNRT SR RFLEZE SRS (persistent Mullerian duct
syndrome ) » E3E Ui 45 M AR 4 P B VE IR B A P BV R A 3 B LA SR BER Com BB 2 8
(524K . 7E — T 9T (Cate , Pepinsky28) & , £ 1F BY ¥R IRNGR Bk 76 46 S MECom 38 0 B 2R 4vE 1
158 ENLEIE A ELE . HCHOZ R A M EAAMISHI YN B A e &, RIS B AAMNR 2 E R &
B (B ST A B ) BHAT VI B SR IR m A g .

[0016]  [KIIM, 75 00 A K 0 v SR P A T MR R O AMIS R 5 DA FRAEVRIT PR 2 77

ERARR

[0017] kB RAB MM B 4 AMISTR B, AT R84 (1) 35 248 AMISZR H AH EL B 42 Y AMIS
BT A SN2 3800 2 20t DA R i 2ee , B, Frid BEH AMISTEE A
EUTHAES BRI Kex P EIA A (AT 8NE P& UL R AR B EH KMISHT 5 551 #3E
MISHI S5, LAk A iE R A M7= 2R, BTk AR WiE e B A BB SR B (R ik H 41k i)
P ERFRIEBARSE .

[0018]  [RIt, ZEA T, R BH AN RAR AMISE B ER R HIBEAT T TR B , T3 4 LA
TR S OB EENEIALE , UAR IS H A T 3 DM LS GR#E FSRAZ 2 4L B AR
2 ) I BRE AN i 1 5 DA R (11 B HAMIS I P YRR 5 FR 51, A INAE S R A i 7 2 . &
NGAHE, BT S F RN 5B T ZBEIEIA SRS A ERIT AR EE I =R Rk
Sk B B2 4AMISER (A A £ E VDS S M VD21 B 3 1 KB . e 4, 53T 4A — Fibr it
FRAEMEEEEMR (XN TFERATHRITHEEURBREMZEBERALAPRT
MISHARE/E FR 2 T-HL 80 e AR a8 #03E% BB ) (AR WTE PEMIST & , FRTE N R B R 75
K. Bo FIEHEES THREEZRALATREEES —SHREVEEEAKRERX
BER AR D, KPNEZEE B o PIiE s AR T RS 55 A4 Y7E R A R
REFFZEIIMIS o 75— AN SEHE T R, ARZE A “FLAG™ A4, X 2 T AT 458 8 Al TZAn 2 1 A
Anafith i e R E AT .

[0019]  ZEASCey, &R B AGER T, 24 ZECHOZN A b AL AR, MISHT 5 7 B ¥ A A IiE B &
1 (HSA) AT S 59 3 45 608 £ B R IR VI ZI47 25 FBRAQR/S(SEQ ID NO: 26 )& ARARR/S
(SEQ ID NO:27)SEE & iRk M Com VI B A R A TR BRI (cryptic) AEETIEIN
WD S X e AR AL ) Al AL IMI SR B T B 7ERR LK BRBE PR SR AL FES S M b B 2 B8 E IR
tefagE 5, 3 Bom B INEI XA .

[0020] 7 SR —siiiJy 2 e , ZENER 45 Rk i 0 5 K v F OE  a8 ( VD Bz s Sk BAH AMIS
BEAT AL, B R T /MBI B B E XA EAMISE A (R EA BT 4 EMise)al
REIRIT 2 F FIREE 0 F o

(00211 EWERE, BB 1S5 (B0, AE A &A (HSA) 057505 W IR RT % 751
BEAT B0 AR (EMIS B 3 O A8 P2 1 i o & NI BT 02, R GIERR 7 80 B 7 51 A A DD B 62
AL HRE TR EY I S0 TIEIM3I7 % N EMET80% , X & Tk, BAE
B 77 R 3 0 — AR B AR B B 0 T (ELFE V0 ) el (X R pl T3 i) B . A Pl W
] PR A D B P YR D) B B R

[0022]  [RIth, Ak BR R e RO EE A AMISER (5 (BUn, 2 Bk AN/ s m g 2 40 AMISERE H 4%
B ) BREL DhAE Fr B BLAT A MR AR SRR T R RE (B, SRS TIRIMIS 2 44 (MISRI L) ) e ) HY

10
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Hiks

(0023] Rk, AR BHH—FEE RELAZEMEEMIS)ER , ik EHZEMHY
REAGSNT HEKES ABMISHT S 55 (SEQ ID NO: I EEEL1-25) K AEMISHI 7
B e E oh R BBy s DA & SEQ ID NO: 1f#5%3448-4522 [0 i & D —NEFEBREEH , AT
FEL B2 BRI AR B DI EIAS LA N, Fe b, BTR B AMISE F Al EL X4 BT SEQ ID NO: 1
HELE TR LR B A BIMISTE B T B BA RS U0 f) A 7= 7= 2R A0 3 In i) D) 81 o 75 — LS e
FHERF, TR EAMISE A5 Z 80 S 55 X st 5 R, frid BEAMISEA T HEH R
BMISHT 5 %5 (SEQ ID NO: 1R EEB 1-25) FIAEMISHT S R FI B iR F BRI BT R B 4
W%, B, BT IR BT 55 B 7E A 7 1A ) 4 VIR o E— B SE i h N, TR EAMISE B i — 2 A
TEEH .

[0024]  FE—Leseii 5 20, JEMISHT B A5 N A E A BT S FFIsH Thae 7 B, #lan, Al
19 E G (HSA) B 52 B A BR o 7B — BB Sl 7 3R R, HSART S FP S0 &7SEQ 1D NO:6H &
FFL Fr 51 B 5 H 7 /80 % [F VR M A 44 BREh Ak A B (B, BL4SEQ ID NO:6H) E /D 101ME
g BB DA RE D ISR IRBRATHSAF S A B B S5 H E /80 % FRIYRHY
Ak fE— st 7Rt HSART S RS BB THUTFITARNA .
MKWYTFISLLFLFSSAYS(SEQ ID NO:13) MKWVTFISLLFLFSSAYSRGVFRR(SEQ ID NO:6).
MKWVSFISLLFLFSSAYS(SEQ ID NO:14),

[0025] ZE—Rbstiir b, AEMISHT S 5% E T b CA T R 2 pr gl i 4H - 5 AR AR AR v
i JE B E MR K (propeptide) B A HI AR BREE (B 15 5 Bk (1gSP-tPA) , LA ERE A 5K
(1gSP),MPIF-1{5%2 % 5| (MKVSVAALSCLMLVTALGSQA(SEQ ID NO:15));#i45 %
(stanniocalcin){Z 2 5| (MLQNSAVLLLLVISASA(SEQ ID NO:16));¥4kEE (invertase )&
2 B 51| (MLLQAFLFLLAGFAAKISA(SEQ ID NO:17)); B BB Fafs 5 R H| (AR & 41
B EE(K.lactis killer toxin)B S /&%) : 244 (hybrid){E 5 /7%
(MKWVSFISLLFLFSSAYSRSLEKR(SEQ ID NO:18));HSA/MFa-1&&ES 775l
(MKWVSFISLLFLFSSAYSRSLDKR(SEQ ID NO:19)); FLER 7 & 4 B &L %X A5 /MFa- LRA-& 0 = FF 41
(MNIFYIFLFLLSFVQGSLDKR(SEQ ID NO:20)):; % BEHKEHIgES FFI
(MGWSCIILFLVATATGVHS(SEQ ID NO:21)):Fibulin BREI# {55 FF 5|
(
(

MERAAPSRRVPLPLLLLGGLALLAAGVDA(SEQ ID NO:22)):#%££ % M (clusterin) RIE(E 5 F-51
MMKTLLLEVGLLLTWESGQVLG(SEQ ID N0:23)):PA RES EH#E KR FEEEB4ESFI
(MLPLCLVAALLLAAGPGPSLG(SEQ ID NO:24)),BREAI1HIhEE HEL.
[0026]  #F—esifi =04 ,SEQ ID NO: 1 & EEERAS0 QBRI B IR EAMISH K E F &
PEIAL & 1Y) B AR L B2 IR AR V) BB T = 78 TN £ — sty = , EAHMISHE
— B4 SEQ 1D NO: LR HERR 4520 SERMIB , I T {18 5 B Z IR B B E S AEEL V)
3.
[0027] ZE—esEiE s s, ASCAFH BEAMISE B A SRS, Fridirg NFLAGH % (41
a0, 8 %% 5 5IDYKDDDDK(SEQ ID NO:8)).BREShfs AT S ik  FE— LSl 75 X , 4
2% ()0, FLAGKRZE ) A2 FSEQ 1D NO: 1HI & FEER IR 54522 J5 X SEQ ID NO: 1 R EMRIR A
4532 B AE— e T R, AR (H) 40, FlaghR%S) BN B 7ESEQ ID NO: 1) R MR
452F14532 18] o fE— 6 STHE A A FRE AL TMIS Cl g Mg NS o 76 — S SE i 75 50 L AR

11
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S BE A T 50N E RS, BN, AT A50MNRE R A0 EE IR B 430 & &
B B LI 20 MR B BR A L0 E BB B KEA K TATMEER.

[0028] FE—MeSEi AR, ASCHTIA M ELAMISE A EA-SSEQ ID NO:28KSEQ ID NO:3H)
REBRFEF BN ThEE A B, TR R E R 5 51I7] 73 5l B A% BR 7 51SEQ ID NO:4F1SEQ ID
NO: 54R %Y .

[0029] AKRBAKIF—HEE REH ALK EHANISE QA% F T EZHBERE
WA

[0030] AKBAK B—H T RREAFRKEBAMISE E KNS ER, B, Kb, B
R LG E T M TFSEQ 1D NO:4B{SEQ ID NO:5.80# 47 5SEQ ID NO:48KSEQ ID NO:5HY
R 5B E/95% KFFH — B ZER A SRR AR 55— EwW & 27 SEQ
ID NO:4BRSEQ ID NO:5f) L% 5% 47 5SEQ ID NO:4ESEQ ID NO:5HIIZERFF %I B
A & /D95% K B 51— B B E BRI 34K 7 — B ST S, B R B B B IA B
44 (45040, peDNA 3. 1) BRI T A AT 18 Bl s 8 4 0 L e A o 78— 2 s O P, R R AR
Pl T H U TR BT AR A R E R SR EE AL, KB U A — e
FRAF RIS (AAV) , B0, EHAAVINER9I(rAAVI).

[0031] ZE—gbsuifi 7R, HiA& A RIGEAMISE A S F BRIVZRF I, iRz R F
1 5SEQ ID NO:4BYSEQ ID NO:5HIKERFF 5 BA E/D95% I FF 5l — B, Horb , TR R
F B ] S A 3 2 2 A R T B R R A R M SR BN F L AR — RS T S, AR 2R B
PR E4IRREEAR R .

[0032]  7E—tsEiti R , B A SO IR B A% E BRI B4k v 78 HAE I [R) B DUELRE
KT RIXEHMISEA .

[0033] A BH MY 3B — 4 vk Kt SCHTiR i) B 40 AMISER F 0 3 f5 I L AE 7= B9 AMIS
EH.

[0034]  ZSZ R B BAR M B — F T XA E AR Rk L K2 % E A #ZHNEA
(2R A « AR SRR OB AR I 53— 75 T B bR A2 SCIT R ) 28 40 AMIS 8 1 AR 77 T SR A
Atk R A 4 AMISE A

[0035]  ASSCETRMIFARE B—H T K& ATHT BABENZ RGNk, rid 77 %a
BEA TS HEAMSEAMNAEEY, K, TR EHMISEE7ESEQ ID NO: 1 5k Hk448-452
Z B B D —NEEBIEME , W7 55 = BRI AR VI EE BT in, frid &
SHMISTE B B AR EH NIAREER A — sty 2N , Ak %4 R-F-SEQ ID NO: 1K) &R
HEBRE I RMISE AT 5, ik EAMISE A BA a4 18 nft 28 7= 7= 28 LA K 3G i
kR

[0036] 7E—ubsTiiy P, AR EA AMISE & (Ban, £ BkAn/ s 4n 8 E 4 AMIS
B EREER) (B HThAs i BLa AT AR W B AR AR T A FVRIT IR  7E— e s 5 3Nk, T A
FIEREVATT I E A AMISE B 4.4SEQ ID NO: 20 S BR i R 255598 H shRe B i — 1k
SERE R F , 7 AT EE VAT R E A AMISE A ALESEQ ID NO: 3 &R ER R F25-567 B H
ThEE A B TE— S 7 Ak, AR AMISHE R TTHY (MIS Responsive I1,MISRIT)FEELE,SK
%, F AR RIAMISRIT (4, B SE98 ) , B & 76 PR BB 4  SPBA R B2 i 40 o 5 238 4
J B 4 B 5B (edenocarcinoma ) 48 o BA K O S8 AR  7E — S SR 75 SN P  EIE AL S B A

12
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BB T LA R JBRE R AT — ol FLRRIE B LSRR R B R A RAREIE VB |
BEE DR G EEE.FE N EE. B E . TR (gun cancer) VBB HE &
PSR BT RE EIRE R RE BB BRI EARBE RBRARERTE
i

[0037]  ZEASCHTRIN 75V M — tesk iy b, EAMISE A MAHTES T RS R
R EZ A BRI ER 2 JE

[0038] 7E—ubSi s AN, ZE RS B 2R I A M0RE S R 5 B B 1A B (MIS) B2 AR HY
FORFAT TR, B i A R T 451 4 2 Ve 4E 4R B 8 2L P05 e A B B R 4 I, 45 4
¥ (biopsy ) HEREES

[0039]  7E—ibsiit 75 AP, I oA T kTt 5% M TR RE B 25 24 M 2 TR R R , 812, L e
FIT 3 968 R A 8 A2 BT 24 1k R R L R AT T 26 RO . R B R T 2 M R AE L Mk R R
(pyrazoloanthrone )i 25 14 B B FH B Tt 24 14 Joe i

[0040]  7E—iusoii b , EAAMIST @I AR IRRA L, Bl , R HE Ik N A2 H 2N
B IR KR A RENATE AR SR A BB B RG2S —
Mosi ji T 2, 48 25 VAT MRS T B TR PR 2 AR WA ST M BV A T T R, 32K
s, B, N

[0041] FE—bszifi R, B D—Fh BAIZEH S5 EHAMISHEE 2544 (B, 2 7 .
A B2 J5 ) R4 T 2R E , IR ARV A va 77 FIBALIT 7, Bl a0, A yr i B Tl LU
BIFIFTH AR AE R A T B R VBB R e B[S AR R T RE(L,9-cd)
-6 (2H)-EA (antra(l,9-cd)pyrazol-6(2H)—one, SP600125) BEN1-~FF F-1 , 9k e Jf 1
AR (M-SP600125) 1, BUE AT THBERT A M ER ThRe 284  E— B SE 7 2 » AT R UY
7o

[0042]  ZRSCATRIIBAN 5 — 5 RigD AT RI7 Bk A7 RIK FIR R Tk, Brid
HEARES TS RE BT ANENBEAMSER, P, frid EHAMISEH S SEQ ID NO:1
(S B R 450 HQZERIIE M , Hooh , 5 B FTR AL yT R YR IT A BRI B AREL R T
B LAMISER [ I I T FTR AL 7 7R 16T B BRI B BR . fE— e st 7 U, EAMISER
R B SRR .

[0043] ACFIARMEBARNET HEYEXEAMISEAERS A TR BEN YT M
7, H, PR EHAMISE A A4 SEQ ID NO: 1R EER450HQERME MR, 7+ B E 1, ik i
RE R IE B ENHNHIP BT (MIS) 5244

[0044]  Zx % BH ) 55— 75 T 05 B )35 i , P 3R 1136 & 60 2 B8 AL DA R & A5 SRR B
SAMISE AR &Y, o, R G EM B SRR (1abel) , FTRIR R R AT K FTid 24
W4E & 70 S A 1 BATR Y LA SR R4S 25 L SR IR T RIS B8N 14 5T (MIS ) 524 B Jed I
B AR AU

[0045]  ZRSCATARMI B A B FE 5 T3 R IGIT B REIE N 2R E I 5 VE, iR I B fE7E
IR FTR 2R E I A MR h VR B Bh Y SR T T Y 52 44 (MISRIT) iy RIA AN/ BRIE 1 »
Hooh, I PRIE A VP BT 45 B, SR 45 SR R B AE AEMISRI T RIA AN/ 5y L Bk e PRER £ 48 =
Bk 52 k3% & a8 A SR BAAMISE A M A & Wk TIe T .

[0046] ACFTRMEE AT R EHLHMISE S ER DA T ERZ R E P H)—MEL

13
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52 b 5 A LM 3 IV KSR B R, B, B IR EAAMISER B & A SEQ 1D NO: 1B
450 HQEREME L RAT M & FARZ (BT, FlaghRdl ) . £ — e se i 7 N , 7T ATk 2b
B 2K P B LE AMISE I A15SEQ 1D NO: 2K & ZEBR SR B 255508 H T B Fr B

[0047] FE—ibsiE Rk, —FhER S M R N 2 E— HsEE T X, B R B
# BA B MRS BRAE K (benign prostatic hypertrophy) BRI 5 BRI BR 2 LN IR -
/B MR EB RO TRT  ABENZREAEEE T BT RBEEEEL 4L
(4. R B R L BB E AR T R MR 5 B 38 4 (Benign Prostatic Hyperplasia,
BPH) . Bl 5l ft8 & (prostate carcinoma) . JE (testicular cancer) JHESER A
75 BRI R T 2R 2B Bk (virilization) B RIS AE
(POCS) « M 3ot 22 i (HA) - 55 B HRHT (TR) - BB Wi B2 % (AN) (HIAR-AN) £ A1 . B S yg 3
BN TE (ovarian hyperthecosis) JEMA#(E 1L (follicular maturation arrest).
W4t (atresia) HERN JEL  DhAE R M T 5 i R E AE LA K 7 iR B (androgen-
producing tumors).

[0048] 7SRRI BEA B E B A B R TT DA R BN HRAE (¥ 5598 BRZEBLI 7k
B AEA T 2REFRENSE AR EHAMISEANAYHSY BEH H
25 SCHT A i B M ISR AR H) BT SR MIMIS B B B BRI 25 &9, o of IR R AL &
WA T 3R 522 1 1 0 ML 335 o 2 /D — P I R A KT, SR 518 AR R RS S A
FRELZHELH B D — PR LA D .

[0049]  ZICATIREIH RN E T H H P KD 2k 1 —Fhek 2 iR i 3R KT §
Fk, TR T EAES T A REN EAMISES , Hf, iR BAMISER S &SEQ ID NO:1
(1 BB 450 FHQZE RIS , Foh , Frik EAAMISIT ik M S AR, A R Hoh , BT B4IMISER
3 TR S o — Fhak 22 i 8 2R ) L 24 i 75 KSR

[0050]  fE—LesSEiy 2, StE BA LU R K BUARHIE R R B Z L , BT iR B B
ZELBII B AR Tk B T UL T 2 B ZREL I 4 A i e e B R L « B PR AT Z1 R B A= (BPH)
B BURGE 2 AL S AR e B R R R A R L SRR S B B
Ab, . %2 B 7 S5 424 4F (POCS ) i 21t 42 9 (HA) - 5% R B0 (TR) - BBl 2 % (AN) (HIAR-AN)
g A | G S5 P B VL JOE 0 O R L BV R L L PR SRR R T RE SR A I T
ANERE DA B P e 2R A

[0051] s FRR i H AR M H T J7 T B B & A SCHT AR ) B AHM TS B (1 BR el A< SC B id i &
YAMTSTR A 0 B 5 I T A8 P AOMIS R 3 i 030 A R 262 Rl Ee 2 B R & E —
s i 77 e, R AT i A 7 {8 B B AAMIS TR 8T R BIR T MR R R Z BLAY
YLEAF5.

Bt = 358 AR

[0052] & 1A-E1BAN SoREE OE O SR H R EAMISHE K R IR 2 E
LA B TMISHIRT S 55 (25N BRI 5EE A MR 5 R (24N E 2R R H 20% H—
I RNSAMR S S BB . I 1B5R i T RE (Bt Y1) 247 S INF LaghR4E ) JLRF (80 5 F7 1 gt
B BT 5 NP Llaghi ) BL K LR(BT S PR3 B A i) DI B ) A AR ) B it KR B L 6
FEflaghRZ () BRI IRI6 S (R FEEA BT S FI(L) FIRE .
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[0053]  [E|2;R M T A EE 4 A\ LR-MISHILRF-MISH 2 4k H8 2 i YL ff) CHOK 1 57 B P MIS A= 7
AL B A FISEIIMIS CHHIHIMISLLI2E % S B Bk (1:200) X4 5 7R 72/t JE My s R 8t LiR
VREAT 4 % V5 JE 1t SDS BRI I 2 9 Ji BNV 328 o AL U RP-MIS .CHO93 3% 7R 2 FIBI K% 77 A FH £
Mo R

[0054]  FEI3A-FEI3B/R t 7 B I R PESDS BRI M) 2 3 JR ENSZE 7 A7 (R A ) SEAAM TS , AP A
PIEIR B . ESATR Y 7 48 FI%H SN B Hidd P e 08 R 51 SEEEMT S 4 L DI N BA &%
S 7 — R4 N B BB I B0 = ) S B AL ) B 4 RF-MIS LRE-MISAIWT-MISHEAT (¥ EL 4% I 3B
TR T ST S Cit i o G2 RS 58 51 5E BEMI S 884k L DI RIRI C LA B & — #8 4orCo
F R AR D=4 St 44k () B 4HRP-MIS \LRP-MISAIWT-MISBEAT A48 0o

[0055]  [EI4A-[RI4BIR ) T 280 B AL P04 b Sug/ml (35uM)WT REAILRF B ZHMISH EL
52 5 LA AMISP=H 5 ) LK BUFR AR TR I 72/ o B AATR H 7 o 5 B AR BRI B B AR
2 LT A ot FEAF 1 AR 2 M 5843 AU 2 B AR A AT B BL B - B 4B DR SRR BRAA TR AR LR o
A2 ) A7 (¥ AR I (LRF-MIS N=6,RF-MIS N=239) W, ¥ K/R3BE (Wolffian duct):M, 2
BE.

[0056]  [E|5A-IEI5BR T B A TUMISER [ f 250 (SEQ 1D NO: 1), M RE AR R I8 )
HEBITICH G 2%k (Hh . BRSO EERFR TS FIZE) ERE T
B A FIMISER [ MR RFFFISEQ 1D NO: L, R E/R T 85 5 751 (B UL R EZYFIG A
AR BRI 5 AF B G051 AR S IR R 5 R R4S 5 T [RI5B/R ] 7 YL BASEQ
ID NO: 1HIEZE BRI b IR A0 A% , IX L G B TR TR I 15 1 FRAT iy VR HIMISH R R
RIS R, B— RSN EEBFE TS FFIZIE) EISBAIF T “RAQR/S™ 1EASEQ
ID NO: 26,

Bk AR

[0057] % BAV RABM B AMISE A , ik iE st EH AMISE B BA L 4P K
I — R Ok BRI AR M YE T B IN B8 AE I B AREL B AR T AMISER A L ik g
M E A AMISTE A AT UL P R A 7, Hoop, IR B4 AMISE B &8 LU A& 21 RY
Kex P &7 45 CFT B0 L AR % KMIMISHT 55U M SEMISRT & 751, LB &£
YIEME B IR E— sty S, X — B RIMIS R A BRAS B L R At A 1) P BT A
REARE .

[0058] [ L, ZEACH, KB AST KRN FFFEAT T TR SRR I IR Y1 %, 3 th ik
{FBMISHY AL BE I N & B N IB ALk b N T Aras DR H 4L . .
[0059] R EH NG 54N B 4 AMISE A B4 R A& IEMISHT T /751 i A ZSEQ ID NO:1
W R RS 1- 25025/ E B MISRT S P71 A8 — Bt F RN, BT SR FI B a EAM =
R, Biltn, ALY 15 B 751 (HSA) B hAE A B ERAE i — s st 7 p , BT S R0
A SEQ ID NO:6HI24 MR EERBILThAE B, FF B RSEQ ID NO: IS ERMBRE1-25. 0N
BA R, X— I — S 7 BEAMISEA N YIE X — & &5 TREN YT,
e E 15 R BB T Y0 S B N T B A A Rl X ML A A R T R Q0T S
BT T 0 T B B AMISE K 1 — MR AT B B S AT (XX Tk #E
FF- a7 0 B0 DL B Atk B b 2 A i 4R 4 rp 9% M IS A A ELAE R 8 43 FHIL ) i A — 3 R
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W EE) K AEYIEHEMIS. lAt, bR B E A FHEE S EAR PR T HFES — X
HEZGEAKREXREEN . EAXF, RANEZHE RS iEH £ /R T RE 5%
S ME TR R BRI AR IMIS o FE— N SE M5 NP, IR “FLAG™ Fr 48, X B T/
B3 BT iz bR g i A aith i s BFE R .

[0060] fnACHRFriHEH, AR HIRE TETAERENZAES TARENETA
Frif EHAMISE A R Ehfe B BURATAEYI R YR IT 2 R aE i 7 ik o AT B A R B AL &9
WA H LS Y-S T R ESFRBIBL S T AMISEMISE S ¥ SR TG
MISRITHIVE LS BIVATT BAE SR BRAR FF B M S F B AMISE B K DhRe  BRAATAE
WYy 52 25 AT E A9 , BRI — H T 0 5, AR A RRE B FE (B R PR TR IAMIS Z AR RY
TR , B A0 ZIAMI SR TH BB RE , B A B ANKR F BP 5L . B IR F 7 8 W R . 7] FAMISERE
MIS{E S %% S IH AL Sl va 7 BRAS 4R M (R 00 2L B 0 A2 M B Tk R o (B iE ) ~ B SR  ver Y
HEMER (L TINERRK EER) U REEBERT S EE (05 25 hE
(testotoxicosis) ) BRAT T iR Z MK P e Canmd SRR FE) -

[0061] %X

[0062] 7 H(EACI, X B4 7 7E R R i (ELFE TR BE 35« S 491 LA B2 B B RO ASUR 22 5K
) o (8 FA B e RAE R IE B B X A BT A AR BRI ERERFT 55
KA T R BRI B B N SR BT AR A SCHE & .

[0063] ARG “L2Eh N4 R A1 MIS” 76 A SO b A] B3 AF A, MM I B8 B R
AMH, R H5 7E 5548 _EARLFMISHI4L &P A0y i . “MIS” B8R “S#h M 4 iT” & 5 EA 5SEQ 1D
NO: 1B E MR HL 26-560E /D #160% BREDHAT0% RE S A80% B E D A0% EE
/D#195% JERE D196 % ERE D197 % JBRE D #4198 % (ER A #4199 % AHIF I BEER P S
(K1 %2 Bk o« A % B & 7E L3R B 5 B AR RIMIS IR A8 93 P 2 A b A ) B9 26 3 1 B B v 1Y
2 M3 MR I B 20 AMISHY 5838 T 2 o 2R 2R IMTS 23 T B SE B A 78 BF AR BIMI SHY R IR 7
F (4140, SEQ ID NO: 1A & ILER SR 5 26-560) Hh 17 MIRR - 1 N BREUAR o BT B0 3 Y 420 ot ) L
B B0 40 BF A RIMIS AN B 40 AMISHI 25 DhRE AT AV UL KM ECEE (aglycone) 2. It
Hh, NEHMISHR [ AT A A 2 40 DNAT R SR 3Rk 48, 502 AT LA EIMISER B AL 22 8 LR 3R A5
(S, AMISH) B A4 FUZER ST N FRefSeq NO:NM_000479, A 5| FHR 5 20 H 3 AA L o
[0064]  RIE “LREHHNEIM R L1 RY S2AK” B “MISRIT” FEA S h o] B3 E FH, FHLAFEMISHITI
U2 4k , RIBMISRIT S 78 W 25 SMISRITFIMISRI T A ThEeATAE Wt A b B VB T AMIS 244
MISRITIEAAMHR2E R B 4 , S5 10 B B9, AMISRITH 4% BR 7 51 54 B2 -T-NM_020547 0
GenBank NO:AF172932, LA 5| FHf 77 208 & 119F A4

[0065] ARiB“BfAERY” 4 HIRERAGENRIGEAMN ZZETRFFISHEM S BEES
e 51 R ER 4Y, Al AR B BT TR AER o IR, AR ST R A FRIT , AMISHI R B e Y B A2 7Y
FEBFFIN R TSEQ ID NO: 1, Hrp, BB 1 -25% R T T 75 MISHHT BB &F
SEQ ID NO:1HJEE MR EE26-560 (40, Bk 1-25/ B S P51 , 2R 5 il WA SR g Y
PIEIHEAT B 5 0 T2 T 72 B e MEMIS R — BR A4

[0066] A< 3BT FHEARYE “TI IS MEMISZ IR BRIEAR S H MEMISE AR ThREME S & B IR & &
BRI 2 D — 5 B A TRHIMISZ AR .

[0067] “4RIBMISHIZ B EERBRIEL KM ZHER, TR L KS5X M TSEQ 1D

16



CN 105473154 A iﬁ' AR B 10/77 W

NO: 1R BB R B 26-560 I E M A BB F IR A B/ H60% REDSATO% HE DL
80% JERE D #190% B E DA Y% B E D196 % (B E D H197 % (ERE D £998% (ERE D
£199% i Fp 51—t .

[0068]  RiE “HRAPE” RIGAEA VRSBV R TR SRR HEULRHRF
B e (AT (R, B L B4 A B e Ar ) Bk 5 B9 AE BY 2R 1 R R B o IR AT 2508 o RAE R
17 5 “RA T E A A RSB E B E A R 5B E A DR U, RIE “R
ASAR” FN AR AR A TR A A SR , MAE % R T E AR O 1 Tyae e (Blin
BN R T H RS , BRI R T B M SRS I R (B0, SRR B R R TUER
H)) TEA R E R, RIGRT 5L AMERT P A HERE .

[0069]  ZkSCRT FIBIARAE “ZH B “4b A ¥ AR T 23R H LU IR BLTRBS B35 i 5 BL
RRE B Ab 2 SEAR B A W B (BRAL 2 SEAR ERAE 7 S I AR A o AL B SRR BRAE D 7 i LR
HIENFRILS FRAEY, ERTARKKAED, BEMBEYLS FRENS F . B2
1 A% TR RN SR AB A6 I A R, ) 40l UK B RNAG (B s iRNABE shRNA) L Bk BRAL UL 47
(peptidomimetics) 524K ECARRIFIE &K (aptamers) « 2 BKZEREBD , BREAIR A
B, TR R R BB LA ERY, AFEESRT &S  ERER L
(ribozymes) DNABE HE R 1 .siRNALAEZE A3 VEAR, DL R EATHB G AA & .

[0070] RIE“KB” B AMI A M A TH AM LB BERESEZHE
(nucleobase)[¥IDNARNA BB I AT A2 MBS AU R 23 F (BRI BE) o 12 Bk 0,485 4 N DNA =
R K SR AFAE VL e B I B (B 40, BRIE A “A” | SHIGERA “G7 | i R A IE T B MO M e
“C” ) BRRNATH &% EILE R SR FE 7 0 P A BRI L (450401, A G JRIENE “U” BRC) o RTE “IR TR i
BARE BERER M ZEER, HEARNER WITRE AR BZER BN EKEN
3B A100MRIRE R 2 F . RIE “SRER” B0 R KE X T A100MEIRER 2D —F
DT ARVE R BIR AR H R, )0, BLEAZFE % FR (DNA) FIAZFEAZ BR (RNA) (FETE H 15 O
) %A TE S 7 ELE AR N R M I R A% R 2R AU ) RS YT RVAEIDNATK 28404 L BL B
& T T AR M S 5 AR B (IE BRSO BEFIXUEE 2 iR B R - ARE “S L HER P 5"
“GE RS TEA SR AT DL 3 E A

[0071] AT d FARIARE “BER” B 18878 Rt £ BRI FF ORI BHAE FAZ TR , B3R AP B T FF
T B (AR H0) & FFF . “B R B E P~ 0 w8 FF 51 DL Sz £ K 7= 4 8 A 2 1)
X, A5 % E =5 UTRX FI3° UTRIX « & F A R B 3 T X ks SOBH R fa ik
F B BAR S T R, o AR S PTR Bk 4 TR 4 BLAh R A b BN ER TS e H AN AR
SN o TR I AR T R S B F R S A 2 TR R TSI — AN B A B AMIEER
“H.4MJ (complement)” I SEE 7 T o A SCHT FAR S SEAL TR T FHBT 4R “ss” nvE , SEEIZ R H
B “ds” KRk, SHEMIR BRI 4% “is” ik ARE “B R B85 574 £ IKBERIDNARX B
(segment), B A EHBX Z AIAZ EH XIR U &S RGXE (SR T ) Z 8] 7)1 5 51
(intervening sequences) (A& T). BT BEHHEFBHEMEEWNZRFIIX . EF
SHEETEOND T (FIIRNAR S B L B REF) AT 46 T H EULUEsHZR P 584
S B S T RIE “BISR T RAE S SRR B RIS AL IR AR A AT RS o 1R
FALAAEAE— 7 B ARAE A, 3 7T BAFE R Bh 70 YR T U .

[0072]  ZRSCAT RS “BEF=40" 8% R 18655 i 2 R 5% F M RNA (H i0mRNA ) (B B
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F [R5 A BX EB RNATH 12 1 2 K

[0073] REBE” 5 LI ATHLMEH, BEEBRRENREY, H BAR 68/,
JkVZERE BB AN 2 B 4 (mul timers ) 2 4 2 3l it AN R B 00 ZR T HE D Y BB IR A K
FH, TR EWAEF EHA TR SRR U RTR R B AR EN AR AL =
B IERRFEN SRR, HOEAARRE XA A KE AR A B % e i
GARIE R ALEE L B FE B R (FI0SEQ 1D NO: 1M R ZEER 1-250 /1 F 7 5 VIE]) AE i
JEAB T, BN BT B AL Z B AL BERR AL R B K AR U (9 dn el BR AR R 1 R
& BE AR E BB (PO BATHYIED & a4 B FARKRAK B K, “S I REE
B 3ot F AR FE B BB (U an R PR AN B e (AR AR A 5 e Ol = AR TR ) I
B, RERREE R T TEEN X EBBT E B R (Bl A R SE TN
B (BBl P A % R A B T8 R R A8 L B T-PCRY™ H BRI v EE 4 DNA G ¥ 7= A )
B 2 INEE A O B A A M HE T B B R M AR (B S AL, B R 4 E X
W% . SHKAE , B S S50l B R E SR SEA . T AR B B 87, 43T -
RAE “BR” 3 R 16 R I IR B B D- B R B L -E R E D- R AR AL- AR R R
SRR RN E R TS B A S B OWANERBRE, B KENTA0NE
HER .

[0074] FERUER T, ERREER(BFEARNERREER . BHRNEER BE—
AEREZAD-EE) B AR (AW ECHMN & T EE BRI FH) 20T B A8EL &
HL-EEBIIER, S ED-E B A B AER S B AR PRI B AR e e . Bk, A8 TiEk
22 A K [ 445 P B4 P R RN, MB35 N D-E R IN IR ET 4% B A 3E RARTI S L D-k
ot P VB P R B AR 0 S B TR 52 M, TR 7 BT B 29 M AN & W i SESF I DUIRES |
R (trans—epithelial )% fN% & (transdermal ) 3#i% BUE K K A H A4 (membrane-
permanent complexes )HAEMF A (5 L SCHIE— 25018 < DA IEAS Y 1 A 75 A A0
W R (interstitial ) Z iy (CAAEE UML) o8 FID- R4 4 (D-isomer ) BRiE T 155 T 7
BRI S S A TR B R i AN O RS b R ik . e Ah  D- BN BEHCA RO T BL#
TR T IIK FEH LRSS0 i H BT M i 234, H R A K AT gE R H L
PR SRR SR R R o BRI, WIS PRI 41 2 3B Bk (penetrating peptide) FFFIRID-F
HIRIE IR BB S I L- B A TR 2R L UL B YA IT BRI D- R A AT A 2 IR & ) o FE — 25K
Wi, B AMISE A ED- SRR ERL-FREBRIEM R, B A EHRAFENL-Z
ELERHR L BLA LA R A AR AT 43 AR I P2 3o 4 R BR A AL A SR U R % R AR XY T /Y

[0075] ZAEHTH—HWLH AR P, BELAAMISEHR R BREATEY I AYRIK
(retro-inverso peptides). W R RIS E D— M B _EMET M k5 (reversal )i
Fi , B, AR T B A R e 1 ) T o R S AR SR B 0 S 3« TR B, 1 R 2R B B
25 i R R S T AR T R B K BUAR 5 G R SR AR B 0 1 I 9 4 2 o 0 R BKCRT B¢
BL-EEBRRD-EER. . REL-SEBAD-EXRIESY, EL A AERIAD-RH
. R R B B P (U 4 R R R 3 At AR ERRE SR 2K BT
BERY KA R 54 B R I B B R SR AR B R, U0 R 4 U B ¥ B ER TR AR ) )
e 00 2 AR AL B @ - B AR B - — 2 P 452 (geminal-diaminomethanes) MR ZER %/ B
(malonates)® ¥ . BRI G BN ERERAED B EFTERAER —FHHRE
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B R 8 R AE LA R SCER A BT #iiR : Bonelli,F.%¢,Int J Pept Protein Res.24
(6):553-6(1984) ;Verdini,A%1Viscomi,G.C.,J.Chem.Soc.Perkin Trans.1:697-701
(1985); LA K EE % FINo.6,261,569, LA5| K7 XA TA TR I N A FFY R KL
VIR E A S R L2 2 #R (EP 97994-B) , 85T 5| s H BRI A AL .

[0076]  Z<3CFF FARIARTE K . 2 KBRS F B “H B R 18 % 4 TR EE SR (contiguous)
2 K F 4 AT A ARIE “E A B B B RRFEMMISH & E B 51 (SEQ 1D
NO: DA TSR & BERE R F A RRFENEER T H . R E A @R EHAMIS
BE B (fragnenting) T3R8 (B0 W R R A T & FRAFENEER T 58 RHID %
F7 51 By 84540 57 ( DNABRRNA ) B 5 51 ) AR T & B TR R B A R 2 T B B0 AMISEE B
I RARFFE M BB FFIATAE TR JE M, 2 F R B B R R TR A F R 2 k1
£ sy R, HE AMISHIShEE FBLE DA CHE MU RE DA SN
B E— e R, TS A B A AR AMISTE [ (1 Cli 45 M 38 1) 55 43 0 / BN 45 #4 1k
(IR (Bdm, B o T B HITE ME 2 D A ST BT A FFISEQ 1D NO: 1A BF A= ZUMISE 19 1Y
VE MR T A ST A FFRISEQ 1D NO: 1A B AE RIMIS B A FVE P B rT VR 40 AMISEE /Y
FEHAREAEA R EA.

[0077]  ZEASCFT AT A A EH AMISE A K F B (440, SEQ ID NO: 2ELSEQ
ID NO:3fIThEE A B ) ZEAR P ELASEQ ID NO: 2% BEBRSEQ ID NO: 3% ikf 2 />30% HITE T
3, ATE B B SR A A W0 23 # o 5| R R B Rk (A AR SCEE S AP R B A T Y ) o HR )1
i, ELE AMISE AR ThRS A B NSEQ ID NO:2BRSEQ ID NO:3eR{E—Fhif) i B, B Z A
By BR R AR R % H BRI P2 4R 5SEQ ID NO:2BLSEQ ID NO:34HEL 2 /30% i AR &
4, L5 & FEALMISRIT L BR 40 A ST 2 FF M 70 B A IR AL ZE ) 4 A b SR B BV E B (S
W& 4) AT HT R A BT N R (B, AR B A “F B AAZ DA64 29
ANVEDLLIEAN B DL20N B AL EADAA0N B D50 E D L1004 E DL
2501 28 2D 213004 (B K 18] ) A B A AR BR B 22 IR o 7 1 R B HECoR vl A N
R U 280 51 BRC AR B RTINS St S 84 (A9 AN 3 C R 34 RN o FIC R g — 3 I 481 e 22 2>
I E DN BN BN B SAN E DS ED 10N ESIEN B D204 E 25
AN VE LN E S0 EADTEA E D100 B E 2 ANE IR ) AR REL AR N R E
o 155 AL AR S0 A S ik 1k 2K B L I 2SSEQ 1D NO:2EBRSEQ ID NO: 3F4 F BRI sl an 43 5l
MSEQ ID NO:28(SEQ ID NO:3MINA s AN/ BCAR M MIER1.2.3.4.5.6.7.8. 9810 R
882 F10/MNE B, HIn154 .30 .50 100 ER £ T 100 &R B R . 3B it FHSEQ ID NO:2
BESEQ ID NO:3WAFF (sequentially)MHIRNK ik /BLCHR it & HE Be 5@ 1t fh 40 AMISER H
IR A N A 3 0 / BRCAR 3 S L B , VP BT 75 B BB Bt B o BB 224 e A DD S0 1 BB
FER) B ThEs , AU @R AN BT AE S S AT AT T ENEEMTE A
ERAEA SR A T & B 7 FEIISEQ ID NO:28%SEQ ID NO:3f&/Mik B ATLA %
AN /N BR #1138 Th B8 i B o 3 4k By B AT RIS M 82 (bridging) ke Sk e 52 . 7] LR 5 Mk %
LR H AR AFR L B AR N R 5P AE % B2 TSEQ ID NO: 2BXSEQ
ID NO: 38 &4 AMISE [ T = B A SCHT A TR B 4 AMISE B vEWMISRITERAE B Hh B R
A W43 AT R B T S (s S e B A TR ) o (58 B RS AR P A, i SR B0 AMISER H /Y v BOR:
B WA ST A FFHI X RTSEQ ID NO:2BKSEQ ID NO: 3 E L AMISE H I ZE/>30% Y
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VEME, IR 4% B AR R (valid) BEHAMISE A A B, H ol BT AR AFFHIA
SMFIFE E— S 30H ,SEQ ID NO:28%SEQ ID NO: 3 F BRI A>T 2004 Bl
HF 150408 F 1004 BRAF 504 B AF 204 SEQ ID NO:2EKSEQ ID NO:3HEEEM 1T
— e A7 F0 A, SEQ ID NO:28YSEQ ID NO: 3f f BN K B /0T 1004 S HE B I Bk - SR T
W EFTR, Z B B BTN E DN RER . EDLAINELAIAN EDL200 . E L3I0
ANE D EA0N B ZI500 (B D L1004 L E A Z)250 /> #1500 (FICEL [A] (Y (R 47T B4
MLERECE R

[0078]  ASCAT ARIARIE “f1EY” R B FIMERR T #i 45t R 2 ZBEL
(AR Z T4 B INE B0 TR AR BT RBR MK 450 F 2 FBE A2k
G F— I AL 223 A0 L % TR B —0 TR FTAEY” JEE 45 v & %5 T
(AR R AR 3 A B0, BTIR 3R 23 AT DL R 4 TR0 B 0 L VPR BRI 55 % 2 T 1Y
R AT B B AL BEE N SRR H 385 A FF TRemington’s Pharmaceutical
Sciences, #5185k ,A.R.CGennaro® ,MackPubl. ,Easton,PA(1990)

[0079] 45 “RTA=My” BR “AR A" BR “ P B 45 & (8 FIR , RAB “Thae ity R R A SR Z Ik
A E TR AR AR A AR E T (SR T T EREA  THD M Z I (5 — 2 KR AT — 2 kK Zh
BERTAEY) BRI RS A BY) . RIBIIRERTAE W & AR S FH A R B S ETE .
TR E R or, “HeA B AR Bk E WSt (B a0, (EMISRIIVE 4L ) A 2 E £ ik (B0 AR
97 ff B A BIMIS £ RRER BB A AMISER B ) MIE M B /025% (B E A 35% (ERE D50% , {Lik
KB L IRIEMERIE60% S H L IIE MR 70% B E Z BKIEMHEI80% B H 2 ARG
90% .S ZAIETERI95% B H £ IKIE R 100% BRE 2 58 & (B, AR EAT A M0 75 1t E
HAKE),PIASH 2 IEMER110% .S E 2 BRIE R 120 % B b Hm)if i, 21X~
RS, EAAMISE AR “BEA AR Shit i BB B RS THMEH AMISEAR
FEE Mg M A B AR MR e B 2025 % VB D 35% B A50% o LA A FFRY B AMIS
FE (B0, SEQ 1D NO:2BYSEQ ID NO:3)HIThae / BLEik A1, SEQ ID NO:2BRSEQ ID NO:
MK IRE B BG4 R R T VS ALMISRIT Y% M BRAE B 88 IR0 A W 20 A o BV M (A0 43T
SR BT FFEG ) i85 SEQ 1D NO: 28RSEQ ID NO: 3f9#8 4 I 2 1 Bk« sk A 7ETEAL
MISRIIBE7E 22 8% 1B 4k 24 W43 ¥ op B S 2 8B 1B 4L 75 T (A0 A SRR A FF K ) AR EL 21K SEQ
ID NO:28RSEQ ID NO:3Ti =R T ED25% E/35% . E50% B 060% ED70% 2
80% E90%  ZE 95% \ F /100 % B 5 5w AV P (B, A A SlAT AR M TE PR EE SEQ
ID NO:1HyHF 4 FIMISER & SEQ ID NO:2BLSEQ ID NO:3fEL AMISEA ) (Flw=E A
110% &= /120% Bk LA _FRI7E#E ) ISEQ ID NO:28SEQ ID NO: 3y KB AR A—5£41, LA
MIS(H#IISEQ ID NO: 1EE L 26-560) K1 5 BOAFI MISHI H B S R IRE T R TEHE
BALHENE RS SEQ ID NO: LA ERE26-560 1 284 A 28 A Bk s (RIETE Z BB £
W57 o B AR BB AL 5 T (I A SCSE R P BTR ) ) AHELSEQ 1D NO: 1R & 24 26-560
MAeEKTSHEETED25%  ED3B5% ED50% . ED60%  EAT0% EA80% E D
90% & />95% . /100 % BLEE ZE T B A P (B, 28 A B AT A W I 055 1A B B AR T B 3 1
B (FIIZE110% B A 120% S EA R E M) BISEQ 1D NO: LI EEEFR 265601 F1 B . 1
S9TT B SL4,SEQ 1D NO:6HIHSART S IR A BUS-S £ 4 SEQ ID NO:6fH 4 RIEH
8% £ Jik, B B EnUS & FI5, 759, 8020 4 FF i 43 #r BT s 9 (LA 51 FE ¥ 77 20 LR AR I AN A
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), #HELSEQ ID NO:6H)4KHSART S RIS , frid FBRARE T E25% E35% £
50% ED60% ELT0% EH80% EAH0% . EDI5% E/100% B EEE HHFITE N
BT, 2B 4 BRAT A B 75 1k b B A= RUHSA R F B TE PR R ) (Bl InZE A 110% (E 120 % B A b
AITEE) o

[0080]  JRIE “THEEHTAEM FHEIY (nimetic)” BL “EMiEHER A" B “EMpvatE B 7]
B A, 1B H 5RETEES F (B, BEHAMISEE ) FAEME A EAEIE £ YTE
1 (Thee 75 T B M T ) ML &Y (ZAL &R TR SRS 4 F I ShRAT M) ARIE DI RE
REMBAARED T A BRI ZEATEY .

[0081]  ARiE “THREMTAEYY B FEEIES TR R BD CBK” UM 8 W 2EATHEY” 0
BT BA E A AR S5 Bk R BN 2 T B AR EWE T, — A TH0A
REB—4F Bk AR JE I, EBE AT BA NS, BER — N TSN
TR — 4 F iR R B B R R ERRRE T 5 I AR, AR EATRZR AR (KA
VELE A SO I ) o BAE AMISTER A B Bl & BRIEED R L 58 TR A B
A _EABU 4 F o 4 F & B B HAREIR S T — 32 BB Itk 25 a0, &% TN
BB — 4TI AT (A0SR FIR ) « G2 3820 W] B 35 4% 20 7 BOVE P IR AR )
A 5EHASE B, BT B840 T AR AR TR 35 1 L T R BB 55 1% 40 F AR R A BRI BIAE A
s Bt A Btk 2R R R Y 264> A FF FRemington’s Pharmaceutical Sciences,2818kK,
A.R.Gennaro3 ,MackPubl. ,Easton,PA(1990) .

[0082]  EELH AMISE M Bk &R BIEEEMATEE L EBAN > FREFBREAR LM
WL 53 F BRI, ST B RS “B4k” B iR — BB MR ERBUXER MR S n. &
e BN BB T AN B T RRFF AL £ KB ER , (B4R B 7 X e RARFFTEN & F I — ek &2
FE 2 ThRE BRAEME LI PR B S - B L IR B S B 48 AN ) (0 RARFRTE I R AL IR TR AR BAR
R R R AL B e IR R A R B BT A N RS BRI ST, R
M Th RS EL R ~F 75 T B A AR FR 0 5 — RABFENEE R B % 2 P 88 R £ R
B AR B TR RS 0 B R AN AR Hb, LR AR R SRR (B0, SR E A
i 4E 1 FARFEAE I IR ) B 7E T Ik oF (O B R B & (B, TR R B el e i B
FRER B K M LS ) B, Horh, AR M B R R B R R FEN TR A — L3 77 2K
o, SRR B ORI At 2 R B AR, RE R A ES N 5 S E
W I B 22 AR EG (4540 5 B 25 T 2 M EP R BR 2 BRABEL ) I, ZE— R E54 . —REEM BR=4
AT AT 2 R A S k. A AMISTER A K Bk R B RIS TEAM TR L
R b AT, B, oo BT B Th AR VE UMISRT LR 8

[0083]  45ifu1, E 40 AMISES A AT &8 A FSEQ ID NO:28KSEQ ID NO:3#HIZ it
SRR RSB F— 25, SEQ ID NO:28KSEQ ID NO: S AR AR 22
FFHYSEQ ID NO:28RSEQ ID NO:3f A BY FE—4esEiE 7 3\ , BRI ASEQ ID NO:2BLSEQ
ID NO: 3HIANFI B AR (isoform) , BUE T &8 INFE B AR B R B A2 4 0] (8 Al A s 2
BN T R4 B AR R RARTETER & AR BB A BRI 2B M 2 IR B RRELZ Bk a0
PR, TR A4 R T E BB R RTF AR ERTRNOSE T FHHSH P
TGS 2 B b I B LR B 4 N R B A ANRE B R IE T B S B E R r A L THER
BB e, AL FE R TR B IR 7E 1R RS B R AR S P R R B AN S PR E B,
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Bitr{E AR FB % R BIEAEA BB SEBAEA .

[0084] 44k £ BRE , RAE “fRsF B R 1% PR S E R H AR F A 52 B LR £ ik
BT o I, (ST B R 8 F R AL 2 R AR B R RE B R KRR R R
FEREBREHOEESEARBRAIFTERIIER ERLEREHRATER BT
ERBHNLER. FFEERER B —EERW A LG A/ B R 5
—EEBBRTFE NS SERBRNFEERBIIER BRLERBRNGETR .
K FHERERALER . F SRR ERFEIN Ry BRI T 2 IE AR
S ) S e S L R AT B 5 s B L RELLE R (B A BR T B T W MEER SR P AR P ER AR
M1 25 ) ) L0 R B B X R B AT B 4, AT BV 66 2 o S b A B IR 1 B o 0 N R (R IR Y
FEE (B, 2 ST A TR BRI A T-r e 4B AN/ SRR 2D 2 P 4R Rl F (R RE 7 ) SR AL T Thie M
BRI R T BRRELTIS P R AN A, UL T AES B BESM ARTERN
HEB: DFEBRWN) L8RS FEKT)2)RXER (D) BEE(E) : 3) RLEEN) .
BEBRE(Q) 4) R R) AR (K):5) R RER (D AR L) ARERM SRR
(V)L E6)FERER(F) BAEB(Y) . BEB(W) . (85 WCreighton,Proteins,
W.H.Freeman and Company(1984)).7E—Heszifi 52\ f , 2% R BN G B A~ S B AR B /)
B R RN S B N SR INB AT AR R MR B AR B IR R A EMISE
I VE (B, BB AMISTR [ B R E 46 P B BB BB B8y, X AT A ST 28 F
B SR B B AL A MDA EAT I 5 ) R AR B 5 L A N BRI S R s 7R 44 1 -5 N R BRI VG
B AR SP R B BRI 3R T B TR o 4 B IR A BT 10 A B AT 2, 0, EER R TR
K4 B R B E BN RGN ERREZEN .

loo85] fEBMM LA R, WETOHAENERRALE, B, B TIEr 25 (8,
METFREETFEANATABNERER, 22 ERAES RETENSR G HET K%
AREIAM R GBS E B R R AN R R RN A REER SRR T RER B RN ILRE
A4 b B A S E L B 4n, tnDordo%s, J . Mol Biol,1999,217,721-739;Taylor%%,
J.Theor.Biol.119(1986);205-218; LA &S .French#lB.Robson, J.Mol.Evol.19(1983)171
R TR B, S8 B E T 5 A BUK AN B R R (BT R 8 TN ERER) R T
SRS W, 0T FBE AERIR T UL T B KV E IR AF, I TE IR YSEK, P EHNA, KE
B NDEQ, KENE #: HDERG , HR B B 0K, G B B ANERA K TE #: J9SERK, 14D B #ANEL
B, 1B ALERY, BFE AT, S B H ATEA, BREHAK, HBCE BN, KK E AR,
Y AE ¥ RS KELP.

[0086] 7E & RMISEiE TR P, EAE R IE TEARKAFEAERM R TEERER,
Bt , et A FA ST A Bk SR A RS (B, AR B T RAIME SRR S A &N RTER,
BB ARIR T , A 05 46 FILL T R =r B B VB BONF B TE HONABKS, 4 TE HOALEY , W
BV, EME L, BNB D, K6 E BN, G TE B ONATS, DB HAN, K TEH AL
BV, P B oYL, S E B RARTLA RS AT #0956 TERY £ — e 5 7 2 » AR AR5
REBERBREERERERN . EHAMISEA K4 (HII0,SEQ ID NO:28(SEQ ID NO:
SRS ) & B RIS AE M AN ThEE F 5SEQ ID NO:28YSEQ ID NO: 3528 F a7 B
A L AHBRAEAT 2 F

(00871 R¥E“FI¥E M (homology)” « “— Btk (identity)” A “MIfltE (similarity)” 28 W
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ANk 2 18] BRI AN B A b o PR A2 R 40 22 1) Fe 5 AR AL 2 B o B R M AN — B e & B P Bl
B TR B B T BEAT B X B & R B R B AL ELDOR A R L B0, B R B T AL TR L
B R E R YR B, FIGNBLAST, 2. 2. 14RR A « 24 b 52 4 7 51 1 458 [ ar 25 06 A [ sl ok B
FIEILER G 18, I A FIEZALE R AR M 4% R A BB AR R E (P, =
[ 0/ B e, 4 R 5 TR ARGL, 0, Bl IR S E R E ) 5 1R, AT ix e FEZME £
[ Y B (AEABLAG) ) o 4B 9 R PR b / AR PE BR — Bt 1 4 Ll B 3Rk 340 Bl F 7E BL AL PR 51 3L
BRI E EADE SRR SR BE R R R 8 ERIER” 5 5430
RO T80 51 B AR F-40% 1 — B, B R AR T-25 % i — Btk

[0088] ACET ARG “FoH—8M SERRANMERETRRERARFIERNMLER
O 2 AEE B (B, BA— MR IR —MEHBR (nucleotide-by-nucleotide ) Bl — ik
B— MR (residue-by-residue) R . ARE “FEdl —BUER E 2 @i WL T A =t
HARE] XL R TP AN B b X R R B AT LU L B S T B A PR B R R IR A R
(AT C.G UBRT) BRFR 3 1 7 B H 20 B USRS ARG A A7 B 0 80R , A DL SR Az B Y
B AL BE O R A B B BB, B DR/ IR &5 R AL 100, M T3R5 51— B
IR

[0089] A SCFTHIRIARE “BA L—B RREBERREER TN S, K, ride
BREBRREEBRSENTFI . EZDINMRER(6ANERR) M BEMHLEE O @% N
EED2U-MEEHIR(8-16NRER)MBEME O+, LS FFIm s REED85% 1
B 51— B A ZE 2290 % -95 % PR 51 — B BB E N EA99% 1 T B — BRI FFA
Hoh, o — B B At B AR B O oS L 5 5 R E A IR B I (IR BR A
I RS B 20% BELL T ) B B 51 HEAT EL ISR 5L . S E B W R R P S ) T4
24 FT-HR 22 BRAS , RAE “FEUME” BTl — & 2 MM E R R T MRTAERER 5B -
2% 22 JIK B R B 3AT LU R A AE

[0090] 73048 A AR TE “FI VB (homologous )” BX “FIE# (homologues )” AT HL# A% A, FF
B, 7EAT#R 2% E B MR, R 2Rt T B R b FbL 8 () an s B B A AR T EL SRy
BRINSHUIBLAST, 2. 2. 4R A (B A )i, A 2 EBRR S I B e e 75 (BE
EYHEETBREATUMNG REERBASMER) EZDT0% MR E R GBE MNLT5%-
99% B 2 7 #4798 %6 -99 %6 F 2% H BR o & A ) 19 « A SCAE AR AR 1E “R] &4 (homolog)”
BY, ] R VB HE 7 G5 MR /B ThAE 7 T I R IR o5 T R SRR M, i R TP E D50% 2
D60% B /DT0%  E 80% ZE/90% L /95 % M B 97 % AHE] L Ek & 4299 % AHF ,
X B B R [F] R . Xof A B ) 3 R BR A A IR SR 0 B4 e T B AR TR B R N R B
JE o

[0091] RE“EA FEE BREEDI0Y% . EDI5% HF . E96% HE E97% HE
% /198 % AR 8L 2099 % MR ) FF- 71 o R Y8 B2 31 AT LA A& AN TR 4 o (¥ A TR) Th R 2 B8 o A
By 252 R B 41 R R0 B 72 T b AR TR R A R 5 M E

[0092] HNEFHASFEREREA LAMKEW, E WRHE N2 FEF UK EWENE
(B4, R B2 FEREEBIEAUMISRIT) , — N PN A S S — A0 F AR AR . A
I, MBS F BA AR ATE M (Bt , 558 FSEQ ID NO: 1HIMISER H B S TSEQ 1D
NO:28%SEQ ID NO: 3 4 AMISHE F AU AL S ¥yEMISR I T B 40 AMISER B H) 38 44) , B
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ER— AN FIEMER—SFhHRRN . BEIMEREERREFFIFH AR, ZM
AN FABAN R, I B A AT AR M ik . Bk, i B2 7 B AU
A ME N B R — AN FRIGEE R — 2T P IF R RUL B0 B R EIERRRE 51
HARME , TAER A R (L AREE AR E AR A58, ST LEAAN
MISE B (AFEM - FHSEQ ID NO:288SEQ ID NO:34IBMEH AMISEAM S HEHAN
MISZE I ThESAS ) , RE “Be A& FARMLY & B R IBIS EN BARFF (B, BHAMISEE
(g AS PR ST A 4 ) ) g — AN B E A B B MR SR N TR AR R T-SEQ ID NO: 1HIRAR (8K
B A R MIS P 5158 8 40 AMISEE 9 751 (B, HSEQ ID NO:28SEQ ID NO:34ws) , NiLprik
55210 B AR R I Y 3R (net effect) R T FEIA ST AFFHI ELH AMISER B H K ILH)
HWITENE I B D — 34 X — AT, 5 EH AMISE A M8 L B A BARTE E R AR E A
R A YE R S UL R E R B F AN AR ER Y EME L R E RPN,
GRS SRADEE A F AL SRR VI TS B AR 2 L H BRI AR 5 S 2 RER
FpF A FARDL, IS HEFRFIRER R () ERF 5 5 & RAMISIZERI %
TR s 8 (b ) AR & FE P24k (moderately stringent)2&f N, R BRFF FIREWE A3 = HSEQ 1D
NO:4BESEQ ID NO:54mfBf B H AMISE A M EHERFS, 7+ BRA 52 HAAMISES H
AL R MNE T L B (o) A T () BR (b) R T e LI E R T 91 i B R P U R w e+
M4t B R 8 31 (degenerate) , MIZKEH R 5 51 5 A AT A FFHISEQ ID NO:4EKSEQ ID
NO: SRS TR P Bl e A EARBY A FAUM R A BB 5RAEONMENFIIEA
KT #180% H AR ALLYE

(0093] ZELHKFHIRIERT , RIE “BAMMUE (substantial similarity)” RmSREE
ST RS EH 020 MR RBRENLLERE O, ZFH 5SS FHRAEED60% T
B —8 i 5 5 SR B R T0% (BL80% (B85 % K 81 — B M L BE iRk B 90% /)
— M ERERFTINEN T, AU — b AR SR R B e Bk, B,
TP IRE — AR MR ST B AFR, 205 5 — 2 IREAAR DL

[0094] FE—ASERET R, B R RWT E KRS AFE R 248 58 ANBEhY ()
/N B B R E Eh ) i B E A AR B AMISEA RIS KEERFIREEDA
55 % 1 [FIYEPEAIDNAF 51l — AN B T R, S B A S ELAAMISEAMEXMED NS
MAE“ANFRRY Rig5% 2R 5EANMISEA (4K 91 2 E 3 2L R A 415 )
MEANEANESKEREBFETBEFO%MEEENEERFH, BEHREEDLA50% 0 HE
M ik 2 /> 4360 % I R VEME R B E B D A70% I EEM: R EBHREZR D L975% IR IE
M SUEE AR 2 > 2980 % B FIVR 1 EL B AR 2 /D £985 % (1 R VR 14 L IE S AL 2 /> 419026
G B R L LA 2 BB A B 2 4995 % (R B JE I - 2 b BT R i, RIUR M 2 204750 96 £ 100%6
FEL 8] ) BT A B BB (intervals) (B, 55% 60% 70% < 75% 80 % 85% +90%6 .95% . 98¢
) R B I BB 4 N\ R RV R 2 BT R AU R A 52 By U E

[0095] 43R & kAT, RIE LR BH” RIS MM EEBRE BRI AL F LR Lk
9 1 o (R b, 45 5 R R FIH0 “IR ST B RIS ST T £ BRVE MR SR B AR e R B it
4T B 4 BR FALEL AT A A0 SR (A st LB L TF e PR ER A e 4 AR M ERAEAR M) B A
FEER S E EL S AT B Y, AT BN AR R A ool S AL ER 1) B e th A SR B AR VE I R T T
B8 MEDL R LB 0 o7 B 3o R 2 AU A A 040, AT /S B B SR I R R EH
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HEW: DRERA) LEFHB(S) FHFER(T) ) RLER(D) BEIL(E) :3) REBAZ(N) |
BREBR Q) ) BEMR) HHER (K):5) FRARD FERQL) . FRERM HEAR
(V):LLE6)ERER(F) BREB(Y) . BAFEK (W) .5 NCreighton,Proteins,
W.H.Freeman and Company(1984) .14, 7E4RHD AP 51 o el 48 U Sl A R B A = R BR B/
Aot KRR S B3 R s It 2 “R B .

[0096] A FHIARE “JEMR=F I 18 IR R BB E R B AFH FRELEFIEN AR
EBREFRTEROFBERRTHAETERG)BHRRXLER D). ABRER (K BHRRL
e (N) (B AR R (R) BRI EER (A) .

[0097] ST BFFILLE, BH —NFEFIERSHFES B IRF S 5iZ St g LR .
2 B I B R VR I, K R FE B AN S b R BN B EALF , 18 T R B AR AR
(subsequence coordinates)(UREENE), FI8EFINEERFSHMRE, FFIILLE
kR TR ENEFSECRIT E RN TSt 70 7o — 8t E 7t .

[0098] gt fn T Jr AT FT EL B B BB B A B 32 B 4, Smi th FIWa te rman B /& #8
[ 95 {4 5 (Adv . Appl . Math . 2:482(1981) , LA 51 A3 77 20K He 3 A A IC) :Need leman il
Wunsch ¥ EIVEHE LG % B (J Mol .Biol . 48:443-53(1970) , A 5] AR 77 20k L HAA) 5
PearsonFiLipman ] AHLL 46 & 77 (Proc . Nat1.Acad. Sci . USA 85:2444-48(1988),LL 5]
BRI 77 20 B AR 30 5 X e B A T LA B AT (B4, Wisconsin GeneticsER{FELAH
BJGAP.BESTFIT . FASTAFITFASTA,Genetics Computer Group,575Science Dr.,Madison,
Wis) ;B H M E (— &K 2 NAusubelZ (%), Current Protocols in Molecular
Biology, 254/ ,John Wiley and Sons,New York(1999)).

[0099] 75 FAEVER) —ASEHRPILEUP . PTLEUP/SE FE#7E A BR AT EL 5, B AH IS 7 51 i 40
Bl L BRI, LA R R —BE T At e b e 5 RS Bl (dendogram) R & 7~
BTGl S 2% R (clustering relationships) .PILEUP{# FFeng #Doolittlef
S 3 B S A7 VE B TR AL R (T Mo 1 . Evol. ,25:351-360(1987) , LA 51 A 75 sk H H AN ASL)
It B 771 S5Higgins MSharpfid 7% AHL (Comput . Appl . Biosci.5:151-153(1989) , LA 5
FR 75 208 Fe 3 NARSD) o TR T EL X 343004 F 51, AN S BOR K B R5 , 0004~ 1%
T RO B R IR - 28 T b o TR M Rt b ot AN AR AR 3 B R 46 5 28 BB B X PR B R R
RGNS T —ANBAE S5 1 5 51 B bE e 51 A A3k AT Eb e o R i R A S 0 R 1 6 ke
B St 1 57 B8 {3 Sof b N R IR 51 o B A B o S8 A — 2R B3 3 ) RS b R SR S B o 2 R
FiEid ARSI B X e s R I R E MM EE RS ER AL IFEL R ERFS
BRIBAT o 40, T8 FI LA R S 508 S L0 51 5 5B W R FUEAT BB, TR 58 17 51— 3K
WEAH e R BN AIRCE (3.00) , BRIA S ALK BEALE (0. 10) AN B AR o 22 L

[0100]  5& FHaE 5 — B0k 1 43 b A S AR B ME B 43 L B VR I 5 — S Bl 2 BLASTH
7 iZE R B AL tschul 353K (J . Mol .Biol . 215:403-410(1990) , BA 51 A 77 Mg H A A
). (FS W Zhang?s ,Nucleic Acid Res.26:3986-90(1998);Altschul4¥,Nucleic Acid
Res.25:3389-402(1997), UL 5| B 5 20K B AIIFFE A A IC) o T #EATBLAST 27 BRI K A4 P @
ot E AW A S B oty (National Center for Biotechnology Information)ff) E HKR
5 4 ) 35 2 FF3RAB o % B BLE 1 4B 1R B W 51 P ) K BEWH AL F (short words) 3K
PR 1E 4y 5%t (HSP) , 24 58048 51 o M R & BE Y S BEAT EL XS B, =48 20 S X I
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EERiH e — L IERETEDT.TH AWML F 7> WE (neighborhood word score
threshold) (AltschulZE(1990), W, b 3) . iX LW 44 M M 4R A (hits) FEAR LRI RN
FFUFREE TN ALIIHSP ARG, X F AR AR T HIEE ST AT R RS
154y e 38 im0 ¥ BBl P T 8 1609 ZE 1 o 24 & 2E T B BB A 1) B R A o IR R
Ik BRI B S HERARBETETHEGE TSRS N AE R H RIR,
BRESERBNERTUT 8L FIEE— FHIKI K . BLASTHE b S 50w TAIXH E L X HY R
19508 AN B BLASTHE o8 PRI BRI A - K 8 (W) 2911, BLOSUM6 23T 43 # % (scoring
matrix)(Z&%HenikofffHenikoff,Proc.Natl.Acad.Sci.USA 89:10915-9,1992, A 5| H
(77 S B H A ST ) EL e (alignments) (B) 50, B8 (H (E) N10,M=5,N=-4, LA KX #
FEEMIEL 5L

[0101] [ TiHE 55| —B B 4k, BLAST S vE R #E AT W A Fr 51 2 1R AR AP I 2 ot 43 A
(#4n, Z%KarlinFlAltschul ,Proc.Natl.Acad.Sci.USA 90:5873-77(1993), LA 5| FHII 5
DG HANAS) . HBLASTE WAL A — Fh ARl i+ E R B /D FIMEZE (smallest sum
probability)(P(N)), B4t T W/MEHERF FIEH BRI T 5 RER B IR R
HIFE 7R B0, G SR NRAR R 5 S AR BR AT EL B P M B /N FIEER N T 400 . L EE B R T
£70.01 . F B B /N F 290 001 , iZ BRI N 5 Z S EL R FI AR

[0102]  ARIE“HEN” B MR W% FEL1-5NE I BRI TG A . AT @ (3 F B 4HDNABI AR AE
Fr %] o 2 40 i AE RS BRI N IR B B e 3 [RI BF B AR PR K, SR SR AR 1A K R VR Y
[0103] 4 RAKE, RIE “BI RIGHEER AR LA, flan, 5 —BERREE
TR o . B A AR B AR R B

[0104] 4> F(iEUNEH AMISE S, HGISEQ ID NO:2BLSEQ ID NO:3) ) “FKiAlH)” BIa7E
ThES b 5 52 M4 FBUE B BOMBLR 20 7 o RIE K" 8 B IR BB S A R 2 R A
k(species variant)FNifSA 0k B UMEE E—DEJLMLE LA T RAFERIK,
XA TR B . BB R 5 RARBKE >80% BR90% 1 Fr 51 — ik . — L&
KAUMEAL S E AR BT | BRNGR BRCHE B L BRI 1B 1 o E R AR L BRI SE B 1) G (B AR
Facedisubstituted E LM N-HEE RS AR - L EBER. vy -RESEEL . «-N,N,
N-=FR B HE e -N-Z BERUE B O-BE PR 24 BUIR N- L B 42 5018 N-FP I FR AR AR L 3- T 4%
S B 512 B R R Flo-N-FR BEAS B . T 7E 40 T SCH R (0 % 2R R s s 2 o, SR T 2%
FIERIBTT R S5 B ANRAU AT i

[0105]  “Stifp4@d” Bk @i Ly b s B e e 8 (Bl , Bid ek B (joined)
[0106] AR AAMIAE “MEEA”RERM EEANELAEA BEEAHIINTED
PLF A RER B RE—AN B AR FS S50 5 —RANZIRIER:, W E IR E
AT AR , T AR R A R AR BRI R BT B E AR BN Sk BB R
F HE B R T LA B0 o A S B ) ek S 481, 4 5 R L AMI SR 3R 1 A% BR 1 51 SR VR T 2
MEHAAMISEARERATEY A BRBEHNZERTS, ZZERFIHEAN (in
frame ) BHA{ELRID B —RhS 4B ()0, 1gG1Fc B My FE BRI F K v (5 AR B I3 K ) o BA
XA R, B HEE ) FROA , EH AMISE H B ShEs AT A H BB A hRe Mt RIS H R
& 7E1gG1Fc HINR B BRC A 3k o 7E FE L5 SEft 7 20 AP L X 2 KRG BEAT MBI (18 B AE DS 15
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5, mE AMISE QB IhRET A B BB i D Re e B A L REAZ 5 M E#
1B (1eG1Fc)Rl-& HT RN o

[0107]  “Kp R4S R WBRMNE S RRE R ML S RN 2 REREE AR
FZEE RS (BIINAEYRER) PRI E S TR ESYETUVE, XA REEALAK LK.
[0108] “H&k R4 RIENS5 T —RBRAARFEMES o EIER . ZREAES T 0
Rih, YNE ZRRRHXMEARRRFENEING FH 5 EH L RAEDA60wt %
BEASLTOWE % B SLI80wt %  E /DLWt % W B D H195wt % JIRE B T DLt %R, %
LMAEAS EAil pn, FA oty £ BB LA T EIRE il AR AR SR IE R R
ISR A REZE S 4 RXBHR BSOS NEE R

[0109]  “If3R BRI /K ARG E 17 2 SRR AR L A W) Atk (480 4, 4 P9 B A S0 R 456, 9 D 2 D
AR REY ) TR RS, BRI EAKENERERBERERKEDA2% DY
5% E/L#A10% EDL120% EDL30%  EHXA0% ELH50% VB D A60% (B DY
70% E /D #I80% FE /D H185% E D#I90% B KI5 % (B D HIBY (B E D L199%  BH
158 ) B 1 K A AR S M O B AT 3 7 I I TS e 0 52 4 5B A LB B KA VB A A2 5 A AT
&4, a0, 8N R T 2R AR L T AR 4 B A ) RO 51 s T LR (Bl Gas teiger
& Protein Identification and Analysis Tools on the ExPASy Server.In John
M.Walker#w.The Proteomics Protocols Handbook,Humana Press(2005) iK1 ) %
R A KRR AL A B, B K R AL P anmTd e BA R 7 AREe I e i E  FE R AR
4t B E G R LR Y ROB BN B B X & B AT BR BRI, BeE % BT IR B AT
¥, TR € VI8 R

(01101 M AT HBR RS FrE, AT A ARE “E 45 (recombinant)” 2 EF A |
CDNAVIR G 24 LA/ B A BUOR BN 2 AZH T, B T HRIFSUHRERR , 2R R 5 H
7EE R AP RB 2 R H BRI &S 49 0B M B A s B WA AN, RIGEHAR
Yol it B S AL E R RIA T4 0 2 AR o 24 5078 5 40 o v 4 AR , R 95 B 20 A R 4 1) B
BN T AL R E R TE 40 B3 B (B andl i AZ R R B BRI T &, ALK
At R SR AR Bk a5 2@ 51N B IR R (I an 4 i VLR L B B BREVA) BEAT 184
[0111] R “SRE” R “ME” FEA SO B 38 A, 2 48 AR IR AR B Zi A& el
HARGEACEE (GLIE TR MR ALEE ) B 3 (B0 A SCRT R ARGE “ZikE” R ATIENE)
W1 ARAE “E NS A HE NSRBI FE A SR A] B3RS A L L9 BT A MESh A, 1 0 L
Zh, wndE N R KK CR A 2 3 4 R A28 3h ) (40 2F ) MR 3 (0 /N REICR R )
RS L2 R AN s DA R IR L sh i anRS B B AT B A JTE— AN SRHEDT R
L, TR RE AN AR AL H NP, TR 2R E AEARFERN S E R M
(substitute) BN ZRIE AR RN E FE R INER B, SWREE R HENEIE R
B R EE SR AT AR LR E LR )L 2 I SR HE N B A D
R AEZRESE S EAECEERERNH REZRELOEHETHF AT LATFHEL
AMISER [ 40 & e EL AR A 28 ()0 , YR 7 M AL 28R/ SRS T AL 2 ) B e S 34 (i
Ao

[(0112]  ARIE“AR” S CRFE M. I i &) (Bl R A fE) & oW WA F
WBULLARERE .
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[0113]  ARiE MW R “FE” EA PO B3 (F H, &1 P sk T ohae AT /25 4
B8 A B 5 AN B R RER (Hl 0 A& (discomfort) JIRERE S (dysfunction) BT
(distress) BREZEILT) M RS — LT HPRE T SRR EAR AT K&
FEPAR{E (distemper) /ME (ailing) P& (ailment) R E (amlady) K& B W
(sickness) JFE# (illness) BHAE (complaint) B %% (inderdisposion) & 4L
(affection).

[0114]  RiE “HB: & (malignancy )” A1 “BRE” FEA S A v] HL 3 A, fR4F A A A 2
22 1) S o AR K R T R R T R A BB T R M RA Y BE SRR B AT
4 HARTE L S 7 EIEW LB Y88 B B R A AT a0 T « iR A IE R R P Y IE
W B G O R 2 )N R B A S 1] B L o A By A B 1% S ST B P D TR RE
AFER HEME . R B 5 (dysplasias) 14 DA K Bon BB AR W BRI B B 8 AL BB
(B, 184 1 B TE e R R AU ARG IR 1 B (1eukoplakias) ) o

(0118] A AMARE “ME REFEEZELHBLETEFNE L RIKE R4
(angiogenic vasculature)FIF5 L 20 fa A B o 3% Ab 40 L X 540 76 T B3 (¥ (neoplastic) A
ZEEINARY Y, Y R B R 5 R BT A KM RS b SR8 RAE IR H
F I X kAL HE R s R 40 g ( tumor parenchymal cells)bh R RFHE Jfi (supporting
stroma ) (ELIE IS N Jr R S R 40 R SR A0 10 A 2 e bk I ) o R AR PR 5 R T P L B, L
B MR (RIS R R ) , Bt aT DL RS e ) (BRI SRS A8 14 8 ) o o R
REF AR &5 (hallmarks) , 52— b B SRR FE B A 1 T80 P 5 8 o o8 400 PR SR T L 4R 2B AN BB 1
P, B = A A M i (anaplastic) .

(01161  Z3CFT FEIARTE “B 87 B “Be Btk R R ¥ TE AN A T [ 1 e g ) 8 4 HL 2 3
77 057 A K 3 i B S A 4H 8 (transported cell) A s 4k R 1 i, Horpr, JRUR M
JH B8 SR S AR o A SC BT FI B R T P R AR VR T T A EN A B S T A RN S —
iz B % 5 BI% A B R o A5 SCRT B “SBAME OB 218 BE R R AR BRIt T BoR e TR
A5 (anaplasia ) FE EERY BB o 6] 28 2 40 i ) R A AR D e AL TE SR 4 , B R AETE R 4L
T B

[0117] AR FBIARAE “J7 i 5218 iE ( therapy resistant cancer)” BISHFE TR
TR o iy ek 2 20 B AN R B BURE 7R (B Ak T R ) it 52 8 KB T (refractory ) M EAE , X
W EREZREC L AELPMAR N TREFAT T8I ERBAE MG T (0%
AABLEA ST H BT E XK o

[0118]  AE“8f/ it (sensitize/sensitizes)” FEA L W] B ¥ A, fa{E 4 puxs K
B 257 (secondary agents) US40 M 5 2 HE ZRAFIR M, B0, KB AT 2L
HEHEpm (WiEsSE) .

[0119] A CFE AIARIE Yo7 (treat/treating/treatment)” 5§ H & V6 J7 ME AL AT
B4 1t (prophylactic) BB #71: (preventative ) R i, Forb , B MO 7ET TBH B IE Ze s ) &
F& , B0 BB ) R R VJRRE (B BRI 2D 5 AN IE 2 B TR B A R R DR RE R
B2 EL (I W RE ) B 8 20— b SRR B AR o B — PR 22 PR IR B e PRAT B4 A1 (iR
EEA T E ), M7 — iR “H 8 o, B Rwm i R B L, WG TT 2
“HRE” AR, AT MUE SRR BAR S NE , RS R R EEL (B, FEAE)
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) — e B, 25 Pl bR R / B AT WU bR M B U 2N A/ B E TR EAN IR L TR
A2 B RE SR PR BB AL 12 1E B AR o T U R/ ML TT U AT B IR (R T o
2 ETH. A XN EN GRS RABERRE T RE—MEE FER R RIEES
W FasE (BN BAL ) BRIR S B R BB B Ak B B R AR RS (LA R E#E (R
RSB RAER), T FiRkgE REBARN . “Yarr” B 0] LIS 5 KB BV 7 TR 47
HHETEEKRTAEEH. FERTHRITNZRAEAE DLW B BENZRE DL
BT 558 T RS R FB Ak R 1 R 1) 52 3R o 76 — st 7 20 L YR U7 AT AR T P96 77 .
[0120] AT FIIARE “B & (effective amount)” RIEA T AFFHEH AMISEE
R ERBEIME L — LS HERE, 353 RS IR TR R RN A WA W
BRSO A EE YT AR (B, B8 A X ATHEDS—MELHAMISEARNE
I A VIR YE T 8 ) FRE A& F TR B 24 V89T A& BN AR / U B R B BAVR T &L
fI4H S0 B B B, RAE VT B R A8 R DA SEEL 5 E SRR A 5 B R AH O HE
ARER NG FRAR B HIIGTT 1 B35 T MR TR 1 B3 TR AU A FFRA SR &,

[0121] SR VE YT I B T A ER TS M B 2 T M2 18 A1 b 5 B 52 Bk VR 97 9 248
Z, NERNSETRAIIMEDA10% EDH20% FEDH30% B DZ40% B DZ150%
ZEHH60% ELATO% EDLB0Y EDHK0% B DH100% EADL125% B DY
150% 355 %2 . Ul B (1) 5 BB AT U8 00 S HU B 38 5 R 1 I BR _E mT AU AR 34, il an , A2
b 2 i 7K T B BRI A s LA B e 9 BRZE FL IR BbR B I R A RT R Fa AR 2
HART , RO SRR 2 , A LT AT A & A5 S H S & (total daily usage)
¥ 1 32 YRS DT 70 (8 4 1) 5 2 1) 7 91 B 1 Sl kS o O 7 BAORE A I AR 4 1 T B2 YR T YR i 6
RIEE R4 .

[0122] 2% FHEH XX AFFHEDS—PELAMISEE K ADEE R BT EERZ R
HHATHIVEST , RIE YAIF AR R824 H 2 LA TR BB IR e iE B3 P Bioei ) R e J ot
— A K BEB T BNE B, % B VA O A R e A AR R A U 18 R R A
T2 U 1B B 1] e R A 4K | VR B A ) PR B R N R A ) 4k R Mk MR FE R AR AL R R
ST ERAM T B PR RS B (T AR AR VAT TRE I A AR R TARF VR YT I IR R A ™ B
FREE ORI 25T 52K F BT R SR R R — R A B T N Bl
R EEHE ERE TR B MR AT, X AR A e a0, B X B E” 7 B A ST B
AN SRASAE F SR B2 58 SR A 52 o VAT AR AT H A AT 3 88 B R ALk 3 W L 4 , BT FE R
S5E 0 bR F) A Y (451 dn SR R E T G S MR YR 9T ) TR S R T AT VA 3R B, S BUR
SR 14 25 2> — AR RO 20 (481100 , BB FRD A7 ik /)~ B e B ) A o 2R 1 J A% LB ) RO AR T ¥R T
B 40 & A 2B A 2 R R RN YR IT B AR B IR T E (I SE e T S A
Bt R T S FRRE P SE RS SR Y (fpin , B AR B /N R EROK R ) RN A R i R
B A R WG o 2448 FASE 6 ZhAAE RUE , 248 RERE R R B8 (4513 , BB oK /N B T B BRI A
K R R AB B 1) 7E AL IR B Sh A b EL SR AR R M S & A 18 B YR T RO IAR BINESE .
“H------ Bl(earlier)” R 38HD (B0, BB KNI IR A BB /D5%  ERIEEZ , 41
i, BIR F2R BIRBEZ,

[0123] X4 EIEAE VAT T AE AR , A< 30 B R EIARAE “YE T FAT Ha 80 S8 e R AN/ BRAE
WAz B, B, B /D — P AL AR E MR B35 T BGA AR B I IATT e A4
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A K% 7. (4 S2 45U, 38 CD 44 SRBLEE L TGF-a . TGF-B8. erbB-2 . erbB-3.MUC1 \MUC2.CK20.PSA.
CAL25FNFOBT o Jo5 4 At S TR 2 R [% 2 20 4110 % H0Mg 4 A R =2 B A ST 2 FF B J7 VR SEER Y
HHIAIT A B AR S, AT 00 B TR R R B ok A A 2 R AR SO A FF I T3 VA SE
LR ROETT 010, A A A KR SRR B ZE /D #0109 SRA RS R/ 38 A% 1 L SRR R/
THZEDH10% , SR Y 8 (R, PEEE) TR ZEADA10% 48— sty 204, flikia
JTIE bR b RIEME  HIXH IR B E.,

[0124]  RiE “Thip & X & (prophylactically effective amount)” $&7E B[ 57 & Akt
V6 Bt b 2 SEER S B T 45 B (5 o TR Ak T R R B RE P SRR o B 52K ) S RE R 1)
) B AMISEE B B ThAE A BBV A & B , BB T E 4 AMISE B B ThAe A BR B
Ak B TR B R 7 JRRE 2 AU BRTE i LA B4R T 2R A T AR BB AR R B AR U
B 5% R 3 (B 40 (B 46 R PR 45 T 76 56 R oh B 00 5% 0 56 0 5088 1 PT RE TR ) SR AR R B2k
H) A — ey A, TR B RN FIT A AR . EAAMISE [ B DI e 7 Beski AL 44
B TR A B A AR SRR I A B MR FRCR N E .

[0125]  ASCHT FIRIARAE “TARs /85 1L (prevent/preventing/prevention)” f&$& 5 BUE
BERBREIL(FmAEASABEER) N —FRZ2HERSTIEREYR E N
(manifestation) . IR ERFR E W) BILA LEIR £ 5T T SRR BUR S Y ER A KR AT
TR 9% B ZE B B ARALL T 8 1 R 5 IR Tk B ot B 2R B R Y T B2 R R S IR ) BRI TRD SR i
TR o« ARIE “TRBE /B 1L A58 B B TR R R BR 4, R ELIE AR L B R R AL
T 3R 5 975 B2 L B AR 0L AT il ek B B AR M ) ot R AR B AR YA 97 N (K IR A R B AR 5
B AR B 3T 52 BT 3 422 975 B 35 L 00 A0 8 4 £ 77 S U B SR TR T T 6 ) 00 B RE AR B
TN BT IR 5 0 R PR A R PR AT AT — o) 7 B A BRRR R R IR PRI P E T B A
AAEL S BB ER S L R B AT B R bR B 2 B M B AR PR E A 10% , Blin = A 15%
20% .30% .40% .50% 60% .70% 80% 90% .95% 99% B E F 100 % (B} , AT HEIR L
AMENRE) .

[0126]  ASCHF FIRIARIE “SA25/4F" F 5| N FEASCA] B A, Fed i (6 B4 AMISER
F E /B AL T T A BB RIS IR BRIR AR, 48 AR B B AR T SRR 25 A B B2
% oh AR B ALS ViR 7R 2R E T IR IR T A NE LA REITEY
— e i T 2, X TR VAT, P B AH AMTSER I B B B 7 e A = B0 B 7E R
Pr s B, B E G TR BH AMISEH 2 S 4 2.

[0127]  “HEH) B “BMA &N A H o] B3, #18%E SF AR E RN HET
1] 4 0 45 F IR B 7 (excipient) (HinZh % F Rl 82 M 846 AW IR AR v a2
B W EL, Bl FT 1677 B 120 B ME T B 1 %4 Mt mT LA S SRRy, Bl e 8
T i s i A 254 A R A W — R B 40, 7 BLZ M RT LA R AT 0T 9T B BRI 3
B S — 854y  H AR AT DUR A RS SR, Ho , 2 IRE RIS AR B AREHA TR 2
W B AEAE T 40 M AN/ B R B 7 oAb, A0 AR AT B Sn A0 A SC AT it , BT R (Bl 0 fies
S JEE IR T K ) 4 24 0/ B T AR 44 26 1 48L& W R R R TR RGRD L  R ALTY  AR B
)RR SRR ORI O & (oral rinses) B 40 A Wik B AL A A8 e A RIS R Ok
F#k R EFAER (adjuvants) B EHI S WUniversity of the Sciences in
Philadelphia(2005)Remington:The Science and Practice of Pharmacy with Facts
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and Comparisons,ZE21 K.

[0128] A CFTFMIEIE “B 5545 %5 (parenteral administration/administered
parenterally)” R¥K T A AL RERAH SIMIAHERCBE B EFBIT), FH
R % TR S AL « A Bk P S A UL P T S AT B Rk P S AN L B P T A
T 003 PR VE BT ANV L FR P VS R | BIR B PV SR RN o PN R SRR | B2 RS AT
A R PR VR S RN (R U v S R L B T RS RN R R (subcuticular)iE
BRIV 5T I ST RVIE VB T (sub capsular)YE PRIV ik BB R ST AL VB
A (intraspinal ) EEBTRVEIVE 88 (intracerebro spinal)VEETFifiE A B IE W
SR A BAREE S BA%/ RAR% % (systemic administration/
administered systemically)”F1“#h B4 %5 (peripheral administration/administered
peripherally)” &bk &8 EH AMISEEFENSIYI RS (system) W, NIRRT &
HEAARE R BEH AMISER A (BIIE TEH).

[0129)  4H1E “#5% b ATHESZHY” AEA S h R FR 2@ 40 (sound) R HIMT TEH N, IE &
T 5 N2 34 4 23 AR B ol T 6 ok B 2 L R oo A R B L B e R ER I ROIE
(complication), B A &HMM /MG L 4k &40 M BL &/ BT 2 .

[0130]  ASCFTARIMEIE “22 E 2B RS SR FBAMNEEERE R E
BURFIN B — MR TR B BUS A E SR A — S E I A% LR K
WL S S E R () A0 A BRIE 25 AR FE ) R TR A I B R R T N
“Bh2% AT (WNZARETEA ST oh B S ) 41, -SRI BY A 1 Rl AR I R S ok
P, BB DR TN RIS E AR B SR —PhE B R gy 2 b TR
S200 R4 » BRAR T DA B 1 L 2 B AR BRI R AR ) AR SR B T 2 X e 2 ) R R A
B —A B 1 IS ML A BB A HI TR0, 1wt % -95wt % , 7E AT B i 1 F & 4 #1577
B AR 90 . 2wt % —20wt % , 76 F T 1 BREA 25 80 1 Rt R 1wt %6 -50wt %6 o i T A R B O
TR PR P38 ¥ 2 % B (1 B 53 A AL A MBS R R A T A T AR M B4R & M R 25 )
B B IBAMEZ , BIINE K AT KA 2h . Bl B N A 2 BN A Bl D RG 2 R
ROATE, BIINL R 7 IR 4425, BIIn@ i 1 IERIE (corneal scarification), BRHES
HHR LGB WS EAR AL EY S — RS2 % b AT S i B - Bk AT L
FE A 2 B A B AR TR R R EUR .

[0131]  ACHT FIARIE “BEEEE (oncogene)” /& HE 4Rl IE # F K i) RAB A/ Bt 2iA
FR A B4 22 B B0 A B R 971, T 266 6D 0 2R A8 Pl A A/ BT SRIA R A Ak T 5 1 77 2 W e A
YR TE AR K b i IE R PR &), 3F ok B i BR 5w o Hh D S B 4N M Y BUR
(tumorigenicity) i 3t K By S2 )60 55 : gp40(v—fms) :p21(ras) ; p55(v-myc) : p65(gag-
jun) ;pp60(v-src) ;v-abl ;v—erb:v-erba;v-fos%. R K (proto-oncogene) B HERIE
R I IE % 4 S R 00 IE 3% oA M 2L B, S o, S S BE RLE H oW R (5 5 3 T Al
A KRB ER .

[0132]  RIE“FA” BREMMA BT RENMBAEK, F— L5 X R ERFER
MBS .

[0133]  ARiE“Bik” Fofeis @it 5 HEEN B RIS T AL B 8" e &
i — AR ARAE “BAR” B H RS B R m A T 7R TS 3 40 M b & SR/ B YRR BT
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T E SRR AR 5 - BE 5 TR T 5 L W) R M R B R RURT / BUZ R 7 91 3R A Y B A
RPN “RIEBAE” B, AL AR RESRARE LT R A, XREHRR
SUBEDNARR , 4bF H AR R DNAR AR SRt 645 &, F A TR FALEFE A ATRER
K B W I R I SR ADDNAR SEAA . 7] BT A SCAT A FFI 75 B K B RIE AR B EEE AR T 5
P I Bk (episomes) A A T 4% (bacterial artificial chromosomes) BEER AT
Bet ik W AR BRR R R, BB AT A B A E AP SR R e B
B ) B AR T ADNAZR AR BRRNAZR A4 o th ] {8 F AR AR N & B 5 R R DhREK KB
T RIS, B a0 B TR E HI A B AR S A BB N6 2R BFIA b 88 LI H 3%
oRGER E TR B/ RBESHEBRN RS A8 55K T /E e R 7 E
RIEW BARAE AR SCHEFRA “RIBBAE” - RILF A ] T BIONAKFE B RIB BB Rk T4
R B B 7 ) 14 Rk B A4 IpeDNAS . 1.

[0134]  RiB“RB|HM R I8 1E AR5 SR B AR S BARAE AR ¥4 8 gk \ 40 i ) 2
1 BRI & LS HE AR R ) BRRE B o 2 2 R 40 (R IR 25 IR A R R 38 (AAV) VBR,
BAEZRE NSV SR T, AR R EIHE ISR B , UR LB TRt
ZEAAT NGB ERA, HE T AFABMEERA AR ETEE AT RRERREF
P (IR FE) B, BB R AR InB & #(episomal replication) A, 4
UNEPVEL 4 FNEBVERAE o

[0135]  ACHr{E I B3l B “B3hFX (promoter region)” B “E3E)F Tt
(promoter element)” #EARICHR AT B33 F , ¥5 (12 # i) 5 B AT 4R ME OB R X R PP 511 Y
R SIX B, 8% 9B AR PR T-DNABRRNABL EA TR KU Bah FXE& EU AT
RNAR & B R 5 45 & A FRIBH R E Y B3 FX X —E RN B3I F . 14, B
T X AE RV RNAR BB X PR B 45 & A SR AT GEVE MR 7 51 X L2 F7 51| ] DL R
Y& R, BLRT LARE BT AE AR F o B30 F R A BB RFSE RY , X B R TR R
[0136]  ARi& VA" 5 VA " A SCT ¥ E A, B4 A 5 H rT s e 8
WEBR FF FU R 4 3 F R R R 6 SR AT FIEAE AR ER X B, 18 % J9(E AR T-DNABKRNAEL
EATH KA R F TS AT R A T B 2 R AN/ BUAR R T PR RIS R R
WAREHR AT ARG SRS R ERE N/ SRR T Hia ey
TR LRGBS MEER B AL ER 7 71 SLRU A R R 5 B FEE AR T sl RN R B
T ESH B F AR IR NREFS, RISEER mRNAZ SR A 45 & A S 1 P51
DA K 55 )k A0/ BB R AR UL B PR 1 VRIS B 51U T DL B AN R e B a2 A 1 R 51 BB
B R 4% FE 51 BUE AT B B B MR K VR B A P AR R 8 Ll e S A B () dnE
PR TR R BAL S ) SR BB I 1) TR A

(0137 ASCHT R ARG “Al e /E B B IIZBR 75 S E R AR T 5 (B4 /5 3)
T R T RRENEL A S AR EES IR ThEER R B, R P I GEH N
DNA) 5 845 7 51 8RB 307 X 0 7T $R 4 E 8E 2 $8 1% DNA 5% VA % /7 91 BB 31 7 Z (R ) 40 B2 A0
ThEE 3 %, MITTIX BE HIDNAR 5 b i 8 35 R 5Bk B 3 F B R B 1 R 45 & Al iz
DNARIRNASR & B R U6 N T AL RIE RN/ BRI 3%, T Re | BB M IR 751, LT
Rk L1 41 o 28 Y o RIK 2 AR BREUDNA I RAB IR Y VPR R e R R I i E - 1R T A
DEA R BB F RG] A BT R R T ERMEF R EER B
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TR ERTE AN T REMEREER - BT . EXRMBELT, B—EE R
FHINAR A REERE S — B 7, AR AR AT R EEREE — B3 T
[0138])  ASCATE FIRIARTE “EYEER BRI 2K B 2R E M 41 e s gm e B — e B Y
S R ER ARV B SR, R BN SR E R L BARIE “EWRE AL U ET LR TE R A M i 4
B R, NN 2R E R BER B, “EYES BE S RAZREN AR, HiZAER
B 48 A 40 Mo A= AR, 4512 PRV B PR YR B SE 4 R R 43 (fraction) , X £ 8040 W] ATl &
B BEERAL K T — e SE iy 3, AR B U AR R R Fe o N 4 B I 4 4R BR
ARRE S, B 3E AR SR T dn i« ifn 3% I 3 L OB TE AR 4 IRV 358 VR VRV IR R
(pleural fluid) %Lk #(aspirates) JRES R s B2 Bk IR | J T R34 R 46 B TEL A 41
) (external sections);HRVEEWR . HLVT A (EFEERRTLAR) HE .S,
H AL IE R s 35 AR B BE T o 7E — SRS S, AR R R B R M PR Ak R
PB4 5 Mk B ) 5 61 VE 8 (core needle biopsy)XAEBIEMELYIRA , BUANRH
FRE R () LB (cel1block) o Bh 4 , 4MET IR A 2E WKL S tH 278 R o 7 — BB S 7 K
AR 2 E AR K 4B i (primary ascite cells) FE S AT AR FEER AR | B E 1Y Bk
{3 A IRE AR EE 2 2 L T H SRR, ARG R AR5 2 kB
AR ZS I 75 1= o A MR St ] DA A5 B 1 A i ) 2 0 4E R B ORAR R I o IR R A L
FEEARIR T AR E B 0 B K YRS E BT LB FE A Y] (A& fe A fn A0
FPREER)  HTHASE KA Y L 3% . Mg 5 28 R VB R B R R R K
A W RE R B B SME AR (explants ) FISRYE T 58 2 L 4 AR 4H M 55 72 M A0/ BRER AL ) 4 D
BRI AL MR AR DUE T A 2R T RS R A R R R AL (B R W] LUB I SRR B
Fy 4 . (i, ZE R TR AN/ B T B B LR B — A4 8) BB R AT AKX W
(77 TR 2B o (R T LA FHTERY2H 2R (archival tissues) (B BA a7 8L BT 214
BR) ARSI EARR T 054 B () an D R BB ) A i < I3 IS PR
WV 2 M B FE )  BRIDE BEVR o 2E Wkt BB ALIG AL SUE S  JH M % SR AR L S AT DL
SR o R 20 R SR 3RS (BT DL A e Rl o B g (B, B - A
B BB ZE AR AT A R B B T vk St 5 A X RE O BE S LR B PR T A i B SR R 4t D
JELAR 0 s 70 R S R L A R B TE AR A S T R DA R B IR R FE — LB SR T X
o, AR RE L B NS B FE BRI ST T SRR, AR M RE L EX B AT AT L Eh A, s R h
W) R SRR T LB AR BN R 4R AR NS T DURR TR 4 SR 1
EEE A R T 2 00 B b VA R BRI G o AE AR AT AL B (an R R B RAE ) PR
Kb A2 B pH T ) 25 R bRA 7K 1 22 B R A — b, BT bR v 7K PR SR VBUR & R i) 2
— BN ERER \Tris®S AE R BIE T , £ T A SCHT A FFRI 4T 271, RIS AW RE i A7
2 FH X RE RIS 1E W] E+4SCEA VR (B 1n-20°C Bk -80°C) F kAT, RE— BG4I fdR, 6 1&
HIA R R T 4 R4 RVE 77 o

[0139] A AT FHIARE “T&1%/ T M (reduced/reduce)” B “UR /> (decreased lower)” i
W BB AN TS SRS 2 EENR SR, G5 X, AR ZAER
BN, PRAG/ TR BB LS K P S 2A10% M5 TH2E B E D, HlinEE 2t
KETZS WA ED20% . ED30% ED40% EA50% BHED60% FET0% HRE D
80% ZE/H90% LA b, E B H IR A 100% (BN, AHEL S ELRE & T = B SRKSE ) , BRIE D
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10%-100% 2 [A A R & 7 B R I FRIE BE MK PR B 7F S0 (8 R EOR S “Wisb” B8R
) R i 4 4 P 3R B B A i b B R P R A RS R K P TR G, SRR T
B B RNAZE 52 P B B, 18 00 2R B 1 AR BRRNAT- B B B30 o 36 1, 122 [0 IR Do of B 24
THRIEBIEMEAKFEHE DALY EDLKI0% EDL25% EDH50% EDHNTE% B
D#180% EREEEDLA90% .

[0140] AT FRHIARIE “I6 (Low)” B BRE R T AT HEZHE N T BREESL, “K
BIREBELL SR RED10% KGR EHE, P, th S HOKPIRE D 20% (ELE T K
FARE 30% LB A FIRED40% B H K FRE 0% LS HKFIRZE D60%
b B K EEE ADT0% LB H KR EA80% (L BH K FRE A% . LEHAHF LS
Eb 7K AR 100% (BT, AREL S EL & T 5 AU K7 ) A .

[0141] AT ERIARIE “Bin/#8 5 (increased/increase)” B E EWRE M IN T it 2
SENE T BAE S, AR SHZARE R & X “Win/RE Bk E A S KR
EEDI0% MG S E I, AL S KEM S NED20% . 2 430% 2
40% B /H50% EH60% B DT0% JE/D80% VEI0% W ES100% LA L Bl in L EE = /b2
% DG B DA E DS E D10 HINERTE K& 1 3 . 78 B R B B HY SRR ER
VEMERY B SR B RYE “Hin/ iR e B R R R 4T IR BN B A M B R
BRAZ TR I 7K ST B Tk ) IE 10 5038 o 53 , (2R 386 N AT el 38 AN RNARR G 1 B SR BB, B
TR/ B B 1 R T B A R L, T I BT X BB A TR I RIA B MK SE R 6%\ 2 D
£110% E /D #125% B #50% B DLATEY (B SHIB0% (E D A1100%  E /D #1200% (B
HEAS0%HE L.

[0142]  ACFF ARIARIE “E (high)” BY BEREHG TSN SR THITFEZENE N
TN, ‘B BREL S AEERE D 10% G2 83 A, B WAHEL S oK Fm
EEEDN% EEDIO% FHESIO% HEAS0% FHELC0% HEDSTO% FHED
80% . EEDIY HESI0% EED2E HEDIMF BHELUE HEDE EEDLO
(L=

[0143]  5Eid “—(a/an)” ZEASCH AFH—ARE T, BEH—A4) W Z5E # 15
W5 (grammatical object) it SEHIHIE R, “TfF (an element)” EkE —MIniFEl®
F—Hott.

[0144]  BaAEAEERAE LRt Bk B A ULRH , 4 AT A R L2 B BB R 2 AF B BT 4K
FIEFTA G T ¥R B A RAE “A” 181 . 245 E 4 bL AR AR R, ARAE “47 "I LU
6+ 1% B T F T B0 52 M B — 25 0 A R B REAT VAT A L (B AR B O VE S B FR T
[l

[0145] R 24RMRET R, 45K B FF AR T A< SCRTR 89 B 75 vk 2 5 RAAAE, I HAC
B iy B 7 v 2 L 7 AR FIZE AT PA K A= A8k o A SCHT 8 PR AR AR (S H T 480 AL A S It
F R E T, TR = R f A & B TS, AR B TR OB AR SR AT B A K
B ) LT A AE FOOT S5 B DA R VR IR Bt B A DA R AR BE SR AG AR 45 0 &5 W

(01461  ZEhHMHIYI BT (MIS)

[0147] AFEEZILTE, BUEHPHY R (MIS) R PEEE H HITCRBZ FE IR KK IY A ;7 - 1% 2
B R A A 7 S R AR, 2 R JE I LR iEAL , % E V) EI AR B R
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2 VE PEC IR BR oMI SR F AR ) 9 70k Da iy — it 48 32 482 ) BR A A R ¥ 140~-kDa — 3R A%, B4
B8 4 F 57kDa KNSR 25 #3A0 1 2. 5kDa A 38 B 5 (Coy) 2EL AR« BRI Mk , MIS& 78 2/ 4 ) ) 84 (A
R U T AR ) , A AR A AR SN 45 A R R I P AN S5 AR (N 25 A ANC S 45
M4 ) o AL B Coifs 25 0 R R A T PR B8 20, EL B0 R 738 14 P 0 3% BA) o N iy 45 M S P e B AR T
BAIE, RGO AL E T 24k (B30, MISRIFIMISRIT ) JMISH) AN AT Y) % R A 44
R TAEMETER o

[0148]  FRILUHIE M 45 M 5 H B TGFb R MR Ak R (#1130, TGF-B 1 TGF-B 2FATGF-B 3. #
EIERNERSELEEAR) U REKSE T (CDF) I BUR EH R AR R FEE . e A
43 FHEAEE B 5TCRb I = 48 45 MR F 15 M BT R I MISER Bk & IS 1 th 2 5 TR
F H L e e R 21 N BRI TR R AT BN 2 IR E R 3 #F (Lorenzo , Donahoe
&, RAFFHIEIE) .

[0149]  RALLT H B TCFbZ R Ak R MIS ]k £ A B VDB , M T 25 Rl L R BE 0% 45 M S R 2
SR GE IR 12 R A /K R FE X AR TR E R A TR Y, R R AETE 5 TCFb 31 R TR BB
Y%7 5 (dibasic cleavage site) HMLHIAL B AL AL FTE B = MEEKME S
Yy s S  ZE AR R T RS KB, WEER BiF, 5 B8 A E g A 57 R
~THERE € 3 () 55 2 ELARR B 05 SRR SR ER 5 s AR B i S R B v A 4 B .

[0150]  MISEE WA EESURKI A B E DB & s T B R A AT AB £ TIMISH)
SETE N B 426-427 (W RiT A 3CSEQ ID NO: 1 S ABE451-452) o 7E1X — 7 2 I J1 3 (BT
MT SE 7 6 35 o 4 M 1) 1% 2 35 1) (consensus ) BBAKE 9 BB T 26T & R BN BB & (3
PR “R/S™) (HAMIS B B B 35 00 %6 7 B ) 82 T 7 A ZUMTS ) 20 8 o 485 A0 4 o Y T
229-230( Xt FSEQ ID NO:1fHE HfE254-255) o iX— AL & HR/SBHAREM T 3
T A YB3 A Arg-X-(Arg/Lys )-Arg . 7258 FIAMNBEL A BE AL , A4k R B 5k SIS
SRR 2 B AR R ME A T4 2 T R HERE (1 AT X — R R BRI R R IS
THAK, , BRI R 7E £ 15 B o T ) 9 ML SAE BRR JE M T S5 M43 LA K 22k Da F34kDa ] H e f Bt
(XA T2 B S AR EAL S YR A TIED , T R T HEBE 4G B 114 itk 23 T AR FL A
S o B T2 B AL 5 A B TS R B R B (R B uh g5 AR 41 ) , WK 2 Rk AR
Z3E A AR R~T @i 2> B A B AR 20, T2 AbM TSI 3R 2 o 45 4438 £H IR BB VI 81 5 P
ARG BOMER E AL T ol 3.5 F R R AT b, AT (6 & 2 uif 5 M 3R 5 SR B o 45 A 4l A
B (#lLorenzo%s, J.Chromatography, (2001),776;89-98 ATk , LL 5| AR 5 2048 L8 ik 3¢
AAI) o

[0151] B, AT FEARSS TR SRMISH A B A BR (B2 , i F 78 2 BEAL s FIIR B AL pi 3R
A%, B A AR 7R IR L SRMIS &5 My B DA J 22kDafN34kDa B B ) BN 1 &, & B AL F A
B Ak FUMISHI R L BR o B 426-427 (W R F A 3CSEQ 1D NO: 1 & B #R451-452) i) EZE ) H]
R S AT TIBM N T AN E B AERREREMER T AN E R T ENERTE
Bh T Cop M 455 (O3t B BL R M R 85 4380 R 2k , & B A A BT R Co &5 F S KT NI 28 A 25 o
[0152] (k4,44 55 2 RIMISER 4L P A& BN AT SR IR IR, BT Nsg 51 5 5 51 % B
FSEQ ID NO: 1 HreaR I 1-25 . AL RMISE B K Tl ¥ X & A /K Ig V) E Fl & 5
B (H1a1,SEQ 1D NO: 1R 2 FBR1-25) KRS R , MISER [ 3= BLAr 5 AL B D1 A8 RN 45 AL 35 A1
CHREEMIR, 7 B, X e G M IR T AR B A, BTk 88 A d i 0 [B) AR RO P AR AR IR
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Z2 FHTE) 0 B 4, AT 2 2R v 1k [F] — RABMISE R .

(01531 w1 R F%

[0154] RFALEZI|ILHAE, 81 S5 5IB0CETE E40M RIS £ Bk 1 FRas /B, FF
B ERANEALTEH8% . EAATELEN TERRF S BHAFNEANE XX,
AT AR DA B, & F AR R S (B I0MIS) I8l R BK (5 5 B+ 8 B i & & B
G Rk, REEARAE ENEEIZICINT) RS W B 45k 48T, 1R
X — i, B R E LA s SR B EIPIR, 4 B RAE A, X (E S A E B R R
BAK, H ERAEAWRENBREER .

[0155]  [RUk, 40 WA 2R E1 B ) BA & 5 BB UK R AR T SRAE Gl R N B Rk, LI DR BE 8
BENAN W12 o M2 RT S5 (BFRA(E SR 18 S RIEH W F L W H M (ER) B I . ¥
BEERM TR ESIEE S HEIIG . — AR E , EOEEME R R E
1 o 3R B TR AR AR 0 R A TR B A X = () G0 40 YRS ) B A M L A AR [ B AR, B T iR
EEUHRBEMAR, NI oW ENFEFE(PfefferMRothman(1987),
Ann.Rev.Biochem.56:829-852),

[0156]  %o-T4rWAER A A Tolv Ak 72, A FE M BR B 7 BEANTE R4 BTE £ Wl i At
43Uk AB SR B RE AR RRES K RIEES K RRRAESKIRERES
PR B 242 1 o SRTTT L 4 R B AT 2418 S BB B T LA 1A 78 . B 3B 75 £ 4 BCE HLAR A 77
NEANZE BRI —AHERERAGESHEARARES KO FREEN/SYE . XS
FUREL IR R B 2 WA/ B S 8 T5 5 B 48R V)31 T 2 0N I 09 AR B 20
B, (5 5 Ak H kR X B A i Tk A =1 5 JEH B

[0157] BB TS EA D WHIET S FHI4h, BT RE V& B 7E A R R VI FIR A 78
(supplemental ) §if G551 X L kb 78 BT 5 51 (A 22 0BT BRI BB Sk L kL TR
BRI 2 A TE R (B, A K EF AR RIS 5 F , HELFREMIS) A X IR 2 40
B 5 A% AL E B S AR S T R AR, BT B B AR B R JE A V)4, AT AR BB AR S
P (SeidahfiChretien(1999) ,Brain Res.848:45-62).

[0158]  Jikuk— b4k 42 B0 B B S5 AL B A0 Bl 0 8] I L Bh A Al B ) AL B L 958 ) B A S AT
B A B (subtilisin) #4LEEPCSKL PCSK2FI Bh AN R 11 6 BB MR AR 2 Rk, HAL T/
Tl B /R EeAR P 4% (trans—Golgi network) H . Jh Ak 2K AEE7E 4 bR 2 X = @ & B 7K #
AL KBRS A JEY) (Thomas (2002) ,Nat Rev Mol Cell Biol.3:753-766) .5 BEART &
FEbRER G e AL T R T B R AR R4 (B ) RBE ARG H, T B R ER A REE
ATE 22t By, EL3E 40 M R T« P4 I B N 40 A SR ) - L 0 3R AR B R BB D) B AL s ik
1T T BT YNBSS A T3 H FIR-X-L/R-RIGBR B S R IR 2 Ja , Ho o , XA RN AT
S H 5 (Nakayama (1997) ,Biochem.] 327:625-635) . MXAME R AR . R REBREA
SRR, YB3 (Watanab%(1992) ,] Biol.Chem.267:8270-8274).

[0159] ZE—ubspiiy e, EAAMISESR 4 BRSEQ ID NO: LIMISE A i BF £ ZYAT
SR BB HTRT SFF AR —SE 5 2P, R AR RIS 5 (SEQ ID NO: LI & AR
#1-25) FAAEMISHT S 55 B 48, IR IEMISHT 5 5 51 an{B AR F B 2 1 7 5 7 51 BE 2D
B8 A B 7E— s 75 A, AEMISHT S R FIR A L& B B A F7 51 (HSA) , il , % &2 FSEQ
ID NO:6HIHT S5, Heh Xt R-FSEQ ID NO: 7THIZERYRAED o
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[0160]  #F—bsia 5 =, HSARFEFIASEQ ID NO: 6/ ThAE B, #i,SEQ ID NO:6H %=
234 R E D22 B E D214 (R E 204 EE DI BE DI BREDITA B E
SIEAABRE LI RELUAN BRESIIAN BRED 2N REDUA BEDSL0AN B
FLOMELE R AE S R R JHSART § FFI MR At a& AT AW, HAERE
15,759,802 A FF, UL 51 FHE 75 20K L8 AR HF N A ST A — B SE e 7 TR L HSARG = P 51
9 ThEE B B AMKWVTFTSLLFLFSSAYS(SEQ ID NO:13)EREH 384k, iX A FFAEEP & FEP2277889
b (K BRI AR ) HSAEE MM EKX (pre-pro region) (0,
MKWVTFISLLFLFSSAYSRGVFRR,SEQ ID NO:6)HIZSAAELHE F B , BIUnHSA(E 5 F5IR AT X (pre
region) (41, MKWVTFISLLFLFSSAYS,SEQ ID NO:13)8gH &4 (4w,
MKWVSFISLLFLESSAYS,SEQ ID NO:14).

[0161] ZE—eszitir b, T S 5P R 5SEQ ID NO:6H R RERREZR D4160% (ELE D
270% BRE/DAB0Y EREDLI0% HREDHA95% RE DK% HEDSLITYR HE
D¥198% JERZ /> #999 % M BRI S 51 .

[0162]  ZASCAT FIRIHSART S35 S B EMAAMISEAN =BT MORER S B-&E
WE ) (5 NE2FE3) AR T , HSART 55 51l i) 270 R (8 0k B R E YRGS 1 E (R T
SEQ ID NO:1ff1451/452(EREFAE R AMISE F 4 S B BR & RIVEMI426/427) SLRI VI 4
NEVE B A S HE i0 (2 0L E 25081 3) o 3 B 1 0 i 7= SR AN In i YD 12 & IRV H
BR A b 2 1 N 7= 2 (R R AR AR 72 TR 2 I A A ) » K TRUA B SR ek B Y08 (B D]
FR ) 2 B VS M AR B M AN L AR 42 ) AR, FEAE Itk —— sk B SR AR, B, B
EWINME A4, Rk E ZEYEISL S VIR m.

[0163] HHTAISFFIREARUATACAFHELHAMSEA S, B, AT EHR
SEQ ID NO: 1SR 1-25. kKAl 5 F 5 78 A4 P =2 Ak B R &, JFBLH5US 2007/
014166651 A FFH &8 Bh & B R R LT 75 B RS B0 BRI S e BREE 5 15 5 Ik (1gSP-tPA)
(G555 (UL 31 BB 77 S0 HB AR A A T 2 H T E S MW AT o EA A
EATE g — R B e RS ER {2 2 K (ISP, EMBL B % ©M13331) . 1gSPH Loh &5 7E 19834 1
WK% 51 (Cell.33:85-93) . T\ ANTgSPZENH FL AN P IR LR 131 3R9& B U, EP & ) 50382762
AT T @5 7E TgSPANBRAR I AL Ml 2 8] A i Rih & 22 BROR A 7= BRAR T AL BB ) T o
[0164] i, KB S FEFAEERE T MPIF-1{E5 FH (Fl,GenBankBE RS
AAB51134K) & B 1-21,MKVSVAALSCLMLVTALGSQA(SEQ ID NO:15)):#f &K 55 F5
(MLQNSAVLLLLVISASA,SEQ ID NO:16) ;%L {55 /5 (441, MLLQAFLFLLAGFAAKISA , SEQ
ID NO:17); B RS RCEl FofE B B0 (B, A w84 E RN T REeET
FE# (5130 , MKWVSFTSLLFLFSSAYSRSLEKR ,SEQ ID NO:18);HSA/MFa-124+& {55 51 (HRFR A
HSA/kex2) (540 , MKWVSFTSLLFLFSSAYSRSLDKR, SEQ ID NO:19) ; FLER 77, & 4 RZ £ 21 45 /MPa-
1Eh-& B B 5 51 () fn , MNTFY TFLFLLSFVQGSLDKR, SEQ ID NO:20) ;& ERE H 1gf5 575
(4t , MGWSCITILFLYATATGVHS,SEQ ID NO:21);Fibulin BRi{E{E S F 5 (Hlan,
MERAAPSRRVPLPLLLLGGLALLAAGVDA,SEQ ID NO:22) ;&£ E A Ak {E ST FH(Fn,
MMKTLLLFVGLLLTWESGQVLG,SEQ ID NO:23); UL KRS\ BHAEKEFEEEOHE S F51(HI
1, MLPLCLVAALLLAAGPGPSLG,SEQ ID N0O:24).

[0165] 4T EAGE RS P4 = EAMIS, BT 575 AT ELFE a3 [ FHi52011/0020868
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R AEN SR .CAFTATRABELAZSHRBEANBREZRESIMES SN, 20
EEEFINo. 5,914,254 EE L FINo. 4,963,495 LM% FINo. 0177343 : R E EFNo .5,
082,783 ;PCTAFFNo.W0 89/10971 ;% E £ FINo.6,156,552; % E £ #FNo.6,495,357.6,
509,181.6,524,827.6,528,298.6,558,939.6,608,018.6,617,143; 3£ EH & FNo.5,595,
898.5,698,435%16,204,023; £ E & FNo.6,258,560;PCT/AFFNo.W0 01/21662.W0 02/
068660 ; LA f 35 [ B % A FF2003/0044906 ; £ H & FlNo. 5,641,671 ; KL K EK L FINo .EP 0
121 352, LB B A 208 E 8B F AR

(01661 ABMUAM VIEIAL A

[0167]  fASCHTITIRHT , BT I AR AT 4E FRAIMIS R A 19 1) & 2 B ¢ BN « AMISEE H
A EEALER, XM EELSHMSF .05 5 (SEQ ID NO: LI &R ERLR1-25) %Y
B, R0 E S CBE RN S8 AMIS™, 5K F-SEQ 1D NO: 1 & B R TRF:26-560) 520
BEAT SR AN TR JE U0 B, LA AR RN 45 A4 3o AN 485 440 458 o I MU NS 485 My I AN C I 445 44 1 T A
B TN AHTE 1 B4 (B NI G5 A B ANC IR 5 M3 ) — BT I P A IF] — SR Ak o SE A AMTS
57 T BEWE AR (B B ER A 25 R B AL B PCE (RIA T AR FH AR ) Y11 DR B INuw 45 1 SRANC
BREE RIS V) B R A A DA+ LA S BUR 2 EER IR XXR AR IE I ke xBEAL 1L, IXAEARMIS
Y2 fr 5 R IR B E & 2 AR B hexJ0H X . A4k B Cii 45 74 33072 A M 1t 1
4% 3F ELEDEISTE ME M T S R L B EFRF229-230 (X B F-SEQ 1D NO: 1A S FEER254-
255 ) &b (11 IR ZE B 67 & R SRS AR F A 8 21 MISHY FE AT )% SRAR R B A=)
M, A\ K R P AR AT PR B A M B R A S B 4R M B B S5-B 1 - FH CHOZH i B 4 R /Y
MISE M YIEIR R 54 BRI, B M 2 AN B 2 SRR 2 1 s (9 1 g ) BE4T YT
SRR A YE .

[0168] A, K B AE 24840 T LLZE-207 S BB REIR XXR IS HE Mk ex BEAL 1, X AE
15 B R MEM IS T8I 67 55 B8 Ke x/ BB AR 2R (1 B SL A WA A 81 AF IR, 7 — Ly A,
S AMISHIRTEE (74, FSEQ 1D NO: LAz B 45040 i & R ERTR £ B MQ( A & L% , BR
Cln) A5 MR CREEIR, BiArg) X —RAFATHHRISEQ ID NO: 1HIQ450R X5 BT FME G B
B S MISH R IR 3425(Q425R) EHIARAL, Hib , E— MRS AR BT
GRSl P =

[0169] SEQ ID NO:1MIQ450RMI BRI FI A X — B RV B TaEEYE R
AMISER (A & B 44k & DRI 57

[0170]  ZERREISLHE T, FTEMISE B Y E VB & (B0, AL T N BF A ZIMISH)
ST B426-427 (W R FASCHSEQ ID NO: 1A FEER451-452) &b BBk M A7 = ) & A
A AN [ ) 0 Bl R 0 4 S B R R BT A A, M S B 5 o ) R BB S (B, A2 T
ST B 426-427 40 i B ML ) B AR R A B SRS (19 40, W IR % AL BE (PC) ) B3R
AR I FEA R RIN B A ER A3 P SRR MY AR S
TSR RN S BT T EERRIRDFFIS T YT BIRE T A H — B
SANE IR, BN IR VEZESK ; B4 i B L BR T 5 I B 51 A LR SR o R R R B L B
EE KRB RBRE RN L TARANET  BEERRINE ZE R FFIN TR (B,
TE E SRS B R ) DL R o B B VDB AT A U T B (B, @ik AT b 28 U BB R R 7
M 3 A SRHAT ) S ARG AR N RS 225K .
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[0171] MR EE AR T A1 L 5 53 E O B AR B kexinfHoCH) £
HERE AR X — KR LN EAZ R R B TR B A R RS (PC) 7E4F E KI5
PERREE AL (R TE B BRI RN AR PR AR R 2 5 ) U B R4 2 B, AT 42 B AE M0V R BR AN ER o
BEMNESRFENRLRA (B, B ER Ief-1) RPCHED .

(0172]  IEE&AEALIIARE

[0173]  ZE—ibsiim b, BAMISEAEH 24— MR E R A — WL T
R, BRZ T AP M c—my AR £ 4L B ERIF B BRFLAGHR S  FE— S St 75 2, bRAE AFLAG
FRZE,45040,SEQ 1D NO: 8fFLAGHRZS .FLAGHRZS AT HSEQ ID NO: O IZERYRAT .

[0174]  ZE—ieszi =k, B AMISTE B ERARS R R R, &b T RABYIEIAL = T Y
BT (AT RO B RIER I 3 RS R4 &2 L R 20U, FICHR#T “P8R
(fingertips)” —#f(Papakostas®,2010;Lorenzo,2002) . FE— Sl 77 S L AL Y
FRIC B TR AR 68 A i e 7 — B SERE T R L AR ()0, FLAGHR 28 ) A T E B V) FIAL
2. )5, %140, SEQ ID NO: LA EFEERA50 (X B F1E 45 B FRfiy Bik I B IR 425) 2 5 -
TE— st F R, AR A TSEQ 1D NO: LR BRI A2 E B AE453 (W T # T
MISTE A MIARHEE R B dy BTk I B IR R B 427 FIE IR IR 428) 2 1A)

[0175]  ZEBAMSEHT T, FFBBRIFCALTSEQ ID NO: 1#F511450-56 0 [H AL AL
B By N, ARSI ESEQ ID NO: 14z B 4504 MBI R R 2 Ja 2 & 2t
BRFRBLAL ARTT , AR EAR AL B A T-MISHClit 45 My IKING , (KA e AL T Coit 45 # 8  Coim 2
UL My 58 & TOHE M, N TOEMIS B B AR ARV P B 3 PR AR

[0176] 7E—Resgi s, BAMISEAEAE 2 T—MR%, plan, E D2/ RE DS
KR BB DANMFE R T AR JEBEHAMISE A, 7 — st )7 A b A
G (B, — N B —A) s FE—se s b, EAR S B (B0, R RE ) . Pk,
FERTIM IR F AL S FEIMISRI I S AAMISER (A Th g B A WvE 14  7E— L
L R, M EAMISE A &H LT — RGN, FrR AR = A E M FR4E . 728 B SE i
FE, S EAMISEE SH LT —MrER, Fridtr 82 R E #4440, EHMISEA
B 6L A FLAGHR e R4 Z B AR 25 o Flag hR 2 I /N R ~HE o Re S 4 1 & 7ECur B R Ve FE 45 BN
gEfIg R L BRI, 7E— e S T AR AU B R A R B A RAETARZE AT R B 4QF 1 ag
FRES, B0, 75 405- 10N S BB 2 A AR 28 ERAE Z110- 1 5N BB R 2 A AR SE (ERE A 15-
20N IEIE 2 8] (AR L BRTE 20- 30 R R 22 18] AR EE  BR7E £ 30-50/ MR HE IR 2 1B B 4
% E— ST R, NHEREKE A TS0 ERBAFRE , BN FREE R fe /£ 18] LRRTSC
PR S AR SR N L B A ) B ZEAMIS TR B A AR A T

[0177]  #E—esti 5 P AR B FRIC I B AMISER B (H0, HFLAGHR 2 A B 40 AMISER
B (B, A XA FFHILRFEA AMISEA ) (S RE LD @S 8 — P BT VMR, KR
A SE A AR E T K T Ak B R AR B R R A KR, B H AMISE B B Fhalifk
W& T FERL R sE4h , B TR E B MR X BRI SHEE T ERA AN .Sk
B, B AR R A A BRI R A A B RIAR R EE A, BB B AE M R LR KR
(EMISEME T .S AT R, KA R, LREE A AMISE A B bk BF A RIMIS T B A
WiEE B NFLAGRRE R A IR TR B E0H .8 —, BN EERE NI HE
TR TEE (BT /AN BB ES ) &, W PLFLAGHI S JEH 45 57 - 58 — , FI3 XFLAG
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FEHEAT B R SR N T FLAG MISEAS JtEm, st FI s R ML S 25 ER% ELMEEE
I ARRER

[0178] 4 ARiF#h, 255 KR AMISER 5 58 6 )& B R Fr 22 HIRAQR/R(SEQ ID NO:28)
MISAHELET , #FLAGHRZS BN IR AL B B 4 AMIS (4%, RFZE 40 AMISERRARR/S(SEQ ID NO:
97)FLAG MIS) B YEM , T HFLAGKRZ: AE VI EI4E 40 ity B 20 AMIS (40, RAQR/R(SEQ
ID NO:28)FLAG MIS) & . K YRR FLAGHR S 276 T a8 1A 1) 81 A 5 ) st J7 AT RE = 3
ZYIRITRE, N TS BUE M 5k . B B, & B RA TIUk BIFLAGHR A I ¥ Im £ B A 58 )
)%, 4, CHO( BRHEK ) 40 Mg b 1) % [ 52 88 RAQR/R FLAG MIS(#ISEQ ID NO:28AFFHI
“RAQR/R” ) 2 T AE 40vE 1Y , BRI N 7ERAQR/R(SEQ ID NO:28) A s EH R EZAEWIEML,
X 5Kurianf B8 & (Cancer Res.,1995.1;343-349) (ki #4 ARG = FLAGHREE ) « 55—
T , LB 428 4b 42 SRR Y45 B8 AN AT 7 o 1) SRR MR A B Ak (R B T8 FRAR R A
G 2R R BB AL B 425K QDR , BRSEQ ID NO: LHAZ B 4504 QR (E R IR I EIFE A R A
AEH A B AL AR (WFLAGMIS R E S AWM A AT A, BT BT EXZBRIIERL T
Sof P VRMISRITBEAT S UL IE - BRI B, FE— B st 5 S, AR i B AMISE B (Bt Bl
P EBFLAGHIMIS ) 76 BT 2 = i 4 B BB A v M B PR 3R AR e AL RIGMI S A RBOT B
B, 7] {6 B AR K DA P T I PR BT R Al R A& R TMISE &AM AL TS
R3h 150 55 R BR

(01791 A EHAMISEAK M

[0180] ZE—UssiE F R P, I AT EH AMISEH M EZ-OMISEA 75 (#1140, SEQ ID
NO: 1 B BB E26-560) T B B4 (F13ESEQ ID NO: 1A R LB F 450 MQERKIE M |
1/ BRFRBAECTR G FIIR I FF 45 30 20 IFE N ) o IX AR I AR 4 A R 2 5 B AR BUMI S 1 R R
o

(01811  ATCAT(E I ARIE “L " RIEEEMN R AW R HLLZEY, iAW K=Y B ik
KB R, R B RAN SR B AR 7E 2 IR U AT AE MR AL 5 — 50T 5 BA R
HEBBERNZK AT - SAEEA RN L e, A8 Wil 2B PR
e iR

[0182] Zr—esiiy b, BEHAMISEREDT5% E/D80% . E85% . E90% Bk
% /95 % AR T E VR A AMISE B . AL L Z B SRR LT , A SCAT AT “ABALTE
(similarity)” 8% ML B 4B (percent similarity)” RIGWEH T HIFIILLBE R L
— st B MRS BT E B, BB KX B (maximum correspondence ) #E4T ELBANLL X
i, AR BT B B3 R BB T R 51 B B AR I 1 5 B 4 B R R R BR R B B AR ST
BIM P R RRFIETF A GBI St 2 T E AT, B 5 R AT
B RSN EEBRIEMLE, 8% 4 50 @il A48 E it EAUARUETR P EL A i &2
BREE ot 45 BAREL I, B —E BB F I 58 AR R P 5 £ /50% .60% .70%6.75% .80% «
90% B EFE 95 % AHF SR T8 B R B FFIBHT TR Bk, T RTIR S — R AR P
5| 5 ik 58 — & A AL

[0183] SEQ ID NO:1HIMISHIEI R ANTHAEATAE YA K ThRe F Bt A s A T A % 9, 9F
& BT 38 5 45 0 B 3Rk SO R IAMIS K AT S 2 . (B0, 2 M Sambrook 5 (2001),
Molecular cloning:a laboratory manual,® =hX,(Cold Spring Harbor,N.Y.,Cold
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Spring Harbor Laboratory Press):;Ausubel®s,[d_b) . 225 IR LR 7 41 0] 4 FR N 7
TR R B a0, YRASTE K ARTFE A 2L (K 45 o oK S0 AIM IS 2R A% i iz 5k BR1AE o T B AR 3R B (481
w, YRR RIEEERE. B, EE EFAF55,427,780.5,359,033F015,661, 1265 22
FHMISE A (L5 AR A RE AN AFTFREFANAEID) .

[0184]  KZ.Lo AMISEE A FEFI (140, SEQ ID NO: 1A EIEERFRFE26-560) I — R & 12
5 (BLFESEQ ID NO: 1A FEER R ZE450 NQZE RIIIB A AN/ BRAR B 7E Cli &5 ) 355 Notw 45 44 1%
MITFUE B2 RN ) R ThEE A BRI — RGP AR R s A T AKX %, 4
N, RS 5 o] ELEE NS AR N DA R B e o B 3R TR S I SRR SR (Y B AMISE E AR
{22 18] i 2 S R BF BT B BB A 1k R IR B B VE R S S R A0 1 R DA B VR T S R A 4
BT MR R L UG, ABEE B AE BIMISER A , B AMISE A AR a R A 7 fvE T

[0185]  A&FUMIL AR A RIGHE MR 2, fetE B St AT A F M EH AMISEA M Z
O AMISEE E A5 (4140 ,SEQ 1D NO: LB EERRTREE26-560) HEAT #AE R HE A K B ER
FF 51 o AT B I F TR A MBS & FlAk BT R A B R S R DM IS 2 1 B Thae A B R
BUAR AR R R B AT B4, SRAE P KRR EM N B A B B Ak (FE AR 30 FR 9 AR AR B
R , AR YR A R B S TR A8 4

(01861  xf B LA AMISER M) H B 1& 1

[0187]  7EZ & BAsb A IR A AMISTER [ B v 7E G & un b kAT 48015 , B an LA im e A1)
B K 1 o D0 D B I P B SR T i R R 1 SR T R R R BHAR-TE R A E B
N TR B A b o3& T 45 2 Bk DA SN e AT 35 K P 0 AR b 2 R B S |, B B (B A
FRT: ZBE R (“AC” ) 3-SR RN EEL(“Cha” ) 2B R -2 &R (“Ac Ser”) L HhFE-24%
fit- 22 5 78 ( “Ac—-Ser-Ser—") JHRIAEL L (“Suc” ) BEIAME I - 22 & BB ( “Suc—Ser” ) HE AN F-
Y R M- 22 B (“Suc-Ser—Ser” ) . A BEIBEEE (“Me0-Suc”) R E B PFHBL -2 2R
( “Me0-Suc—Ser™ ) - B 48 FE B8 PA ok Ik - 22 BB - 22 %R ( “MeO-Suc-Ser—Ser” ) L2 H M- 22 &
B (“Ser-Ser-")# P T2 B (“PEG” ) R AR ELME .polyacrylomorpholine 58 Z. /it
F i 20 2 BL BL PR AN ZEHE (9 40, FLAH B WN- 2 BESE M 2 S BR FNNE VAR ) 26 [ o 3 A ) R
e 5 F 0 428 oy i BB A B B R NS o I T, ISR Y NSAB U 2 PR 4R - SR B0 I BB 1A
[o188]  FE—dbszjifi s AN, EHAMISE A ATRE E — MU LRd & -8 R LR 5L 7 X
A B2 — RFcE A (Hltn, /NRFcBAFe) A SR E Al — S &8 & 18,
BN A AR BRAG IR, 0 7] B B kR AR M B & B (g R B I BER S
VERSTAES ) JDNALE & 25 H45 (49) 4 , GAL4ER Le xA ) 3 BRI VE AL 25 #4348 (450 2n , GAL4BR VP 16) 44k,
PREZER SIS S B (40, preprotyrypsinfg SFF51) .

[0189] ZE—ASEHi R, AR A T AEMAEYHEAMELAMISEA/M &
BEA 458 AFcEEBRE AL A B H Ik, E— AL 7 N , BRI AT T EMAE
Vi A EHAMISE AR S B O T 48 AFcsr FAEAS —R& 48, K, FridPc F B
A NSEQ 1D NO: 10BN ThEE AR i BhRERT A , Horp ,SEQ ID NO: 1040 F -

[0190]
LELVPRGSGDPTEGRGGGGGDPKSCDKPHTCPLCPAPELLGGPSVFLFPPKPKDTLMISRTPEVTCVVVDVSHEDPE
VKENWYVDGVEVHNAKTKPREEQYNSTYRVVSVLTVLHQDWLNGKEYKCKVSNKALPAPIEKT ISKAKGQPREPQVY
TLPPSRDELTKNQVSLTCLVKGFYPSDTAVEWESNGQPENNYKATPPYLDSDGSFELYSKLTVDKSRWQQGNVFSCS
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VMHEALHNHYTQKSLSLSPGK

[0191]  E4H AMISER (B A4k 28 S A A o] F T 38 nekos /b B 40 AMISER B i 3RIE , A
KA AT ER A i E B a0, B4R AMISER A A 55 B 5 0 6 40 M 51 5P S 4 o ) SE 13 0
B, NTTTE 8 B A AMISE B 4 35 A B 0P SR AR Rt

[0192] ZE—ANSCHE A R, B EAAMISE A BA E 58 A 48 (Bl 8k 7 ) LAy
BB AE AR PR I REATE AU R AR, B R () — 8, R Z — B2 (PEG) .
513 E & A R R A th AT LA YA T M 2 BRI S A R .

[0193] 7E—LesEifi AN, BN EAAMISEARSES A8, i, e 2%
B ) 2 AR O B I 22 B B B IR B R AR AL B AR A (TN R 7R BT ) 7R — SR e
FRA, IR RRE B R BT VIR (an SR T EHE) JF B RN B — B iR E
g (B, M EE) ER AW AN HE S, RAYW(E 2 R (PEG) SRR AR 2 %
(mPEG) ) AJ 4N -5 B A 14 -& B B KA £ T . 2 BRZAGFIMPECAL 75 VE 2 A GURE AR N 57
NGO, BnME B2 RIIPECR &R B H it —F .

[0194]  ZE—iesgiti 7y s , 3 LA AMISE A SR Bhe A B AT B4 L S B 78 R A 34
S TEHA XN BB A 2 DA R T R T SN T VR R R, E AT TIRZ TR
(- F-60KDEI/NE 3 3 DL B s IR, Bl Tk A B B ARV BEAR X Bk & T B m A BokiE
B F7 o AR BRI 77 35 oh BT 25 1 R SR BN R P B A A AR A AMISER B B A B
B ELEE  PEGIL 5 AR S RE FE &, Frid & B 8l A2 E B (W006096515A2) « H
B EKBE (US2003104578AA) s 54 K% A (LevyMShoseyov,2002) s 5Fc r B &
BREL-S AL AL BB AE A 4 FE (Carter, 2006) , L 51 R B EAFHAE L .

[0195]  EPEGALEYME ML, 185 2 — W (PEG) S EA AMISE A A BE A, " AFIa0 MK
B BB A B 720t 80T T 5 FHUAMIPEGIL BRI B IR 5L - K& 7T
FB S AL 22 k52 p, 6 B IR A4 4 2 78 4 # 57 (Chapman , 2002; VeroneseAPasut ,
2005) . PEGAL BT 3 A0 48 K /N , AT FEAR 7 B ST L& S PEGALISE— 25 B 1L BT 1 /K AR R e
845 M IV B TS IR TR o AP , 3R I , PEGAL T IR A S 58 J 1tk 3 (s VA A Ak 8 o i@ I N
PRG35 ) B3 1 254830 1128 B ey T LM R AL 6] - 2 F oK/ in By 1B 3R B K Bt
JE I R A R [ 4T 2 R MR TR T 5 3 P 91 o FE U B (Fab) BB LR L S8 PEGAL SEIR 1
10,38 244 %5 BA A 204% 18 10 (Chapman , 2002)

[0196] &4k, B JIANZHAERIPEGIL 259 , )40, 20004 - 1T FIPEG—TF L EK a2b (PEG-
INTRON) #120024E F #ifa2a(Pegasys) &t X TNFa i PEGAL Hi4d b Bt (% HCimziakBl
Certolizumab Pegol)7FE20074F FHiEFDAML Y FI T 52 B BUR I VAT , F 2 72008484 H22H
SRAHEHE L PEGAL B JI R 75 T % L& AR A F 8 20 B0 B, 455 ) R 24 7% 2263 1000k DY PEG HE
it . Xt TR 42 B A L 3 % 43T 10000kD AT £ 43 BRPEG , 4 B ELA ARl K BEPEGEER S &9
BT B AN RIRR S P 2 A RS M R R R K M PECHE FT e & S BUR R Y
A WTEE , B S BN E R 25488 2% . PEGAL Y 55— RPR &SR A I BUE R, tnE 4 H
a-Fi EPegasysMMBI , B RBERAEAT% KT REENE, B A TAB RN MR
L FIT R REN AR 1%

[0197] ZE—Sesi P B EANISEEREABRSKEMEARS, iR KA E
BB A S B, ECA6TKDIFE A B A 19K A M3 4 F A (Dennis®®,2002) . B R H & Il
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RPREBNEL, S5 MKERpHEY B 7E 3 & AW R 8k FECDAR LR, &
KEMESEANMBEOEEFHRE T NI (Yehts,1992) K TRIEEANETE
LHREHE ANEKME BREAURIBEEF(A1i%%,1999:Duttaroy s, 2005;
Melder%s,2005;0sborns, 2002a ; 0sborn®s ,2002b ; SungZs, 2003 ; 32 WLUS2003104578AL
W006096515A2F0W007047504A2, LA 5| A 5 20K BB FHEAARDD) .

[0198] Akt M0 FHAAME A E MR DB R Z M AEH R B R
SEI CCPA) B LT, 00 AL AL 5 B VR I I 2 3 IR R A , 3+ (KRB A5 B T 2503 (Key t5%,
1994) JE TR RINMN AT LM EAEL FAZREE (Elliott%,2003;Ra jufl
Scallon,2007;SinclairfIElliott,2005; Umanas, 1999) . thah , # Ak B2 4 R BR 2 (9
Fa 2t (MimuraZs, 2000;Ra juFIScallon,2006) .

[0199] FE—desp s, AN EH AMISE A B A B A4 2 1g6IFc i Bt (Ashkenazi
FChamow, 1997) . Fe & 77 1 2 T it i Regeneron & I e B B AR (414, TL1FEBH AL
VEGFREBH ) o 48 A 1 B 1 SR B B i 2 32 B L 7EUS2004001827A1H A FF o« % T-Fab Jr B AN
scEv-HSARR& & E , BB M AR R B E A TRIE (Smith%,2001) . S UEH A E B EKH
I35 2 3 A B i F P cRn A 51 6 BR i 78 (AndersonZE , 2006 ; Chaudhury% , 2003 Smi th
4 2001) .

[0200] ZE—tbseiE s, B EHAMISE A S A E R EF152010/0209424H ~ FFHI A
MR ECERE , A5 A 208 BRI A4S,

[0201]  ASCHTFAKIARE “BEYW B BE” BRI UL b Seide % 45 UL TG R — L4 . 4
W, AR B VR T R B — R E A AMISE A (BT,SEQ ID NO:2EYSEQ ID NO:
3 B F B AT AE BB R KB A, TR 5B — e AR i B 4 (Bl tn , {E A AMISEE H
Fa e 58— B AR, B0 Te 3R AR ITRL , InTeG 1Fe ) o HE 4SS 7T 15 Bhi Sk L2248 Ui ik 3k b
2eges LM EE RN BN A A B B AR E RN RE MR F B E W]
DLk A BT o 76 — e s 5 b, AT LR SR L DME R -G A & Bk AN
T SR A I 5 o 3 R SR MR B Sk DL B S N GRSk B A B 5 A SCRrid
(B B Sk — e 8 . ATE I Rk SRS B Sk IDNAKG R B Sk B B 2 AP i — UL BER
[ 2L AT A BRE B ek e T Y Bl L MU IE L R E TR R A TURH AR N R A0
B HES U HTARH.

[0202] AR¥IEA KB, BALAMISE A (B),SEQ 1D NO:28RSEQ 1D NO:3, BRI A B fTAEY)
BRAR R ) B 42 0 AU AR AR S & FBOE B B S — B & FH 1B . S B B £ 3 5
4,625,014.5,057,301705,514,363, LA 5| AR A E AV H N4 3400, EHAMIS
HE A EBEBRET — N EREZ AN LM RS B 1gCIFeAE— NI P AR A TT
MEAAMISECEBEESES —Ma 4B (FwFe) ; EB R LT b, 78t #k
(Blan, BEERE L B A LT ATHEHAAMISEARESEE —/-& 4B (FW,
IgG1Fc) .

[0203] FHFHEASCT AT ELAMISER 55— & -8 (FIIFc) & 1 & Fh & FER
FVEE R R R D M R FEF B Hermanson /A F (1996 ,Biocon jugate
Techniques,Academic Press)FIZEUS 6,180,084F1US 6,264,914 AFF (UL 5| A 77 ¥
BATRARIENAD) , 3 BAARERIN AT KPR B8 AT N &N EAES
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#1757 (5 W HarlowflLane, 1988, “Antibodies:A laboratory manual”,Cold Spring
Harbor Laboratory Press,Cold Spring Harbor,NY).EiAREI, E—EER T, BEHA
MISTR (5 2 5 44 T RS 50 22 30 R THAS , X BX g T B n L o (F I B & VR BAL 2 1A . A8
Wi , % B AR R B L W B S5, ZFRBRN R A8 B B A e SR (R B R 5
A Bk (i, B AMISE H ) BB IhREM B & ik

[0204]  FFHKASCHAFHELAAMISER SHE A HIB(HIW, Fo)EEMEBTTIE
£ FE B I0HR = W 45 & (Bauminger #Wilchek, 1980, Meth. Enzymol . 70: 151-159) . BRE , A]
BB (moiety ) fBEEE WiNagy2s ,Proc.Natl . Acad.Sci.USA 93:7269-7273(1996) HiNagy
% Proc.Natl.Acad.Sci.USA 95:1794-1799(1998) B frI 4B Z557, LA 51 A 75 S EA1)
£ B FENASC TS B 5 — 435 75 1 R B fn v A BR A R Ak 4k D B3 SR R R SR M
A RN AT Bk

[0205] W7 {f F 4% FhOR [ B3k Sl s A SO T A TP B4 AMISE A 5 8 —Rl& 48 (Bl
Fe)B&a,fidELpumERARTEEC EHRB L ALY (HRP) B2 X I fE
(heterobiofunctional )3 e Sk (AMBRHE I N Mk A SR B I L P AT Bk B3k ) o A XU D BE AT Bk
RFBEESHIEHS BRSSP BEBRHEREEA LT RS 7 LHBANF K D6
BT 00 T S R SR X 2o BR iR 5 08 PR S Sh B 2SIk Sk AR R R & R I - 3R
% RIT RATI AR/ B4 43 B BE /R bL AR A HH g 1

[0206]  ARIE“BeL” B BT AL B stk (Flin, A 3C BT A FFI EH AMISE B A%
— R A8 (40, Fe) ) AR T B (means ) » B2 3K A A B2 Sk BRARSE M e Sk - JEANHESRHT
LA ORI BRI ELE EEE RN — P REANE AL R AR
g a4 B L (B R T AV & B T I iE R, aE &M ER A, F
M EERD (BERBAEY) B R(SBENEALTIER) &2 . AEFRLE
(urethane) FIFR K% 2 T R40ER: , 7 BLEIT S 4k R EAL VB VI SR 53 RN 207 A1/
BRARET BEATAE A, ARt BB TR BRI AL 5 o BOZER AR A2, N B E BRI A ST A TTRIE A
AMISEE [ 8028 — Bl-& -8 (B, Fe ) B ThRE AR I R LR /Y

[0207]  #B[ (targeting) . 7E— Lo ST 5 2 , A 28 i #08 A FE A4 6 A SCRR A R 5 IR A
&My PG 2B 4 AMISTR [ BT AS A B BRI 5 470 S 1) o8 R K B B 400 o 30 1) e A4 = LA
B AN ) SEEER (00, Tk 4 8 R 20 b i 4a e R T AR 4, iR AR B (), ABEL A4
T Bk 4 S 8 AT B R E T TSk M 4 BE AR L 246 ) RS S T T
(B, Ny R ER L B SR, 7E— s SR, T T AR ST A FF A YA
J7 T R B 4 AMISES (3 B EFCH/BUR T B & B 4 F . FE— S s y sep L 7
W D S [ BC AR O R B B BRI B AR AMISEE 1 WS A B R A Y BB A A A R - #E
[ ERAR I B — LB R R E T ASEA KGR SR H. SEHAMISEA ELER
i AR 2R 4) T e 0 45 -4 T4 6 72 X S 40 AR A SR AR 17 76 1 Bt 4 BR L4 D (A Bk T AL
Bk BREATH A B

[0208] & i e 44k B 8 — 5 S 490 0,476 1B AN PR - LA o 5 A ) 5 T S ik e Y 4 M R THT B
s MR GE A I B B LB 4Y - “R SRR 1 B B R R AU O A 44 77 v (Bl nBiaCore
AVHT ) BRI B BE R 1 A R B B — AN LT b SR A AT A S — e
MR A A S, TR B RE S S-S S HNEAN B E G RN AL R ERE

44



CN 105473154 A w R B 38/77 T

B 1 BB A SR B M ST AR T A AR B AR o A SO AR ARIE “R R EE B BT R RIS R I
Zi A IR BIH R A IS (BN ) B BE, ik Z RS R B S BBk E B Z B B A B Y
HE2E X 38 (framework region),H , EXRKBHMIBER T, IRRENAL SR IEREE
[ ERH LS B SR R T AR A R B R B A 2 B R AL Ia T AL
FEERE 0 45 & X IR IE T M0 RV SLEN 0 0 e BR AR (1 o a0 RAT B B e & 2 BRI TR V8
7 F3% () 5n, FA T2 W FIELISA) , S BE R IR (1 45 & X AT SR IE-F A 2k A L sha (B i/
) NEEHREAEERERABARE o, y S efEERXER, U R RKEHRERE
B AT (X B AR A 4 Rk BN BB AR v 1o 8ERe , AT 43 B JE L T Ao BEER &R
231G IgM IgA. IgDFIIGE . A 1gChh K h , 5 R E (R PP R (401Gl 16255 ) . i@
W AR TR S X EMES SRR F HRRRERN.

[0209] A TgGH7R Bt SR BRER 3 (k) 45 7 88 o A0 A V0 SR A4S o & 10 3R 4 ey 4 ) 9 A
LR R, 45 5 £ Bk GE B — %4 % (Z4125KD ) Fl— %% B 4 (£150kD-70kD) o %555 HI N 2
N T #100- 110 EE AR LB AT X, EEAFTHURRA ARE TR e" (VL) ]
75 B 4% (VH) 43 5 H6 X e A 4 A0 B o 00 DA e 38 A R R B 1 T =X L B LAl PR AR
B VAL BT A P2 1 2 B AT RAE I A BRI B SR AE B 0, B R B S 7E X BE X I — R T K
A Fithk , AT F=4EF (ab) * 2 (Fabf) — 48, FabZs & =B —fidd 5 VH-CHIER M B8 ) 77
AN T (ab)  27E B, AT 8E X b (K et , AT KEF (ab) "2 2 RAB S L AFab’
B4A Fab’ KA R R BREEX — 34 HFab. RERIEN e BHEK HE LT 28
Bk B B AU EAR N RUSTRARIG R , 12 B BOAT DU AL 22 05 R BUE 1T {3 B ZHDNATS
MK E B BRI, A5 SCBT BB ARE A R ER R B Bl SUiR R ELFE IB I e B B B B R B 7 AR
(A B B B F 2 DNATT ¥ M Sk & BRI A8 A B (B30 , B8 8Py (scFy)) (BRAE FHIRR B8
KBTS ELS B HUE A B (S B iiMcCat ferty2s, (1990) ,Nature 348:552-554) .1tk
bh, KBRS 2 INE S AEERED EHE (V) ERSE(VL) AR ; DL R AR R IELR
HEEORLESHESRS MR TERAEF HIEHR TReiter®®, (1999)
J.Mol.Biol.290:685-698.

[0210]  HI&HARE 7 vE R A C %180 . 2 W tiKohler&Milstein(1975)Nature 256:
495-497 :Harlow&Lane(1988)Antibodies:a Laboratory Manual,Cold Spring Harbor
Lab. ,Cold Spring Harbor,NY . 4 B¢ 1 ) 7oA (¥ B8k R 6 11 25 X1 T e B 8 40, 61)
101, LD B T e A ) 2 TR T o ) 2% AR A T 4B PR B B ST R LA SRS B S RE 4T
A 1) BB e R0 0 e 1Y) 25 TR ST PR A T ) 0 TR B A R U R - R AN R R L BRI P I BE LA &
BB AR S B R R B T AR P B LA R E U R (REEH 5
4,946,778 EE L FE4,816,567) BEE T A& B Bl & 22 BRI 75 v (8 RO BodA - b
fh, EEERE/NRBE T AW (E T I T BT RIEA RSN G RUEBE W E
WRREART AT % E 5% ERERSF S S HTUE . Btk i B (In T AR g5 /) BL K+ K
FabF Bt

[0211]  fRIEAT AR A (BIan, Hidd) i I R 4% p1E I A U A £ Fh VAR it
4T < B0, B 58 s P A T EL ISARY 75 92 BRI B 44 R /R SR E 17 5 4E 0 e B2 AR BRE 24 R
745 S 1 1 B T B LA B R TE B W45 0% o DRI AT YR O 14 SR 4 s RN RS 15 ) BR ST bE
ik, UL T A R B 0 4H 26 Rk b A 22 . IR i W) R AR U E R AT 5 E T
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TEBET FR 9 “Biosensor Modification—Assisted Profiling” ( “BiaMAP” )f—Fh77ik (3£
[ % FI A TF2004/101920) f i HRidk 4 i 724 B A BT B BB R ME 00 SR 2 PR BB B M STTB T8 F2
¥ AT S , ET Xtk UEME AR BREH 4% R TR Bk 7 3k B R R AL AR A
(0212] EHH AMISEBERI A~

[0213]  ASCHTAFFHELAMISEE KHEThEE H BT A BT &R T ER
B A9 00, 22 BA AT {5 3 B0 2B H A et R (UDNABRRNA , SREDNA ) SR A= 7= o 3¢ {8 FH E ZHDNA
AL LR T EAME R IESNERTAERZ XS EFHPKE .S N W
Sambrook®s,1989,Molecular Cloning-A Laboratory Manual, 2 2kR,Cold Spring
Harbor Press;AusubelZE(4%),1994,Current Protocols in Molecular Biology,John
Wiley&Sons,Inc.:;Innis®(%R),1990PCR Protocols,Academic Presss

[0214]  BR%, ATIRITAL 22 & AR () S0AR 38 41t 2 7 60 146 B 1308 R I AL IR B AN B HR RS
A AMISEE A BRI ThAL A B . AT 2 BRAb 22 BB 75 12 A k2 AR 4 A i « 2 L1
Merrifield,1963, “Solid Phase Synthesis”,J.Am.Chem.Soc.83:2149-2154.

[0215) fE—esEiir Rt , 5 ARIBE A KIDNA(FIW, FIGEHAMISES B HFIE
YIEL T BEATAE M R ) (B4, ZEAR SCRT A FF R B BRI 58 (catheter)
BT AR E ARG R 5, A AMISE R BREThAE A BBk
R BRI TE4E L Rk

[0216] e EHLH AMISEE A MITEER 4T

[0217) ALK HRF  FEERINRATHAT WA ATFHIANEHAMISEH
(112 E I o BT ASE FREG 434 R 45538 F-Donahoes, J. Surg . Res . ,23,141-148,1977(Z #)iR
BB B IR ) o o M LAR MEPE K AR T T HH PR AR TR, H B B4 B B SR ML (Falcon,
3010) Fh o ¥4 BEA T B 7E 18 2 % B R 2 (N RB N A& |, I 7E37°C 5% C02 195 % &<,
th, ZE2m1 3% 3R 3L [ CMRL 1066, 578 10% fE4F i 1% H & # (10,0008 A2 /ml ) ] o BRAERE 77
5 S VR B # 4 (gradient fraction)f1: VBRI FRT12/N0T JSRJETE
AACHR2%BIEME RO N RS IR EREANAL  EEMPEEFEE, £ Bk, &£
— HF S, A AT B AR EB L )\ Bk E s Y AT e e, LA T @
65 B AR AT WL EE . 453k B B8 3K (cephalic end) VI A A ELRS , & THHO-V
B AT 43 2% (Donahoe , Biol .Reprod. , 15, 329-334,1976) A 27 LB BB A
GAEYEH L H-8M A JEEMERUREE FWENERIH . BT 5 %5
(fractionation) T FEMMIRARKRE D 104347 AR FE T AP HTF o 5], WX P
ANBUFER T 0% ISR A B BB BT Z M A A fE (widely patent lumen), %%
B AT A% 3 E A (basilar orientation) YAEMR b 4HME . T4 2 B /NBAL o
BE RS/, 3% BRI A 78 FRIE 2 5 B 3R (7 2B ) F o BT UL ) BRE BT IS R A7 7
7 9 X 48, (Can7E A YD A b BT L) T TR AR IR AL . BB B/, 3F BRI 78 BB R B
5% BH (X 395 AN B B o B 10 b 5 4 L A A R AR I T AT R R L] o TT TR o TR
&R R N B R THRM (disorganized) o TEVR /R BB B  JRAETEF K TR K &
IV E BRI AR VERIE RSB RENBE R RIR . LR
ot 34140, %5 BA PR 2EL £R f R (s PRI JL 2 A ) R B 1k 2EL 3% R (B o 8 2 B R B B S L
H—REE) SRETREESAALANBERY RE THEEEENET S BRETHK
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() 2 80 FRE A Ak 3 R o FR ZRABK S B B0 40 B 25 2 iR B AT 3B AT 90 0% v R T, 3 U
EEARAETE.

[0218]  EH AMISER A M i

[0219]  ZAFisoh & 4k AT B4 AMISER [ A/ B 4RAS % E B AR BR V6T B IXH 75
VEE FTE 2R A 7 PR B L (B ) » Bl , 40 o % e L BE DR T v L AR IR 3
B % AT R A B A 24 GBI IR S SRS AR U Y B RA 2 BRRU IR ER Y B
£ 41 fa [ 42 ik

[0220] 7E—issgjE g b, K4 B4 AMISER (3 34T Y1 & AT sRMISHY AL W &
halo-—B K, REL T2 RE , Irid ~ RS H W /MR ) 540, & 5044 i N 25 A 3UR0C
I EE IR o

[0221]  ZFEERZARLCHN,FETUATAZREL TFEAAMISES K ETIFIL
CHAEYERIERZ TR E) B0, S 7R BT SR R R R G a e
i E AR RN T 0N FE R (S A mWuFiWu, 1987, J.Biol .Chem. 262: 4429~
4432) IR AN EFRRERAR L CBAN —H 2% IIATEA LB EHE
FRoME 3R EIEERR T EARZ AR E EBERN R BRNRRE . ETRE IR,
EREZ RRRR EEEEL R ORRRE . B AMISE A 1] @i (67 77 g (5
U, BT By B s YE (bolus injection),@it4E i b 7 3 B Bk I R Bk A & (B, 1
JERE | B P AT PR A VR ) AT 45 25, AT UL S e AR s MER —BA 4 AT N
4 B BRI A BAR R R FE IS A MNE R R M G BT A ERR
(AR E N RNES S-S HEAIMISE B EMASM I NFRMEL RS LE
P VR BT T 48 BT 40 4055 45 B 47 55 (nOmmaya i 7785 ) KL E N B8 LA R ML 2, 6
3@ TR\ B3 ER AL 85 LA B BB AL R B .

[0222] A7 HEFH M R FUJRE RE B 7 V5

[0223] AR —ANFERM T AT ESZRE P IBITRE (P, RIAMISRITRIEAE ) K
FE B, AR B — AN T K AR B3 R 2 R E FIR T G R R R L ik, B
Hh TSR 184 A 2 0 BN 3K L 5 R TAMIL S 52 44 By 4 i (5 BN FRIAMTSRI T 40 ) 5 9% o FE — 45K
a7 2 o, BT T R B EL AR, o, BT R E B 4 M R IA 2 D — FIMIS 24K, 1
N, FIAMISRIIF R AE BB M . A R I T LB 3 B A W RELM 2R E S THE X
BIASCET AT EH AMISE B 8 Thee A BLEATAY, Hb , 5Tk M FE M ZELA K
Y RIE T > —FIMISSZ AR, 140, BT iR 40 R IAMISRIT B, B M E M A ST AFTHI &R
40 AMISHE S IhAE K ERA T BB A D —FIMISS2 4k ()20 , RAAMISRI L) YR8 RE £ 32184
% . DRI 38 5 P A A B B T v, AT TR B MR (B SR RE ) S BSCEREIR , FE LR UL T
AA RN  E—ese i 7 b, T R TR T A M R AE B BB 20 AMISER 5 & SEQ
ID NO: 2K & FER 751 2 25-5098  H DR i B -

[0224] BRI R FRIA T b — FIMISAZ 4 (4 9n R IAMTSRIT ) Fry &0 i Fry 38 7 £ bk 285 795 9 S5 49
SRR , 9 40 B B N N S R — S R, RIAE D —FMISZ AR (BIAIMISRIT) Ay
TEE R A 7 — e S 77 R, RIAE D — FIMISEZ 4 (A0 RIAMISRIT) F) b 28 o 44 M
A5 S B AR PR T B9 S50 4 e L 4 B R R R A B SR 4R LT E PN TR AR 4 B L O R R
i)
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(0225] FEBAHISLHEH NP , RIEZE D — PIMIS A% (K iE (41 A ZRIAMISRI TR AE ) 41
WHEARIRT 2L I GRS B L BB A RARRRE VEE B R IR
ZlpE SEE - TEARE. EhE EHEMRASEE.BE - MEE. . BERE NEK
R ERE R L TP R B AL B TR L B R DL L O e R |
FitBi (hematological neoplasms) JEVUIEMEE . E3E .2 X EEHER BB . FIRR
RIS BRE B R AU B IRE R E VBB BB E BT EE.

[0226]  ZERARBSEHE N P, 45K B3 R A ST AT B A AMISE B (B D8 Fr Bik
T4 ik AT T A B R R, Bk, A F FRRMISE A SR IB FTRMISE A K%
BREN 3 (EMISRI [VE AL 2 VA IT 7 R AR EGER 72

[0227]  ZE—MbSTHEJT 2, AR M SUR N B8R , ) B AN PR TR SR F B I  7E—
e St 5 R, B E R IAMISRI T, B 4n{E AN KR T B0 S5498 A0 5 3008 o 7 — 2 s 77 =, /AL
B 5 g ZHREE M EEL, BlininEE 556,673,352 A FFHIZEEL, UG A
(77 23S F R AR I N A ST AE— S SE i 7 NP, AR B vk YR IT R SRS L 2 BN A
T R PR B AR AR R A B M 534

[0228] 78 —Susufiti 7 b, R A AL 2R 0T R T 52 M S i B 22 25 MO 2 MR e iE L Bl o, B e
Pl B i R 50 A2 BT 24 MR TR R S IRAFI T 2 1k e 35 WA B R T 240 M I Pk e 3 R Y 25 1
R E IR B R 25 P .

[0229]  ZEMIR LM A A AT A LUN R RE N RIEE D> —MMISZ 4 (Bl R iA
MISRIT ) frtRa 2B 4R, Bt , B s 2H SUAMBAS IR -S98R A8 08 L B B W FLAR 8 L O &R
I 2 SR | UL R B T T 44 R B ARBA R IE - T £ AR R B T 2 A A IR T Y S B SR
980 4F 2055 45 A (B N PR T B L JBR R L LR < 465 1 R D9 SR R AR DAL £ PR o 7 — SR SE TR
A, T HAGEETT AR A RO FER R, BERE RS2 R IRBERRE .

[0230]  ZEAHOSSEME T R, AR RE TSR AT ELAMISEABI6E
B4R A 5 B e o () dndt s sz A8 DA B P15 U 6 B R LIV AL ) KB 45 T 1
TR LB A0, T AT AT A B TR AR . TSR VRS R
HEE(OFEERE TR (1,9-cd)tt-6(2H)-E7 (SP600125 ) BiN1-H 2-1, 9tk M 3 R EH
(M-SP600125)) , BR B AT I8 BRERT A4 MIBR T B8 A o 72— e S 75 0 ABIT IR BT 7).
SR B4 A 45 2538 T AEALST 2 B RN/ BRR B A/ B JE AT , i A AT T R
JE 40 20 Mo S R RS 7E A R B B L o, PR 4E SV I R S i A AR R B A G
AT 38 5 e PR Rt AN SR M A T R AR R . 3 40, A R B I A Tva o B E 1tk 2R L
(454, S ) F 25 4L & DR DA TR PR R 25 A0/ SRFE M R B 2 AT A 2 (R Z R EWE E
KB R B JREAE R R , 451 0 6 400 B Bred ) A b E 4 2 PR 2 AEAR K B
VRS T4 40 B S R B 5 LR, X S vk th AR A TE FE T MR B R B 4R A A L H ) e R
BRI R R A O S R .

[0231]  ZE—esei g R, X IRE B 2R A YR & (B30, J6 AE BR R 40 23RE i L BR
e 0 P, B PR 4, 45 G A 4B R ) H K BB 0 R (MIS) B2 AR ) ARAK BEAT W o
[0232] ik () anitn vk ) B 40 o FE FEMISRI T A] 8 7R 77 CE R RE o N AT 3 B 88 f) S B A
A ZEMISRIT AT 46 7R B # o F — o IR S f 5 S AR R b &M% TR E AR
TR EEDAEYPEERFANLEVATZRE , TRAMEEY SH — R
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ZMETITE.

[0233] AXAFHIGIF M TREMATRAEERBRTHZRE TR A TAORE T
KT AT EAAMISEARE R A BT AW ER R EAMAEY . BMIEHE
FEERR TR (IV)RZR IR (I EZ R T (SC)g«E BN (IP)R7F . ENga
AR . TEAS R B () 7 ik o, A SC A TR A BB 4 AMISER 1 B DhiRe v B ERS itk
BRAAZE IV G (INES 2 SCAAZ FNTPEA 25 AT LL T #EE (bolus ) SRAAE #EAT , 3F BB AT LA
TEBBAESHT, TREBEAEEAFKERRE TR . ERABFNREE FE 5
TR RFIT A RF BB TR AT EELU R R E R E B, 8 R TS
FRIFIE R Tk A4 TRV A FRIET S5 E Ak, A R H K-S HEITE
K BLZ90. Ing B 4)250mg I FI B LA 25 o — L R, K B AL & W B A2 Ing
2 #160mg

[0234] FHTIGTF RIAZE D —FIMISEE AR (HI anFIAMISRIT) H 8 RE (1) A< & B I 05 60 1 18
B A < (B BURRE (VA T A B, BT IR BB AR S R R E 5 R ZE D — FIMISRZ A% (41
WIMISRIT) B4R AG o<, iR FiEAEE EP EEREMESL T RENE PHARE S
BT MBI A0 A FFH B H AMISER 5 B This Fr BRBL T R AT AE W I 4 & s .
[0235]  7E—iksi el , FEA K M MR £ So it 2R A R B B DT vE REAT 16 97 I 32k
RN RE AT LUIRAR AR , 20Kk B 0 JBUEE 26 0 A % B St 1 B8 T S 39 3. 7
BRI R, K0 L B B A B 7 L o S BB S s e B M A SR R LA SS A B AT
AT R AT el L Sh 0 Rl 2, 4 5] R L el 7L B 400 o 20 2K R 0 L Bl M o 28 LA K% e 2k (AL 30
Y.

[0236] FHig

[0237] FER—Zi Rt ARPRMETELIOEEENZRELS THERUENERKAN
B AMISE B B DI REAT AR VAT 2 FRIEN 7% AT AR AL S MBS T A K
BR (I 4k B 4 ER 2 D 2 DA T B R RE LS S0 T ORE < S I 45 FMISBRMISE 5 #5 5 I iE AL ER
MISRIIIVEAGLS B)VA 7 BUASREARBR MK B S T B AMISE AR T ReRT AN T X
25 BT AT RE o 40, BIX — T & » AR R LR H AR T FRIAMIS AR R R AE , B
UNFRIAMISRI T AE , 4 B RER T 0 S48 . 2 U AT 5 N R - 7] FIMISEREMIS(E 5 3%
SVE LR IG T LAERE IR T P B L B 5 R 5 G 288 IRUIR P 9 799 2% L 3 B MR B (CAnReiE )
BTG . 2 BEOPEL B B MR SRR IE K AItE B3 U R TR T 2 8 (& 2 1E
IMAE) .«

[0238] [, AR BI ¥ K B AMISE A B ShREAT AW A TR T M R AL Hg, K
b, 44 F BT RMI S5 B BR 4R TEM ISR E (AL TR ERMISHI LIRS ATAE 4  SRAFMISRI LVE W R VEIT 77
R AT E— ST R, AT AR EAAMISEASHSEQ 1D NO: 2 &AL
Ik 25-5598 H Ih e Bt .

[0239]  7E—desei P, AR B0 T ket o B AMISE B S AT A MER HE
YAIT R (U0, A ST 7)) — 2R B, B0, AT AR (I R A2 B ) BRMIS R 78 7= AL /N B AR
R BHEFIZE T A

[0240] L AMISEE A EETHAEATA DS B T IR7T R S 2 HORESH R
[0241] 7 R—sSCHa N, B AMISE A B SHRERT AW BT - Tiar 5%
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# it SR P A SRR A K B A LLRTEER  MISE 5 A/ SMISIZ RS 2R
TR B KSR AR, 38 52 3R B M B KPR (N R B & #)6,673 , 352 F05K E
I 1510/683, 34650 A A FFHT, LA 51 FE 5 G B ATRARFF AR ) RIER T iRk
MISH) %6 3 B/ R OB A B R A9 I 7 52 B 3 B DA M I S 45 245 3 UM% (R AY 1. 375 =2 B K P
(Sriramans,] Androl.2001,22(5):750-8LL K& Trbovich%,PNAS,2001Mar 13;98(6):
3393-7) o KRB T MISHP 1) ik 28 Sk A1 40 P A A A B R AR AR ME O R A7 05, R L
MISEE k) 2 L 22 BSB89 iR A 4K L IR 7E B0 51 i R AE K F L B B i iR
FESHEERIEMEK(Trann® Mol Endocrinol.2006,20(10):2382-91),

[0242] MR E @S 5 B HEBE 52 SR S B Ek 125 8 M Bl o MRS I R B FO4ERT .
T B A AR O M R B L (testoids) , FF BB R AT A MM R (MR HEBR R
B . EE HES AN ER 2 2.

[0243]  RABZHERRE, S LIRA/EUIBEE 2 MR E - ERBERRILS, KB
FH 5 B0 40 2R R B M S R B SR M B N BT B N R i 2 AR R A SRR E RS, 5
HC MBI B 22 FRE B 30 22 70 B4k (frank virilization) BIIGFRAEAR o

(0244] ARG 20, TR R ROATIRRI T B A = sl , 5 T B W a2 2% LB IS
L7 R N 4 WA o 1 5 A M R R LRI A LUR [ B R YR T B R AR, BT
T2 WM R R, AT R R G KRR B 2 B (R B R ALK,
B A B ) B B AL (BB K (clitorimegaly ) EF A 38k A5 B (R YT BRI VLR ) o
[0245] MR E T L REME R I R R — 3B 4 T R 2 (U562 BE UM SR ER-&E(PCOS) )
BRUTERBERN AL S : 2BE A EEAORE RS RICHU £ Y E  HATR-ANSR
SAF i Rt 20 VB S BT B % ) U S B v AN e 1 5 (HATR-AN 5 B 2L /]
AR 2 AL IR E 2N (luteinized theca cells)UtAE) (DL K UF A oy HEBL R UK FE I
H TR0, G R E i RS AEEOE R (THRE S AT T B B I AR EE) R
R (B AL B0 SLEE E BRI .

(0246] ZBWRAT RN BEILEAEK FFENFEHRPURK IR L L (terminal
hairs) 50 Fo BRI . Fib i B BAE RN Fh 25 el B I 28 B RE R R 2E - 2 B EME LA
Bk EEN A FEBETHRE, LB TFHICR TSR AFHNESNE TE HE.
= NN =N | = (Nl T o e

[0247]  FerrimanfiGallwey X% T AT £ BENHNIFEER, XEAFHE EHRARN
AN R R AVFE A I E AT B R 1% R E RS2, 73 A AR 2 0E4
RN BBRBN T2 EREEBEELERE SRERENSHS L EEMSH —8. 22X
RUEERERE, XREMFHTZEBRN A TR0 REF B TRERMZ B, HFE D
T4k Y47 e 5 . B {45 4085 8, B IR L MG PRI S , B3 7] Y i Bt B B E
BRER B A ST TR YR R FIER ER VG T R A B o

[0248] BMALAERT DI B SR SR T B E—BR A B FER TR R
FURBE MEMEEIARE JAFIEA AL S F RTINS 2 B .

[0249] B & AT Lt E SI7 et 3SR U0 R B R 24k I R R TR e R
R B B 0 b 52 BN SR G B R A R A PR 1) - GRHFT V£ Xof B 2R, (BAR &8
£, T BB A B BN SR A o e Ah L 48 PR D RGBEZRZS M T VR T BRSBTS, TR K £ 4 D I
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s E & BA MR TE R 2R (progestins) .

[0250]  [RIAMESRER I B A 7o 2 B T B 2 VAT R HR 1R 2 o A/ B R L @
B4 chr | 8 T B B4 L B A B (R M R S AN/ B IR A N F L LA T EATRIA
7 F0 /TR .

[0251] ERIk, E— NSy 2o, B AMISE A B theefT A el B T6r 5
R F hit £ B M R R A e s i R, ATE A EAAMISEE &R
SEQ ID NO:2f & Bk R A 25-55980 H ThRe B o

[0252]  SRIE “HEME” 70 A SCrp T4 ok i VE MEAE R 8 A 28 B B, 6 10 55 e ) SR B
RN , B35 SR | A B AR

[0253]  Z3CHT A DA “HES R R A E M R R RS R E AR B AR L2 A
& Y B R S B R E AR INE B SR MR IRAS 7B B p , ISR B S LI
{E AR BR - BPH. % 5 1t BT 1 Gt 00 « 2 L8 MU R R e R s B e 2R 0 A T 58 A A - 24
8 Lotk o, 2B 1 SE ) FE (B RRR T B R o 20 2 BE L 5 PR 4K POCS JHATR-AN%R
AL G S5 9 T I 4T BT | VR B 1 P NER TR B A SRR R VAN T E i A
BE 7R R R

[0254] <3¢ AT FE I “HEVE F0)” R 18 240 an AR SCAT i SR 250 IR A I I T B B 3
HERTAE MrE A (AISP600125) 45 T 52 5 L Al T TR BLIR T H i 22 BRAS 52 TR H A I 3K
ZAFINESSHRERRSE, B E AR EREKEREERREILEE (sub-
normal ) 7KF.

[0255] 7 —MLsSZiE A, ASCA T BEH AMISE [ SR ThEERTE M a2 B AT
YA B B I o R 2 o T B R 00 BT R RN, G R I R R IR SR VR T R SR
5, 455 Y 2 L M AT ) B 2 AR (Hugg ins2% , Archs . Surg. ,Vol.43,pp. 209-223(1941) ;
J.Steroid Biochem.Molec.Biol.,Vol.37,pp.349-362(1990)).1tk4h, KEEBEHEMT =
1 AR B2 2 LA K7 (Anti-spermatogenic agent ) HHINE T4 B (7= A BB T 1Y
TR B R TIIX — I RN A A S R SR B T AL AT ELA
MISTE 1 BRI ThERATAE M SRR i P 25 1 PR AT A , B4 AMISER | m] FAE B4k
WL Korolkovas,A. ,Essentials Of Medicinal Chemistry,2 — i ,pp.1032(1988).
[0256] 7 —LEsEiE AR, KB HAT SR AFHEHE BLAMISEHBH hREATE
WEk AL B 24 W 40 & Bk FL SR VAT 2R P & B R E — S S 07 N, i A
Ve ) 90 AR 1L 75 A 95 2 7K ST RIBEL b &1 PR A 2R AR R < 2R A7 SE B B HE B AR T 38
T T MR A/ B B R (B, 8 2R 24 4L ) BROnRUM Bh 771 A0 R B ¥ R 97 ¥ (add-back
estrogen therapy )k U7 S MM BT 45 T 9 R (b 2K VIR BT ) ST
M2 (40HE P s (spironolactone) ML (flutamide) JEE BRFR TR 22 B | Sooidt JiR o471 )
F| (CmE TS A f )  J8L R 22 0 i 2 25 AR (o — B SOUIK P et e — WK ) sfe 1) - R
-

(0257] EF FHE LA AMISER (B B B AS AT ) Bk AU ik A SC A FF 11 75 R 18 97 /I 321
HROWEENER 5T 2SR AR ERREELN 2R, flnZEEL, gl inE
B T-BPH. BT 5 S « B MERTFU B AR K L MM R AR PR L SR T IR R A R
Mt SR8 % B B MEAL JPOCS  HIAR-ANZE-A-1iE 51 5978 FEvia 15 40 e S 78 DV AR5
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1B AL RN B2 (ThRE S AN F B W I N B AN R R B .

[0258] ZE—HEART,ETFHEAAMISEARREEATEYSEUMBIT AR
FHIEBITR S RE N B SLREE LR (congenical adrenal hyperplasma,
CAH) #3233 , i@ % A B AU I @R AR N R CAHR RS B (% etk RR M 2L
Hoob, B2 1K AR B B 5k SR Th RS A B, SR CAHRY SR 3 AT B La- 32 AL BE AN/ BR 3032
- 25T B LB I Th RS 2 A0/ B T M o 24 X e i 0k BR LA (R K 4 AR, Sr A
AL A B S K B R R T AN [ B . 2 K IACTHER S R A, RIS B ARG
B K% F T R 5 R B 2 R I BT ikt % LCAHRT 7EF 8 9 IR, BRE AT A A
JE & B3R o B F MBS 7% (pseudohermaphrodi tism) ] 78 AR I 23 .

[0259]  21-FALEEGRIG R B8 M E kB i il (L BEFEUEE L) KA SR
AT 0 1T~ B R7K F o 1 1a— B2 ALBE BRI A RRIE R T R i L1 B 48 B2 R (AL &S ) K
5, 3 SBUTE S R ER (DOC) (— i3k B B R ) 7K P o 7 ML B A4 I T RE A& L la-
$2 AL BRI I B AR LCAH 5B — R X, Sa— 2 3k - 2K [ B2 i S BF B , 3 BU = i 224
B 1 7-$3 5 -2 B ER AIDHEA K F o B T35 B2 B 28 B B B » 120 RE Q0 SR S A 2 o )
AT .

[0260] 5 5 7 TN A b SR I A 350 4 SR s R 3 A TR AL ) O v 9 SRS [ UK
S % F A S KA R B T R E 3 R E A AR AR LB (R B (maturity-
onset)BOE K A )CAH. B bt , 7F— e s2 it 7 R & T FA B 4 AMISE B B ThRe AT A Bk
KA BT A SCA TR G TT 52 3R o B JE U R (R R BRGR R Y ) CAHR 3R
[0261] 7F—esoiif N, & F BEAAMISEE B EThasfiT A s R uamg 430 A
FF 7 EVERIT 2R % R S IR/K T4 880812 2. Ong/mL (200ng/dL, 8. 92nmol /L) BR A S5
T FIRIE 292 SAE I MENE R E— st P, B2 52K B A SR - 1R A
Haf 8 (Sertoli-Leydig cell tumors).|J#HMufyE (hilus cell tumors)FNSHg4Hf ('
E a4 (adrenal rest)) B, XLl B B LA ZEIG FRISHTRS , 3230518 S 4t i R ik 2
] Al (palpable ) A/, T 70 200 MG Pl g 12K g 4 o Pk vl e LS oA AT 5 BORAG U , RAE
IRF

[0262] 7 —uesoi N, & T B E A AMISE ([ ER E Th A AT AE Y sk S A 18 i A ST fr
ANTFR YR IT 2R E N B LI E (58 8 ) B 23R, TR 2l 7l A=K
SE I RE SR FEB RS T P, BT B A S A TR T EVR T 8 R A W R A
#97ug/mL(18umol/L) i it 7ug/mL(18umol /L) fIDHEAS /K F- R 4 71 -

[0263] 3&EFACHTAFMEIT LB E RSN T EHHTZRE BEH i R A
e S 7 (GR K KL ) CAH, PE R4 &1 (cushing syndrome) (FiH, B FERGEE MR 2R E S
AT B R R A R £ R R RS B R (HATR-AN) 4567 4iE o 75— $e S0 77 50
1, 3EF AT A TG I £ R E RS T RN H TR E A6 B F B
E XN DRE , B ERIR FHEGIPCOS(TEHM AR B H AH L RIS H MR IS
£ (Ovulatory hyperandrogenic)S2itd) 5 & MR T £ 4 (HE ORI R 1E 22
# EEBEREREG ERPFE) SR LEEEFERERTFAFBERERAEN
ZRE) .

[0264] 3 LY, % B 7K SF FIDHEAS /K F & A F I HE AR A R A MK, I A F Feuay %,
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International Journal of Impotence Research(2004)16,112-1204, A5 BRI =
HRAR NS M E SR, R 20F 494 2 A fY & M 1 IE F PR 7K F 9 : DHEAS 4
195.6-140.4ng/d1 ; I ¥ B EAL151 . 5-33. Tng/d1 ; LA K F B3 22 EA1 .51-1.03pe/ml . Kk, 4H
EL.DHEAS(195.6ug/d1) [ i& % AA(51.5ng/d1) JF B 2 FH (1. 51pg/ml) ) IE % {E /¥ 5 = VG H
TS, & T8 A< SCET A FF 1 7 v 0 A nt e 3 BUER 5 H Dh BB AT AR SR AU VR T 1 32K
% (I DHEASBX Ifn 185 22 B 5035 B 22 /K P BB £ £120% (ELE D #A130% (BRE #1409 B
EHA50% BB ADLI60% REDAT0% (BEDLIB0% (B E S A90% (B E DE100%
B KN . 75 — S Se i 7 e, AHELDHEAS (195 6ug/d1) (M1 iE 228 (51 .5ng/d1) JiFE
S/[(1.51pg/ml)# IEH 8 H & = G BT = & T @il AT A FF 8 R e 5+ &
AR ERE DAL AT AR M el 2 I8 97 #5213 3% U DHEAS BY I 75 22 FR sk i &5 2 E K F R B 204
2% B E D3 L E DA AE B E DS BB /DK 105 EE KRy .

[0265] DHEASTH] bAH A4 @+ AR N 54§ FIk §Diagnostic Products Corporation
of Los Angeles,California,USARIRFEHEAT I E . oA XA R PR BEAT 7 #5E
DHEASH100% , EM —ERA0. 121% ,9-FR S/ — B0 15% , MEER-HREL #5790 046 %6 , HERF
BrER 5 0. 55% ,DHEANO. 5% , BT A A BT e 2R [ B2 ] 22008 A vt o U0 5 2 B 7Y e 443
BB AN &{# FDiagnostic Products Corporation,Los Angeles,California,USA
ff1Coat a CountXFABATME. LI XZ X RMHHAT THE, X T 228N
0.41% , 5t FHEME —B780.01% , Xt FER L E 0. 10% , DA T il fir g Hoe 2k E
BE50.01% o fcb ML 775 52 B K P 7] el A YU @ RO N & FHICN Biomedicals Inc.,
Diagnostic Division of Costa Mesa,California,USAR] Immunochem il iF 52 BRA57) &t
TR

[0266] g I 15 2 4 B BRI AN 7- 2 L 2R R R () o0 vl FR AR U B AR N R A Ak B
2 EH I B 4E % WA TarzanafiQuest Laboratory R &HEAT - I B B R T 4 (FAT) AT f€
ATRBTHE : (2 %2 Hng/d1X0.0347)/(SHBG nmol/1) X 100=FAI.

[0267] ZMILAEMINEEE,

[0268]  EE4H AMISE [ BREATAMERIhAE A BORT A A 40U 2 50 (K B SR ik B AE AT i
B2y, B0 RAZ B A2 (PlInSRk A A BRINEAH) JEEN G2  ERSE
RRREE 2 (BN BRI LA (IEF) SR FE 44 245 . B0 AMISE H 8Lk
R WERThie b BT R M RIBERA B T R4,

(02691 St TFAKBRIEGT Hik, FABRREELA AMISEAHRBILKEHL AMISERH
LA REEE A1 DAL A B 45 20 PR T 4% 2 A 2 I B BS990 28 . KR 15 IR
BAEUHER, BIENNS L BN AE JEENAZ W (intravesicular )G # KA
T R NAES R T AT R DURGE RS IR IT AR SCHT A FEIY B B S e B A A
KEFEHWABEREMEERE. TG EHAMISE A KA X E(BIWiEIT 8 860 E) UL
BEHULHES T EE . LA T LZHER, Brid 72 o] 45 Al G A1 /N 37N 67N .8
AN LR 2R R BRI H Bl , TG ALE B AMISE A AR E S W4 T B2
B3 A4S 568 7FE 8 JE 108 158 . 20 B E % F R IRAR M 2 , Xt THE T B AR
SRAET S, B EREH RNRE N E ENE RIS HSMEA E BTl ) b b i
B R L i, dn R AR S E R IR AR R ITIE M VAT IR B AT A KGN
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[0270] BEARFWEMELKREELYHENNETR, FREMEBHLHAMSEL IR
H MpER ThES BB AT BLLLO . 0001mg/kg<0.01mg/kg.0.01lmg/kg 0. 1mg/kg- Img/kg 5mg/kg
10mg/kg 25mg/kg 50mg/ kg~ 100mg/kg .500mg/kg 8% 1000mg/ kg FIE IR AL . F 5T & AT A
RSN BRI AL W AT B R G AB BRI F B RUE 2P HE A —SsE T A
A AMISE A7) 8 40 1pg/ke E 10pg/ke (B FH IR E) , Rt AT 4 FEURAB =7

(=]

Ho

[0271] ZE—estiE R h , EAAMISHIENSEGE BEEMNSLAMGTTH, FATFT
Antimullerian Hormone(AMH),Serum from Mayo Medical Laboratories.Retrieved
April 2012.7E—EesSCiir R, T4 F M2 R E LU R AR EHAMIS: Sl /N T 244
At /N Tong/ml; 244 AE 1285 H#EHE, > F10ng/mL s 13-455 MI#EME, 1-10ng/mL s K
F45% WIREHE , /N T Ing/mL. 76— st i 3 b , AT 44 Tt 2% DL T R B EAH AMIS:
FER/NTF 240 AIBERE , 15-500ng/mL ; 244 A & 12 B W HEME , 7-240ng/mL ; KT 12 2 (7 1
1,0.7-20ng/mL o (EBVE B AR , A0SR R IR A A\ R4 RDELE MISTI B 45 SR T sevERf &
BAK.

[0272]  H4b, B FEAFAMISE E B E AzadC FU K R FEZEER &0 P F B
& A AR SC AT B AMIS SR M BL AT VR BE A 45 4, Bl hn , DASRAR AHEL B0 fik FH %
EH AMISERIZALIT 57T 5 58 KBS PN S8 TE L

[0273] AT AASBEFRZRENFET hATUR Y BBAN B8 FE RS E (Bl
B 4 I R 2R 2 T ) TR o B AR 0 AT S T ARSI B 2577 , B Ja 1N &
BESES MM ER TR A, ATFERENFE LU EEN MEBRERE R AT mN
YA TR I 5 B 0 G0 DA AR s B R A AR S S B R A TR R E B
AR SIFB T8 VA R A SCA R B 20 AMISER B B hEE AT A= i Ae i BRI M SRR e 1
I3 2 5 45 LA Je BB KR s B VAT N B B AR B s LA RRFIAIT I B RO A BRI
LB XR/MER I T ERHE MR GZRE P AT B SR B B 4 R AL AT
TRFENVE B FE7E M R FIFR BE AT SRR A A R VR TE — N B A A iE R R sh A/
BRA PR R B TR (45 G AR ST ZE S A R /A T B B8 B B Ak AR A 43 A FRA TS B BOR
A R G ) b 34 B4 AMISER B B ShReATAE MIER ThRE v BRI T A &t AT
TSR, LRGN T8 L UG, i v 700 B o 465 B M, 7 BB P G A B AE K 23 o BRI X B
E3aTT (B0 17 K 41 A SR SRS 280 5 5k 28 Va7 I 4 MO B Sh A 260 ) BE 28 ) B R A VAR E
PR BT AE R B 4 SR T o % 1 il T B 0 R AR A R A 2R/
Bk 22 ( H A 24 817 FILDS0FN / BLTE & Fh ok B TR v 40 AMTSER (A s = Bh Re AT A Mk T é A B
B LA BE I R T ) 45 T A 25 Tl SR F B A R E S

[0274)  Ffy s 75 B I YA T BRTARN o B4 T A0 B AMISER (1 S D ReATAE W B DI BE A B
b BT , I AR S R ML 7K 80500 E 1 DA R 8k FR AT VM o BT e 77 B 7K T s B
hT 2 REE, QT BN AR E A S MELEE S RB RS SRR 5%
VRB s FESR AR BLARAL S MBI HEME 28 (rate of excretion) ; ¥RIT RREEET I 55 B S IR B
AL A ML I S0 B 2 AL S DR/ BB YR T I BB B AR VI R BB OIRAS A
RO R BEAE 8 5 5 L R B 2T A AR R

[0275] 7E—ibsuiE N, A SCA FFIEA AMISEA TR IBRE FETERIFTESY,

b4
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2 EE ANk S B PRAR IR B 25 17 S AN 5 1k s AR 24 ) 2 ik B AR I B A E L U R
JTMILA R B E &

[0276]  EISHAICHTAFEHIAH BEH AMISEABH IR BB AN EH AW EHTT R
HEAT VR, DA R A 55042k A S LR i 7 (A5 B9 97 1R IR BR TR R R ) o 8100 L AR A VAT 1B LT E Y
Z SR AT B, AT AR KRB (single bolus)4F, Al 7 —BXRY R R4 T8 IR E , BR
5 B ¥ ) B e B ) Rk 2D BR B 0 & 4 B R B R K B B S 4L R o) i B A R B 3K
(dosage unit form), i 5 T 452 FF(EREL—,

[0277] k4t , Z544R & Wk B 48 AMISER (B K SERRFIE AKCF AT LA AL, AR B A 2
% UE A RS 254 5 TR A A ST I 8 1 VA T T R EL X BT IR 52 R T B E R R B
B A AT HEHE BHAMISE A R Thas A B a0 B H & W A RIT B
B/ T AR B% A AT HSHE BEAMISE A S H TR v B Rk A
S AE NS B B R AR B AMISE A7 A 7 4 187 3R (R A TR A T
R M 2 LB U RIR A ) M RS F B R B R E M BB F S IR T _ESCR R
H#&.

(0278] N EE, W AH EHAMISE A B DhaE A B kAR i 41 & MR A 20 B
BT 366 Hh DA 2R AL F R 2 7E A R o DUIE 24 B B 1A R 0 R A AN A VB AR B
BEANFHIE (sub-doses) 3 HIA T

[0279] A FSREWANEACEATEMBEREEA (Flm, 2018 ED02/ B0/ 2
DA BB DA BUEAIN B EBDAN AV EDIE REDSE)REENBE S TR
P 57 Bk ETAR S TR 7 ORE B HE R T AR AL

[0280]  J X4 ¥k B2 , 7 BB 7T B AR AR RO TR RE A 2R T e P M T A P 3R AL o N —
IR AR, S A B SR T S, BRI E T RNAREAME T E M aE 34
AW BT B NI 5 LU 2 M TS e ) AT B, S LA S R B 7 Y B (S s U P,
Bk AR ) FriE SRAR T 0 4 A I 0 R B R

[0281] 4424 () TR0 25 1k AT S8R Aoh 285 2 T PP 7E 40 B 35 SR W BRSE B0 3h 4 o # < » il
ED50(ZE50% A BER 4 R 718 ) FILDS0 (X509 i B4k R BB B &) « B R Hia
FFACR I F B b R YR 850, T T R R AL LD50/EDS0 AR 1 R I B VAT R 2 A
1) . FT A PRI 35 24 SIS A 40 . B 52 70 B R 6 PR SR SR AL AE 4 A (B AR SCAE SE i
e BT A TF ) , BRAATUR MR AR N 52 E B RS2 o A P TR AR B 7 DA Sk R
A BT Frese, “Maximizing mouse cancer models”Nat Rev Cancer.2007Sep:7(9):
645-58; FlSantosZs ,Genetically modified mouse models in cancer studies.Clin
Transl Oncol.2008Dec:10(12):794-803;LL & “Cancer stem cells in mouse models of
cancer” ,6th Annual MDI Stem Cell Symposium,MDI Biological Lab,Salisbury Cove,
ME,2007E8 H10-11, A 5| A7 S BAVEEIH AL L.

[0282] 53, Y7 75 Ak A AT BT 7 40 0 45 3R 20 AT BRZE Bh AR BY GBI R/ B S ST B )
AT (1t - VA TR A TR B AR RIR T A R 2 R, TR EE AT H
NIRRT 2RE T A% BNFEMRRAGBE BT AR BB T BT B M 1T R
Bt , B AMISER 2 (Y& T7 7 3R P ZE R /I RASE B o B {8 A A SC7E S e 1) AN ) 4 7P BT
AT B BT AT IEE -
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[0283] L A4l @ 4% AL i B T B BB 7] 5 5 sh i e AN HE BT R M S B 3K
B0, EIHEL 2 E AT DA LUK T8 BB T MR T R K PR G ES AP A
B2 5 BR B AL S M 45 25 , 35 %0 B I B B Bk BT S R B BB, AREG AR SCRT
B2 N B B SR, A RET BEBK, ZET K E SERHERKE MG
BCEL 451 726 30K R ] 9, B AT A BB B 2 &, Bk A7) &

[0284] FE—ibsifi HR b, BAAMISER (H0, BARMBEAAMISEE HZRRT
A B TR A 2B M A R R A T AR CU ATRT  AF 0 RES A
2 GRS HIINME R ) HRA 2 BN A 2. B miAZH SRt (intracisternally )45
IR0 R RS 25 (B ) B 7R R A (drops) )  BLIE S A A E T4 2.

[0285] ZELAFTEFE SAEN % F a2 0BT RS S, iTH 2 iRE 5 T AT
B A TR &8 EH AMISE A SR TR BB A E &) . &F EA AMISE A B
Thee A BB R A ME-E YT TS EN FRATZRE . BY , SENEAHTR
AFEEREFRYEE.OREZ . BRINEEBIInEKNIERE . ETRERIINRE) .
HFER it g% R RE . EERN RE IR RS E R

[0286] 7FEiESciE A, BESEAAMSEANAEYHEVMRERETERERTH
X 355, 2 T B A 5 3 B 7 52 R 388 0 460 4 3 AR 340 ) 0 JR R v < SR ES R A i R A A
Bh 585 B BOAE N (N0 R 2 LA R 3E 2 LA R BRI BRCIR M R, B (AR
(sialastic) i) A4 BRIV EZ BB AR5 ) R ST IR o 7E— LR s e 5 20, WIS AR B A8 77 b
FI) LR B R S0 A ST A TR B 4B AMISE B it = ALEY

[0287]  7F—ibsgiay =0, A AMISE B 7] DR T (BIan7E iR EEN) B S5 i+ )
SR EH BT HIMA A T2 RE EIO RE T iEa A E A AMISES1ERN A
TR V) L) IR ) 25 T B R AR — R A T A 1 AR B bk
R B AMISE (A H R B AEYNE MR B 40HoR - B B shA 2 n] BFE I Al N 45 25 BBk
R A kN A E N AYS R TALSERERNA Y BEHAMISER M
OB 2 B AT R E TRNE (B R E N B O R B E A ) BB
B2 NPT BB [, S 2T R R AR R B A B B0 . 25 0 (Bl g D BB L AMI SER A B M Th R
B I MR 25 770 ) AR T30 A AN SRR A R A S0 ) VA R Rk (49 dm o B R A ) SREEAT 3
[0288] 4 H foha T A SCHT A T4 8 B 48 AMISE [ sk Thie A BB a9
I, S8 5 E T s AR B 2 1 BT v 2R (B i VBT IR B LD S TS I 25
H51)351)460, 55 0 T 7K VR R 43 BRI S A YRR R BRI B T R AR 7 o K
PRTT SR IAFIER 47 IR B4 IR 4 B B - Bl ok 20 B8 22 o (Bl anH i T R LGS
RZ ). ERYFREERIREY . A REY .

[0289] AT FF FARYRAE “Bafr 758 (dosage unit)” FEREIE AT RGBT R A s Z
# S SR AR I E BB A AN B A RS TR AR &
A B VT LR TR B VE LAY - A BA ST B I BT s E B DA T TR E
HE R R TIX T : (a) ASCHTAFFH EH AMISHE A sk ShRs A B kAR i SRR E
FNTESTIL A4 5 VA T A B TR A0SR 5 LR (b) 24T b o B4R AMISE A B K AT EAD
A o kAT SRR VA T B TR 64 [ PR )
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(0290] 4 AT A FFH EA AMISER A R E The A BRI 2% LRl A&
AR F TR EAN (vehicles) 1, BT 5 A T FESEFEE ABERTIA

(02911  Z44e &4

[0292] FE—eSEET AT, BEAFFATFHELAMISE QS H Dhae i BREARAAA
&R 851) AT AT 23S BT 2, A 04 A T B A R R IR 4B, T 3 T T VR
@I B AMISER 5 I T & B S LB A (IRIEF ERA SR S ) i Hl &
[0203] A& ASCHT AT EH AMISE (A B This A BR A A I 4 S B wl5i) rT 7
AT VRS HIF R A T B, BT AT S IR A AR MR BB, B an & PR A AT L ER N
FIRF B 8%, AR H R F RS T U TER BRI A TEE ER(slow-
release) [ FHNMEER 3% RY (Hn 8 5T Hiik ) (B A i#i% (vectored delivery).
B 75 A (iontophoretic) EB-&MEL B 5 RAR AR AEAR R B op A FIRBIA RGHISE
BIEFE LT & FISCHk PR 8 8% R4 2 E £ F55,225,182.5,169,383.5,167,616 .4,
959,217\4,925,678\4,487,603\4,486,194\4,447,233\4,447,224\4,439,19635[14,475,
196 . Ho B IXBERI LAY 3% R G FIBLH N AR U BAR N (R i #4500

(02041 3mSR 40 R 7 2R HERE 2 BN 1 A AR (Bl B BEAR ) s 7E A BT AR
T B R AT RLAR s DA BB i 5 R T 9 P 7 R A P A (R T Jeh 2 R v B
K S T ZETE R (sunflower oil)BRAEA: LA K BR (B 4N S REBR R N R ) ) 2
B e AL S a7 R G BE4b , AT IR ISR &0 F et B B R A SE 2 1
(&R N, ELFE LA IR 3R AL B A T RN GE PR By LR SR AE T BT I
S RPN FIFHT 7 (B 2 R R R A AT B ORI AL BYER ) SRR AE VR B 1E
M, AR R A A ) (B AL ) o AT S 2 T 2 S A TR i AT i I A A
R IR WA (4 3 750 (457 B S TR 48 FHBA R ) S SE TR B &, MR A R B, BT FI MR T A (R Be
FUBR A INFIER L5 Fr iR S A

(0295] 7EH—SCiay R A& AR AT B AMISE A S Thae r BB A4
S AT, B T B R B 4130 o AR T L RO 2 TR BRI 203k R ER T AT A R B SE R
o, 9 E, 22 BB RS Fifk (multivesicular liposomes) % EME H(multilamellar
1iposomes ) K8 2 fig Fitk (unilamellar liposomes)#F®] LA{E A, RE AT #ASL FrELE BOVE
PEAL A I S SRR TR 2R . 1)1 T R B MG R 2 Wik 1% R G 77 R TPCTH 9%
ANFFEW0 9703652.W0 9513796FIW0 9423697, L 5| FIRY 7 20K & AT TH P9 B H N A
[0206] & FRAYEZEN 4 40 8% ARERE A&, BTk B HiilB % 5 28 [ B (ke 5 =2 LT )
Tk P . th T e R T i B R M R o 7E B B R B MR A 7 o A PR IR JB PR SE BB B
e Bk v T G T LR, B M O 42 S WG Bk 2 B B T T R AR 2 IR SR AL
BE Y ST 7 2N L4 B B S T A e AR BERE RS BEAE AR . — TR RE R B A BRAR AR . — Wb B
i 2 e 7 = e 7 =

[0297] ZEHI& S B EHAMISEERI T A BB EMNET RN ERD, WREE
L LA B VE MEAL A VIR LR R GE AL S I Labial ity  BTAR EHORERY 1 BN K
INTEHEAL S B RS BRI BN )R B R AR M DL BRI 2 2w e R

[0208] fEB—sciir R, BA AMISER [ 7R8I 45 B & 8 B is i34 (2 R Langer
(1990)Science 249:1527-1533).7E X —SLHi A A+ , BAAMISE A AT EZ BRR R G+

57



N 105473154 A Ww B P 51/77 T

% FE— M5 A, A {E AR (2 Mlanger(1990) , [ 1) 78 B—3Li 7y =\, v £ F
BEFEH (S MHoward 2 (1989) ] .Neurosurg.71:105) JEA K B HIVEM | B RIDEL A
MISEE E IR B —Se it 5 s rp , AT T DA R 75 s N 4 T BT % R DA 1R 3 L 4w ) 28
MR TR EBRAE NS ERBRREREN — 2 HE TR RIEEE, E RN
AR Fan, B SRR SRS (S P EEEF54,980,286) ; Ul B
VRS s BOE (PR 2 o (I B M Biolistic, Dupont ) s B g o S 40 Y 3% ] 52 44 5%
R FaY BRI A TR E O A AR R 7 8 & #F (homeobox-1ike ) BRI BT A%
(B RAIJoliot%E, 1991, Proc.Natl. Acad.Sci . USA 88:1864-1868)%% .5k # , AiEIL[F]
FEABZR SN GRENHFNTE ELUMDNA, AT RIE.

[0209]  #E 5| N, ATEIT AR Ak 2 0T AEAR MR EAR RS A E R ATHE
4 AMISER A BRELhRE F BLER AR B 4 &b AT 251 , Bltn , F v SRS Bl F ROK T

[0300] ZEAKHIH B —Se iy ek , & A ST AT B A AMISE A B Thae Fr BE AR
R E YR SAEME RTINS S (PInB &) A2 /BRG] A T A% B B, kA
AT EA AMISE A B ThEE A BB R R R A MAEY A RARLYHEE
SRR PRALSYIMZ 2 E AT 28R, K, Frid i & 4 DA IR T BOGER K  RE A 2K
WA THFRE AP A ERIREAFE T BATIBEARN RE ZHHE .

[0301] 242 | A7 4 52 B 804K R A FURBAR N R TR o XoF T 1l BB A I I 4 &
Wy, AT HE S B AR L E B K AN TS B K L I B O AT % L A B AL R L 28 R R L R R
(bacteriostats) bl K BT % VR M7 o BT iR 40440 th P e 1] B AL )  BRS BRE7R)  JBRL 77 BR A
F), B AR BB E A, BB 4B A IR A A W R L 4 B AN R T VE 1 R R S
(binders) FEHE 7 . A FIRE A A RATHE— 25 LLUE 210 07 :RIF R I8 A AR 8 4E (Fln
Remington’s Pharmaceutical Sciences,Gennaro® ,Mack Publishing Co.,Easton,
Pa. 19909 T 2 FF H 44 ) 33 A4 R B3 4L & kAT BT il o

[0302] A& B HILE-& WA AR TR X ST LR R R PR T 07 TR & W) L 23 W
WER(BEDRKER) ER BN (pastes) ERF B F (BB TR T E VER
(lozenges) B F (salve) JHME B (chewing gum) . CIEMEEH) B EEF (pastilles).
W3] (sachets) KT 7 B A 7B BR A 3B R G770 A A R B B — P ER
£ FhHIB K (resolvins ) FI/BARY &K (protecting BB AIHI R -

[0303] A& ARSCAT A TR B4 AMISER [ B8R H ThAE F Br e A 4 i 48 M v )77 v it
FREE AR A R B £ FhE Bk H14 o — S st b, Bl AT B i an R 7 AR A
AR R 25 1 8030 YR 2 (combining ) (1) AR SCHTA FFHI EH AMISE B st - ThEe B
B, B /NETF B MAIENE: (11) K, WA E S FIFIK &R M. (1i1)#HEdk
#](propellant), &AM SIEBRAT FH#Esh H L MFIR R E ; DL KR Qv Mt — P REEA
4 (Bl anE RFEIA R (cosolvent ) I Z.88) s LA R 4 8 IR 4H 73 . T {3 FH S VR & 25 BRI B4
Bt BB AR RS EH S B AR R RER Tk (valve to valve
transfer methods) . & /738 78 BR 3 i i {3 A% M0 74 HH 78 J5 vk SR kA= 57 (bulk
formulation)¥& % BIH /N B AN IEIR /MR R o AN 75 B BT A VA K ) 771} e i (5 R ) A% 7 7
A T HEER . AR RSB R e LA ENERBEEA IR L, AR5t
T AR 1R 7 BRI N 5 .
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[0304] ZEF SRS RT, AEETFFAFHELAAMISEAMAEGY T 5H % bl
S A —RIENEMESMAETERE ERETHE T AP, REAYE SV TG
— B A — ML TIBIT A AL TR, TR BRI NE SR BREE
W), B0 BERE 38 7 (inmune  suppressant ) . 7 — e e, KB VR TT R K R E
B E—SEHEART,HEBRTANEE THUTHRITANAARNA  RER
(Prednisone) IR B }¥ (methylprednisolone).Kenalog.Medrol Oral.Medrol(Pak)
Oral .Depo-Medrol Inj.ikB¥#0ral.Solu-Medrol Inj.EALEHI# (hydrocortisone)
Oral.Cortef Oral.Solu-Medrol IV.FJf#A0ral.Celestone Soluspan Inj.Orapred ODT
Oral .Orapred Oral.Prelone Oral.FiRBEEEEEL Inj IR B Intensol Oral . &K
(betamethasone)acet&sod phos Inj.Veripred.Celestone Oral.F & JE W BT RN
(methylprednisolone sodium succ)IV.FIRBRIZIABRENInj Millipred Oral.Solu-
Medrol (PF)Inj<Solu-Cortef Inj.Aristospan Intra-Articular Inj.ZEALAIHI¥AsodsE
R Tnj Ik JEFA SRR 4M0ral JFR IR B isod suc(PF)IV.Solu-Medrol (PF)IV.C &%
f8(triamcinolone hexacetonide)Inj.A-Hydrocort Inj.A-Methapred Inj.Millipred
DP Oral.Flo-Pred Oral.Aristospani&tt M Inj & KFa0ral F ik B Hsod suc(PF)
Inj EA4LTTHI¥Asod succ(PF)Inj.Solu-Cortef(PF)Inj iR EMEEEER £ 0ral (AL T0.9%
NaCl1H [ H 22K FA TV Rayos ZEHE R IR Z (levothyroxine) o 244K, AT @ B AR N R
B AN X RIGTT R AL R 5 Mg B 3R ) , TR A% B 3R A R A DA 75 2 BRUR PR A

(03051 ViV FLAL AN HEIE F (B 0+ R BB ER AN TE AR BREE ) LA B & a7\ FRAR )
(release agent) LA BRIV 7T F 57 BF SR APEM T FETHEY
255 AR B B AL AR Se B ELEE K I MEBTEALTT, P IR MLER L R Hh R L
TR S B WL AN (sodium metabisulfate)  EGRERENSE ; WA MEHUEALH, Pk i
ERRE M BRI . T R R A R (BHA) T B3 F 28 (BHT) (PG R R TR MR A B EY
% DR ERBEEH), AT EEE .2 U ZBR(EDTA) . L B4EE T A 1RV BETRSS .

[0306] AKHHHFEFEESTERKNAT ORET . BEBEAT . RBSET EXET.
QB4 T E AT BEHE T WESTH/RE BiMA T s FI70 ] LT E sk T 8
PR BT, 35 BT LA I 24 2 ATUSUIT A S IR ART 5 ¥k ) 4% o TT S A LA B & LA A 7
B—FIBE T R N0TE M R BB R R VAT MR AL S I B R E  TE100% 2, %
BMTE B AL % EL199% HIEME RS RIEL5% EAT0% BAIEL10% ££130% .
[0307] ETHORATHAKRBREFT UL TUTER: REN . REN(cachets) AL
SR 3 T A5 P VR R 5, R g T R 1 R 7 R R ) A R R s B D
Ak 7K B 7K A VR A H (K VAR BRI B R« BRAE R K 0 el e K VB RS LT < BRAE e
F(elixir)BUREE 7 BUVE S8R (8 F 08 35 R, o RO R0 9, B0 R R T ot 2 )
F/ BRI O F% BB STE BN AR NNEMIEREERS A KR E YR
B K AT ZRER (electuary ) BUBFISA T .

[0308] 78 AT RS T H9 A & 9 (0 B 4 700 B (R BB 7 77V AL 77 B AR 1l (dragees ) <4
FNROBURL F)48 ) b IGTEVE L 5 — FhER £ P24 5 1 AT B ST K Btk (U AT AR BR AW ER B TR —
K F/BATART B T8 R IR A SE B IE B ) (extenders) , a0 A FLNE (I O AIHE  H
TRAN/BRURERS REE 70, 4, BN B0 B AT 4 R SR ER AL /TR | B R TR 2 P et e R
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0/ BT R AR IR A, B hn k. BUAR A A0 BE AR -BRRE (BRIRAS DR B ERE
(tapioca) V) HEEEER S L REER 2 / B AOBR BR 4N s YA VRFEL W77 (retarding agents), {f
it s R AT AN ), B A 0 5 SRR 1), a0, A1) Gt R e B B TR R T « R » AR e
+ AL (bentonite clay);J@¥E5, (iSA BEARERSS AR . BISRL B . T2
RERBWATIIRIREY U RE AR EREN. A FIRAFKERT . ZAa e
VB B 6,8 28 1 o FEBL S 7Y f [ 2 4L 40t BT DA A3 7 A s e 3 R 38 7 A TS 2 (fE
WA R &S FERZ —HESMRARF) - BIEEAAR.

[0309]  EJ{T M tth-5— Fhak 2 Fhil Bh AR 43 — AT Ik b SASE o) R b1 4% 5 79 o T 8 FRG 2 77
(G BE R B FR A B R B 4 ) TRV ) 4 PR TR 70 B3 R A0 « i AR (A0 32 2 RV M 4
ERATIEIR R LA AR ) SR T I P A BR 0 BT SR ) 4 T ) o BT A FE B @ R LS o X A
5 M VR AS T B V0 R IR AL S D R TR B W R AT A1) SR ) 2 A A 7

[0310] 2k B 254 28 & W 79 R0 2L e [ 4 7] 280 (b A 5) R B 70 Shw 7 AR AR 751 ) T
1T ¥ AT FEJE (scored ) BR#) & 29 B B 814 F155 (451 U i Y B4 R0 7E 24 40 1 5P s e 2 S
B TELAR ) o T A PR AN [ G AP SR P FR AT 4R R (LR B T B R A £2) B R
AL R BE FRARARD /SRR BT IR A AR e B A B AT ER ), DA AR H R e vE M R
CERREL ST PR BT R B 700 A0 5 [ 4 70 B AT DA 3k AR 5 3ROK T - ) G g i 4 B O
JEBE T v, BB T 7E 1K A A PR A A0 N Ak T T L A 4L A A 2R R K 7 (R 2R B 7 AT 9
FREKR—LHETTE T ESNR) XA &Y ] AT & & F FLk 7] (opacifying
agents), 3 BLAT LR AN FEBRAR 676 B W38 I 35— 5 431 348 1 DA FE SR 77 2R B0V 1 Ak o 19
S &4 . T 6 P AL (embedding ) 41L& W SE B TR B A LA o G SR -&3E , Frid g 14
R B] 5 — Rk £ Fh R TR E A TE .

(0311] T OIRE T AR PSS MR TR A2 % E A2 3L AL
57 R B WAL .

[0312]  B& TVEMEAR ST CASh WA T RDE 7] & A AU rp 5 P P PR AR B0, 4, 1 K B
HEHmA) IER ML, 2B REE RR O BRI FE RPRTR. I
B2 1,3~ 8 . i (AR50 2 MK e | 78 1 A velr o T A6 3ol L VR 28 dnlr  AEOASE Yel  BE RR R R 2 R )
oo TS EE VR 2 AN K L BRI 0 fe TR IR L DA B IR BREVR & W o R TS 1
B FIAL, O BRZA-E B AT L L& 4 77, iR 7] FLAL R AE 737 (suspending agents).
FHWR T RR ) B T T BRI R .

[0313] [ TIEMALEWILLAb, 188 (suspensions ) B T &4 BEM , a0 2 & 24 7 A8
&S (ethoxylated isostearyl alcohol) B Z4% ILBLEE AIML K L ZLEEBE M H &
REE WA (aluminum metahydroxide) £ ERAE-BAR PG HE K, b Ik LR B
HITRE o

[0314] ZE—EBEM T, B A ATH EH AMISE H B e i BE B -EY)
A TIET BG4 2 sk A A 251 #1705 (B /e e s , BRI a] @il — e £ fg X
BR AL & 1) 5 — P B 22 b 24 (6 T 0050 ek Tk T2 AR B A VR 8 T 1) 4% » IR T T 7 Bl gl A
FEGIE] T RE VR 2 B e U BOK M BR 2 /B 3 B ATRRFIER R T R E A, MAEKER
TR, NI VE AL A 38 & BT 1244 25 B 3R A A 77) R A G 2 Y o
[0315) AT ack BA Y B 40 AMISER (I A9 R R 45 25 B13% 2 45 25 () n AR T LR 45 245) B 77 B2
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BLFE RN B BB BB BE R (lotions ) IR A VAR G 7Y AN A7 o 45
AT EHAMISE A B shAE A BB A AT ATE T B &4 T 5255 E T3 R ARLL
K 5] B8 7 BRI S ) S A S R R R A .

[0316] R & BB IE AL S ML 4, BB 71 BT B U FR B B AE mT L&A W7, o
R AL T A R I EE R AR RATEY R R R P L
B I8 A R ALEE , BB IR TRTE AR B IR A9 I AR B B A6 & 4 LA AL R 1R 35 5508 T 2
BRI, A B RS VA EAAS EEERAE AR B R R, BUX e R R A o B
FITT LABRAN & A R HERES , InE IR FIE R R IURIVES, T AR k.

[0317] BRI BB WA K K EHAMISE A Z ik E B HIMLE B E
WU AR B AR T 1T 24 A S o T DA 7R SR 2R A AT LA PRSI R b & M 2 B2
B B To 10 R IR A R B I R RS AL A 5 B TR S R B P, 3T LA
BHZBEENEE,

[0318] ETEHMIAHNARPNBEMAESYE S —FEE A RAMLEY LK —
FhER 2 Fh 22 b RTEe 2 B T B 2598 /K M BRAE /K PR IR« 2 B TR B R B AL BTG B R
(BT TG B0 AR B ZE IS 43 P 76 T 8 AT vE A MR R R R AR &, TR 2527 b A4
20T A5 K M EREE K MR VAR 2 B VTR B B LT BRE B R AT B S AL &
PR HNE R EE I F S B AR S (intended recipient ) MBI T\ BLEZ
7] BRI o

[0319] 7] AT A& B A1 25 M 40 &0 o B B3SO K PR R0l 7K 1 1 1 SR B BL AR K L 8%
LR G W R R 2 ) R EATE SR A 4 R i (B AU ) ARV S
(75 HLES (e 2. B8 A w] LUEE B R 5 SRR RIS 2 i 80 o - 8 B AR (A B gk
) s FE 4 BR AR I T 35 B T8 LA s DA B A AR TV PR 7)o

[0320]  ixLbgH &3 A LAELEHE A, B 8 77 IR PRI A iR Tl B A
Tl 40 T )R B EL TE 7)3R A ARBIT AL Tk i B, 490 Gt 8 B 2K R BT (paraben) VT B2
FEY 1L BB (phenol sorbic acid)s. Al #E A AYH A SZBH, W AEALMNE . 1t
A, T v B 25 07 3R 1 TR A T 88 A, S AR R A A R A (R I R 4R AN B R ) SR sk
/8

[0321] ZTE—UefER R, AT EKEGWEIIER , B R R 8 2 F s s A S 254
IR o 33K AT L S A5 P 7K A M 22 1 45 R bR BRIE B A B VR A B TR YRR SE T 3B L 2
) 4 R MAC 3 2 I e T AR R, TIT S VAL R A T S AT R T s R/ AR B L B, B
T 25 VR AR R R TR 7 i S o Sl S B B B AMA T I 2 1 R LB SRR M

[0322] @t EAJAE IR AR AW (IR AR B R A ER) PR E B S I TR 2
JR R 1) 4% BT R 5% R (depot ) TE R AR YE 254 5 IR & Wi bL ] B i F BB SRS IR MR IR 7]
P20 R ROE 2R EL T T AR R AR R A I SE B LR TR (R ERER ) AR (BRET) o 188 I
254335 (entrapping ) 6 5 S 4H SR 2R (0 g R A R LR o Sk o) 5 i 2 T VA B o750 o
[0323]  7FJEubeSie 5 20, T A SCRIR A B AR AR N R B R — FHER £ A4k
F5 vk 0t B 40 AMISTS (5 BREC DI 8 B aR AT (R 34T 4 B A/ skl h Bk 4 b (substantially)
AL R AR E 90% R BIR95% B H B T99% FER ST N, RRIFE
B4 Wik HERG ZE BT I B I — MR H#53A (general description of the broader genus)
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Z b

(0324] FE—BSLHEH XS, FREAMESEL—FMEAMISEL SH4% LT EZH
AR 2E & . T 70 2425 2 b AR S (0 R A B AR ) — i SO B2 BR i ELEE - B KL 0L
W AR MR, R I DA B AR R R AN R P RERAER
.7 EAEEMZBBARE  TERERN 5 WA A, a0 w] 7] g Fk g8 ;
SIS , QI Y AR 07 2 BRR v AR S K A K S 88K (glycols) , WA
B2 mEE, . LA H B AR F BRI L B A AR O R 3R
fg s 2 ph5), IS EALEE RIS EALEE B R  THUEUK (pyrogen—free water) ;5B #K;
PRAEES TRV s 201 s BERR 2L 22 VA W LA R ZE 29 b3 o A R H e BB M AR B
(0325] ZEubsoi AN, A A AT A T E S AMISE A A ThEE i BB A A
S EE —ANREANBETER, Bk, ZHA VRS 5% Er B KRE R ¥ L
TS 1 2h AN ST RT B IRAE “2522 b AT AR I 2h (R BR BRI A 257 R AR AR R AR R 2 K
VEEKERT S5 BN ASUEE M T B RS EE S8R NE, RSB
%5/ R L < 9F B3 T2 & A AL B i TR FR T & A B A R AL & WK R IR 2 VR R TR
TNRRER B B R AR 25 RAE “ER7 R A8 A R AL A MBI A B AL I AR R AV AL
IR .

[0326] 33k #h AT FEAL S 4 SR 44 4 B RNt AL IR JELAZ (in situ) 4%, B AT B ¥ 4l
WAL S A B I T R 5 -2 & I A HLERER TCATL BR 28 Mk i R 43 15 B I 7 A 2 O
# % IX T L AEETRERABL B (VA .S BB NHEEF U RTERNE.
BB T, AR E AR T4 JUR 4 N 248 P R =P K. =R O %
(% Wl inBerge S.M.%, “Pharmaceutical Salts,”J.Pharm.Sci.,1977;66:1-19,LA5|H
5 A HHAESD) .

[0327]  ARiE %% b AT HSEREE R IEA L B & W0 AT JE B B Al 740 - X e Fig ] 2
B D B 20 4 B RN Ak, A ) SR A7 1) 4%, B AT ot s A B A B LA EL O3 B T ) 7 B
B2 5 A4 1 R AR B T R R e ) 4 o B R FE AL R 2 AE T IR AL B8, TR R R e AL
MBS ARIE M — 25 E R BB TEAE B 4 T HOA ML (solvated ) (R GE 2 , B G e
Bk, P IEER . 2 R MR AT 2EBE

[0328] AR AR “%i% RSB RERENERZAHANTEEAN  EMTESE
% (40 SRR A T ot B G 2 LB I R N 4%, BB A B R 2R/ R EL - F ELY T
H TR R T & A A T 2 TR E LT, R S B KA SR B
B

[0329]  RIE“Eh” 2352 K B (b Wi AR TE B A LB AN AR Eh A0 HLER N pl o IX L 26
T AEAL AU B 28 4 B8 A0t A, 18 1) JEL A ) 4% L B P Al Ab B Ak & D LA B I 7
R 5EE A VLR B T AL B B L 43 B8 e T ARG 26 R 1) 4% o X T LR B T I
AR L2 B (i 4 40 45 B B T LR E B R R B 7, B E AR
T PR N B R SRR Z2.CE% (S L F Berge S.M. 5
(1977)J .Pharm.Sci.66,1, LA 5] A 5 50§ B H A0 .

[0330]  RiE “RIZ” R H6 7045 P DR 4k LA 7 A v 1 B A AMISER A B AL & W ERZE 7, Fl
WA W ME BT SIS MEMI S & (1 SR 4R 8 Dh g v MEM IS B 1 A A% BR (481t , mRNA L DNA \MOD-
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RNA) o ZE— st iy b , B4 AMISER [ A 26 70 a8 76 M v 7K AR T v Ak, 49, S8k -2
B 51 8 Y181 LA K 78 BN BT s8R A FRINGR 45 M ANCUR 45 44 88, LA T A2 7 AR v 1
MISEA, XBUTHESEMN IR FELNEERESREAN TR 0T SRRt T4
&t :T.Higachif1V.Stella, “Pro-drugs as Novel Delivery Systems” ,the
A.C.S.Symposium Series,Z14% ;LL KkBioreversible Carriers in:Drug Design,
Edward B.Roche® ,American Pharmaceutical Association and Pergamon Press,1987,
PLE| FRIY 5 20K = N S A ST IR AT 2 R Mk A 25 )5 , B ERBL B 07 SN
WA A Wi AR ME T 2R 2 e e T SRR T VE T A A A W BT FT 4R A
25 B 40 AMISER [ 1At Fa s M Bk A a A 1tk L HE A B 4 B ER S M (B AR E 40 AMISE Y
e Rtk a5

(03311 & {&25%3h 12t R A2 AR ERMISAEA N B B E A I T AHR, — B &
5B YIE AL S, 25U R B B N R H AT LA T H RRAB TE A Y B AL LA S N
W b i AW PEMT S8R 3 7K SF 0 B4 AMISEE B R 25 (5 B WiNogrady (1985)Medicinal
Chemistry A Biochemical Approach,Oxford University Press,N.Y.,%5388-39270).H
FRBAH RS EWHNER G EAFF THIU0 “Design of Prodrugs,”H.Bundgaard ,
Elsevier,19855 o Al 25 1) &ri& SC 6045 AH B FR A B L L 2 ZE MR AT H MR

[0332] AR SCARIT iGN, 7E—SE i R , 6 & AR SCHT A FF R E 40 AMISER H B DhfE
F BB R 4G RT3 BRAE O VE B B HE R A, AS I EAT )00 4E R S R ARk 4 i (45
40 UL PR) S L) £ SR 1) 2 o B e T BLAE A9 0B R BR T3 4 4T B IR R 2 AR S A, b R e
“HE T B R4 BT Ve IR« 7E— R S S A, B AR 7E BT R 1] ) 4 (45 0, AR EE AR UL
YHRET LA 4R B Rk

[0333] A4S FTEIRINA 2R R BT A SR BB AR N R &0 M5 Bk Ak B
b8 (AT BAIE 24 87K & (hydrated ) FE2AE AT ) R/ B4 & B I 250 4H & e s i 25 22 L T
B2 HI5RA .

[0334] EXKITHE

[0335] 7E—ReSEH TR , ATIG SRAS A SCHT A FF O 40 AMISER (A BRAThRe i BRI A R
VERBAR (B, IREEM) S EHE T .

[0336] 7 —ubsmii et , SRS B A AMISE H AL BR 7T A8 U Al Tl i B R 7 ik AT
H¥a T o . — R LS L 0 2E B B R B 5,399, 346, BL 51 IR 7 A H N A0 — SR I
B2 BRI EF Wt EiZ AP R ERERIFRAES .

[0337]  AJSEILAATIR AN A ERAR (Fln, R4t T & EB AR S Z TR, K £
AT R B 7E BE AR ) SR A Bt N 4H L.

[0338]  EPRIIF v ) S A X R R e 20 A% T IR 7 4TI D P S0 R 1) B B RN R BT 7 AR X
R FORIBALZ S TR B I, 6 SR E R IREHER BB BT, A
BRI (4 R SR B BN« 70 JF 0 i o420 7 400 L R 4 L UL P 4 L R Tk 8 L T 4 f B A
BT EAE NN FEEST RS EN ARG SRR R T.

[0339] W] .5 ELAZGH R AN I R A E A ik A MBI S A B I FOB Bk A T A7
FIEASCHT A FFH B H AMISTE A B e A7 S ThRe B (R B0 Th e i R B 2 1A
B AR A R A TR A S8 T E A TLRIEZR S e R, R T S H T E AT
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ZEDNAK B4 N F IR 1)1 57 A5 3 BE ) A o I SRR A BT R B 804, 812, R 3 R AR S
2% YT 2 (WIEE (orthopox) (LHE AR/ ) <& H 2 (avipox) JBFHE R i e H
Mm% %2 (moloney leukemia virus)%.

[0340] EGFE ,7E— i“iﬁ@ﬁ’ﬁﬂlj T R RIAR AR AR RE B BFEEARRT
pcDNA3. 1.pET#if4 pGEX# /4 (GE Life Sciences)fIpMAL# 4k (New
England labs.Inc.), BT AW B8 £ 4040 (iBL21 .BL21(DE3) AAD494(DE3) pLysS.
Rosetta(DE3)#10rigami (DE3 3 ) R R A s BT IRCMY B BT
pcDNA3 . 1(Tnvitrogen™Inc. ) fpCIlneo®iddk (Promega) , Fl- T 9.3 4 e % (40CHO.COS.
HEK-293 . Jurka t FIMCF~7 ) o f¥) 3R 7 « & i) Sk B B4 iR 3 B 84 pAdeno X pAdSF35.PLP-
Adeno-X-CMV{ €] '« pAd/CMV/V5-DEST . pAd-DEST# 4% (Invitrogen™Inc. ), T

"ﬁ?LLﬁJ%QHH@E’j%F%f\@B’J%@%@ﬂiL 3 B ClontechfIRetro-X™ ARG R
PLNCX2 .pLXSNAIpLAPSNI¥#% 3¢ 75 2 0 , FI TR FL B4 s Wi B R A S MR 45 8
L ;pLentid/V5-DEST™ . pLlenti6/V5-DEST MFflpLlenti6.2/V5-GW/lacZ
(INVITROGEN™Inc.) , FATW A4 b 18 B K B R R B ANRIK IR B A 55
FIEHAE , IpAAV-MCSFNpAAV-TRES-hrGEP , F I 3L 3 41 Ml o R A SS9 25 A1 5 ) 2 (R
B3R IE s BACpak 6 FF R 25 ¢ NpFastBac™HT(Invitrogen™Inc.), A&
IR (Spodopera frugiperda 9,Sf9)FISE11E, 40U R - H R 1L ; pMT/BiP/V5-His
(Invitrogen™Inc.), FIF Mifif 48 2 #8S2 (Drosophila Schneider S2)40MIH[¥13RIE ; 7k
T % % 35 345 pP1CZa . pPICZ . pFLDaFIpFLD (Invitrogen™Inc. ) , AT B2 i 48 B 7R B B
(Pichia pastoris) s HIFIL, L R EASpMETaFIPMET , FHT-FF B2 HE 7R B2 B (P .methanolica)
B ) ik ; pYES2/GSFApYD1( Invitrogen™Inc. ) EiAk , F T B RHERIE % £ (Saccharomyces
cerevisiae)H {31k . FEIE B AT (Chlamydomonas reinhardtii)s KMIERILFIREH
KBt Griesbeck C.%%,2006Mol.Biotechnol.34:213-33f1Fuhrmann M.2004,
Methods Mol Med.94:191-5#5iR . @it B YR E LG 40K R IR AD 7 5480 N A M A% S Af
AR A BRI 20k o 54 o P O P S T b AR D B RS e BB T (aad A Y
M43k T BAA D64 (H 48 FHME X (spectinomycin) SRS R HUIE) AT T HEM &k
FIKHNREE BiolisticEEM T ERTHEATINERE . BEHNM GG, FHRDNANK
B R M SRR, A ) U5 B A B A B AR R R A o

[0341] A 7EA K B o {3 AR R B E A RA AT ERR T : (2) BRFTEUE: (b) ¥ FIR
SRS () IRAER BEE : (d) BAEB R B R (e)SVA0RME : (£) BB L (g)
FLICRBR BT (h) MEERE R B Q) BERERME, fla i, nH ks
B R R (B4, 4 22 Ay BRNSE (fowl pox) ) s A () 4HBhH BRI ZY B 55 (he Lper-
dependent adenovirus)B#AR#IH (gutless adenovirus)FEMRIBEILHTT AT, BAE AR
Wi . 2 B BRI R R A IR .

[0342]  #AAATLLIB NGO EEE A o, BRE AT AN B A RER A+ MR BT E S T
PR R A (R B ERAE) B, R AT LAB N BRI N )80 B4k, Bl in, EPV AR
EBVEE .

[0343] T IS MDA SCAHT A FF ¥ B 46 AMISER F AIAZ R (%140, DNAMOD-RNABLRNAa ) ]
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VIRl T LA AT O R BB A (B0, BB T EIR T2 , LA A e R
M ) 2RIE R T AR AR B BB E T Xt — SRR .

[0344] BT iR RS OB AR TR R ESH 7 T H S0 B8 F Rl 5
ST SRR AE PR 51 SRIE A S A mRNARRE 7 45 & B A R PP B DA R 1 SR/ BB R 45 1k
(1 51 o 5 S a4 ) 5 E AT R AR M R B B 2 SRAD B I B R IR R - 5 (B iR 4R (8 5
W9 RS T ) EAEEAE BT b — sk ik, B RN HRLT BT
F(BRE TSR MR T, BT (SR TR RS &k BE 2 FE
B R P T RIA R SR R h ) RIK OB RS AR &2, BEARER AT 55 RAHE
TE T 2R B 13 10 2 T 4T 138 B e T VB P AR R B R R (K B SR8 R BB R 2 R o 7E
— el L, R ED T R B AR SA A 5 IR ) 4 SR T IR 4 S LR B B N B B ATL AR IR
il

[0345] ¥ e 1) AT LA B0 AN VA4 7 1) BR £ AN 45 1A P 51 BB A ¥ TR B P 51 BRE AT Ay
B B R PR B R R R 1 R A T Bk R BB (B (BN PR T R AR L R
HE A2 ) (R B FE AR SCRT A TR 7 v R PR R 51 R LA R B AR e A
R 534 70 41 e K 00 5 1 4 U5 B P T TR W35 (control lable ) BB 41 ER5 5 BK
257 ()0, B T B NE ) R T S M B R B0 T In i s XA T R AL T R AR ZE R Y
5 83 XERN & FW.

[0346] ST A ARE “H 4V B B 7 R4 IR B 3h 7 (B VR rT iR e s 2
BT % BB SN RIE) 31 BL7EA r2 40 S 4 A (40 O SER IR R A B ) s B VE LR
W) & 5 A% BE PP S B RB I AR R F 51

[0347] AR A RENEME BT RIGTES A M P T A I 18] P B RIA K R M B 3T .
FETF 7506 9L 2 4m i v PR B0 491 1 8 2 T 6095 L 4 RS 3 (CMV) BB F s AT 7E IR A 4
H@*ﬁﬁﬁﬂ‘]ﬂ?ﬁﬂﬁﬁ@?@%%%WT?E@J?%DTSEﬁ]%%aﬂi%“iﬁ@ﬂﬁfﬁ]?”%?gﬁé‘
W B T45 = 2 (4R R BN BN A ) T 3 14 B 22 BB K B 3 F o 5 5 B B Bl T RIEER
B B 4 “tet—on” Fl “tet—of £ BENF BN H AENF R A AR B R BB T

[0348]  7£ Bk sScitir s, AT FEL A R AD A ST T A TF I E 41 AMISER |3 B Thite A B
(I ER 7 51 (45140, DNA MOD-RNABERNA= ) M 84k Bl o, T R SRR B B (B L
MillerZ ,Meth.Enzymol.217:581-599(1993) ) . iX Heifi it iR B H IR & IEM LA R B 5
DR 4R RN BE & \ 5 2 40 HUDNAFT BB R 401 S SR ID B4R AMT SR A IR IR 7 91 e b B — N %
AT, XA TR ER LS B TR RESRENEL EAEEAET
BoesenZZ,Biotherapy 6:291-302(1994) LSRR T I SRR A Sk B md r 1 B
125 5 TP 5 A T 40 TR AT o 00 0 2 R B A 2 IR T vk B S FR A
T RETHER Clowes®,T.Clin. Invest.93:644-651(1994) ;:Kiem%F,Blood 83:1467-
1473(1994) ;Salmons ¥lGunzberg ,Human Gene Therapy 4:129-141(1993) ;LA KGrossman
FWilson,Curr.Opin.in Genetics and Devel.3:110-114(1993).

(03491 485745 o N I 325 (R ) BB 40 W6 6 FORT B A 1O 4RSS A T D RS B 1 O, T
%ﬁ@ﬁﬁzﬂﬁﬁﬁiﬁ—lﬂ“cﬁﬁlé’ﬂ"]i?ﬂ}\ms%ﬁE‘Zﬂ%ﬁ‘éﬂfé‘é%ﬁﬁ%ﬁﬁﬂf%@i%ﬁﬁP?‘Eiﬂ"]ﬁﬁﬂ
U B SR S EA D, TR N SRR RS S MR REATN R TR # (B
ﬂi@ﬁf?ﬁ%ﬁﬁ@ﬁﬁﬁ;ﬁ(LTR)EZ%iEiiV\J%BE%?/@?%?&*E%E@%%%T%&B@E':f?h_’“
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TEEFN/ BRI AR F Tt ) ¢ BA R 6 BERNATE R B 3 BB B R B KL F (infectious
virions) BT E R FEFI(Flt0, B35 {E5 (Psi) tRNAS |45 & 47 &5 (-PBS) R B R I3
#5551 (+PBS) ) : A B R B L TR LTR A AR B L IR L RNALE & L 1 ¥ REE AR S B DhRe ir
ZHFT UL R R i S 0 ST B IR 1 2 R ZHRNARIE I 51

[0350] ZEMBRBEHAVERZHFESREE, BEAEDNASI NEEER R EEMM0 R
&R (in trans)¥ a5 FE HRNAG S R B A BT B £ E R B T & RS EA
(140, 5% BRI O (gag) B-AEE (pol ) FIAE (env) B A) BT R B IR RE L RIEMN
20, S 2 FR) P A B K R SR BB A 4T R T o LB 0 i R T R IASEME M (ecotrophic) iR
{4 (amphotropic) BL W M (xenotropic) BB E =4y . 5L , BLAS A R 7T AR Z HAD IR
HOAME(env)EAMFIAXMERT , AEARARTEHREERACQRBRRT BEEE
[ (membrane-associated protein)(#lfn,envEA)MBRL. AT EEE AHFRTEA
Y IS A A B 0 R, A R S & R A (B, KW D R E (vesicular
stomatitis virus,VSV)E'(JGEEEl)mﬁﬁﬂ%%@ﬁ@%i%ﬁ%?ﬂ%@%%ﬂ@%o?ﬁ)ﬁ,’-F?
Yo [ 0,355 S0 M T 2 A A E A R e B LB AR R R I LS 6 O (KR SRR < & R R
F i 5B — 0 R AL S 8 — R 5 ) 75 5 22 IR 4 RNA B 3% 2 955 B UL g A 2
R JR B AL

[0351]  fEops a2 ] AT 5 BT i 0 B B R S B A o 3o T 8 DR 5 326 B NP IR GE - P2 A
i 2R 0 0 B AT B B e 2 R A SR IR T S S, S E U B R R T R
BT BRI 5% B G H T AR R AR AR RSN IR AL IR B R HE
W Rk Y e A 40 M B A A JKozarskyfWilson,Current Opinion in Genetics and
Development 3:499-503(1993)%5 H! T 3T IRk 2 49 ZBRT IR I 4738 - Bout$ , Human Gene
Therapy 5:3-10(1994)1EH T {88 F AR5 25 30 44 1 22 TR 5 46 ALV M ) WP R0 b 2 4 M« 7
— R R SRR ER S, AR, AR E AR (W R 2R hOE R (MVA) Bk
NYVAC) s Y53, IR B 4 4 280 o 76 3 BT ik vh {3 PR B S50 LB SE el & 8 T
Rosenfeld®,Science 252:431-434(1991);Rosenfeld®s,Cell 68:143-155(1992);
MastrangeliZs,].Clin. Invest.91:225-234(1993) ;PCTZA FFW094/12649; L KWang5s ,
Gene Therapy 2:775-783(1995).7E B —Sgii 7 2 , (# 8RB EA , Hl sk HEFI 56,
143,520.5,665,55715,981 , 276 iR i B FHIVAG 44, DL 31 A 7 OB BAIIE AR L.
7E— e se ity b 4 P AR AR S 35 (AAV) A B R B 3R . BIVE R AAVERE A T T
WalshZ:,Proc.Soc.Exp.Biol.Med.204:289-300(1993); £ H & 55,436,146, LL 51 F)
(75 R4 B 35 A Gao ,Gene Therapy 2005,5,285-297;Vandenberghe¥ ,Gene
Therapy 2009,16,311-319:Gao%F ,PNAS 2002,99,11854-11859:Gao%¥ ,PNAS 2003,100,
6081-6086:Ca0%s,J.of Virology 2004,78,6381-6388;HIM.Green®N].Sambrook ik
Molecular Cloning:A Laboratory Manual(Z54RR).7E—4SEiE A, FTIRAAVELA 2
AAV1.AAV2 .AAV4 . AAV5 AAV6 . AAVT \AAVS \AAVO . AAVrh. 10, AAV2. 5. B 2438 Hi B &2 , 4 e 2R 2
FHIAAVEL AR () S P PT B T30 4R 2R

[0352] 7 —usia Frh . 24l B AR R AL A0 B 41 AMISE A 7E 25 o WIRRIART
AT A TR B AMISTE (& i XK F Al R M I B A R AE B B, Bl an, ZURL 2
AoE B BN B BN AEBDINAEDN B BEDUE BEDSF
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oS 5 R, A SC BT FE 6 B 4 AMISTR 19 (0 380 AT 7 H 28 A B 1) B P R R ERE TR T
BHRFEKF.

[0353]  EEJTIER B — ke BB i e AL Ag i 4 (lipofection) JHERE5 N B Y
B BRI RS EF R B R A SRR AN B R BB AT IE
FRADEBEN SRS B ARE TR T, OB R IRBOFR A ZH B EE N AR RS,
I Le A Bk S B

[0354] EEEFIS5,676,954(LL 3| A RIS HH NASOIRIE T W 5B B F Mg Btk
B A B Y RS BI/NR .2 E £ F154,897,355.4,946,787.5,049,386.5,459,
127.5,589,466.5,693,622.5,580,859.5,703,055F1E Fr 2 FF 5W094/9469( LA 5| FARI 77 3\
T AT N A ST ) AL T PR T DNAY 3t 4 ffg A0 L 3h 4 ) BH B8 1 e R . Sk B I =5,
589,466.5,693,622.5,580,859.5,703,055F1E FR A FFSW0 94/9469( UL 5| M 730K &
AIFENA ST ) $24E T K DNA-BH B F HE R 55 & 1 3 025 4R L Sh AP 10 7 v o SRR T B 88 7 R R
B OB R ERL AT Tk ER .

(03551 W) 3 Ik A AR &3 [ 7 v 06 L R BR AR TR 5 51 B N HB.40 fu vp o 2 , T3 3 e 2 (1
01, RS AS BRDEAE-HT B A S i gy ) ISR 4 B T AL RO ST (Bl an , B B S AR
DNA) <biolistics. &7 VLPIAEEE ZE KR B R AR S AR & RN T EE
R AR SRR B, B AMISE AWK SINEI4 I AET
22 71, (% WL 40 , Wong FiNeumann , Biochem.Biophys . Res . Commun . 107 : 584-87(1982) )
biolistics(45|tn, Z:E ¥ ; JohnstonfiTang,Methods Cell Biol.43Pt A:353-65(1994) ;
Fynan,Proc.Nat1.Acad.Sci.USA 90:11478-82(1993) )% 4wf5 B 4H AMISE B HIIZ IR 5]
AB| 4 .

(03561  7E e sz 75 2 , ) 38 o 6 S 5 IS 55 Yl 4w D B 4L AMI S A KRR P B Bl &
B 21 A B8 40 8 b o 3T g R G B e 00 4 0 R R L 9 490 G B R 45  DEAE R 3R B
lipofectin.lipfectamine DIMRIE C.SuperfectfEffectin(Qiagen) . unifectin.
naxifectin-DOTMA.DOGS(Transfectam; M-+ )\ & 2 Bt ke H 20 BE 26 L
(dioctadecylamidoglycylspermine))\DOPE(l,Z—Z?HIME—SW'EL?EI—S-@?%Z,@?@)\
DOTAP( 1, 2- = yhik F—3- = FF Z:4% T 42 ) JDDAB( —FF X+ )\ S LR 4L 4% ) . DHDEAB(N, N-
— AR EE N N- T 32 Z. BB AR AR ) JHDEAB (N-n—F 7N i 3E-N N- 32 Z FR A 2 ) IR B
J B (7,0 TR ) (PET)2E . % LBl iBaner jee ,Med . Chem. 42:4292-99(1999) ; GodbeyF »
Gene Ther.6:1380-88(1999):Kichler®s,Gene Ther.5:855-60(1998) :Birchaa%§,
J.Pharm.183:195-207(1999) .

[0357] A4 &nfty BT 253 (it , B i A0/ BURR ) VAT M IR M i F T 2
ik R 45 A 2 4 AM TSR [ O M BRI 48 52 , ), S M e BE IR 0k - IR R AT B S
2 AT I A B A 7 BT IR A S D A A B B B ) B A 5 BRI AR TR G B 4
BT IR .

[0358] &Fhifik RGED AN, H A AT HES TRTHESR(GIIMEL AMISEH)
A/ BR AR A ST AN TR 4B AMISEE 15 B A% R , 00 , ) i B A o R AU
el Tk AL S EA MM . U R ZAEN T ATERS LA mVuFW, 1987,
7.Biol.Chem.262:4429-4432) . 3| N FETT AW K2k B Bash i, BLEEE AR T B
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DLNR R JEEAEZ kR RE R TRE k. BNER RN &R R R
B ORI A% 25 700 AT LR I AR 47T 75 8 B3R 43 (B4, BT v B s v BE 2l B A
BRI R bk B (040, D RS R L B B A Rl B AR ) IR AT A 2 R B AT L S HE A
YRR — A Z AR AE B BRI .

[0359] ZEEfASLiis R, A XHKAGMA SRS TE R EIRIT I X8 AT H
s 3X BT 52 R Ml 490 a0 T AR A 8] 4 SR BRI 5 SR R R A L B G R S A B R B
BRI (RN 2 LA R AR 2 FUA R BRERBOIR A, B0 38 B (i R IR L ) 4 4 B
b BZ R B AR ) SRSEIR

[0360] 7E R —sScie 5 s, v M AT /R B A5 B R IS R4 R % (5 M Langer (1990)
Science 249:1527-1533) fEX —SLHiy AP , iEHER AT E R BB AL P iBIL A — DL
MR, A FEE (2 Mlanger (1990), A k) AE R — St 7=\ h , T R & (S
Howard%(1989)J .Neurosurg.71:105).

(03611  [RIk, IV T 25 R 10 Rk DRV B 8 / 06 DR 7 Yok M AR ) R 2 A4 A0S 2 R o 3K B 3 A
R E AT AR HE T EJBIHE A EHINA/ S FEM RN E LR B v e
(1 8 4 AMISER (1 SR AE AR R X Bl A\ BTk i 08 / Sk A% , AT DA IR 22 A TS R AR S
ORI € R

[0362]  AATUSBIAR N 50T LA AR A £ , 7T 25 5 Hh %o 7o e 0 JE DR AT #RAF , LR R B Y
SRR 5 AT T AR SN AR S & R T SRR S T EHAMISE B B ek
(B BRI AT 4R, SR AE P RIRFEAEM N B AR (B F A EHAMISEA RN REHA
ERAR A BREASAR ) , T ARHE A S A i vk R4 A W fs FR BT iR 2R 4

[0363]  7EAC KRB s FIG B4 AMISER F 19 248 2R (3 10— 45 ¥4 B9 28 A0 46 an ] -GS A
& TR INFE e B A R AR R AR BANRBEAZ RN ERE T RE R
SR P B R B AN ST EE A M SR DA S SR BT R A M BT R T

[0364] Remington’s Pharmaceutical sciences Ed.Germany,Merk Publishing,
Easton,PA,1995(bL 31 FIMI 7 R H B I AL AFF T BTG 49 E &V &P
AL K FF HL & 1 B AR o BT B2 5 b AT 3 52 A EAR B A R IR — e ST A AL HEAE AN R
FopEK, INTLHE R AR R R, R R AR B s AP R AT A,
BT REN. BT EENERAER . F 2 R A A, Qe w] A8 Az i
&, A e KSR I LT TR 2 BRI TR AN K G SRR, T R TR
IR Z, Be RN A 2 18 S b A, INEEAL B EE AR K BB K MR IR
s 2B FUBSERZE K s UL R L T T SR MR, 0+ LR A AN EE IR 8% IR
FETR 5 W U £ 0T , 2 0 70 L B AR L ELAR T < B R A | VARR TR AN 5 R B R A IR
B HIEA S+ .

(03651 RAFE

[0366] AR UIEIRALT 48 BH AMISEE B Thie B AT hAE A B aiah &5 B #y7)
ERFGYESE, FIT TS RN/ B T R TE M SRR EL , B, A ST A TR I RE B £ 1
B BB %R AT A AT a0 A R R BES B TR I R E A AMISE A A
S, H AT, A 48 P 2R 2 AMISTR 9 R VAIT 5 3R A RSUREL 5 I 5 7 B AE Y U B F5 o
AGEEAMISE S A TR RE T A BB A E AN EHA YR MRS —E 2
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RFW,EEBEE) RS TRAEROE T ik, AFERAYEEEETHER
EVEMEFIN (S R B E S B ZEH), i AT RIT B SRR R RELME B ER]) /R
FIT- 299045 25 BT R (BTN RR R 3R] 61 3K R 5 25 A FH 28 55)

[0367] AAFHMEMILHEARNBATOFERFMNERPIEMNSHERNAETIZL
(permutations) , WIE 4G A JBAUFIE sk 3 A TE Se N JBAUFI B SR LA e S SL AR B3R o 19
5 —/MOUIR E 12 TN BACH B 5K . 2K HEF B0 B #dh T A FF I FEEE 9

[0368] RETSEZW LA RNEMTHMMRT ALE , R AR N RIGEAEK
R, BT E R B A % B B RS 4o RO Bl A 1 00 T e AR 3 A 2 TR 9 % Fh st 7 SRAE T AN 47
g EAS , I B A SR A TR & R SE B 3R B TE4E X AR sk i Y B B BR 1) DA 5
FRf 75 20K A SR Bl IR T 225 SCRBE R I AN AR 3.

[0369]  7EU, BA 31 AR 7 2o¥A S b B 51 ARG BB A B R DL R & BiE AL Al o 5
FAH 485 A SO R S 2 SO (BLIEAS AN RS R o 2 R FR Y SO RS2 SOk “HR B 51 A
BISCAHE ) BA B kot IR T3 1 B 17 A0 ) 4 — N 0/ BR SR X 2 B 3 RN R B A — IR
SR APCTRIE 41 BB ERE I LA RGN R 18 51 AR U 5| RS 8 S0 B
B NS, 3F Bix s Se 4 F] T AR RS2 B — T & , ZEAURIZE KRBT 225 3R 51
F P EIEA A R OB S CERHEAT T 51 3F B KX B S B S SRR (A
SCRT B RIS SCER ) P IS — A LR A ST 5 RIS Gk P 0 E — AN S RS —
ANSCAFER B2 SCRR (CELIE AR AT 36 7 O V8 U 548) DA 51 FI 7 s AR A A S

[0370] A& B — s 7 SRR T SR & F 5

[0371] 1. —FiEHBHHME R MIS) RS, iR EAMISE A M ESEQ ID NO: 1Ky FARE
448-452 8] (1 Z /b— NG FE RS AOAB AR , I T AR L SR 2 A48 0 1 S DD B4R LA G

[0372] 2. NERVELFTIRI EAMISE D, Frik BAMISEEH— LA EESEQ ID NO: 1Y
S 1-250IMISHT 5 B 5 IAEMIS BT 5 R 5 BREL The B, Hoop, BriR EAAMISER 5 AREL XY
BFSEQ ID NO: 1S EERvRE 1 B 4 RIMISER (A 1T & B A 7R SNG4 7= 7= Z AN n
IPTE]

[0373]  3.inE7ELIER2FTARI EAMISE R , K, rid BAMISEA R —PEEHEED .
[0374] 4. ERVE2FTRM BEAMISE D, H o, FrRIEMISHT F FFIAE EE R P A S
ThEe FrBt.

[0375] 5. fNEVE4FTRN EAMISER , Kb, FriRAEAE TS FFAAMERER (HSA)
B FIEE A B .

[0376] 6. WNEETESHTARIM EAMISEE , H b, BrikHSART § FFIE&SEQ ID NO:6HEEE
BRFE5Ia 5 H 2 /080% F YR A

[0377] 7. fnBTESFTIRI EAMISE A, P, FRRHSART F /7 5IH 7 B ELESEQ ID NO:6
R DIONREBRESH ZE 80% FURHI 4K

[0378] 8. tNEXVESHTRMEEAMISEE , Hh , FriRHSART F FF 3 &SEQ ID NO:6HIZE D
ISR EBR B 5 H ZE /D80 % [F PRI & K .

[0379] 9. 4nERVESFTRM EAMISE A , b, FrRHSART F 7564 SEQ ID NO:6fI = A
UANERBRES5HED80% FIRHIZE.

[0380] 10.fnERIESFTIR M BAMISE A, Hop, JriRHSART F F 5 A BOEE THUTHF
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B B¢ 4R -

(03811 MKWVTFISLLFLFSSAYS(SEQ ID NO:13):

[0382] MKWVTFISLLELFSSAYSRGVFRR(SEQ ID NO:6);

[0383] MKWVSFISLLFLFSSAYS(SEQ ID NO:14),

(0384] 11.IMBRVE2FTIRM EAMISE A, H , FridIEMISHI § F5E B T LU F31 AT
0 R4 -

[0385] 540 4RI v g T A TE M0 B PR & 1) S B BREE 1 {5 5 AR (TgSP-tPA) , R A BBk B
{2 Bk (1gSP) ,MPIF-1{Z 2 51 (MKVSVAALSCLMLVTALGSQA(SEQ ID NO:15));#i&R(ES
J5 51| (MLQNSAVLLLLVISASA(SEQ ID NO:16)) ;¥ 4kE§(5 5 551 (MLLQAFLFLLAGFAAKISA(SEQ
ID NO:17)); BE R R Fafg SRS (AR R S SR B R MGB R REFESF
(MKWVSFISLLFLFSSAYSRSLEKR(SEQ ID NO:18));HSA/MFa-1Z&1E 5%l
(MKWVSFISLLFLFSSAYSRSLDKR(SEQ ID NO:19)): FLER v & 4B 345 /MPa- 1Bl & /i S 7 51
(MNIFYIFLFLLSFVQGSLDKR(SEQ ID NO:20)):%BEHREAIgES FFI
(MGWSCIILFLVATATGVHS(SEQ ID NO:21)):Fibulin BREI4{E S F ¥
(MERAAPSRRVPLPLLLLGGLALLAAGVDA(SEQ ID N0:22)):EZRHAFEES F5
(MMKTLLLFVGLLLTWESGQVLG(SEQ ID N0:23)) ;LA BB R HAEKE FEEEA4ES P
(MLPLCLVAALLLAAGPGPSLG(SEQ ID NO:24)),BREAIHITHEE F B .

[0386] 12. BT 1PTAMI EAMISEA , Tk EAMISE A 4SEQ ID NO: IR E IS0
HIQZE R 144 , M T A EE 5 2 2B A A 4% oL )45 A s n

[0387] 13.(MBRIELFTRM EAMISER , frik BAMISE A #— A ESEQ ID NO: IIHE
R452 i SERAE M , M T AHEL B ZAB M 17 L) EI15 LA .

[0388]  14.fMERTESFTRM EAMISER , Hb , FriRAFE NFLAGHREE .

[0389] 15.4NER¥E L4FTIRR ELAMISEE A, 2 , BT IRFLAGHR 240 & & % BR /¥ 5| DYKDDDDK
(SEQ ID NO:8)EkH TheefiT A Mai AR 1A,

[0390]  16.4NERTK 14FTIRAEAMISE R, P, FTAFLAGHRZEAL TSEQ ID NO: 1R ER
BHA4527 J5 K%SEQ ID NO: 1A R BRI 4532 1l

[0391]  17.4NERVK14FTIR I ELAMISEE , H P, FrRFLAGHRAEAI T-SEQ ID NO: 1K R
FR 45214532 18]

[0392] 18.MERTELFTARM EHAMISEH , ik BHAMISEAMESEQ ID NO: 2K AP

FlEkE Ihae A B,
[0393] 19.NERTE TR EBAMISEA , TR ELAMISE A A4SEQ 1D NO: M HEERFF
HER E ohe A B

[0394] 20.tNEXTXISHTARMBEEMISER , ik ELAMISE A HSEQ ID NO: 4HIAZIR 751 4
Y.

[0395] 21.tnER¥E19FT R EEMISE S , ik ELAMISE F HISEQ ID NO: SHIHXER 751 4R
5.

[0396] 22, —FhZGMIEEW, R WA S & A Bk 121 T — TR B EAMISEH
Fgh 2 b OB R A .

[0397]  23.4mATER V& 1-21 s (F— T iR ) EAMISE A 2 EHK .
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[0398]  24.4NBLVE23FTIRI LILHER, B, TR AR F IR B2 T SBQ ID NO:48k5SEQ 1D
NO: ABIARBE e 51| B 2 /D95 % (5 — B IAZH R

[0399]  25. BT 23FTIR I B HER, B , FridAZ HER X R TSEQ ID NO:5BL5SEQ D
NO: 5IAR TR 51 BUE 2 /095 % M PRl — B U H R

[0400]  26. 8B 23-25FF—TFTIR M 2 1 H BRI Bk .

(0401] 27, fNERIX26FTIRAIEAE , Fop , Frid E A4 R B B ERIBHUE .

[0402]  28. (IERVE27ATIR I E A, Forp , FTR RIA iR AT 4 T8 (FI e, KT B ) B
BifAMIpcDNA 3. 1B cDNAZR 4B JE IR 40 # 48 o

[0403]  29.4NEXVE27FTIR B, b, Rl R S Euid ik B T i LA T R B 8 A BT 4L R Y
4

(0404] BB/ EAR JEREBHS U RIBHERE.

[0405]  30. (BRI 27FTARMIBAA , Eorh , BT iR B 8 o AR AE DS B B 45 (AAV) o

[04061  31.UNERTESOFTIRAIELAR, Hoh , TR AAVAAVY,

(04071  32. tMERTE26-31 4L — TR M BAE , 2 op , IR BE 5 SR fiE BB HMISE P kAL
P, BTk A% B8 FE 41 5SEQ ID NO:4BKSEQ ID NO:5HIKKERFF I BA & /95 % i 751 —2
e, o, RIS 5 AT R o B B R AR B SR B T R R AR R R B
[0408] 33, —FhE ERVE 1 AT IR B AMISE A # B E In LA~ AMISEBS .

[0409] 34, —Fh & B IK26-32°R (£ — WRT IR BB 1) 75 40 KD o

[0410]  35.—FHZGMLE &, PR 25 4R & Wy & 78 B ¥4 26- 32 HR AT — ST IR B B A AN 2
FArER R .

[0411]  36. Hi B 7K 1-21 s 4T — 5 ok £ B 40 AMTS3R 13 42 7= T ok ¥ AMIS 28 B iy 2646 1)
s

[0412]  37.— AT ST BE RN RGN ik, Frid ik a5k &8 EANISEH I
YA MHEATEN S, Hop, TR EAAMISTE FIALASEQ 1D NO: LAHRIE448-452 2 A 2= b — 4>
SELEB B , N T/ AE EL B AR I B L VDA B s in,

[0413]  38. HIERTE 3T TR 8, Hrp , AHEL X R F-SEQ 1D NO: L SRR TR AL MY B A2 7Y
MISER (5 T 2 , ik 2 MTS TR 9 B TE AR o8I0 0 26 72 7= 28 LA B S A Y0 o

[0414] 39, WIERIESTHIRIO G IE, Hoh , TR EAMISER M & VB SEQ ID NO: 1HIEE:
51 -25HIMTS BT 5 FE 51 it SEMIS BT 55 51 Bk HL Thik 1 BU R A JR B B AR 7= T oK

[0415]  40. WNERIEITARM 7k, Hch , Frik BAMISE A — S S EREER.

[0416]  41.4nBrIK ORI vk, ek, TR AEMISHT S F 5120 A & A § % 7 51 BUH Zh g
B

[0417]) 42 HESTRALFTREG 7, Boop , PR B AR S FH A A MLIE A R A (HSA) §1 %
FFoIEE A B

[0418] 43, INERVESTHTAMI 7, Bk, FTIR EAAMISHER I 04SEQ ID NO: 1K) & FEER450
B QZERII B , A T AREL B0 Z 2B B 18 I E 115 A I o

[0419] 44, WIEEVEA0FT IR v, Hoep, TR ARZ A& H SEQ ID NO: SH &R 75 3l
Thie Fr B HIFLAGHRAE o

[0420] 45, (B TETHTARMI ik, Forb , BTk ELAMISER I AL&SEQ ID NO: 2ff) S AR Rk
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25-5598 H Bhige A B

[0421]  46. WIERTESTRTIRI 71, b, TR E4AMISER F 057 SEQ ID NO: 3R SRR Ak
25-56TERILThEE B o

[0422] 47 . GOBRIE TR IR 92, Fooh , B JBE M ISP B T T RSB A o

(0423]  48. tIEXIEITHTIRMI A v, Howp , BT iR e i o IR S8 .

(0424 49 BRI ITATIR A7k, Forb , BT RSB AN B2 ST VAT 52 1 SRR B 2 B9 W T 25 1
[0425]  50. Bk I& 37 AR 5k, Bk, iR EAAMISER A A A 7E4 T J AN 277 8
FESTEEZ AT B G .

[0426]  51.4NERIESTHTIRII 1%, o op , T RE R I B BN 4 BR T T2 32 44 (MISRIT) .
[0427] 52 WNERTESIFR I A, Ho b, 7R3 B B STl (K AR R b o B3 i 4
B (MIS) Z AR RIE AT E .

[0428]  53. WIERIES2FTIR A 77, Foehr , jF ik AR M0 RE i 0 Je8 4EL R RF S BRI B AHL A i, B
eEs 4 . R A

(04291 54, UNERTES2FTRII A1, Fod , B iR A e i e R 2E 2R i

[0430]  55. QIR FEST Ak i 75, Ho b, FRaR By ok O SE 40 M A B 3R B2 4 A B 0
Y T PR I 200 RN ) 5 U e 4

[0431] 56, IMERIESTFTIRMI 513, Foop , BRI RE % B T e DA R e A 4E A 4L -

[0432]  JLRRJE R CRIERE BERUE B R A RANRE VB VB JRE S
B EEE . FEARE.E R TSR TR S ISR AT S IR B A
EVEAEGEE . EARE B EARBENTER.

[0433] 57, WNERTEA9FIR I 53 , Hevhr, ik £ 2G0Tt 24 P JRa i O 8 A2 T 24 114 e B
BRI AR,

[0434] 58.tNERVESTHTARM Tw:, Horh TR A 25 AN A  EENA L NNEZ .
KN A2 RN AT B R AT B A BB RIEREZ .

[0435])  59. (NERIESTRTIRAI 7%, Horb , TR A A AT 45 25 .

[0436]  60. UNBXIEST TR T ik, Horp TR R 5 iR T 45 2 .

(04371  61.MNERIESTHIRII A%, o, TR 528 HE s .

[0438]  62. tNERIEG1FTRAI 5%, Horb , Fridm Aah ¥ AN

[0439]  63.UNERTESTHTARM 7, Hh , B D> — M B 257 5 FrR BHAMISK 4525
ghd (fln, 2 /AR 5 ) RE T iR 2l

[0440] 64 . GNBLIE63FT AR ik, Hoh , BTk B 4O 2 i I7 IR Ak sT 71

[0441]  65. MMERTEGARTRRIFT 1, Herb, B Aby7 773 B F eh DU AT AT A 48 -
[0442] KB .JNH . IER CEWER LM I EER.

[0443]  66. tNER VK G4FTRMI %, Fo P, iR L7 R BUT 71

[0444] 67 . INBXIE64FTIRAT %, Hop , BT b y7 R AL 3 R .

(04451 68, GNERIK6T HTIR I A7k, Foob , Brak ot nde 3 BUER A R(1, 9-cd) k-6 (2H) -E
(SP600125) B ThREATAE MR ThRE KRB -

[0446]  69. —FHi A F T 97 BERIALTF FIR FIB B 535, Brid ik 684 T &8
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FFARENBEAMISEA, K, iR EHAMISEE A ESEQ ID NO: 1K EEBR4S0HQERR
B4 s LA R b, 5 8 B FTR AL TT IR IE T B ORI B AR L SR AR EAAMISE B M 1E
LR BB AT I 6 T B BOT R RUR.

(04471 70. tBRIKGOFTIRII T vE , Ko TR EAMISE R — P S HREEA .

[0448] 71.FLAMISEAESI& B TR EENZYHH AR, Kb, R BEAMSEAE
4SEQ ID NO: 1M S E M 450 HQZE R &M : 7 HE o , BTk iR R IA B ¥4 i (MIS) 5
o

[0449] 72 MBRIKTIFTIRAY g, Hick , TR BAMISE R — PO EHREEL

[0450] 73, UMERIETIFTARM A, Booh, ik B 8hi &4 55 (MIS) 244 R T LRI SSZ A B
[EYRIEL RS B o

[0451) 74, —FhldE 5, TR )i RO GBI L RAGMA Y, TREGMA S ER
B9 1-21 (T — BT IR 1 ELAMISE &, Hb , ik SR & AR R , FridAr /s R TR
BT AR 25 404 & W 7E R 05 0 TBR P LA U FIBAA 2 , SRR TT RIB B B ¥ B (MTS) 2 44
) 8 B e R R XU

[0452]  75.—FiGTF A AN E N 58, TR H LA ERE B g 2 WE 1A
MIRE S, b SR R B S R 1T R 248 (MISRI L) ¥ 3B A/ B3 1, o b, I PRI 28 V1 °F 45
B R 4 B 2 A 4 FEMISRIT i 23 /805 M, Bk I PRI 2E 1 5 il 32 38 FI B 228K
ERIE 35 iR I & AT IRIT -

[0453]  76. tNERIETOFTIRII A%, o, Frid A Wwt i R ZARE A o .
(04541 77, tERVATERTR B ATk , Foeht, BTk 45 SR i A VR 4L RE S BRI B A SURE i L B
T R iR 4 .

[0455]  78.tNERIKT6RTRMI T, Foh , TR AR R W TE R A & o

[0456]  79. WERFETS TN F7ig:, Hoh , Bl SR O SR 40 e L S B 3R BB A L SR
S T P U R 4 R 9 S R 4 Y

[0457] 0. UNEXTXTSHTIREI 7 vk , Hob , B SR RE D FL IR i s SK 0 S IOE e
B OARGNERE. VEEVEHE R .S E . BEE. . TENRE. B R T e E
B P S S AT PE R B BB R R EARE R BARER
TER.

[0458] Q1. EAMISE [ ERAH B ERZRE o A —Fh ek 2 bk B 10 2R S 7K
g g, Horh, FRA B ZAMIS S I 4SEQ ID NO: 1A FAER450QERNE M

[0450]  82.fNE:TASLATIRA Fig, o Frid BAMISEA— LA EREEH.

[0460]  83.LNIERTASLFTIRA A&, Kb, ik —Fhak 2 Mt i R v 2 1.

(04611  84.HNEXTESIATRM Ak, Kb, Frik A BB 2% BH R LRI SIRILK

[0462]  85.TMEXIESLATIRM B3, b, Tk A REMZRE BHHFIRE.

[0463]  86. (NELTASLETARN Fg, o, Bk E F B 2R B F S RINELRA/ 8t
B2,

[0464]  87.HNERTESIFTAM g, Kb, ik E B EMNZRE B FHEE THU FTRFEE
EL TR A 4B R R R B R L

(04651 B3 1t Bl 5 4 AE (BPH) B B S8 B ALJE B R AR M e s B R R T B
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B SR B S BAE . Bk 2OV A1 (POCS) VB R I £ E (HA) - IR B R
FU(IR) - B2 % (AN) (HIAR-AN) £5-Er1iF 519 52 08 B2 700 FEE 400 Mo 3 5 BV R B L VPRI B AR
HEGP B2 DhEE SR M F 8 W AN B R MR R

[0466]  88.—FiiGyT LLHE ML K BN L M BOR ER R ELI 7k, BTk TR B RS T 523
EZH BB BK 228 BRI ITR M A &4, Jorb , TR B W & W E Frid SR 1
¥ LTS P B > — P E I ACE R AR, HAE TR LU R AR BN IE R R E B E D
— PRI D o

[0467]  89. —FIR AR b — FhEL B MHES R 0 ML 2K I 5%, TR T iE B E T
HWEMBEAMISED, K P, R EAMISEAMESEQ ID NO: 1K) ZEM450HOERME
i UL R, BTR EAMIST 5 (8 FTiR 523803 b — ik 2 ol 380 3R 1) Mo 2 AL AT 2> o
[0468]  90. MNERTESOFTIRRI F ik, Horp TR BHMISE M — P HEIFEEA .

[0469]  O1.MERTEBOFTRM ik, Forhr, Frik 2R A DAMESE 3 AR BURAR AL A B B
Lo

(04701  92.4NEB:VA89-91 T — TRATRII 53, o of, Frid B sk E ALk B T LA TR
B BLTLE A

[0471] B PERTHI AR 44 (BPH) BT FI AR « 2 AL M R AR e s . B i A 1 B
B MR S 2 B B AL 2 BEOP S 45-A 1 (POCS) JHEME i 2 E (HA) - R & R
FUOTR) L7 9% (AN) (HIAR-AN) 422 10F 59 5598 3% 1 JE 400 o 387 DA R BV LB PR B A
HEON B2 IhRE R AN T i N B R R

(0472]  93. & ERVE1-21 (T —TFTRR EAMISE 5 MNZ5 % - Al 852 1 BUAR R & .
[0473]  94.UNERTEOSFTARMIAFE , Frik R S fE sk #— B & F [ FATIR EAMISEH K
MBIT EBRIA T B R K e R AL B .

[0474]  HE T HEMA R UM SHA T ELE TRARY, BNEERREAR
HA A R RR il S i 7 =X

[0475]  SEjEf)

[0476]  LLFsgi@ it T80 B i T iRt , 10 A SR fil 4k I vE

[0477] A% BA R4 B LB AR 10 B (0T 280, B R 4T B 75 B B0k A % B R 0 72
BT TR T 3, o 5 25 B B 5 TS0 B T A0 2B S 150 90 BT PRS2 o 1R 22 A8 ORI AR AL 3o T A UK
B RN BT R 51T 5 LI o 356 33 R0 72 B 1] r 3 i HH ) SEte 77 20 A T 5 4 S
2 25 R 1) JEUHR RS BRI F L A3 AU R R R AROE P T B TR RO R e g A A K B
M B A & RME S & Pt T 2.

(04781  #ARIFOITIE

[0479]  AAERRFN BRI FURE

[0480]  WT-MIS: B A5 MISHI 3L BRI 45 K¢ 5 X pBG3 1 1 34 AR LA BT T 24 FF I 5 VE SR A R 1% 3K
1 (Cate,1986) . R BT = , K AMISH) 5 BE 28 B¢ 51 A chMIS33 ¥ 78 & 3k pBG31 1 R A H A ,
% chMIS334% 4k cDNASRE I A Kb SCEE o 43 515 2 (Catess , 1986)

[0481] RF-MIS:Z&AMIS cDNA(EE RIMRMISHI 5 F 5 BRI EIAL S AT 1aghn s ) i
pcDNA 3. 134k F1pAAV-IRES-NEOE 445 . 4 77 76 T LA BT BT ) & B FLAGHR T i A AMIS
cDNAFEFI [t pcDNAS . 1 44 (Papakostass, 2010 ) o (RIMIS ) 4% Fe 31| #E ECORV AL s Ak JE. T
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B pAAV-TRES-Neo R ik & 44 . 1% T B FE 91 & 7 A 6 A B 42840 M 1B A i P #1625 (RARR/S)
(SEQ ID NO:27)J5 BIFLAGZ A7 (Papakostas®,2010) .
[0482)  LR-MIS:ZAMIS cDNACEA AL A & A #1555 AE R YI 142 50 B pcDNA
3. 8RR A B UL BT BT IR I BL & & A B D B1467 45 B 24 AMIS cDNAFF B pcDNAS . 13X
W(Papakostas—;‘% 2010)5!6%!)\[3%5 B 558 51l o 4 F& A EcoRVAT A5 i IE [ 5 #ICGAGATAC
ATCAGCCIGCTCTTCCTGTTCAGCAGEGETTA
CTCCCGLGETRTG COEAGAGCAGAGGAGCCAGCTGTG(SEQ ID NO: 11) (H4migai 5 /7
ﬁﬂ%&ﬁ?u*ﬂmﬁﬁ)Wﬁfmsa’mﬁzm -4326 % 18] 31 #GCTCCTGGAACCTCAGCGAG (SEQ
ID NO:12)FekE %A & E Bl 2 RABMISH T
[0483] LRF-MIS:&7&MIS cDNA(EA AIiEAEE R S 75BN IEI6L S FIFlaghs
% VHIpcDNA 3. LEAE . o b Bk , 48 B LARI Bk B 8L 3 & B 1B A A DI B AL A A LaghR 22 /Y
£ AMIS cDNAFEFIpcDNA3 . 13444 (Papakostas®,2010) R 5 NAE A F S F 5.
[0484]  HEYLFNTIFE .
(0485]  BFLERIMIS(WI-MIS). QI LART B , S KW T-M IS 44 (pBG311) S5 pSV2DHFR— iR %
YDHFR-CHOZH ML , 313k 38 15 A B B R A% (the highest expresser)fIBITLFE (Cateds,
1986) .
[0486] RARR/S-Flag MIS(RF-MIS) (4ENSEQ ID NO:27/AFFH) “RARR/S”):{¥ FFugene 6
(Roche ) , R4 1345 755 1) 77 2 RF-MISH A% (4b T pAAV-TRES-NEOH ) % B ECHO-S 4L , FF
FERAEBE (geneticin)ifd® (550ug/ml) T e+ i 8% B 5 BN A 2 AR R B ey 3R IR Y
CHO93%8 & AL TEkE
[0487] LR-MIS.{#flipofectamine 2000(invitrogen) , HR¥EHli% i S KELR-MISHY
F2 4K (4 FpcDNA3 . Lo ) B4 4eHECHO-K 1 40} . 7E800ug/m1 B f6 BB 2K P ik Ul , JF i ¥ 1
T 1 R EN R 52 1 B i Rk (LR LR11ANLR22) FHF 3 — B 5T
[0488] LRF-MIS.{§i Ffilipofectamine 2000(invitrogen) , R #E i i 77 S HLRF-MIS
Mg (JbTFpeDNA3. 10 ) 4% Bedt CHO-K 1 40 M2 . 7E800ug /m1 B A5 B R (G418) ik i f& ,
He vk 5 B S R ED D RS B 5L B 1A % (LRFS \LRF18FILRF22) F T 3t — WAL
(0489]  HEFREANBEFRKAM:
[0490] BOWE[E . #E37°C 5% CO27 , {FBITE A A 250m L aMEMAI R #i (roller bottles)
(1700cm?) o AE K 36 4 5 0 & 40 H L % aMEMAN 75 LA 4 5 - 5 % P iR 4 L % (FFCS)
(Biologos)<0.24uMmE &M . 20MA E B . 100U/m1 BB RML00ug/nl EER
(Invitrogen); Al B & 3-4 R Y B 1% F7 T . B I We s tern FIMIS ELISANT 1z 7% R 4T i1k , DA
o 2B PR AT MR A B
[0491]  CHO93TTf% . 7(j:37c 5% CO2t , {#CHO93#E B 75 250m] DMEM: F12/¥& R (1700cm?)
e F RTS8 B, i%DMEM : F124h 755 LL T4 : 10%FFCS . 550ug/mLi@ & 8 &K 20M A&
B 100U/ ml B EEML00ng/ml % B E (Invitrogen) : AT &3-4RUNERZFRE BT
WesternFIMIS ELISAXSHEFREEHEAT I , LASTAE =R AT i f Al &
[0492] LR8‘LR11‘LRZZ%DLRFS\LRF18\LRF22ﬁF§0E37°C\5%C02'=|:',ﬁLRiFDLRFEl%i’;JE
EL75250m1 DMEMK 58 ( 1700cm?) o 22 4 3R (R 590 &40 A, A% DMEMAR 7877 LA T8 5 = 1096
FFCS.800ug/mliRIEE R  2nMA E B | 100U/ml B EEF100ug/ml#EE R (Invitrogen) ;
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R 7 RIS B 7 5 B it WesternFIMIS ELISAST 3% FR B #E4T ik , AN AR F= RE4T M 8 40
W& .

[0493] MISHI&iL .

[0494] i P4 5% S5 ANHF Llag Bk #E 4T B0 4140 o A FR 20 _E BT iR B CHORR 52 3R 14 T B (CHO93 .
LRF8.LRF18.LRF22) (1 Z A AP YR SE M & LS 3G 7R op 73 B 5 £ 1ag AR A5 I RF-MISHILRE -
MIS. HEREYTRE (spun down) BT WC4R i 35 55 3k DARR 23 5B 400, 4% IR AR 7EB00m1 25 25 FF
fEFEE-20CHBAL . R T Ak, BB REELSCHBM, R G 5 HFLAGE S 3k
(SIGMA, 50001 SE%E ) Bk /500m1 35 F2 56) IR & , 7E4°C T WIEFE IR & - B 5 , 99 2k L 13000rpm
UM 10FD , 35 FIVA I 1 X TrisZ /K (TBS) (STGMA) Fe 4 Haidk (7 X ) M BT A R EIK £k
7. F50ug 3 X FLAGHK(SIGMA)/500u1%k (4bF 1 X TBSH ) KRE-MISFILRF-MISTE25°C T BEfi
AB4y b, P B O BRE 1B T LL13000r pm 45 LFE 108D, W 58 & A FLAG MISHY Lig L,
KRB 5, H T -80°CHtFFIE MK E B 45 & Eppendor f & (VWR) o, DL /R G2 H

[0495] {3 FAHIMIS 6E114RE3E AL REAT Y Alifk o

[0496]  ARIELARTFTIR , 44 6E1 IMIS B 70 BR HUdA i (Ragin®, 1992) . I Bl , MRAR liE
BRI ULE S, (e B B oml B AT Tige - 10BUIEHEM HE (Biorad Laboratories,
Richmont ,CA) ] %150mgZ& 4 A-sepharose(Sigma Chemical Co.,St Louis,MO)ZlifbA /MR
TR B A rhMISHLR (A0BL BT FTiR , [Ragin 1992, Hudson 1990]) HIER 5ZEFH Sy 35 AAE
(£180% BB R ) . FHZ BERE (ethonalamine ) WA BEAT £ 1A1 , F FH LA UiEvo L /h INE Y
50mlf20mM 4~ (2-¥2 7. B ) ~1-WRIEE Z FEER (Hepes) (pH 7.4)F1200m1 ¥4 ¥ (10 X, T 137 )
S AF R FREAEAC FHEAT T8 B BT Ko kE I LOFEA AR 20mM Hepes (pH 7.4) ¥k TRE
13 45 0B S F LA AR, 478 b T-20mM Hepes 90, 5M NaCl(pH 7.4) o 45& ¥ rhMISHY B i (i
FAsh-T-20nM HepesH ) IMZ.B5 (pH 3.0)5RSEH . K 2 HrhMISTE2-5m1 # 73 (fraction) ¥
i, JFoml FE 2 AR T 86 45 (void volume fraction) .3 3% B rhMISSz B AINaOH A 1 % pH
7.0-7. 4 ERWEE 4 AT F0.02M Hepes (pH 7.4) BT IR - T3 rhMISiB i Bradford
77 (Bradford , 1976) 537 B8 19 , I W IBE S 8 43T (Hudson, 1990) 4347 rhMISYR JE < I 36
o B T 0 T R R B 9K (Weber, 1969) 2R 1 R ENIZE 43477 (Towbin, 1979) A SNB B B AL A
Yo M A B BB LIt B8 43 4 (Chin, 1991) BEATHE B

[0497] e WK FOEE A FRENZE

[0498] W AES: FAL T 1 X Laemml i 22 (0.0625mM Tris pH 6.8.2% (w/v)SDSHEW -
10% (v/v)HH.0.002% (w/v) B ) o f1100mM = B 3548 BE & JR , I 76 0 #4 Bk
(thermoblock) ELATOCHAE 104 4h. A1 XMESIEAT G K (Invitrogen) KA ik fE4-
12%Tris-Bis NuPage Novex “/NE” ¥ (Invitrogen) b EA130VIEAT o WGk F5 B Hfr G
#.770(0.3% ZIR-25045% FREE. 10% Z B8, 4k FHo00 ) FE IR T et 1550 B, PREE IR«
B S AR (20% PR 10% 28, 4 FH0 ) h B RIEST R, EFETRT -

[0499] =F-ZH 1 REDEE M7, LA25VIREAT 454> A35VEEAT 5 4h 455 %h , 44 B R % 15 2
PVDF (Millipore ) b , PVDF I BISE FE &4 12% (v/v) B BEHI 1 X NuPage % 2 1
(Invitrogen) s 4T . J4 JE7E 0 FA& 5% Blg J3KH A 1 X PBS(0. 1% Tween-20) 3 13053
b, 3 A AR T SRS A 1/ RUPIFLAG M2 84 ST RE 14 (STGMA) (1:1000) \ th #C20%%
MIS CEEHi4A(Santa Cruz)(1:200)KAMGHAHIMIS NIMISHAR (&) (1:1000) BEATHRM .
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WEENIAE R IR T FH1 X PBS(Tween-200.1% ) PEIR Wi IR , BIK5min, 7 51& 41 R HiAEE
(InAE HE), F B =% (5min) . AECLIRFIE R RS (Perkin-Elmer)fEKodak Biomax
MR B B2 B 4 T AL .

(05001  FHHFNIEE B

[0501]  #R#ELARTETIE (Donahoe, 1977 ) , HEAT &1 X B B3 42 5L (MIS) Mitn eSS B B R4
Yo H o (RT U, 4 5R [ BT PR 42 (timed pregnant) KR (4 TE14.5) (Harlan) i) #EPE SR
AR YT, HEAEA RN A FNR M S, TR NSRBI RE LU TY
R R4k Cambridge Medical Research Laboratories(CMRL)106635F7#:(Life
Technologies)Z b : 10%FFCS(LLBEGu btk i i HAEMISHIBE ) I X B ER/BMER 1Y%
L-A Sk 1% F 2 % (Fungizone, Invitrogen) Fl1nME2EH (Sigma) . AE37°C T TiEiEA
5% CO2 I & 72/Ni J& , ¥ B A TE Zamboni £ YR (15 %6 FF BE VAV FNS %6 2 DR R ) #E AT [E 52
A8 T, 36k K 8-un ) i ARSI LT B R EHRZE R FEERN
M S B BEAT MO CTEIBAL) 35 (e 4B 4K ) B4« FA AL ATRF-MIS .LRF-MISERWT-MISEA
SLUR B Sug/ml LA R S BB 3ug/ml L 2ug /ml Rl lug /m1 SR HEAT BE 5% .

[0502]  sEjf1

(05031 A Iifs R BT A1 B8 dmsE oy iR (MIS) B E M 44k (Pieretti-Vanmarckess,
2006) 3 T £ 3R [ P B 48 70 o 5 () CHOZH L PRy 2% R 3 SR B 52 R (Cate , 1986) o AR5 1T
/I8 B B8 3 [ B 44 (Hud sons , 1990) Xt 1% SR F HEAT % 58 A1k (RaginF , 1992) , BRE 1l
TSR BRI T AL (Lorenzo®E, 2002)  FEFR R B8 B 85 72 2 BB IBA M P A TN L) 7S 15
(Donahoe, 1977) , 318 FREH S AMISF= 4= i) B8 70 i 71 44 0 22 3 8 B 4@ i EL TSARY A B i
M AT # U (Hudsons, 1990) o B8 J5 , 16 % % i CHO 40 e 3& R T I 37 4 0 0 80 8% 7
(MacLaughlin/Stafford/Dean,Donahoe, R K3 ) , T Ik, ¥ KA (scaled) I 3
1T 4l4L Wes ternsPHTIESE T 25%-30% RV E] , 73 21 — B AN Coi A2 v 1 38 43, % Cim
HVE R 4y 5 R BALKINSRAR AR I G A, HF BB R AETE AL T BB R A 426-427
b KexBE S5 BN EIAL S AT T B 1 B 229-23040 HI VR BN B AL & o 30 Ji7 1 H PR B AR
R F70kDa 55kDa  34kDa « 24kDaFl12 . 5kDakb i 4k 1 15 FEMTS i B , i if ik S AL R M 7 1
(RaginZ,1992;Lorenzo®,2002) , 3 FLiX kb &Hr e T AT K ex YD Bl 7= 4 F0 XUBRE P ) 0 7
i

[0504] R T HRALEIEIFIS F B B 427 4 A E BN BIAL A, SHRH T 5 34T H 3R LA GIiE
ST BT 1AL 5 s RAQR/R(SEQ 1D NO:28) 3844 R A MiE M1 (Kuriands, 1994) 4R 5 , R L
HEA495(% R FSEQ ID NO: 1[I E LM EE450) BT B2 UL G1iE B 4F M Kex W HI67 =
(Nachtigal&Ingraham 1996) (Hosaka®,1991),RARR/S(SEQ ID NO:27); K RECHANH—
A2 EHB I T R NS AN G L BRI F1ag (DYKDDDDK ) (SEQ ID NO: 8)Aw4 LA ks fll Fn4tifh o
XA AR B 53K B AR R 04 ) BN S N B A i E T L BT b B, MO R AR (Kurians,
1994) [E £ F laght , tiZ M 4 F= 28 1 R B R T A W03 P 1 (Papakostas®,2010) : R,
G ER TR EYEEIER EE HBRARR/S(SEQ ID NO:27)Flagi @i
(PapakostasZ,2010) % B SICHOZM Mo of , 3FIF 32 T S0 3 00 1) B A0 £ M0 4 1 4R B
(Papakostas®,2010) . J) &AL & {46 1) &1 38 I ZE #8iE50% -60 % (Papakostas<¥,
2010) .
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(05051 T #IAEFE X, SMIS RARR/S(SEQ ID NO:27)Flaghyi@ikik4Tist— B 181, BA
I35 28 1 (HSA) B BT S5 & AL EMISHT B 51 HSAR MK P i F B & B 3 A
DLEE B B KA 77, IR IR BEiA B3 . 4-5. 4g/dL(Farrugia 2010) HSAMIA F=Fiin T3 |
FEEE, UL A E N B B R BN 4 I HSABMIS— M- & U AR R E B ZRT R BB
4 5 E RS R FP g R BT SRR B L iXHSART 5 A X 24 AAEL R FTE AR A R A
25 B, IR G I Tid AR Rk 5 . b, & B AERA T, FRHSART S FF 51 & AAMIS K 7T
P 5 {5 A5 7= B AN Tk 2 Ah Ay 8 0 , %) 5 B4R AMISF=H i 25 B 3 i o<
[0506] SCHEf2

[0507]  LARGH K E 4 AMISAE PR B2 A RATIT & B T $T 08 4 , 30 @ 48 945 1iE
TE-T-7E 451 B 427 /428 &b ELFT 1845 1 Y1) 261 55 5T hMI SF cDNA%#% A\ pcDNA3. 1 (Papakostas
92010) . 85T FE MR RARR/S(SEQ ID NO:27) & /X YERAQR/S(SEQID NO:26) (FEM B AT
IEAR) , H B S V)B4 A F Wi NFlaghRZs (FEM AR it AF) (B1) (Bl1) , K NIEH
T, AR HCEE R ) 2138 (Papakos tas®, 2010) . 4t , EE4HRARR/S-Flag MIS( “RARR/S”
VESSEQ ID NO:27AFF) (FEASCHFRA “RF-MIS”™ ) E A EMG LK BUR AT SR E T
H WpTE 1 (Papakos tas®, 2010) « 9 T FLARAGFIE =5 , JGRP-MISHY B 2248 ¢4 5 22 JpAAV -
IRES—Neo, 72 1% BICHO-SERMH , FFFE R M A B R E F T IRk S B BN RE BRI R Z
R T » 305 IREMIS T WK 57 85 T HU M B FA 1 P SRR A N AL (TRES) , AT 78
VIR L B R IA R R VRIS B RIA T CHOO3 Y R AE 7, H (E it lag M2
A 0 35 TR Alifk B RF-MIS(382) AT, BAARF-MIS B A B INAiE MECHR )%, JF B ZE AL
75/ 1 P BRFE R DR (B 2) (B13) , cDNA TR & CHO93 f 7= S R 7= 8 (0. 16 pg/ 4l L/ K ) V5L
LRI 2E 7 e BOM 72 R A2 B (10, 59pe/ 40/ KRB % (R3) AL ERNERX — 4R T
B b 22 1A  CHOZAM 25 43 B 1 4k J L B 7= AR B 4 2 28 280 ( cDNAAH L T2 BRI ZHMTS) T
e

[0508] 3 T etk 7= , it F24AAMHSART S Fr 71 (T B ) (AR SCTEM A I N L") &
1R 25AAIMISHT S 7 71 , 5 pcDNAS . 1354 o i) JR GAR-MISH 2 A FIRP-M I ST AR HEAT 112
i, AT AU3E T “LR” 44 A0 “LRE” M4 (3R 1) (B L) o

[0509] 1. SIMISHEF 4 U P B A 4B 1 S AR R Ay 22 kB B3R

[0510]

[0511] a%%sﬁﬁ@r%ﬂﬁééﬁﬁﬁléﬂeéﬁiﬂ’@ﬁ%ﬁ(c&ter@é,2010)$UTNF—G(Maeaa Y
&5 1997) i =B 1IN, 3 B B B WAE 94 7= A Xk LA R A KRR ) &R B BT iR - st
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ELANHSA 4R B & R 1 (49 fn i P E° 0 B R B R A BB SR 0A RGP I N VR T B ) B 20 s
(Xiong%,2008) M FECHOK L h Er i Fa e RIS =k ik # AT #— £ 454 : LR8/11/18
FNLRES/18/22( & 2) . LRIEME i) 77 B Rk 2 AR iA K TR L LRE 70 e 7y , I 3R BAF Laghr 25 7 ¢
13 IR AR B IR « LT CHO93 , 24 55 fBOAE 7=y BF £ &Y (WT-MIS) K A AHEL Y , i LRAILRE
T £ 7 B 22040 1 P BRI BB B0 R BN BRI A T W R BRI EAE R
552 7 b 4B P ) B Fr O (R 2 AN 3 ) o 3 A8 ) A1 8 BT £ 2 R 19 A 5 7 A T o AR 4 R 4%
o 1) 7 000 AN 3 B 43 Wb /N 75 T B SRR AL TR D SRARRE , BN A B B LA MIS | B 2 1Y
IR AT P YE 4 WA (Rothschil®,1988) . YL FRLRF 18R BEAT RAE , B A E & Bt T RILHILRF
Tk, 3 BT {E AR laghr & AL ANIE ER (322) .

[0512] 2.

CON 105473154 A %

15ng/ml) H B F UL T ok s 55 5 AWK B . LRS: , 3.04ug/ml s LR11:,11.661g/ml;LR22: ,
6.28ug/ml (M.383) LRI BB =4 T AP T LR 1144 T 3. 24pg/ 4/ R IMIS , TIWT T,k
BOFEAE T 10. 58pg/4A M/ R HIMIS (B B A LRI 40 Mo A B I s, o A e ith , LREF s = 3R
k3T LRF18AH ELRE-MIS (CHO93 , , B 0. 67ug/mL 0. 15pg/ 4l ML/ K ) i 5 BE A BH B EHIIK
BE (1. 1eg/ml) B X B HBER (0. 26pg/4HME/ K ) (3R3) . Btk , HSART S ¥R It Im 1
1 aghR AL BIMISF= A = B T AE AR AN W ARZAL B F= B 7= B ARTHT , R T4 £ Llaghn et
B AR AR P B B 5% H R AR SR MBS AR —HNEF 2, Bl laghh B REST
W 1 RS B RIE 28 T e 0 FNR 1 NI B , 5 4 FRHIMISSE AN 44k HWT-MIS (B9Y)
AALBIMIS AR , T HUE L ag £ 58 5 AN2l A0 M F LRE 18 &4k, i (0 7= it 7= 5 8 FHBIMI S 36
Fnstitk, MWT-MIS (B9) s 44k, i IMISHIEL T 5 , BB B M ARER A FYIEI I %7 (Ragin,

1992) (E3).
[0515]  33: R EH MR ABKIMISHI AiLLF=Z
[0516]
WT-MIS RF-MIS LRF-MIS LR-MIS
24/ R ERIMISYR BE (ng/m1) 15 0.67 1.10 11.67
=& (pg/4H/K) 10.59 0.15 0.26 3.24
gtk =2 (Y% w/w) 15% 20% 20% 15%
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EREE [ 20% [50% [ 90% [ 90% |
(05171 [ LLRT O AF BIMISHICHE 3% ¥4 (Pepinski, 1988 :Maclaughlin®g,1992) , 14
INEEIE L% 5 K B UGR 23 4 o 2 w80 A A= 098 T A9  7E L, AR R B ANAERA 7, 5ug/m1 (35u
M) BILRP-MISAE {8 B EhE 55 481k , 3F BHEL Ab T2 3Kk B (MIRE-MISAWT-MIS ({7 HH 38
AVBAL T S BRI EERTE M (E4) . b 4h , LRE-MISE ZE EBAR M IR (FF 2 2ug/ml ) gk 4L
BR s AR, A TZ A B HWT-MISA B B RS (BUE R A ) - Bk, #HELRF-MIS
g4, LRF-MISE L AMISE [ B Al -5 551 (L) 1 77 788 8808 1R AL 2 70 B AR B Il
b IX R B B AR B B R A RE HF B U RF-MISHI A B8 BLiE 1

[0518]  &riedift, B ATEASCHERE T, LR SBBAK AR, H B MK 7]
EI RN = R AR VE MR B RE

[0519]  [K i, A< K BAEBA 7, HSART S5 514 A5V Hh 5 e B 40 AMIS R (1 7= 3 in (B
B R E ) (3 RE2AEDR) B oh  HSART S F A M F E B S EBORE EZYIFIM
AR (3 RFSEQ ID NO: 1fy451/452 (R % 4 R AMISER A 10 3 M BB dy 441 1426/
427) A E]) H ST okl s 4 i ( 2 0| 203 o X AR R 1 A0 YD F 3G m 2 A A et L B
MMEE RN GF R A T ELEA) G TN 2R R Y E] (B T 77 AR )
S B 4 V5 A B RN LR HEIE ) SART L FFAE I —— B S BRI, B, fEREE S N
W A7, R E FEYIEIAL AR

[0520] 33 4 S HE S BRI , IR S 36 SR TR 21 80 5 5 51 (R H AL T BeaaMISHy £ 21
B X — VIR S AT 5 ) & B D S 4R A L R AT 5 7 58 H AE BT EEBMTS
B3R JE U181 2 BB Se R VIR

(05211  4h, B 55 B S BUBUDHISR B R EYIEIAL A (AL T IEH BFAERIMISHR 5 M &2
BTRHE229/2308k % R FSEQ ID NO: L7REE254/ 2552 18]) (1 Y0 % o 25 FE Bl H RAB MR 1 I E
PIEIL A XA NEFE T .

[0522]  pr4b, BT S FIMAATERIG I T =B8R, B B EFLAGHR SR A T EHAMISE
1 p i (40835 BT 7R, FLAGHF 2 8 B IR %) o X R — M NI i R HL, BUYRT % 7
7B T B2 FLAGHR 2 B AR T #h 77 < 3% B, oK 8 TR B % 80 5 5 51 (¥ L 8B i BN &
FLAGKRE I B I A= T2 2R

[0523] =3

[0524]1  7E37°C.5%C0zH , {#LR117EE A 250m] DMEMH5 /2B EL E A 500m1 K5 7 () 10
E BB (1700cm?) thAE K H B EIC A8 A, EREEFRE AT H 10%FFCS.800ug/ml it £ 5
%%\2nM%$§iE%E§\IOOU/mI??gigiﬁﬂ100ug/m1%§g§§§(Invitrogen)oﬁiﬁﬁ—‘ZK,Fﬁi243%§%§
TERCS3F FlHE & B 4 L B0 (NEAA) FNITS (B8 B & VR (1 LT A SR B AR R L i 3% 7 4
B SR B R T20 AR {8 F U 19 B 15 M B 5 B 10 X IR AR o (i FIX SR 77V , #54-5ug/m1 K
B ER A R 25-50ug/m1 , LR-MISHI & At 7= R LA E£30% .

[0525) 3548 FAHTC M5 K 5 R AiAL 5 RAISR B & P @ AR RIMISH 28407 2

[0526]

CN 105473154 A

WT-MIS RF-MIS LRF-MIS LR-MIS
24 /NET B BIMISYR B (ng/ml) 16.821 1.236 2.149 4.866
P& (pg/4M/K) 7.597 0.254 0.430 1.142
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CN 105473154 A 74/77 T
24hR) TC I iE R H oh IR B 1.528 0.223 0.457 1.411
il P E(Y%w/w) 15% 20% 20% 30%
T iE R FHYE G ot 25% 50% 37% 79%

(05271 &2 CHR

(0528]  7E, LA 5| IR 4 2K A SO BT 51 BB A BRI AN £ R DL B BB AN R A 5l
FAIA A SO B 2 2% SCBR (CELIE R A5 I o 2 3 78 P 1 SO B S SOk s “FR i 51
(SO ) VBA B ot LT3 B 47 A0 B I AR AF — AN/ BR0E SR X L B i AN E R A — MR
S AL ANPCTANE 41 R E BRE I LA R H1E 51 FI SCiF o 5| RS 25 A SO B
HaFE NS, 3F ELIR e 3o a] AR B S0 BR  E— MR 5 , ZEBURIE SR AT 9 225 SCak S
e oh B TE AR SO N SOAF ERSE SCRRMEAT T 51 s F L 2R X S S B S B SR (A
SCRR B S SR ) th B — AN UL R A SCRT 51 IR 225 3Gk S — A B B S —
ASSCA B Z2 SCBR (ELHE AT )36 7 B LT L DR B 5% ) BL 51 AR 5 SR I A AR
(05291 PRIk, it 5| MG IX U 52 O & B B H A Ao
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[0533] Hosaka,M.et al.,1991.Arg-X-Lys/Arg-Arg motif as a signal for
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[0538] Ragin,R.C.et al.,1992.Human mtillerian inhibiting substance:enhanced
purification imparts biochemical stability and restores antiproliferative
effects.Protein expression and purification,3(3),pp.236-245.
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[0541]  FF%I%:

[0542]  SEQ ID NO:1 MIS(560AA)-EFFRFT 5 (T RILHE RIRMISHT = FF51)

[0543]
[0544]  SEQ ID NO:2 LR(559AA)KEARRR-E & A BT S5 T RIGHE BN PIFIAL
[0545]
(0546]

[0547]
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GAGGAGCCAGCTGTGGGCACCAGTGGCCTCATCTTCCGAGAAGACTTGGACTGGCCTCCAGGCAGCCCACPAGAGCC
TCTGTGCCTGGTGGCACTGGGCGGGGACAGCAATGGCAGGAGCTCCCCCCTGCGGGTGGTGGGGGCTCTAAGCGCCT
ATGAGCAGGCCTTCCTGGGGGCCGTGCAGAGGGCCCGCTGGGGCCCCCGAGACCTGGCCACCTTCGGGGTCTGCAAC
ACCGGTGACAGGCAGGCTGCCTTGCCCTCTCTACGGCGGCTGGGGGCCTGGCTGCGGGACCCTGGGGGGCAGCGCCT
GGTGGTCCTACACCTGGAGGAAGTGACCTGGGAGCCAACACCCTCGCTGAGGTTCCAGGAGCCCCCGCCTGGAGGAG
CTGGCCCCCCAGAGCTGGCGCTGCTGGTGCTGTACCCTGGGCCTGGCCCTGAGGTCACTGTCACGAGGGCTGGGCTG
CCGGGTGCCCAGAGCCTCTGCCCCTCCCGAGACACCCGCTACCTGGTGTTAGCGGTGGACCGCCCTGCGGGGGCCTG
GCGCGGCTCCCGGCTGGCCTTGACCCTGCAGCCCCGCGGAGAGGACTCCCGGCTGAGTACCGCCCGGCTGCAGGCAC
TGCTGTTCGGCCACGACCACCGCTGCTTCACACGGATGACCCCGGCCCTGCTCCTGCTGCCGCGGTCCGAGCCCGCG
CCGCTGCCTGCGCACGGCCAGCTGGACACCGTGCCCTTCCCGCCGCCCAGGCCATCCGCGGAACTCGAGGAGTCGCC
ACCCAGCGCAGACCCCTTCCTGGAGACGCTCACGCGCCTGGTGCGGGCGCTGCGGGTCCCCCCGGCCCGGGCCTCCG
CGCCGCGCCTGGCCCTGGATCCGGACGCGCTGGCCGGCTTCCCGCAGGGCCTAGTCAACCTGTCGGACCCCGCGGCG
CTGGAGCGCCTACTCCACGGCGAGGAGCCGCTGCTGCTGCTGCTGAGGCCCACTGCGGCCACCACCGGGGATCCTGE
GCCCCTGCACGACCCCACGTCGGCGCCGTGGGCCACGGCCCTGGCGCGCCGCGTGCCTGCTGAACTGCAAGCGGLGE
CTGCCGAGCTGCGAAGCCTCCCGGGTCTGCCTCCGGCCACAGCCCCGCTGCTGGCGCGCCTGCTCGCGCTCTGCCCA
GGTGGCCCCGGCEGCCTCGGCGATCCCCTGCGAGCGCTGCTGCTCCTGAAGGCGCTGCAGGGCCTGCGCCTGGAGTG
GCGCGGGCGGGATCCGCGCEEGCCGGGTCGGGCACRGCGCAGCGCGGGGGCCACCGCCCCCGACGGGCCGTGCGCGE
TGCGCGAGCTCAGCGTAGACCTCCGCGCCGAGCGCTCCGTACTCATCCCCGAGACCTACCAGGCCAACAATTGCCAG
GGCGTGTGCCGCTGGCCTCAGTCCGACCGCAACCCGCGCTACGGCAACCACGTGGTGCTGCTGCTGAAGATGCAGGC
CCGTGGGGCCECCCTCGCGCGCCCACCCTGCTGCGTGCCCACCGCCTACGCGGGCAAGCTGCTCATCAGCCTGTCGG
AGGAGCGCATCAGCGCGCACCACGTGCCCAACATGGTGGCCACCGAGTGTGGCTGCCGGTGA
(05501 SEQ ID NO:5 LRF-{ZER/F%1
[0551]
ARG TG T EAGC IO GCC T T C TG T TCA G ACCOCTTACTCOCECGT G CTTOCES
CECARASCA
GAGGAGCCAGCTGTGGGCACCAGTGGCCTCATCTTCCGAGAAGACTTGGACTGGCCTCCAGGCAGCCCACAAGAGCC
TCTGTGCCTGGTGGCACTGCGGCGGGGACAGCAATGGCAGCAGCTCCCCCCTGCGGGTGGTGGGGGCTCTAAGCGCCT
ATGAGCAGGCCTTCCTGGGGGCCETGCAGAGGGCCCCCTGGGGCCCCCGAGACCTGGCCACCTTCGGGGTCTGCAAC
ACCGGTGACAGGCAGGCTGCCTTGCCCTCTCTACGGCGGCTGGGGGCCTGGCTGCGGGACCCTGGGGGGCAGCGCCT
GGTGGTCCTACACCTGGAGGAAGTGACCTGGGAGCCAACACCCTCGCTGAGGTTCCAGGAGCCCCCGCCTGGAGGAG
CTGCCCCCCCAGAGCTCGCGCTGCTGGTGCTGTACCCTGGGCCTGGCCCTGAGGTCACTGTGACGAGGGCTGGGCTG
CCGGGTGCCCAGAGCCTCTGCCCCTCCCGAGACACCCGCTACCTGGTGTTAGCGGTGGACCGCCCTGCGGGGGCCTG
GCGCGGCTCCOGECTCECCTTGACCCTGCAGCCCCGCGGAGAGGACTCCCGGCTGAGTACCGCCCGGCTGCAGGCAC
TGCTGTTCCGCGACGACCACCGCTGCTTCACACGGATGACCCCGGCCCTGCTCCTGCTGCCGCGGTCCGAGCCCGCG
CCGCTGCCTCCCCACGECCAGCTGGACACCGTGCCCTTCCCGCCGCCCAGGCCATCCGCGGAACTCGAGGAGTCGCC
ACCCAGCGCAGACCCCTTCCTGGAGACGCTCACGCGCCTGGTGCGGGCGCTGCGGGTCCCCCCGGCCCGGGCCTCCG
CGCCGCGCCTCGCCCTGGATCCGGACGCGCTGGCCGGCTTCCCGCAGGGCCTAGTCAACCTGTCGGACCCCGCGGCG
CTGGAGCGCCTACTCCACGGCGAGGAGCCGCTGCTGCTGCTGCTGAGGCCCACTGCGGCCACCACCGGGGATCCTGC
GCCCCTGCACGACCCCACGTCGGCGCCGTGGGCCACGGCCCTGGCGCGCCCCGTGGCTGCTGAACTGCAAGCGGCGG
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CTGCCGAGCTGCGAAGCCTCCCGGGTCTGCCTCCGGCCACAGCCCCGCTGCTGGCGCGCCTGCTCGCGCTCTGCCCA
GGTGGCCCCGGCGGCCTCGGCGATCCCCTGCGAGCGCTGCTGCTCCTGAAGGCGCTGCAGGGCCTGCGCGTGGAGTG

acssagatgachacyacany
GCGGGGGCCACCGCCGCCGACGGGCCCTGCGCGCTGCGCCAGCTCAGCGTAGACCTCCGCGCCGAGCGCTCCGTACT
CATCCCCGAGACCTACCAGGCCAACAATTGCCAGGGCGTGTGCGGCTGGCCTCAGTCCGACCGCAACCCGCGCTACG
GCAACCACGTGGTGCTGCTGCTGAAGATGCAGGCCCGTGGGGCCGCCCTGGCGCGCCCACCCTGCTGCGTGCCCACC
GCCTACGCGGGCAAGCTGCTCATCAGCCTGTCGGAGGAGCGCATCAGCGCGCACCACGTGCCCAACATGGTGGCCAC
CGAGTGTGGCTGCCGGTGA

[0552] SEQ ID NO:6 HSART SFF(EREERFF):

[0553] GBRYSLE YRk
[0554] SEQ ID NO:7-HSART RF%(#
[0555]

A R P O N T R O I G ST ST BT T EACCRBC BCTTACTCCCOLGRIBTRTICNEC
CECAGAGEN
[0556] SEQ ID NO:8-FLAGKHZ (ZEEEF7) -
[0557] DY¥RDDOBK
[0558]

[0559]

84



CN 105473154 A IEE T 1/18 T

{00011

85



CN 105473154 A F 3 % 2/18 T

86



CN 105473154 A F 3 xR
3/18 T

87



CN 1054731564 A F? 1 % 4/18 |

[0004]

88



ON 105473154 A F 5 % 5/18

[0005]

89



CN 105473154 A F 5 % 6/18 T

[0006]

90



N 105473154 A F 5 % 7/18 T

91



CN 105473154 A F 5 % 8/18 |

[0008]

[0009]

92



CN 105473154 A F 3 * 9/18 T

93



CN 105473154 A F 5 * 10/18 T

94



CN 105473154 A F 3 F* 11/18 7

[0012]

95



3

[0013]

96



CN 105473154 A F 5 % 13/18 T

[0014]

97



CN 105473154 A F 3 % 14/18 T

98



CN 105473154 A F 5 F* 15/18 T

[0015]

99



ON 105473154 A F 3 % 16/18 T

[0016]

100



CN 105473154 A F 3 % 17/18 T

[0017]

101



CN 105473154 A F 3 % 18/18 T

[0018]

102



CN 105473154 A WO B M B 1/6 T

1A

1B

103



CN 105473154 A W O B M A 2/6 T

&34

104



CN 105473154 A WO B M B 3/6 T

EJ4A

105



CN 105473154 A W OB # M E 4/6 T

& 4B

106



CN 105473154 A WO B M B 5/6 71

E5A

107



CN 1056473154 A

w R B M E

6/6 T

Kl5B

108



Our Ref: 16HKI055-101
A ERHE

HHALRE: BB MEIYE MIS) & A K& H R R IEH K S

REPS REHHEAAMS EH, FREBHOELAN MIS EAMLEER A MIS BB
TS EL A o Y SR 1S 0 AR IE M DL R N R R B . AR EHE A Y KB
TRESTEEEANMS EAKESYRTEAIGERE (B, RiE 1T 8 MIS 28
(MISRII) B8 ) B 73 AR B — 5 1 ¥ K MK 52 50 3 B0 i 458 B 3R /K 7 1 7 ¥ AN
JERAREREAE B HEEABENERNZRENHE. A —TER®E T SHEMH
A MIS EAMEYHSWARE&EURFERFE, ZEHNR—FHY BB &G T
A 5 R BT R EE AH MIS 2R B SR BD BT AL R B I B BRI 5 3%, PR E A MIS BEREK T
BT iR 0 B 1 B RO &

ABSTRACT

Title of Invention :  MODIFIED MULLERIAN INHIBITING SUBSTANCE (MIS) PROTEINS
AND USES THEREOF FOR THE TREATMENT OF DISEASES

The present invention relates to modified recombinant human MIS protein which has
improved cleavage and increased bioactivity and increased potency as compared to
wild—type human MIS protein. Other aspects of the invention relate to methods to prevent
and treat cancers, such as cancers that express the MIS receptor type |l (MISRI!) by
administering to a subject a composition comprising a recombinant human MIS protein.
Another aspect of the present invention relates to methods to lower plasma androgen
levels in a subject, and/or for the treatment of a subject with a disease characterized by
excess androgen. Another aspect provides pharmaceutical compositions and kits and
methods for use comprising a recombinant human MIS protein. Another aspect of the
present invention relates to methods to decrease the dose of a chemotherapeutic agent
by administering the chemotherapeutic agent with the recombinant MIS protein that
lowers the effective dose of the chemotherapeutic agent.





