wO 2016/160602 A2 || I/ N0FV0 0 00 R A0 A

(43) International Publication Date

(12) INTERNATIONAL APPLICATION PUBLISHED UNDER THE PATENT COOPERATION TREATY (PCT)

(19) World Intellectual Property Ny
Organization é
International Bureau -,

=

\

6 October 2016 (06.10.2016)

WIPOIPCT

(10) International Publication Number

WO 2016/160602 A2

(51
eay)

(22)

(25)
(26)
(30)

1

(72

74

International Patent Classification: Not classified

International Application Number:
PCT/US2016/024318

International Filing Date:
25 March 2016 (25.03.2016)

Filing Language: English
Publication Language: English
Priority Data:

62/139,258 27 March 2015 (27.03.2015) US

Applicant: NANTKWEST, INC. [US/US]; 9920 Jeffer-
son Blvd., Culver City, CA 90232 (US).

Inventors: LEE, Tien; c/o NantKwest, 9920 Jefferson
Blvd., Culver City, California 90232 (US). KLINGE-
MANN, Hans G.; ¢/o NantKwest, 9920 Jefferson Blvd.,
Culver City, California 90232 (US). SIMON, Barry JI.;
c/o NantKwest, 9920 Jetferson Blvd., Culver City, Califor-
nia 90232 (US). BOISSEL, Laurent; c/o NantKwest,
9920 Jefferson Blvd., Culver City, California 90232 (US).

Agents: LOCKYER, Jean M. et al.; Kilpatrick Townsend
& Stockton LLP, Two Embarcadero Center, 8th Floor, San
Francisco, California 94111 (US).

(8D

(84)

Designated States (uniess otherwise indicated, for every
kind of national protection available). AE, AG, AL, AM,
AO, AT, AU, AZ, BA, BB, BG, BH, BN, BR, BW, BY,
BZ, CA, CH, CL, CN, CO, CR, CU, CZ, DE, DK, DM,
DO, DZ, EC, EE, EG, ES, FI, GB, GD, GE, GH, GM, GT,
HN, HR, HU, ID, IL, IN, IR, IS, JP, KE, KG, KN, KP, KR,
KZ, LA, LC, LK, LR, LS, LU, LY, MA, MD, ME, MG,
MK, MN, MW, MX, MY, MZ, NA, NG, NI, NO, NZ, OM,
PA, PE, PG, PH, PL, PT, QA, RO, RS, RU, RW, SA, SC,
SD, SE, SG, SK, SL, SM, ST, SV, SY, TH, TJ, TM, TN,
TR, TT, TZ, UA, UG, US, UZ, VC, VN, ZA, ZM, ZW.

Designated States (uniess otherwise indicated, for every
kind of regional protection available): ARIPO (BW, GH,
GM, KE, LR, LS, MW, MZ, NA, RW, SD, SL, ST, SZ,
TZ, UG, ZM, ZW), Eurasian (AM, AZ, BY, KG, KZ, RU,
TJ, TM), European (AL, AT, BE, BG, CH, CY, CZ, DE,
DK, EE, ES, FI, FR, GB, GR, HR, HU, IE, IS, IT, LT, LU,
LV, MC, MK, MT, NL, NO, PL, PT, RO, RS, SE, SI, SK,
SM, TR), OAPI (BF, BJ, CF, CG, CI, CM, GA, GN, GQ,
GW, KM, ML, MR, NE, SN, TD, TG).

Published:

without international search report and to be republished
upon receipt of that report (Rule 48.2(g))

(54) Title: GENETICALLY MODIFIED NK-92 CELLS AND MONOCLONAL ANTIBODIES FOR THE TREATMENT OF
CANCER

CD18 expression over time

UGS

-0 haNK 12/15

Days

FIG. 3

200

(57) Abstract: This invention is directed to treatment of a subject having or suspected of having a cancer comprising administering

to the subject a monoclonal antibody and NK-92 expressing Fc receptor.



[

10

o]
A

WO 2016/160602 PCT/US2016/024318

GENETICALLY MODIFIED NK-92 CELLS AND MONOCLONAL ANTIBODIES
FOR THE TREATMENT OF CANCER

CROSS-REFERENCE TO RELATED APPLICATIONS
{6661} This application claims prionty benefit of U.S. provisional application no.

62/139,258, filed March 27, 2015 where 1s incorporated by reference herein,

BACKGROUND OF THE INVENTION
[6062]  Anticancer treatment with monoclonal antibodies (mAbs) has significantly
improved the chinical outcome in patients with cancer, especially when combined with
chemotherapy. However, often the patienis ultimately relapse. Natural killer cells could also

be used as cytoloxic effecior cells for cell-based immumotherapy.

[B083] NK-92 15 a cvtolytic cancer cell line which was discovered in the blood of a subject
suffering from a non-Hodgkins lymphoma and then imumortalized ex vivo. NK-92 cells are
derived from NK cells, but lack the major inhibiiory receptors that are displayed by normal
NK cells, while retaining the majority of the activating receptors. NK-92 cells do not,
however, attack normal cells nor do they elicit an unacceptable inimume rejection response in
humans. Characterization of the NK-92 cell line is disclosed in WO 199%/49268 and U S,
Patent Application Publication No. 2002-0068044. NK-92 cells have also been evaluated as

a potential therapeutic agent in the treatment of certain cancers.

[0084] Although NK-92 cells retain almost all of the activating receptors and cytolytic
pathways associated with NK cells, they do not express CD16 on their cell surfaces. Cdi6 s
an Fe receptor which recognizes and binds to the Fc portion of an antibody to activate NK
cells for antibody ~-dependent celludar cytotoxicity (ADCC). Due {0 the absence of CD16

receptors, NK-92 cells are unable to lyse target cells via the ADCC mechanism.

[6605]  The present invention provides a solution to the aforementioned problems, by
augmenting the cytotoxic effect of some molecular antibodies by simultanecusly or
consequently admimstering to a subject in need of anticancer treatment NK-92 cells that

express Fe¢ receptors.



10

[
(i

o}
Wh

30

WO 2016/160602 PCT/US2016/024318

BRIEF SUMMARY OF ASPECTS OF THE INVENTION

[6606] In one aspect, the mventioncomprises co-adminisiering to a subject i need of
anticancer treatment a monoclonal antibody having cvtotoxic effects on the target cancer cells
and NK-92 cells engineered express an Fc receptor. This combination synergizes the anti-

cancer effects of NK cells with the anticancer effects of therapeutic antibodies.

(3687} Thus, in one embodiment, the invention provides a method for treating cancer in a
subject in need thereof comprising administering to the subject a monoclonal antibody having
a cvtotoxic effect on the target cancer cell and FcR-expressing NK-92 cells. In some
embodiments, the FeR 1s CD16.  In one aspect of the invention, the NK-92 cells are
genetically modified o express an Fe receptor encoding a polypeptide having at least 90%
sequence identity with SEQ 1D NO:1 (FCyRI-A or CD16 having a phenvlalanine at position
158 (F-158); or at least 90% identity to SEQ D NO:2 (CD16 having a valine at position 158
(F158V), lugher affinity form). In typical embodiments, the CD 16 polvpeptide has a valine

at position 158,

[6008] In further embodiments, the NK-92 cells are additionally modified to express a
cvioking, such as IL-2. Insome embodiments, the cylokine is targeted o the endoplasmic
reticidlum. In specific embodiments, the cytokine is interleukin-2 or a variant thereof, that is
targeted to the endoplasnuc reticulunm. In some embodiments, the NK-92 cells are modified

to express a polypeptide having a sequence of SEQ T NO.7.

{3689  In other embodiments, the NK-92 ¢ells are further modified to express a suicide

gene. In one aspect, the suicide gene 15 1Cas9.

{6018} The compositions of the invention are useful for the treatment of cancer, including,
but not limited to, cancers such as multiple myeloma, leukemias, lymphomas, metastatic

breast cancer or gastric carcinoma.

{68611} The monoclonal antibody that is adminisiered to the patient can be a naked
monoclonal antibody, a conjugated monoclonal antibody, or a bispecific monoclonal
antibody. In some embodiments, the monoclonal antibody is alemtuzumab, rituxumab,
trastuzumab, ibritumomab, gemtuzumab, brentuximab, adotranstuzumab, blinatunomab,

daratumumab or elotuzumab.

(38121 In some embodiments, the monoclonal antibody and the FeR-expressing NK-92

cells are administered simultaneocusly to the subject. In other embodiments, the subject is
2
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administered the monoclonal antibody and subsequently administered the FeR-expressing
NK-92 cells, e.g., within 24 hours; or within 24 1o 72 hours, after adnunistration of the

monoclonal antibody.

[3613] In some aspects, the invention relates to use of an NK-92 cells genetically modified
to express an FcR, such as CD16, with a cvtotoxic monoclonal antibody of the treatment of
cancer. Thus, in some embodiments the invention provides use of NK-~92 cells that are
genetically modified to express CD16 with a cytotoxic monoclonal antibody for a patient that
has cancer. In some embodiments, the Fc receptor is a CD16 having a valine at position 158
of the mature form of CD16. In some embodiments, the Fe receptor comprises a
polvoucleotide sequence encoding a polypeptide having at least 90% sequence identily with
SEQ ID NG:1 or SEQ ID NO:2, or the polynucieotide encodes SEQ 1D NGO or SEQ 1D
W32, In some embodiments, the FcR-expressing NK-92 cells are genetically modified to
express a cviokine such as interfeukin-2 or a varniant thereof. In some embodiments, the
interieukin-2 is targeted to the endoplasmic reticulum.  In some embodiments, the FeR-
expressing NK-92 cells are modified to express an inferleukin-2 sequence as set forth in SEQ
IBNG:7. In some embodiments, the Fe receptor and al least one cyiokine are encoded by
different vectors. Alternatively, the Fe receptor and at least one cytokine are encoded by the
same vector. In some embodiments, the Fc receptor comprises a CD16 polvpeptide having a
VY at position 158 and the NK-92 cells are further genetically modified 1o express human
interieukin-2, wherein the interleukin 2 1s targeted to the endoplasmic reticulum. The FcR-
expressing NK-92 cells may also be further moditied to express a suicide gene. such as
iCas9. In some embodiments, the cancer is leukemia, non-Hodgkin’s lvmphoma, metastaiic
breast cancer or gastric carcinoma. The monoclonal antibody mav be a naked monoclonal
antibody, a conjugated monoclonal antibody, or a bispecific monoclonal antibody. In some
embodiments, the monoclonal antibody is alemtuzumab, rituxumab, trasturumab,
ibritumomab, brentuximab, gemtuzumab, adotranstuzumab, blinatunomab, avelumamab,
daratumummab or elotuzumab. In some embodiments, the monoclonal antibody and the FeR-
expressing NK-92 cells are administered simmiltaneously to the subject. In some
embodiments, the subject is adminisiered the monocional antibody and subsequently treated
with the genetically modified FcR-expressing NK-92 cells. In some embodiments, the
monoclonal antibody is injected intravenously mto the subject. In other embodimenits, the

genetically modified FcR-expressing NK-92 cells are injected into the bone marrow.
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[6014] The foregoing general description and the following detailed description are
exemplary and explanatory and are intended to provide further explanation of the invention
as claimed. Other objects, advantages and novel features will be readily apparent to those

skilled in the art from the following detailed description of the invention.
BRIEF DESCRIPTION OF THE DRAWINGS

[3815] The objects, features and advantages of the present invention will be more readily
appreciated upon reference to the following disclosure when considered in conjunction with

the accompanying drawings.

[6016] Figure I shows a schematic representation of a plasmid expressing a modified form

of 1L-2 with ERRS (endoplasmuc reticalum retention signal) and CD16.

16617} Figure 2a and 2b provide Hlustrative data showing expression of CD16 15 NK-92
cells moditied to express CI316 using a plasmid vector depicted mn Figure 1 at about 2 weeks

{Figure 2a} and about 4 weeks (Figure 2b).

(0618} Figure 3 provides illustrative data showing CD16 expression in modified NK-92

cells that were frozen for storing and then thawed for culiure.

[G019] Figure 4 provides ilustrative data showmg ADCC activity of CD16-expressing NK-

92 cells used in combination with monoclonal anttbodies.

DETAILED DESCRIPTION OF THE INVENTION
(6820} In one aspect, the disclosure relates to the use of NK-92 celis modified to express
FcR and monoclonal antibodies for the treatment of cancer in a subject in need thereof.
Malignant cells are able to develop mechanisms to escape the immunological protection that
innate immune cells, such as dendritic cells and natural killer cells, and adaptive immune
cells, such as T cells and B cells, provide. There is therefore an urgent need for reducing

meidence of tumor relapse in subjects having cancer or suspecied of having cancer.

[B021] NK-92 cells present the attractive feature that they can easily be propagated and
expanded in vitre. However, they do not express the 1gG Fc receptor FoyRIL, and thus these
cells are unable 1o act via antibody-dependent cell-mediated cyiotoxicity (ADCC). The
present invention s based on the predicament that genetic transformation of the NK-92 cells
to express the fgG Fe receptor FeyRIH would enhance NK-tumor cell interaction and allow

the NK cells to work in unison with monoclonal antibodies that kill target cells through
4
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ADCC. Thus, the separate cyiotoxic effect of NK-92 cells and monoclonal antibodies may
be augmented when the monoclonal antibodies and the NK-92 cells are administered
simultaneousty or in close temporal relation 10 a subject that has cancer or is otherwise in

need of cancer treatment.

(3622} Accordingly, the present invention provides for the use of NK-92 cells that are
genetically roodified to express the high affinity form of the transmembrane tnyounoglobulin
v Fe region receptor 1H-A (FoyRUIE-A or CP16 in which a valine is present at position 158 of

the mature form of the polypeptide).

(6823} In some embodiments the FcR-expressing NK-92 cells may be further modified {o
express HL-2. In such cells, the expression of 1L-2 in the cells 1s typically directed to the
endopiasmic reticulum. This feature prevents undesirable effects of systemic adnunisiration
of 1L-2, such as toxicity affecting the cardiovascular, gasiroiniestinal, respiratory and nervous
svstems. In some embodiments, when the FeR-expressing NK-92 cells are further modified
to express 1L-~2, a suicide gene roay also be inserted into these cells to prevent unregulated
endogenous expression of 1L-2, that could lead to the potential development of mutants with

autonomous growth. In some embodiments, the suicide gene 15 1Cas9.

[6624] The FcR-expressing NK-92 cells produced according to the invention are
administered 10 conjunction with a monoclonal antibody targeting cancerous cells o a subject

having or suspected of having cancer for effective treatment of cancerous diseases.

[3625] Admimstration of the FcR-expressing NK-92 cells may be carried out
simultaneously with the administration of the monoclonal antibody, or in a sequential
manuer. In some embodiments, the FcR-expressing NK-92 cells are admiristered to the

subject within 24 hours after the subject has been treated with the monoclonal antibody.
Terminslogy

[6826] Unless definad 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.

66271  In this specification and in the claims that follow, reference will be made to a

number of terms that shall be defined to have the following meanings:

[ ]
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[6628] The terminology used herein is for the purpose of describing particular
embodiments only and is not intended to be himiting of the invention. As used herein, the
Wt o

singular forms "a", "an" and "the" are intended to include the plural forms as well, unless the

context clearly indicates otherwise.

(66297  All numerical designations, e.g., pH, temperature, time, concentration, amounts, an
molecular weight, including ranges, are approximations which are varied (+) or (-) by
merements of 0.1 or 1.0, where appropriate. It 1s to be understood, although not always
explicitly stated, that all numerical designations may be preceded by the term “about.” Iiis
also 1o be understood, although not always explicitly stated, that the reagents described herein

are merely exemplary and that equivalents of such are known in the art.

[6630] “Optional” or “optionally” means that the subsequently described event or
circumstance can or cannot occur, and that the description includes instances where the event

or circumstance occurs and instances where it does not.

[3031] The term “comprising” is intended to mean that the compositions and methods
mclude the recited elements, but do not exclude others. “Consisting essentially of” when used
to define compositions and methods, refers to the specified materials or steps and those that
do not matenally affect the basic and novel characteristic(s) of the claimed invention.
“Consisting of” shall roean excluding more than trace amounts of other ingredients and
substantial method steps recited. Embodiments defined by each of these transition termg are

within the scope of this invention.

[B832]  As used to describe the present mvention, “immunotherapy” refers {o the use of
NK-92 cells, modified or unmodified, in combination with antibody, naturally occurring or
modified NK cell or T-cell, whether alone or in combination, and which are capable of

mducing cytotoxicity when contacting a target cell.

[6633] As used to describe the present invention, “natural killer (NK) cells” are cells of the
immune system that kill target cells in the absence of a specific antigenic stiroulus, and
without restriction according to MHC class. Target cells may be tumor cells or cells
harboring viruses. NK cells are characterized by the presence of CD56 and the absence of

CD3 surface markers.

[3034] The term “endogenous NK cells” is used to refer to NK cells devived from a donor
{or the patient), as distinguished from the NK-92 cell line. Endogenous NK cells are

&
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generally heterogeneous populations of cells within which NK cells have been enniched.

FEndogenous NK celis may be intended for autologous or allogeneic treatment of a patient.

60351 “NK-92 cells” refer to the innortal NK cell line, NK-92, which was originally
obtained from a patient having non-Hodgkin's lymphoma. For purposes of this invention and
uniess indicated otherwise, the term “NK-927 is intended to refer to the original WK-92 cell
lines as well as NK-92 cell hines that have been modified {e.g, by introduction of exogenous
genes}). NK-92 cells and exemplary and non-limiting modifications thereof are described in
U.S. Patent Nos. 7,618,817, 8,034,332, and 8,313,943, all of which are incorporated herein

by reference in their entireties.

[6636] “Modified NK-92 cell” refers (o an NK-92 cell that further comprises a vector that
encodes for fransgenes, including C16. In some embodiments, the modified FeR-
expressing NK-92 cells may be further modified to express a cytokine such as IL-2, and/or

suicide genes.

[B037]  As used herein, “non-irradiated NK-92 cells” are NK-92 cells that have not been
wrradiated. Irradiation renders the cells incapable of growth and proliferation. In some
embodiments, it is envisioned that the NK-92 cells for administration will be irradiated at a
treatment facility or some other point prior {0 treatment of a patient, since the {ime between
irradiation and infusion should be no longer than four hours in order to preserve optimal

activity. Alternatively, NK-92 cells may be iactivated by another mechanism.

[3638] As used to describe the present invention, “inactivation” of the NK-92 ¢ells renders
them ncapable of growth. Inactivation may also relate to the death of the NK-92 cells. Itis
envisioned that the NK-92 cells may be inactivated after they have effectively purged an ex
vive sample of cells related 1o a pathology in a therapeutic application, or after they have
resided within the body of a mammal a sufficient pertod of time to effectively kill many or all
target cells residing within the body. Inactivation may be mduced, by way of non-limiting

example, by administering an inactivating agent to which the NK-92 cells are sensitive.

[6639]  As used to describe the present invention, the terms “cytotoxic” and “cytolyiic”,
when used to describe the activity of effector cells such as NK cells, are intended to be
svoonymous. In general, cvtotoxic activity relates to killing of target cells by any of a variety
of biological, biochenmucal, or biophysical mechanisms. Cytolysis refers more specifically to

activity in which the effector lyses the plasma membrane of the target cell, thereby destroving

~
!
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its physical mtegrity. This resulis in the killing of the target cell. Without wishing to be

bound by theory, it is believed that the cytotoxic effect of NK cells 1s due to cytolysis.

[6640] The term “kill” with respect to a cell/cell population 15 directed to include anv type

of manipulation that will lead to the death of that cell/cell population.

[3841] The term “Fc receptor” refers to a protein found on the surface of certain cells (e.g.,
natural killer cells) that coninbute to the protective functions of the immune cells by binding
to part of an antibody known as the Fc region. Binding of the Fc region of an antibody to the
Fc receptor (FeR) of a cell stimulates phagocytic or cytotoxic activity of a cell via antibody-
mediated phagocytosis or antibody-dependent cell-mediated cytotoxicity (ADCC). FeRs are
classified based on the type of antibody they recognize. For example, Fe-gamma receptors
(FCyR) bind to the 1g( class of antibodies. FCyRITI-A (also called CD16) 15 a low affinmity
Fc receptor bind to IgG antibodies and activate ADCC. FCyRII-A are typically found on
NK cells. A representative polynucieofide sequence encoding a native form of CD16 i3

shown in SEQ D NO:S.

[6042] 'The terms “polynuclectide”, “nucleic acid” and “oligonuclentide” are used
interchangeably and refer to a polymeric form of nucleotides of any length, either
deoxyribonucleotides or ribonucleotides or anatogs thereof. Polynucleotides can have any
three dimensional structure and may perform any function, known or unknown. The
following are non imiting examples of polynucleotides: a gene or gene fragment (for
example, a probe, primer, EST or SAGE tag), exons, mtrons, messenger RNA (mRNA),
transfer RNA, ribosomal RNA, ribozymes, cDNA, recombinant polvnucleotides, branched
polynucleotides, plasnuds, vectors, isolated DNA of any sequence, isolated RNA of any
sequence, nucleic acid probes and primers. A polynucleotide can comprise modified
nuclectides, such as methylated nuclectides and nucleotide analogs. If present, modifications
1o the nucleotide structure can be imparted before or after assembly of the polynucieotide.
The sequence of nucleotides can be interrupted by non nucleotide components. A
polynucleotide can be further modified after polvmerization, such as by conjugation with a
labeling component. The term also refers to both double and single stranded molecules,
Unless otherwise specified or required, any embodiment of this invention that is a
polynucleotide encompasses both the double stranded form and each of two complementary

single stranded forms known or predicted 1o make up the double stranded form.
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[6643] A polynucleotide 15 composed of a specific sequence of four nucleotide bases:
adenine (A); cyvtosine (C); guanine {(G); thymine (T); and uracil (U) for thymine when the
polvnucleotide is RNA. Thus, the term “polynuciectide sequence” is the alphabetical

representation of a polynucleotide molecule.

[3844] As used herein, “percent identity” refers to sequence identily between two peptides
ot between two nucleic acid molecules. Percent identity can be deternuned by comparing a
position in each sequence which may be aligned for purposes of comparison. When a
position in the compared sequence is occupied by the same base or amino acid, then the
molecules are identical at that position. As used herein, the phrase "homologous™ or
“variant” nucleotide sequence,” or "homologous™ or “variant” amino acid sequence refers to
sequences characterized by identily, at the nucleotide level or amino acid level, of at feast a
specified percentage. Homologous nucleotide sequences include those sequences coding for
naturally occurring allelic variants and mutations of the nucleotide sequences set forth herein.
Homologous nuclestide sequences include nucleotide sequences encoding for a protein of a
maimmalian species other than humans. Homologous amino acid sequences include those
amino acid sequences which contain conservative amino acid substitutions and which
polypeptides have the same binding and/or activity. In some embodiments, a homologous
nucleotide or amino acid sequence has at least 60% or greater, for example at least 70%, or at
least 80%., at least 85% or greater, with a comparator sequence. In some embodiments, a
homalogous nucleotide or amino aicd sequence has at feaset 90%, 91%, 92%, 93%, 94%,
95%, 96%, 97%, 98% or 99% dentity with a comparator sequence. In some embodiments, a
homologous amino acid sequence has no more than 15, nor more than 10, nor more than 5 or
no more than 3 conservative amino acid substitutions.  Percent identity can be determuned
by, for example, the Gap program (Wisconsin Sequence Analysis Package, Version 8 for
UNIX, Genetics Computer Group, University Research Park, Madison Wis ), using default
settings, which uses the algorithm of Smith and Waterman (Adv. Appl. Math., 1981, 2, 482-
489),

[B045] The term “express” refers to the production of a gene product. The term “transient”

when referred to expression means a polynucleotide 1s not incorporated into the genome of

the cell.

[6846] The term “cytokine” or “cytokimes”™ refers (o the general class of biclogical
molecules which effect cells of the iomune system.  Exernplary cytokines for use in

9
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practicing the invention include but are not limited o interferons and interleukins (IL), in
particular IL-2, 1L-12, 1L-15, IL-18 and {L.-21. In preferred embodiments, the cytokine is IL-
2.

36471 As used herein, the term “vector” refers to a non-chromosomal nucleic acid
comprising an intact replicon such that the vecior may be replicated when placed within a
pernussive cell, for example by a process of transformation. A vector may replicate in one
cell type, such as bacteria, but have limited ability to replicate in another cell, such as
maimmalian cells. Vectors may be viral or non-viral. Exemplary non-viral vectors for
delivering nucleic acid include naked DNA; DNA complexed with cationic lipids, alone or in
combination with cationic polymers; antonic and cationic liposomes; DNA-~protein
complexes and particles comprising DNA condensed with cationic polymers such as
heterogeneous polylysine, defined-length oligopeptides, and polyethylene tmine, in some
cases contained in liposomes; and the use of termarv coraplexes comprising a virus and

polylysine-DNA.

[6048] As used herein, the term “targeted” is intended to imnclude, but 1s not limited 1o,
directing proteins or polypeptides to appropriate destinations in the cell or outside of it. The
targeting 1s typically achieved through signal peptides or targeting peptides, which are a
stretch of anmino acid residues in a polypeptide chain. These signal peptides can be located
anywhere within a polypeptide sequence, but are often located on the N-terminus.
Polvpeptides can also be engineered to have a signal peptide on the C-terminus. Signal
peptides can direct a polvpeptide for extracellular section, location to plasma roembrane,
golgi, endosomes, endoplasmic reticulum, and other cellular compartments. For example,
polypeptides with a particular amino acid sequence on their C-terminus (e.g., KDEL) are

retained in the ER lumen or transported back the ER lumen.

60491  The term “suicide gene” is one that allows for the negative selection of the cells. A
suicide gene is used as a safety system, allowing the cells expressing the gene to be killed by
imtroduction of a selective agent. This is desirable in case the recombinant gene causes a
mutation feading to uncontrolled cell growth. A number of suicide gene systems have been
identified, including the herpes simplex virus thymidine kinase (TK) gene, the cytosine
deaminase gene, the varicella-zoster virus thymidine kinase gene, the nitroreductase gene, the
Fscherichia coli gpt gene, and the £ coli Deo gene (also see, for example, Yazawa K, Fisher
W E, Brunicardi F C: Current progress in suicide gene therapy for cancer. World 1. Surg.

16
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2002 July; 26{(73.783-9). In one embodiment, the suicide gene 1s inducible caspase 9 (iCas9)
(1 Stast, (2011) “Inducible apoptosis as a safety switch for adoptive cell therapy.” N Engl J
Med 365: 1673-1683. See also Morgan, “Live and Let Die: A New Suicide Gene Therapy
Moves to the Clinic” Molecular Therapy (2012}, 20: 11-13). The TK gene may be a wild-
type or mutant TK gene {e.g., tk30, tk75, st39tk}. Cells expressing the TK protein can be

killed using ganciclovir.

6050} 'The term “monoclonal antibody™ as used herein, refers o a pure, target-specific
antibody produced from a single clone of cells grown in culture and that is capable of
proliferating indefinitely. Monoclonal antibodies that may be used according to the invention
mclude naked antibodies, that attach to and block antigens on cancerous cells. In one
embodiment, the naked monoclonal antibody is alemtuzumab, which binds to the CD32
antigen in lymphocytes. Also included in the monoclonal antibodies that may be used
according to the invention are conjugated monoclonal antibodies, such as tagged, labeled or
loaded antibodies. Specifically. the antibodies may be tagged or loaded with a drug or a
toxin, or radicactively labeled. Examples of such antibodies include, but are not limited to,
ibriturnomab, which targets the CD20 antigen; brentusimab, which targets the CD30 antigen,
and trastuzumab, which targets the HERZ protein. Other monoclonal antibodies that may be
used according to the invention are hispecific monocional antibodies, such as blinatunomab,

which targets CD19 in lvmophoma cells, and CD3 10 T cells.

[3851] The terms “patient,” “subject,” “mndividual,” and the hike are used interchangeably
heremn, and refer to any animal, or cells thereof whether in vitro or n sity, amenable (o the
methods described herein. In certain non-limiting embodiments, the patient, subject or

individual 1s a hurman.

[6652] The term "treating” or "treatment” covers the treatment of a disease or disorder
described herein, in a subject, such as a human, and includes: (i) nhibiting g disease or
disorder, 1.e., arresting its development; (i1} relieving a disease or disorder, i.e., causing
regression of the disorder; (i1} slowing progression of the disorder; and/or (iv) inhibiting,
relieving, or slowing progression of one or more symptoms of the disease or disorder. The
term “administering” or “admunistration” of a monocional antibody or a natural killer cell to a
subject includes any route of mntroducing or delivering the antibody or cells to perform the
mtended function. Administration can be carried out by any route suitable for the delivery of

the cells or monoclonal antibody. Thus, delivery routes can include intravenous,
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mtramuscular, intraperttoneal, or subcutaneous deliver. In some embodiments a monoclonal
antibody and/or NK-~92 cells are administered directly to the turor, 2.g., by injection into the

tumor.  Administration includes self-administration and the administration by another.
NEK-92 Cells

[3653] The NK-92 celi line is a unigue cell hine that was discovered to proliferate in the
presence of interfeukin 2 (IL-2). Gong et al, Leukemia 8 652-658 (1994}, These cells have
high cytolytic activity against a variety of cancers. The NK-92 cell line is a homogeneous
cancerous NK cell population having broad anti-tumor cytotoxicity with predictable vield

after expansion. Phase T clinical trials have confirmed its safety profile.

[6054] The NK-92 cell line is found to exhibit the CDS&™S™ CD2, CD7, CB1la, CD28,
CD45, and CD354 surface markers. It furthermore does not display the CD1, CD3, CD4,
D5, CDY. CD10, CD14, D16, CD19, CD20, D23, and CD34 markers. Growth of NK-92
cells in culture is dependent upon the presence of recombinant interleukin 2 {rIL-2), with a
dose as low as 1 IU/mlL being sutficient to maimntain proliferation. 1L-7 and 1L-12 do not
support long-term growth, nor do other cytokines tested, including IL-1a, IL-6, tumor
necrosis factor o, interferon o, and inferferon y. NK-92 has high cytofoxicity even at a low
effectortarget (E:T) ratio of 1.1, Gong, et al., supra. NK-92 cells are deposited with the

American Type Culture Collection (ATCC), designation CRL-2407.

166551 Heretofore, studies on endogenous NK cells have indicated that 1L-2 (1000 IU/mL}
is critical for NK cell activation during shipment, but that the cells need not be maintained at

37 °C and 3% carbon dioxide. Koepsell, et al., Transfusion 53:398-403 (2013).
Suicide gene

[0056] The term “suicide gene” 15 one that allows for the negative selection of the cells. A
suicide gene 1s used as a safety system, allowing the cells expressing the gene to be killed by
introduction of a selective agent. This is desirable in case the recombinant gene causes a
mutation leading to uncontrolled cell growth. A number of suicide gene systems have been
identified, including the herpes simplex virus thymidine kinase (TK) gene, the cyvtosine
deaminase gene, the varicella-zoster virus thymidine kinase gene, the nitroreductase gene. the
Fscherichia coli gpt gene, and the F. coli Deo gene (also see, for example, Yarzawa K, Fisher
W E, Brunicardi F C: Current progress in suicide gene therapy for cancer. World J. Surg.
2002 July; 26(7y.783-9). As used herein, the suicide gene is active in NK-92 cells.

12
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Typically, the suicide gene encodes for a protein that has no ill-effect on the cell but, in the
presence of a specific compound, will kill the cell. Thus, the suicide gene is typically part of

a system.

{36571  In one embodiment, the suicide gene is the thymidine kinase (TK) gene. The TK
gene may be a wild-tvpe or mutant TK gene (e.g., tk30, tk75, sr39tk). Cells expressing the

TK protein can be killed using ganciclovir,

[6058] In another embodiment, the suicide gene is Cytosine deaminase which is toxic to
cells in the presence of 5-fluorocyiosine. Garcia-Sanchez et al. “Cytosine deaminase
adenoviral vector and 5-fluorocytosine selectively reduce breast cancer cells 1 million-fold
when they conlaminaie hematopoietic cells: a potential purging method for autologous

transplantation.” Blood 1998 Jul 15,92(2).672-82.

{36591 In another embodiment, the suicide gene is cviochrome P4350 which is toxic in the
presence of ifosfamde, or cyclophosphamide. Seeeg. Touati et al. “A suicide gene therapy
combining the improvement of cvclophosphanude tumor cyvtotoxicity and the development of

an anti-tumor immune response.”” Curr Gene Ther. 2014:14(3):236-46,

{6060} In another embodiment, the suicide geneis 1Cas®. D Stasi, (2011} “Inducible
apopiosis as a safety switch for adoptive cell therapy.” N Engl J Med 365; 1673-1683. See
also Morgan, “Live and Let Die: A New Suicide Gene Therapy Moves to the Chinig”
Molecular Therapy (2012); 20: 11-13. The 1Cas9 protein induces apoptosis in the presence
of a small molecule AP1903. AP1903 is bislogically inert small molecude, that has been
shown in clinical studies to be well tolerated, and has been used in the context of adoptive

cell therapy.
Fc¢ recepiors

[6061] Fc receptors bind 1o the Fe portion of antibodies. Several Fc receptors are known,
and differ according to their preferred ligand, affinity, expression, and effect following

binding to the antibody.

Table 1. lustrative Fc receptors

Receptor Principal Aflinity |

aame antibody  for  Cell distribution et following binding

to antibody
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[0062]  In some embodiments NK-92 cells are modified to express an Fc receptor protein on

the cell surface.

[6663] In some embodiments, the Fc receptor is CI¥16. For purposes of this disciosure,

5 specific amino acid residues of CD16 are designated with reference to SEQ 1B NO:2, or to
SEQ ID NO:1, which differs at one position relative to SEQ 1D NG:2. Thus, an amimo acid
residue “at position 158 of a CD16 polypeptide in accordance with the invention is the
amino acid residue that corresponds to position 158 of SEG 1D NG:2 {or SEQ ID NG:1).
when the CD16 polypeptide and SEQ ID NO:2 are maximally aligned. In some

10 embodiments, NK-92 cells are modified to express a human CD16 that has a phenylalanine at
posttion 158 of the mature form of the protein, e g, SEQ 1D NO:1. In typical embodiments,
NK-92 cells are modified to express a high affinity form of human CB16 having a valine at
posttion 158 of the mature form of the protein, e g, SEQ ID NO:2. Position 138 of the

mature protein corresponds to position 176 of the CD16 sequence that includes the native

Wh

signal peptide. In some embodiments, a CD16 polypeptide is encoded by a polynucieotide
that encodes the precursor {i.e., has anative signal peptide) polypeptide sequence of SEQ 1D

NG:3 or of SEQ 1D NOG:4.

[6664] In some embodiments, a polynuclectide encoding a CD16 polypeptide has at least

about 70% polvnucleotide sequence identity with a polvnucleotide sequence encoding a full-
15
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length, including signal peptide, naturally occuring CD16 that has a phenylalanine at position
176 of the fuli-length CD16 (which corresponds to position 158 of the mature CD16 protein).
In some embodiments, a polynucleotide encoding a CD16 polypeptide has at least about 70%
polynuclestide sequence identity with a polynucleotide sequence encoding a full-length,
including the signal peptide, naturally occuring CD16 that has a valine at position 176 (which
corresponds to position 1538 of the mature protein). In some embodiments, a polynucieotide
encoding CD16 hag at least 70% identity to SEQ ID NG:5 and comprises a codon encoding
valing at the position of the polynucleotide that encodes position 176 of the fudl-length,
including the signal peptide, CD16 polypeptide. In some embodiments, a polynucleotide
encoding C16 has at least 90% identity to SEQ 1D NO:5 and comprises a codon encoding
valine at position 176 of the full-length CD16. In some embodiments, a polynucleotide
encoding CD16 comprises SEQ D NG:5, but with a codon encoding valine at position 176 of

the full-fength CD1i6.

[6065] In some embodiments, the {116 polynucleotide encodes a polypeptide having at
Teast 70%, 80%, 90%, or 95% identity to SEQ ID NG:1 or SEQ ID N3:2. In some
embodiments, the polynucleotide encodes a polypepiide having at feast 70% identity, or at
least 80% wdentity, to SEQ ID NO:2 and corprises a valine at position 158 as determined
with reference to SEQ 12 NO:2. In some embodiments, the polynucleotide encodes a
polypeptide having at least 90% identity to SEQ 1D NO:2 and comprises a valine at position
158 as determined with reference to SEQ 1D NO:2. In some embodiments, the
polynucleotide encodes a polypeptide having at least 95% identity to SEQ 1D NG:2 and
comprises a valine at position 2 as determined with reference to SEQ ID NO:2. In some
emboidments the polynucletide encodes SEQ 1D NO:2. In some embodiments, a CD16
polynucleotide encodes an extracellular domain of CD16 with or without the signal sequence,
or any other fragment of a full length CD16, or a chimeric receptor encompassing at least
partial sequence of CD16 fused to an amino acid sequence of another protein. In other
embodiments, an epttope tag peptide, such as FLAG, mve, polvhistidine, or V5 can be added
to the amino terminal domain of the mature polypeptide to assist in cell surface detection by

using anti-epitope tag peptide monoclonal or polyclonal antibodies.

[6866] In some embodiments, homologous CD16 polynucieotides may be about 150 to
about 700, about 750, or about 800 polynuclectides in length, although CD16 vanants having

more than 700 to 800 polynucleotides are within the scope of the disclosure.

16
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6667} Homologous polvnucieotide sequences include those that encode polypeptide
sequences coding for vanants of CD16. Homologous polynucleotide sequences also include
naturally occurring allelic variations related to SEQ 1D NO:5. Transfection of an NK-92 cell
with any polynucleotide encoding a polypeptide having the amino acid sequence shown in
5 either SEQ ID. NO: 1 or SEQ ID NO: 2, a naturally occurning variant thereof, or a sequence

that 1s at teast 70 % 1dentical, or at least 80%, 90%, or 95% identical 1o SEQ ID. NG | or
SEQ ID NO: 2 is within the scope of the disclosure. In some embodiments, homologous
polynucleotide sequences encode conservative amino acid substitutions in SEQ ID. NGO 1 or
SEQ ID NO: 2. In some embodiments, NK-92 cells are transfected using a degenerate

10 homologous CD16 polynucleotide sequence that differs from a native polynucleotide

sequence, but encodes the same polypeptide.

(3868} In other examples, cDNA sequences having polvmorphisms that change the D16
anmino acid sequences are used to modify the NK-92 cells, such as, for example, the allelic

variations among individuals that exhibit genetic polymorphisms in CD16 genes. In other

[
W

examples, CB16 genes from other species that have a polynucleotide sequence that differs

from the sequence of SEQ 1D NG5 are used to modify NK-92 cells.

[6069] In examples, variant polypeptides are made using methods known in the art such as
oligonucleotide-mediated (site-directed) mutagenesis, alanine scanning, and PCR
mutagenesis. Site direct mutagenesis (Carter, 1986; Zoller and Smith, 1987), casseite

20 mutagenests, resiriction selection mutagenesis (Wells et al., 1985) or other known technigues
can be performed on the cloned DNA to produce CD16 vanants (Ausubel, 2002; Sarmbrook

and Russell, 2001}

{6870} In some embodiments, a polynucleotide encoding a CE#16 is mutated to alter the
aming acid sequence encoding for CR16 without altering the function of CD16. For
25 example, polynucieotide substitutions leading to amino acid substitutions at “non-essential”

amino acid residues can be made in SEQ ID NO:1 or SEQ iD NO:2.

{6671} Conservative substitutions in SEG ID. NO:1 or SEQ 1D NO:2, whereby an amino
acid of one class 15 replaced with another amino acid of the same class, {all within the scope
of the disclosed CI316 vanants as long as the substitution does not materially alter the activity
30 ofthe polypeptide. Conservative substitutions are well known to one of skill in the art. Non-
conservative substitutions that affeci(1} the siructure of the polvpeptide backbone, such as a

f-sheet or a~helical conformation, (2} the charge, (3) the hydrophobicity, or (4) the bulk of
17
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the side chain of the target site can modify CD16 polypeptide function or immunological
identity. Nou-conservative substitutions entail exchanging a member of one of these classes
for another class. Substitutions may be introduced into conservative substitution sites or

more preferably into non-conserved sites.

5 j80672] Insome embodiments, CD16 polypeptide variants are at least 200 amino acids in
length and have at least 70 % amino acid sequence identity, or at least 80%, or at least 90%
wdentity to SEQ ID NO: 1 or SEQ 1D NG:2. in some embodiments, CD16 polypeptide
variants are at least 225 amino acid in length and have at least 70 % amino acid sequence
identity, or at least 80%, or at least 90% identity to SEQ ID NO:1 or SEQ IDNG:2. Insome

10 embodiments, CD16 polypeptide vanants have a valine at position 158 as determined with

reference to SEQ IR NO:2.

[3673] In some embodimenis a nucleic acid encoding a CD16 polypeptide may encode a
CD16 fusion protein. A CD16 fusion polypeptide includes any portion of CD 6 or an entire

CD16 fused with a non-CD16 polypeptide. Fusion polvpeptides are conveniently created

[u—
W

using recombinant methods. For example, a polynucleotide encoding a 16 polypeptide
such as SEQ ID NO:1 or SEQ ID NO:2 15 fused in-frame with a non-CD 16 encoding
polynucleotide {such as a polynucleotide sequence encoding a signal peptide of a
heterologous protein}. in some embodiment, a fusion polvpeptide may be created in which a
heterologous polvpeptide sequence is fused to the C-terminus of CD16 or is positioned

20 internally in the CD16. Typically, up to about 30 % of the CD16 cytoplasmic domain may be
replaced. Such modification can enhance expression or enhance cytotoxicity {e.g., ADCC
responsiveness). In other examples, chimeric proteins, such as domains from other
lvmphocvte activating receptors, including but not himited to Ig-a, Ig-B, {D3-e, CD3-d,

DAP-12 and DAP-10, replace a portion of the CD16 cyvtoplasmic domain,

25 [0074] Fusion genes can be synthesized by conventional techniques, including automated
DNA synthesizers and PCR amplification using anchor primers that give rise to
complementary overhangs between two consecutive gene fragments that can subsequently be
annealed and reamplified to generate a chimeric gene sequence {Ausubel, 20023, Many
vectors are comumercially available that facilitate sub-cloning CD16 in-frame to a fusion

30 moiety.
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Cytokines

[6675]  The cyiotoxicity of NK-92 cells ts dependent on the presence of cvtokines {e.g.,
mterteukin-2 (1L-2)). The cost of using exogenously added IL-2 needed to maintain and
expand NK-92 cells in commercial scale culture is significant. The admunistration of IL-2 to
human subjects in sufficient quantity to continue activation of NK92 cells would cause

adverse side effects.

[3076] In some embodiments, FeR-expressing NK-92 cells are further modified to express
at least one cytokine and a suicide gene. In specifici embodiments, the at least one cviokine
is 1L-2, 1L-12, IL-15, IL-18, IL-21 or a variant thereof. In preferred embodiments, the
cytokine 1s -2, In certamn embodiments the 1L.-2 is a variant that is targeted to the

endoplasmic reticulum, and the suicide gene is 1Cas9.

66771  In one embodiment, the 1L-2 is expressed with a signal sequence that directs the {i.-
2 to the endoplasmic reticulum. In some embodiments, a polynucleotide that encodes 1L-2
encodes a polypeptide having a sequence of SEQ {1 NO:7. Not to be bound by theory, but
directing the IL-2 to the endoplasmic reticulum permits expression of IL-2 at levels sufficient
for autocrine activation, but without releasing [L-2 extracellularly. See Konstantinidis et al
“Fargeting 1L-2 to the endoplasmic reticolum confines antocrine growth stimulation to NK-
92 cells™ fxp Hematol. 2005 Feb;33(2):159-64. Continuous activation of the FcR-expressing

WK-92 cells can be prevented, e.g, by the presence of the suicide gene.
Immuneotherapy

[3678] Antibodies may be used to target cells that are infected or express cancer-associated

markers. A number of antibodies have been approved for the treatment of cancer, alone.

Table 2. llustrative therapeutic monoclonal antibodies

Examples of EDA-approved therapeutic monoclonal antibodies

Indication
{Targeted discase)

. Brand
! name

Company Target

. Antibody

Alemtuzumab Campath® Genzyme E(‘,hmnis; yraphocytic leukemia

‘ Brentuximab

An
vpd &

 Adcotris® | Tave)
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\ Brand L = , Indication
Antibody : ° o Company Yarget : : X E
: name : = {Tarceted disease)

: Bristol-Myers :
 Squibb/Eli ‘cpidermal growth :Colorectal cancer. Head and
Lilly/Merck Hactor receptor ;neck cancer

i Acute myelogenous
Heukemia (with calicheamicn)
: | Spectrum iNon-Hodpkin

Zevalin®  Pharmaceuticals, (D20 lymphoma (with yitrium-

: Ine. 190 or indinm-111)

pilimumab ¢

zm ¢pitope of the RSV
:F protein :

Synagis® Medimmune Respiratory Bvacytial Virus

iepidermal growth
factor receptor

:Colorectal cancer

Vectibix® | Amgen

iRituxan®, iBiogen
Mabthera® i ldec/Genentech

E:rbﬂz : Broast cancer

Philadelphia chromosorme-
‘bispecific CD19-  negative relapsed or

‘directed CD3 T-cell irefractory B cell precursor |
engager ‘acute Ivrophoblastic leukemia ¢

:Non-small cell lung cancer,
‘metastatic Merkel cell
 carcinoma; gastic cancer, :
ibreast cancer. ovarian cancer, |

anti-PD-L1
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Indication
{Targeted discase)

:bladder cancer. melanoma,

‘meothelioma. including _
‘metastatic or locally advanced:
:solid tumors

é“viuitipie myeloma

‘a SLAME7-directed |
: {also known as CD»
Elotuzumab 1319} : Multiple myeloma
: : {immunostimulatory |

{36797 Antibodies may treat cancer through a number of mechanisms. Antibody-dependent
cellular cytotoxicity {ADCC) occurs when immune cells, such as NK cells, bind to antibodies

that are bound to target cells through Fc receptors, such as C16,

[G080]  Accordingly, in some embodiments, NK-92 cells that express CD16 are
administered to a patient along with antibodies directed against a specific cancer-associaied

protein,

[6681] Adminisiration of the FcR-expressing NK-92 cells may be carried out
simultaneously with the adnunisiration of the monoclonal antibody, or in a sequential
manner. Genetic modification of the NK-92 cells to express the FcR enables the cells to
recognize Ab-coated target cells and trigger NK cell-mediated ADCC, thus resuliing in rapid
NE-cell activation. In some embodiments, the FcR-expressing NK-92 cells are admirustered
to the subject after the subject has been treated with the monoclonal antibody. In some
embodiments, the FeR-expressing NK-92 cells are administered within 24 hours, or within 18
hours, or within 12 hours, or within 8 hours or within 6, 5, 4, 3, 2, or 1 hours of administering
the monoclonal antibody. i some emodiments, the FcR-expressing NK-~92 cells are
administered from 24 to 72 hours after administration of the antibody. In some embodiments,
the FeR-expressing NK-92 cells are administered within 1, 2, 3, or 4 days, or greater, of

admanistering the antibody.
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60821 In some embodiments, the FcR-expressing NK-92 cells and monoclonal antibody
are adnunistered intravenously. In some ernbodiments the FeR-expressing NK-92 cells are

infused directly into the bone marrow.

[3083] In one aspect of the invention, the FcR-expressing NK-92 cells are administered to a
subject suffering from leukemia combination with a therapeutic monoclonal antibody, e. g,
alemtuzumab. To some embodiments, the FcR-expressing NK-92 cells are adrumnistered
simultaneously with alemtuzumab. In some embodiments, the FcR-expressing NK-92 cells
are administered after the subject has been treated with aleminzumab. In some embodiments,
the FeR-expressing NK-92 cells are adminisiered within 24 hours, or within 18 hours, or
within 12 hours, or within 8 hours or within 6, 3, 4, 3, 2, or 1 hour of admanistration of
alemtuzumab. In some embodiments, the FcR-expressing NK-92 cells are adnunistered 24 {0

72 hours, or Jonger, following admnistration of alemiuzumab.

[3084] In a further aspect, the FeR-expressing NK-92 cells are administered in combination
with trastuzumab to a subject suffering from a cancer such as breast cancer or stomach
cancer. In some embodiments, the FeR-expressing NK-92 cells are adnunistered
simultaneousty with trastuzumab. In some embodiments, the FcR-expressing NK-92 cells
are administered after trastuzumab. In some embodiments, the FcR-expressoin NK-92 cells
are administeredwithin 24 hours, or within 18 hours, or within 12 hours, or within 8 hours or
within 6, 5, 4, 3, 2. or 1 hour of administration of trastuzumab. In some embodiments, the
FcR-expressing NK-92 cells are admunisiered 24 to 72 hours, or longer, following

admanistration of trastuzumab.

[G085] In an additional aspect, the FcR-expressing NK-92 cells are administered to a
subject suffering from Hodgkin lvmphoma in combination with brentuximab. In some
embodiments, the FeR-expressing NK-92 cells are administered simultanecusly with
brentuximab. In some embodiments, the FeR-expressing NK-92 cells are adnunistered after
brentuximab. In some embodiments, the FeR-expressing NK-92 cells are adnunisteredwithin
24 hours, or within 18 hours, or within 12 hours, or within 8 hows or within 6, 5,4, 3,2, or 1
hour of administration of brentusimab. In some embodiments, the FeR-expressing NK-92

cells are administered 24 to 72 hours, or longer, following administration of brentuximab.

[6086] In an additional aspect, the FcR-expressing NK-92 celis are administerad to a
subject suffering from multiple myeloma in combination with daratumumab. In some

ermnbodiments, the FeR-expressing NK-92 cells are administered simubtaneously with

o))
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daraturmnumab. In some embodiments, the FeR-expressing NK-92 cells are admunistered after
daratumumab. Tn some emboidments, the FcR-expressin g NK-92 cells are adounistered
within 24 hours, or within 18 hours, or within 12 hours, or within 8 hours or within 6, 5, 4, 3,
2, or 1 hour of administration of daratumumab. In some embodiments, the FcR-expressing
NK-92 cells are administered 24 to 72 howrs, or longer, following administration of

daratumumab.
Transgene expression

6087} 'Transgenes {e.g. CD16 and 1L-2) can be engineered into an expression plasmid by
any mechanism known to those of skill in the art. Transgenes may be engineered into the
same expression plasmid or different. In preferred embodiments, the transgenes are

expressed on the same plasmid.

6088 Transgenes can be introduced into the NK-92 cells using any transient transfection
method known in the art, including, for example, electroporation, lipofection, nucleofection,

ot “gene-gun.”

[G089] Anv number of vectors can be used to express CD16 and [L-2. Insome
emboidments, the vector is a retroviral vector. in some emboidmenis, the vector is a plasmid
vector. Other viral vectors that can be used include adenoviral vectors, adeno-assoicated

viral vectors, herpes siraplex viral vectors, pox viral vectors, and others.

[0090] NK-92 cells can be adnunistered to such an individual by absolute numbers of cells,
e.g.. said individual can be administered from about 1000 cells/injection to up to about 10
billion cells/injection, such as at about, at least about, or at most about, 1x10%, 12107, 5107,
Ex10°, 5x10° 1210%, 5210°, 1x10%, 8x10%, 1x10°, 5x107 (and so forth) NK-92 cells per
mnjection, or any ranges between any two of the numbers, end ponts inclusive. In other
embodiments, NK-92 cells can be administered to such an individual by relative numbers of
cells, e.g., said individual can be admimistered abowt 1000 cells to up to about 10 billion cells
per kilogram of the mdividual, such as at about, at least about, or at most about, 11 0°)
Px107, 55107, 1x10°, 5x10°, 1x10°, 5x10°, 1x10%, 5x10*, 1x107, 5x10 {and so forth) NK-92
cells per kilogram of the individual, or any ranges between any two of the numbers, end
points inclusive. In some embodiments, between about 1 billion and about 3 billion NK-92

cells are administered to a patient. In other embodiments, the total dose may be calculated
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based on ot of body surface area, including 1ot 10" pae’, 14108, 1107, per w’.

The average person is 1.6-1.8 mv,

[06091] The NK-92 cells, monoclonal antibody and/or other anti-cancer agents as described
below. can be administered once to a patient with cancer or infected with a virus or can be
5 administered multipie times, e.g, once every 1,2, 3,4, 5,6, 7,8, 9, 10, 11, 12, 13, 14, 15, 16,
7,18, 19,20, 21, 22 or 23 hours, or once every 1, 2, 3, 4, 5, 6 or 7 days, or once every 1, 2,

3,4.5,6,7, 8,9, 10 or more weeks during therapy, or any ranges between anv two of the

numbers, end points inclusive.
EXAMPLES

10 [8092] The following examples are for illustrative purposes only and should not be
mterpreted as limitations of the claimed invention. There are a vaniety of alternative
echniques and procedures available to those of skill in the art which would similarly permit

one to successfully perform the intended invention.
Example 1: (D16 Becombinant Retrovirus Preparation

1S [0093] CD16 cDNA X52645.1 encoding the low affinity mature form (SEQ 1D NO:1) of
the transmembrane immunoglobulin v Fe region receptor HI-A (FeyRIH-A or CD16)
{Phenvialanine-158 (F158), complete sequence: SwissProt PO8637 (SEQ ID NG:3)jora
polymorphic variant encoding a higher atfinity mature form of the CD16 receptor [Valine-
158 (FIS8V) (SEQ ID NO:2), complete sequence: SwissProt VAR 008801 (SEQ 1D NG 4)]

20 was sub-cloned into the bi-cistronic retroviral expression vector, pBMN-IRES-EGFP
{obtained from G. Nolan, Stanford University, Stanford, Calif } using the BamHI and Noti

restriction sites in accordance with standard methods.

[0094] The recombimant vector was mixed with 10 ul. of PLUS™ Reagent (Invitrogen;
Carlshad, Calif); diluted to 100 pbL with pre-warmed, serum-free Opti-MEM® (Invitrogen;
MEM, minimum essential media); further diluted by the addition of 8 uL LipofectamineT™™

o}
Wh

(Invitrogen) in 100 pl. pre~-warmed serum-free Opti-MEM®); and incubated at room
temperature for 15 nunutes. This muxture was then brought to a total volume of | mk by the
addition of pre-warmed serum-free Opt-MEM®. Phoenix-Amphotropic packaging celis
{oblained from G. Nolan, Stanford University, Stanford, Calif | (Kinsella and Nolan, 1996))
30 were grown to 70-80% confluence in a 6~well plate and washed with 6 mL of pre-warmed
serum-free Opti-MEM® medium {(Invitrogen). After removal of the medium, 1 mb of the
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solution of recombinant vector in Lipofectamine™ PLUS™ Reagent was added to each well,
and the cells were incubated for at least three hours at 37° € under a 7% COy/balance air
atmosphere. Four mL of pre-warmed RPMI medium containing 10% fetal bovine serum
{(FBS) was added to each well, and the cells incubated overnight at 377 C., under a 7%

5 COy/balance air atmosphere. The medium was then removed; the cells washed with 6 mL
pre-warmed serum-free Opti-MEM®; 2 b serum-free Opti-MEM® added; and the cells

incubated at 37° C., under a 7% {Oy/balance air atmosphere for an additional 48 houwss.

{6695} The virus-containing supernate was collecied into a 15 mL plastic centrifuge tube;
centrifuged at 1300 rpm for 5 minutes to remove cells and cell fragments; and the supemate
10 transferred to another 15 mL plastic centrifuge tube. Immediately before use, 20 uL of
PLUS™ Reagent was added to the virus suspension; the mixture incubated at room
temperature for 15 minutes; 8 pl. Lipofectamine™ added o the mixiure; and the mixtore

mcubated for an additional 15 minutes atl room temperature.

Example 2:  Cloning the I1.-2 Gene and the Tk Suicide Gene intoe the CD16

o
Wh

Recombinant Retrovirus

[6096] The thymidine kinase (TK) gene and a KDEL-tagged construct generating ER-
resident [L-2 {(Konstantiidis et al. 2005 Experimental Hematology 33 159-64) are used to
prepare recombinant retroviruses incorporating the gene for the expression of 1L-2 and ligate
the corresponding cDNAs into the CD16 pBMN-IRES-EGFP vector (Miah and Campbell
20 2010 Methods Mol. Biol. 612: 199-208). The pBMN-IRES-EGFP vector 15 then transfected

into the Phoenix-Amphotropic packaging cell line in the presence of Lipofectamine™ Plus as
Example 3:  Retroviral Transduction of TK, CD16 and [L-2 into NK-92 Cells

[B097] NK-92 cells cultured in A-MEM (Sigma; 8t. Louts, Mo.) supplemented with 12.5%
FBS, 12.5% fetal horse serum (FHS) and 500 IU rhiL-2/mL {(Chiron; Emervville, Calif } are

25 collected by centrifugation at 1300 rpm for § munutes, and the cell pellet re-suspended in 10
mL serum-free Opti-MEM® medium. An aliquot of cell suspension containing 5 x 10" cells
is sedimented at 1300 rpm for 5 nunutes; the cell pellet re-suspended in 2 mL of the
retrovirus suspension described in Example 1, and the cells plated into 12-well culture plates.
The plates are centrifuged at 1800 rpm for 30 minutes and incubated at 37° C under an

30 atmosphere of 7% COy/balance air for 3 hours. This cvcle of centnfugation and incubation 1s

repeated a second time. The cells are diluted with 8 mL of a-MEM, {ransferred o a T-25

23



10

[
(i

30

WO 2016/160602 PCT/US2016/024318

flask, and incubated at 37° C. under a 7% COqy/balance air until the cells are confluent. The
transduced cells are collected, re-suspended m serum-free Opti-MEM® medium, and sorted
on the basis of their level of EGFP expression using a fluorescence activated cell sorter
(FACS), EGFP being co-expressed with, and a suirogate marker for, CD16. Cell-surface
expression of CD16 is confirmed by immuno-staining the transduced cells with an anti-CD16
anttbody. Cell-surface expression of 1L.-2 1s deterrined by imomuno-staining with purified rat
anti-human {L-2 antibody, and 1L-2 intracellular localization was confirmed by immune-
staining with rabbit anti~calreticulin ER-Marker. The transduced cells, designated as NK-92-
TR-CD16-1L2, are assaved for celi-surface expression of CD16 and 1L-2 imdracellular
expression before use. The cells are assaved for expression of TK by testing for sensitivity to

gangeviovir,

Example 41  Growth of NE-92-TK-CD16-11L-2 and Non-Modified NK-92 Cells in the

Presence or Absence of Exogenous -2

[0098] NK-92-TK-CD16-1L-2 and non-modified NK-92 cells are initially cultured n the
presence of exogenous IL-2 (1,200 IU/mL} for 4 to 5 weeks, and then transterred {o an IL-2-
free medium and cultured in the absence of exogenous IL-2. Proliferation of these cells is

then assessed.

[06099]  Surface expression of CD6 and L.-2 15 measured by flow cvtometry. Flow
cytometric analysis performed after 24 hours incubation of NK-92-TK-CD16-1L-2 and non-
modified NK-92 cells in the absence of exogenous IL-2 shows similar cytotoxic action in
NEK-92-TK-CD16-1L-2 and non-modified NK-92 cells, with the NK-92-TK-CD16-IL-2 celis
presenting increased CD16 surface expression and much lower surface expression of 1L-2 as

compared to non-modified NK-92 celis.

[6100] These results are confirmed by experiments that determine whether the NK-92-TK-
CD16-IL-2 cells support growth of byvstander non-modified NK-92 cells, in which the non-
modified NK-92 cells are mixed with NK-92-TK-CD16-1L-2 and co-cultured in the absence
of exogenous IL-2. These experiments show that the NK-92-TK-CD16-1L-2 do not support
the growth of non-modified NK-92 cells because of minimal release of 1L-2 into the medium,
In fact, the non-modified NK-92 cells stop proliferating after 48 hours incubation in the
absence of exogenous IL-2. In contrast, proliferation of NK-92-TK-CD16-1L-2 cells is still

visible after 72 hours incubation.
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(6103} Overall, these results show that ER-1L-2 stimuldates the growth of NK-92-TK-CD16-

[L-2 cells when these cells are maintained in an environment not containing exogenous 1L-2,

Example 5: Systemic Foxicity and Expansion of NK-92-TK-CD16-11-2 cells is

Effectively Eliminated by the Suicide Gene

(3162} Endogenous exprassion of [L-2 may lead to the potential development of killer cell
mutants with astonomous growth. I vive expansion of NK-92-TK~-CD16-1L-2 cells, NK-92-
TK~CD16-1L-2 cells and non-modified NK-~92 cells is therefore evaluated. SCID mice are
sub-lethally trradiated (250 rad) and separated into two groups. Between 15 and 20 days
later, when the tumor is paipabie ((¢.5-0.8 cm in diameter}, NK-92-TK-CD16-1L-2 cells are
imjected mtravenously tnto the first group of irradiated mice, and non-moditied NK-92 cells
are injected ntravenously into the second group of mice. No exogenous cytokines are
administered {o the mice. Detection of EGFP expression with a fluorescence activated cell
sorter (FACS) 15 used to monttor localization and expansion. Both groups of mice show
targeted localization and expansion 24 hours after injection. After 24 hours, the non-
modified NK-92 cells inn the control nice group stop expanding, whereas the NK-92-TK-~
CD16-1L-2 cells continue 1o expand significantly. Forty-eight hours afier injeciion apoptosis
of non~-modified NK cells in the control mice and exponential expansion of NK-92-TK-
CD16-1L-2 cells in the test group of mice are visible. In control mice the tumor quickly

reaches a size equal to or greater than 1.2 cm in diameter, and the mice are euthanized.

[3183] Mice from the test group with smaller tumors or complete tumor regression are
segregated mto two groups to evaluate the {unctionality of the suicide gene. The mice in the
first group are treated with two or three doses of ganciclovir (50 pg) intraperitoneally every
other day. The mice in the second group are treated with placebo. Adminisiration of
ganciclovir o the mice leads to a significant reduction in NK-92-TK~-CD16-1L-2 cells within
24 hours to 72 hours, with the cells returning to a pre-expansion level. Expansion of NK-92-

TK-CD16-11-2 cells continues 1o increase over ime in mice treated with placebo.

[3104] These results show that the presence of the TK gene ensures that the NK-92-TK-
CD16-1L-2 remain sensitive to ganciclovir and prevents exponential expansion of NK-92-
TK-CD16-1L-2 cells. This,the combination of TK and 1L.-2 on the same retroviral vector,
mcorporated into the chromosome of NK92 cells, provides enhanced biological safety.
Because the cells are dependent on IL-2, there 15 a strong selection for retaining the TK-

CD16-1L-2 sequence. As such, the cells are sensitive to ganciclovir. Those cells that lose the
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TK gene, and become resistant to ganciclovir, would also have lost the 1L-2 gene that is

necessary for their growth.

Example 6: Cytetoxic Activity of NK-92-TK-CD16-11.-2 Against Different Leukemic

Cefl Lines

[3105] NK-92-TK-CDl6-1L-2 effector cells are washed by suspension in a-MEM (without
TE-2) and sedimented at 1300 rpm for 5 munutes. The cell pellet 1s suspended in o-MEM,
cells counted, and aliquots prepared at cell concentrations of 1 x 105/mL (effector to target
cell ratio (E'T)=1:1), 5 x 10°/mL (E:T=5:1), 1 x 10%mL (E:T=10:1), 2 x 10%/mL (E:T=20:1)

or as appropriate to the determination being performed.

[6106] The cviotoxic activity of NK-92-TR-CD16-1L-2 effector cells agamnst KS62, Daudi,
TF-1, AML-193, and SR-91 cells is deternined (Gong et al. (1994)). K362 (ervthroleukemia)
and Daudi (Burkitt) lvmphoma cell lines are obtained from ATCC. They are maintained in
continuous suspension culture in RPMI 1640 medium supplemented with 10% fetal calf
serunm (FCS). TF-1 15 a avelomonocytic cell line (Kitanmwra et al., J Cell Physiol. 140:323-
334 (1989} that reguires the presence of medium containing 2 ng/ml of human GM-CSF.
AME-193 15 a myeloid cell line that is maintained in the presence of 10% 5637-conditioned
medium (Lange et al., Rlood 70:192-199 (1987)). Both TF-1 and AML-193 ¢cells are
obtained from Dr. . Hogge, Terrv Fox Laboratory, University of British Columbia,
Vancouver, BC. 8R-91 15 a cell line with features of early progenitor cells established by
Gong et al. (1994} from a patient with acute lvmphoblastic leukenua (ALL) (Klingemann et
al., Leuk Lymphoma, 12, 463-470 (1994). [ t1s resistant {0 both NK and activated-NK {A-
NEK) cell cytotoxicity. SR-91 15 also maintained in RPMI 1640/10% FCS. This cell line can

be rendered sensitive to killing by NK-92 by treatment with cvtokine.

[6167] The cytotoxic activity of the NK-92-TK-CD16-11-2 effector cells against these
target cells 1s measured in triplicates in a standard 4-hour S1Cr- velease assay in triplicate.
Brieflv, 1 x 106 NK-92-TK-CD16-1L-2 cells are labeled with 100 pL 531Cr (specific activity
of 1 mCi/mL) and incubated for one hour at 37° C. Effector cells are counted using trvpan
blue dye exclusion and mixed with target cells {o obtain an effector: target ratio of 1011, 3.1,
11, and 0.3:1. CellGro medium 1s used as a negative control, and for positive control, cells
are mcubated with 1% Triton X. After incubation in a V-bottom-shaped 96-well plate for 4
hours at 37° C, 70 pL of supematant is aspirated from each well and counted using a Packard

Cobra Auto- Gamima 5000 Series counting system (Meriden, CT, USA). The percentage of
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sportanecus release 1s calculated from the following formuda; % specific S1Cr release =

(sample release — spontaneous release)/(maximum release — spontaneous release) x 100

{61081 The cvtotoxic activity of NK-92-TK-CD16-1L-2 cells against K562 and Daudi cells
is signtficantly higher than the cytotoxic activity of non-modified NK cells-92. The cytolytic
5 activity of NK-92-TK-CD16-IL-2 cells against TF-1 cells and AML-193 cells 15 less potent
but still higher than the cytolvtic activity of non-modified NK-92 cells. SR-91 cells are
resistant to the cytotoxic effect of both the NK-92-TK-CD16-IL-2 cells and the non-modified
NK-92 cells. This lack of cvtotoxic activity against SR-91 cells is consistent with the lack in

SR-91 cells of adhesion molecules necessary (o mediate initial binding with NK-92 cells.

10 Example 7:  Cytelysis of Human Primary Leukemic Cells by NK-9Z-TR-CD16-11-2

cells

[3109]  Samples are obtained, with informed consent, during routing diagnostic biood
studies or bone marrow (BM) aspirates from patients with newly diagnosed ot relapsed

leukenuas. Blast-enriched mononuclear cells are isolated by Ficoll Hypague (Pharmacia,

[
(i

Piscataway, IN.J.} density gradient separation and washed in RPMI 1640 medium. NK-92-
TR-CD16-IL-2 cells and non-modified NK-92 cells are cultured and maintained in a-MEM
mediom supplemented with 12.5% FCS and 12.5% horse serum. The cytotoxic activity of
NK-92-TK~-CD16-1L-2 cells and non-modified NK-92 cells on the leukemic samaples is then

compared using a standard 4-hour chromium release assay.

20 [B1108} The cvtolytic activity of NK-92-TK-CD16-1L-2 cells against leukemic targets is
significantly higher than that of non-modified NK-92 cells. The NK-92-TK-CD16-1L-2 cells
of the invention are surprisingly and significantly more effective in lysing patient-derived

tumor cells, and exert their effect in a shorter time than non-modified NK-92 cells.

Example 8: Antileukemia Effect of NK-92-TR-CD16-11-2 Cells in Human Leukemia
25 Xenograft SCID Mice Model

6111} For study of the 1o vivo tumoricidal capacity of NK-92-TK-CD16-1L-2 cells,
leukemic cells denived from a T-lineage-acute lymphoblastic leukenua (ALL) patient, an
acute myeloid leukenua (AML) patient, and a pre-B~-ALL patient are adoptively grown and
expanded in SCID mice by 8.C. inoculation. Leukemic cells recovered from the leukemic
30 nodules in the nuce (first passage) are used in these experiments. The SCID mice in each
group are inoculated LP. with 5 x 10° leukemic cells from the first passage in 0.2 mL PBS,
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and 24 hours later 2 x 107 NK-92-TK-CD16-IL-2 cells in 0.4 mL PBS are administered by
LP. injection. The arimals receive either | dose or a series of 5 doses of NK-92-TK-CD 16~

[L.-2 cells which are adninistered on days 1, 3, 5, 7, and 9, with and without exogenous [L-2.

{6112} Al the human leukemias grow aggressively in SCID mice. Leukemic cells derived
5 fromthe T-ALL patient, the AML patient and the pre-B-ALL patient are highly sensitive in
vitro to the NK-92-TK-CD16-1L-2 cells, and non-modified NK-92 cells.

(G113} Treatment with NK-92-TK-CD16-1L-2 cells significantly prolong the life and

extend survival of the mice compared to treatment with non-modified NK-92 celis. Several

animals that received 5 doses of NK-92-TK-CD16-1L-2 cell injections survive without any
10 signs of leukemia development 6 months atter imoculation.  Mice treated with NK-92 show

initial tmprovement but leukemic cells are observed in a minority of mice at 6 months.

i3114] "These resulis show that in vive treatment of leukemic tumors with NK-92-Ci16-1-

2 cells s very effective and results in prolongation of life and health improvement.
Example 9:  ADUCC Mediated Cell Liysis

1S [B115] The activity of several antibodies that are highly selective and effective anti-tumor
agents depends at least in part on the binding of natural killer cells to the Fe {constant)
portion of the antibody, such that lysis of tumor cells occurs via an antibody-dependent
cellular cytotoxicity (ADCC) mechanism.  Although NK-92 cells retain almost all of the
activating receptors and cviolytic pathways associated with NK cells, thev do not express the

20 D16 receptor and, therefore, cannot lyse target cells via the ADCC mechanism. Transgenic
msertion of CD16 expression mto NK-92 cells allows NK-92 cells to act via the ADCC

mechanism if the cells have sufficient binding affinity for an effective antibody.

{6116} TThe effect of binding to different antibodies 1s evaluated in FeR-expressing NK-92
cells that are administered to a subject suffering from leukemia 24 to 72 howrs after the

subject has been treated with Alemivzumab. FcR-expressing NK-92 cells and the cytotoxic

o}
Wh

effect of antibody binding on target cancer cells is compared to the cyvictoxic effect of non-
modified NK-92 celis. The antibodies and corresponding target cancer cells are selected and

assayed according to Table 2.

[6117] The selected target cells are labeled with Na |*'Cr] chromate. Aliquots of the

30 HCr]-labeled target cells are further incubated with the selected antibody at multiple
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concentrations between 0.01 pg and 5 pg/ml for 15 minutes at room temperature, washed
with o-MEM, and adjusted to a concentration of 1 x10° cells/mL before use. One-hundred
ul of the selected type of target cells and 100 pL of effector cells at cell concentrations of 1 x
107 cells/mL (E:T=1:1), 5 x 10° cells/mL (E:T=5:1), 1 x 10° cells/mL (E: T=10: 1), 2 x1¢°
cells/mL (E:T=2(:1) or as appropriate to the determination being performed are added to
each well of a 96-well V-bottom plate. Three to six replicate wells are prepared at each E:'T
ratio to be evaluated. At least 6 wells are allocated to each of a spontaneous lysis control
{(effector cells replaced with 100 uL of «-MEM) and total release control (effector cells
replaced with 100 pL of 2% Triton X-100 detergent in a-MEM). An additional three wells at
each E:'T ratio are allocated to "non-ADCC" controls in which the target cells were not
exposed {o the antibody. An additional 6 or more wells are alfocated to the use of unmodified
NK-92 effector cells that do not express CD16 as a procedural control and internal standard.
The plate is then centnifuged at 500 rpm for 3 minutes and incubated for 4 hours at 37° C. m
an atmosphere of 7% COy/balance air. At the end of the incubation period, the plate is
centrifuged at 1500 rpm for 8§ minutes and 100 mL of the supernate 18 collected from each
well for counting in a v counter as a measure of * [Cr] release due to cytotoxicity. The

percentage of specific 1vsis 1s then calculated.

{3118} These assays are repeated with FcR-expressing NK-92 cells expressing varying

"

curface levels of Chxle,

(3119} FcR-expressing NK-92 cells show high cvictoxic aclivily against the target cancer
cells m the presence of the selected antibody. Non-modified NK-92 cells show lower
cytotoxic activity against the target cancer celis. These results demonstrate that the FeR-
expressing NK-92 cells have the ability to act via the ADCC mechanism and thus provide

enhanced therapeutic effect against tumor cells in the presence of the antibodies.

Example 10: Combined Antileukemia Effect of FcR-expressing NK-92 Ceils and

Gemtuzumab in Human Leukemia Xenograft SCID Mice Model

[3128] For study of the iz vivo tumorncidal capacity of FcR-expressing NK-92 cells,
leukemuc cells derived from an acute myeloid leukernua ( AML) patient are adoptively grown
and expanded n SCID mice by 8.C. imoculation. Leukernic cells recovered from the
teukemic nodules in the mice (first passage} are used in these experiments. The SCID mice
in each group are inoculated LP. with 5 x 10° leukemic cells from the first passage in 0.2 mL

PBS, and 24 hours later 2 x 10’ FeR-expressing NK-92 cells in 0.4 mL PBS and
31
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Geratuzumab are administered by LP. injection. The animals receive either 1 dose or a series
of 5 doses of FeR-expressing NK-92 cells which are adnunistered on days 1, 3, 5, 7, and 9,
with or without Gemturumab. Control animals are treated with non-modified NK-92 celis

with or without Gemtuzumab.

#3121} The human leukemias grow aggressively in SCID mice. Mice treated with the FcR-
expressing NK-92 cells in cornbination with Gerntuzumab show tumor regression and the
antitumorogenic effect is higher than in mice treated solely with the FeR-expressing NK-92

cells without Gemtuzumab, and more than the mice treated with NK-92.

6122} These results show that in vivo treatment of leukemic tumors with FeR-expressing
NK-92 cells in combination with monoclonal antibodies, such as Gemturzumab, is very

effective and results in prolongation of life and health improvement.

Example 11: Construction of a plasmid expression vector expression {Di6 and

endoplasmic reticulum-targeted 1L-2

[3123] The Gene String program of GeneArt (Life Technologies) was used to design a
plasmid backbone de novo. Its nunimal structure includes a colE1 bacterial origin of
replication, an Ampicillin resistance cassette, and a mammalian expression cassette
composed of an EFlo promoter and an SV40 polyadenylation stte, flanking a multiple

cloning site {(MCS).

6124} 'The manmmalian expression cassette is flanked by BamHI sites that allow not only

hinearization of the plasmid but also the removal of all non-eukaryotic sequences.

[6125] The expressed transgene is the human CD16 138V sequence followed by an IRES
sequence itself followed by the ERIL-2 sequence (1L-2 KDEL) such that the 1L-2 is targeted
1o the endoplasmic reticulum. Both CD16 and ERIL-2 sequences were codon-optimized by
GeneArt to maximize expression in a human. The transgene can be excised using EcoRI and
Notl. The resulting mRNA is a bicistronic transcript under the control of the EF 1o promoter,
with the ERIL-2 translated independently from CD 16, under the control of the IRES
sequence. A schematic of the plasmid i1s provided i Figure 1. This plasmid was used to

transfect NK-92 cells.
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Example 12: Transfection of NK-92.W cells using a plasmid expression vecior

[6126] NK-92.W cells 15 the parental line for most clinical trials to date. One vial of the
Bioreliance working cell bank (WCB, p15 11/30/00) was thawed into a T25 flask with 12ml
X-¥1voll S%HS + 5001U/ml rhil-2, and passaged every 2-4 days (dilution x2 to x4 in fresh

5 XevivolG 5%HS + IL-2, total of 18-20 sphit/passages).

(3127 NWK-92.W cells for transfection were spun at 500g 10min. The supernatant was
discarded and the cells pellet was resuspended 1o 15ml D-PBS Ix and centrifuged at 500g
10min. Pellet was resuspended in buffer R (Neon kit, Invitrogen} at a cell density of 10e7
cells/ml. NK-92.W cells were electroporated with pNEUKv1 CB16(158V)-ERIL2 plasnud,
10 using a Neon electroporator (Sug DNA for 106 cells in 100ul buffer R 1250V/10ms/3
pulses with 3ml buffer E2 in the electroporation tube}.  Electroporated cells were incubated
overnight in medium + IL-2 {in 6-wel plate, 4ml medium/well), and transferred to medium
without HL-2 on 10/16/14 (one PBS spin/wash). CD16 expression was assayed using an anti-

CD16 antibody {clone 3G8, mouse lgG1k) APC-Cy7-conjugated (Bd Pharmingen). At just

[u—
W

over two weeks, about 78% of the cells were CD16 positive {right peak, Figure 2a). About
90% of the cells were posttive at about four weeks {right peak, Figure 2b}.

[6128] NK-92.W CDIG(I1S8V)-ERIL2 cells were frozen (8 vials of ~1x10e6 cells/vial), and
on 12/15/14 (8 vials of ~1x10e6 cells/vial). Freezing medium is 10% DMSO, 30% HS, 40%
[3129] Frozen NK-92.W FcR-ERIL2 cells were evaluated. Cells were thawed and cultured
20 in X-Vivol0 S%HS without IL-2 in a T25 flask. Expression of CB16{(158V} was followed
over time by flow cytometry (Attune) using the anti-CD16 antibody clone 3G8 conjugated to
APC-Cy7, using the same settings to allow for comparison of MFI between assavs. CD16
expressoin was stable over time (Figure 3).

Example 13: Evaluation of ABCC activity

(6130} ADCC activity was first tested against CD20+ cell line DoHH2Z in combination with

o}
Wh

rituximnab. The test was repeated over timme (n=9), as well as against the Her2/Neu+ cell ling
SKOV3 in combination with Herceptin (=5). The results are shown in Figure 4. The
modified NK-~-92. W cells that expressed D16 and endoplasnic reticulum-targeted 1L-2
{designated HaNK 12/15 n Figure 4) showed enhanced ADCC activity towards SKOV-3
30 cells when used with Herceptin, and ADCC activity towards DoHHZ cells when used with
rituximab. ThehaNK 12/15 cells did not show ADCC activity in the controls (DoHH?Z cells,
33
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Herceptin antibody ), SKOV-3 cells/rituximab). Unmoditied NK-92.2 cells also did not show

ADCC activity when administered with antibodies.

[0131] Examples 11-13 thus demonstrate that NK-92 cells that were modified to express
D16 and 1L-2 using a plasnud vector exhibited enhanced ADCC activity when used in

combination with a monoclonal antibody.

[3132] Itis understood that the examples and embodiments described herein are for
ilfustrative purposes only and that various modifications or changes in light thereof will be
suggested to persons skilled in the art and are 1o be included within the spirit and purview of
this application and scope of the appended claims. All publications, sequence accession
numbers, patents, and patent applications cited herein are hereby incorporated by reference in

thetr entirety for all purposes.
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FHustrative Sequences

SEQ ID NO: I Low Affinity Immunogiobulin Gamma Fc Region Recepior I11-A amino

acid sequence {(mature form). The phenylalanine af position 158 is underlined

Arg Thr Glu Asp Leu Pro Lys Ala Val Val Phe Leu Glu Pro Gln Trp Tyr Arg Val Leu Glu
5 Lys Asp Ser Val Thr Leu Lys Cys Gln Gly Ala Tyvr Ser Pro Glu Asp Asn Ser Thr Gin Trp
Phe His Asn Glu Ser Leu He Ser Ser Gln Ala Ser Ser Tyr Phe Hle Asp Ala Ala Thr Val Asp
Asp Ser Gly Glu Tyr Arg Cyvs Gin Thr Asn Leu Ser Thr Leu Ser Asp Pro Val Gin Leu Glu
Val His lle Gly Trp Leu Leu Leu Gln Ala Pro Arg Trp Val Phe Lys Glu Glu Asp Pro lle His
Leu Arg Cys His Ser Trp Lys Asn Thr Ala Leu His Lys Val Thr Tyr Leu Gln Asn Gly Lys
10 Gly Arg Lys Tyr Phe His His Asn Ser Asp Phe Tyr Ile Pro Lys Ala Thr Leu Lys Asp Ser Gly
Ser Tyr Phe Cys Arg Gly Leu Phe Gly Ser Lys Asn Val Ser Ser Glu Thr Val Asn le Thr lle
Thr Gin Gly Leu Ala Val Ser Thr Hie Ser Ser Phe Phe Pro Pro Gly Tyr Gin Val Ser Phe Cys
Leu Val Met Val Leo Leu Phe Ala Val Asp Thr Gly Leu Tvr Phe Ser Val Lys Thr Asn Hle
Arg Ser Ser Thr Arg Asp Trp Lvs Asp His Lys Phe Lys Trp Arg Lys Asp Pro Gln Asp Lys

[
(i

SEQ D NO: 2 High Affinity Varignt FI158Y Immunogiobulin Ganma Fc Region Receptor

JTL-A amine acid sequence (mature form). The valine af position 138 is underiined

Arg Thr Glu Asp Leu Pro Lvs Ala Val Val Phe Leu Gla Pro Gin Trp Tyr Arg Val Leu Glu
Lvs Asp Ser Val Thr Leu Lvs Cyvs Gln Gly Ala Tyr Ser Pro Gla Asp Asn Ser Thr Gln Trp
20 Phe His Asn Glu Ser Leu He Ser Ser Gin Ala Ser Ser Tvr Phe lle Asp Ala Ala Thr Val Asp
Asp Ser Gly Glu Tyvr Arg Cys Gin Thr Asn Leu Ser Thr Leu Ser Asp Pro Val Gin Leu Glu
Val His Ile Gly Trp Leu Leu Leu Gln Ala Pro Arg Trp Val Phe Lys Glu Glo Asp Pro He His
Leu Arg Cys His Ser Trp Lys Asn Thr Ala Leu His Lys Val Thr Tyr Leu Gln Asn Gly Lys
Gly Arg Lys Tyr Phe His His Asn Ser Asp Phe Tvr lle Pro Lys Ala Thr Leu Lys Asp Ser Gly
25 Ser Tyr Phe Cys Arg Gly Leu Val Glv Ser Lvs Asn Val Ser Ser Glu Thr Val Asn Hle Thr fle
Thr Gln Gly Leu Ala Val Ser Thr e Ser Ser Phe Phe Pro Pro Gly Tyr Glo Val Ser Phe Cys
Leu Val Met Val Leu Leu Phe Ala Val Asp Thr Gly Leu Tyr Phe Ser Val Lys Thr Asn lle
Arg Ser Ser Thr Arg Asp Trp Lvs Asp His Lys Phe Lys Trp Arg Lys Asp Pro Gin Asp Lys
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SEQ ID NO: 3 Low Affinity Immunogiobulin Gamma Fc Region Receptor I1I-4 amino
acid sequence (precursor forin). Position 176 of the precursor form corresponds to

position 138 of the mature form. The Phe af position 176 is underlined.

Met Trp Gin Leu Leu Leu Pro Thr Ala Leu Leu Leu Leu Val Ser Ala Gly Met Arg Thr Glu
Asp Leu Pro Lys Ala Val Val Phe Leu Glu Pro Gin Trp Tyr Arg Val Leu Glu Lys Asp Ser
Val Thr Leu Lys Cys Gin Gly Ala Tyr Ser Pro Glu Asp Asn Ser Thr Gln Trp Phe His Asn
Glu Ser Leu {le Ser Ser Gin Ala Ser Ser Tvr Phe e Asp Ala Ala Thr Val Asp Asp Ser Gly
Glo Tyr Arg Cys Gin Thr Asn Leu Ser Thr Len Ser Asp Pro Val Gin Leu Glu Val His He Gly
Trp Leu Leu Leu Gln Ala Pro Arg Trp Val Phe Lys Ghu Glu Asp Pro He His Leu Arg Cys
His Ser Trp Lys Asn Thr Ala Leu His Lys Val Thr Tyr Leu Gln Asn Gly Lys Glv Arg Lys
Tyr Phe His His Asn Ser Asp Phe Tyr lle Pro Lys Ala Thr Leu Lys Asp Ser Gly Ser Tyr Phe
Cys Arg Gly Leu Phe Gly Ser Lys Asn Val Ser Ser Glu Thr Val Asn He Thr Ile Thr Gin Gly
Leu Ala Val Ser Thr lle Ser Ser Phe Phe Pro Pro Gly Tyr Gin Val Ser Phe Cys Leu Val Met
Val Leu Leu Phe Ala Val Asp Thr Gly Leu Tyr Phe Ser Val Lys Thr Asn He Arg Ser Ser Thr
Arg Asp Trp Lys Asp His Lys Phe Lys Trp Arg Lys Asp Pro Gin Asp Lys

SEQ ID NO: 4 High Affinity Varignt Immunogiobulin Gamma Fc Region Recepior 1-A
amine acid sequence (precursor form). Position 176 of the precursor form corresponds {0

positions 158 of the mature form. The Val at position 176 is underlined,

Met Trp Gin Leu Leu Leu Pro Thr Ala Leu Leu Leu Leu Val Ser Ala Gly Met Arg Thr Glu
Asp Leu Pro Lys Ala Val Val Phe Leu Glu Pro Gin Trp Tyvr Arg Val Leu Glu Lys Asp Ser
Val Thr Leu Lys Cys Gin Gly Ala Tyr Ser Pro Glu Asp Asn Ser Thr Gln Trp Phe His Asn
Glu Ser Leu {le Ser Ser Gin Ala Ser Ser Tvr Phe e Asp Ala Ala Thr Val Asp Asp Ser Gly
Glo Tyr Arg Cys Gin Thr Asn Leu Ser Thr Len Ser Asp Pro Val Gin Leu Glu Val His He Gly
Trp Leu Leu Leu Gln Ala Pro Arg Trp Val Phe Lys Glu Glu Asp Pro He His Leu Arg Cys
His Ser Trp Lys Asn Thr Ala Leu His Lys Val Thr Tyr Leu Gln Asn Gly Lys Gly Arg Lys
Tyr Phe His His Asn Ser Asp Phe Tyr lle Pro Lys Ala Thr Leu Lys Asp Ser Gly Ser Tyr Phe
Cyvs Arg Gly Leu Val Gly Ser Lvs Asn Val Ser Ser Ghu Thr Val Asn lle Thr fe Thr Gin Gly
Leu Ala Val Ser Thr lle Ser Ser Phe Phe Pro Pro Gly Tyr Gin Val Ser Phe Cys Leu Val Met
Val Leu Leu Phe Ala Val Asp Thr Gly Leu Tyr Phe Ser Val Lys Thr Asn He Arg Ser Ser Thr
Arg Asp Trp Lys Asp His Lys Phe Lys Trp Arg Lys Asp Pro Gin Asp Lys
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SEQ ID NO: 5 Polynucieotide Encoding the Low Affinity Immanogiobulin Gammea Fe
Region Receptor Ii-A (Precursov} {(Encodes phenylalanine af position 158)

atgtggcage {getecicce aactgeicig ctactictag tiicagetgg catgeggact gaagatcice caaaggotgt
ggioticctg gagectcaat gptacagegt getcgagaag gacagigiga cictgaagie ccagggagee tactcoecty
ageacaattc cacacagigg ticacaatg agagccteat cicaagecag goectcgagct acticaitga coctgecaca
glegacgaca giggagagta caggtgocag acaaacctet ccacceteag tgacceggty cagetagaag tecatategg
ctggcetegtty ciccaggece clogotgoot gitcaaggag gaagacceta ticaccigag glgicacage tggaagaaca
ctgctetgea taaggtcaca tatttacaga aiggceaaage caggaagtat tticaicata attctgactt ctacaticca
aaagecacac tcaaagacag cggeicctac ticigeageg goctitiieg gagtaaaaat gtotcticag agactgigaa
catcaccate actcaaggt! {ggeagtgic aaccatcica teatictitc cacctgggta ccaagictet tietgetige
tgatgotact ccititigea gtggacacag gactatatit ctetgigaag acaaacatic gaagetcaac aagagactgg

aaggaccata aattianatg gagaaaggac colcaagaca aaiga
SEQ D NG 6 Wild-Type 11-2

Met Tyr Arg Met Gln Leu Leu Ser Cvs Ue Ala Leu Ser Leu Ala Leu Val Thr Asn Ser Ala Pro
Thr Ser Ser Ser Thr Lys Lys Thr Gin Leu Gln Leu Glu His Leu Leu Leu Asp Leu Gin Met lle
Leu Asn Gly Hle Asn Asn Tyr Lys Asn Pro Lys Leu Thr Arg Met Leu Thr Phe Lys Phe Tvr
Met Pro Lys Lys Ala Thr Glu Leu Lvs His Leu Gln Cyvs Leu Glu Glu Glu Leu Lys Pro Leu
Glhu Glu Val Leu Asn Leu Ala Glo Ser Lys Asn Phe His Leu Arg Pro Arg Asp Leu He Ser
Asn He Asn Val He Val Leu Glu Leu Lys Gly Ser Glu Thr Thr Phe Met Cys Glu Tvr Ala Asp
Glu Thr Ala Thr lle Val Glu Phe Leu Asn Arg Trp He Thr Phe Cys Gin Ser Hle e Ser Thr
Leu Thr

SEQID NG: 7 H-2-ER

Met Tyr Arg Met Gln Leu Leu Ser Cvs Ue Ala Leu Ser Leu Ala Leu Val Thr Asn Ser Ala Pro
Thr Ser Ser Ser Thr Lys Lys Thr Gin Leu Gin Len Glu His Leu Leu Leu Asp Leu Gin Met Ile
Leu Asn Gly Hle Asn Asn Tyr Lys Asn Pro Lys Leu Thr Arg Met Leu Thr Phe Lys Phe Tvr
Met Pro Lys Lys Ala Thr Glu Leu Lys His Leu Gln Cvs Leu Glu Glu Glu Leu Lys Pro Leu
Glu Glu Val Leu Asn Leu Ala Gin Ser Lys Asn Phe His Leu Arg Pro Arg Asp Leu He Ser
Asn He Asn Val He Val Leu Glu Leu Lys Gly Ser Glu Thr Thr Phe Met Cys Glu Tyr Ala Asp
Glu Thr Ala Thr lle Val Glu Phe Leu Asn Arg Trp He Thr Phe Cys Glo Ser Hle fle Ser Thr
Leu Thr Gly Ser Glu Lys Asp Glu Leu
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WHAT IS CLAIMED IS:

I. A method for treating cancer in a subject in need there of comprising
admanistering to the subject a monoclional antibody having a cvtotloxic effect and NK-92 cells

genetically modified to express a FcR.

2. The method of claim 1, wherein the Fc receptor is a CD16 polypephide

having a valine at position 158 of the mature form of the CD16.

3. The method of claim 1, wherein the Fc receptor comprises a
polynucleotide sequence encoding a polypeptide having at least 0% sequence identity o the

amino acid sequence of SEQ 1D NO:2 and comprises valine at position 158,

4. The method of claim 1, wherein the Fe receptor comprises the anuno

acid sequence of SEQ 1D NO:2.

5. The method of any one of claims 1 to 4, wherein the FeR-expressing

NK-92 cells are genetically modified to express a cytokine.
6. The method of claim 5, wherein the cvtokine s interleukin-2.

7. The method of claim 8, wherein the interleukin-2 is targeted to the

endoplasmic reticulum

& The method of claim 3, wherein the F¢ receptor and at least one

cytokine are encoded by different vectors.

9. The method of claim 5, wherein the Fc receptor and at least one

cytokine are encoded by the same vector.

10, The method of claim 1, wheren the Fc receptor comprises a CD16
polypeptide coraprising the amino acid sequence of SEQ 1D NO:2 and the NK-92 cells are
further genetically modified to express human interieukin-2, wherein the interfeukin 2 s

targeted 1o the endoplasmic reticulum.

1. The method of claim 10, wherein the FeR-expressing NK-92 cells are

further modified to express a suicide gene.

1z, The method of claim 11, wherein the suicide gene 1s 1Cas9.

[73]
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13, The method of any one of claims 1 to 9, wherein the FcR-expressing

WK-0Z cells are further modified to express a suicide gene.
14, The method of claim 13, wherein the suicide gene is 1Cas9.

15, The method of any one of claims 1 to 13, wherein the cancer is
multiple myeloma, leukemua, non-Hodgkin’s lvmphoma, metastatic breast cancer or gastric

Carcinoma.

1. The method of any one of claims 1 to 15, wherein the monoclonal
antibody is a naked monoclonal antibody, a conjugated monoclonal antibody, or a bispecific

monoclonal antibody.

17. The method of claim 16, wherein the monoclonal antibody 1s
alerntuzumab, rituxurab, trastuzumab, ibritumomab, brentuximab, gemtuzumab,

adotranstuzumab, blinatunomab, avelumamab, daratumumab or elotuzumab.

18. The method of any one of claims 1 to 17, wherein the monoclonal

anttbody and the FcR-expressing NK-92 cells are administered simidtaneously (o the subject.

19, The method of any one of claims 1 to 17, wherein the subject is
admunistered the monoclonal antibodv and subsequently treated with the FcR-expressing NK-~

92 cells.

20. The method of claim 18 or 19, wherein the monaoclonal antibody is

injected intravenously inio the subject.

21 The method of claim 18, 19, or 20, wherein the genetically modified

NK-92 cells are mjected into the bone marrow,
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5, FALHE ) BT IR 52 R 3 it FH xS e 40 B B A 40 B B AR I 5 e B B RN 3R IR FeRIFINK -

924 fd o 7F — L& St 7 ZH , FeRAZCD16 o 75 4% K B I — AN J7 T, NK—92 4 i 4 15 A% 12 1 DA 3%

A GAS5SEQ 1D NO: 1LHEA 2 /090% 41| [F] — PR 1 2 IR Fe 3244k (T2 255 1580 B A K P 2 IR

[RJEC y RITI-ABECD16 (F-158) ; B 5SEQ 1D NO: 254 % /090% ¥ 41 [F]— LK) 2 Ik Fe 52 44

(TE25 1580 B Sz FEICD16 (F158V) , B S sg My 0 o AR ML AL St 77 =0, CD16 2 JIK

TE158A A WL -

[0009]  7E 5 4Ry st 7 sH , NK-924H B 4 73 Ah A2 4 DL Rk A DX 5, ol TL-2 . 72—

S S 7 T, 2 A R I P 5 ) o LA S X 4 B R A ) P 5 R ) 4

AR -2 HAA A — 2o 52t 7 20, NK-9240 i ¢ 151 L 3k LA SEQ 1D NO: 71 41 i

Z k.

[0010]  7F st 7 =X, NK-924H fu gl i3t — BB LR I8 | AR AE— A7, 5 A&
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F K& 1Cas9,

00111 AR EAM A ST HT¥697 il , AR E AR T dn 22 % B 5898, 1 I , ik
98T, % 1t L e B B

[0012] ot FH T 26 5 1) B v B AR T DL AR B B A, S Bt o 0 A B 0L S 12
SERE PR  AE— LS Ty SN, B e BE U TS BT, R R, dh Bk, B S
Pt (ibritumomab) , 7 ZEk B PL (gemtuzumab) , A% E B 3( (brentuximab) , ] HH HH B P
(adotranstuzumab) ,blinatunomab,daratumumabik % % Z ¥k B4 (elotuzumab) .

[0013]  fE—sEsji 7y =UHh , B v B i A ZRIAF cRINK -9 2 40 M 4% ] B it FH 152 i3 - 7
v st 7 o, 52638 4t FH 5 vl B A, FEBE S 8 i B e BE B e, 1 i 7R 24 /8 )
W, BAE24 2R T2/ Y, B it PR TEF CRIVINK-924H i .

[0014]  FE—LLT51H, A K BV At AL 121 LR IEF R (1 anCD16) FINK-92 41 i 15 40 ff 75
P BT AR — D R T R E I B I o DR UL, A — e S U, AR R PR FR R B AR AR DA SR
X CD16HINK—924H i 5 240 Jf 753 4 Fp. vl B A — 2 FH T+ S MR 1) B8 1 R 0% o AE — 8 S
77 XA, Fe S22 AECD 1611 Al AT 21 565 1580 BB 4l BR [11CD16 o 7 — Le 5 7 X , Fe
ZARALE gt 5SEQ 1D NO: 18ESEQ 1D NO:2HA4 %/090% 141 [ — P £ Bk 22 4% 7 R
FP A 82w A9SEQ 1D NO: 1ESEQ 1D NO: 2/ 2 A% H IR - ££ — L85 J7 3 , FRIEFeRINK-92
R AL AE T UL IR AR R 1, 451 40 3 A M A 35 -2 AR o A — S5t 7 X, B 4
I 2280 ] N R o 7E LS 77 S H , FRAKFeRIFINK-9241 A Bl A& 4 LA ik WiISEQ 1D NO: 7
Bt B4R TR -2 81 o A2 — L STt 77 S, Fe 524401 22 20— 20 Jfa [R] - EH AN [R) 7 8
Yt o B, Fo Sz A A 22 20— i 20 i IR -1 FH AH R IR 3 Rk G b o 7 — B8 St 77 =0, Fe 2
EESE158AL HAVIICDI6 % ik, I ELINK-924H fu g it — P BR B DL R IE N ET Al A 3= -2,
Horp 41 A 25288 7] N 5 o R IEF cRANK-92 41 A 38 v DA i3k — 20481 DL KA B AR R,
B 11 Cas9. £ — LS 77 =0, J il 2 I , R B SRR, e A 1 L I Jes B 15 e o B
SLREPUAR AT LR AR B TR PUAAR , 2% 5 5w 2 0 AR BOUURY S 4 B v B AR o 7E — S8 S 77 5
Hh, B S B B P BT, R R, M R, B SR R, A R, 3 R
i, ] g 3 HHT, bl inatunomab,avelumamab, daratumumabal %2 &' % Bk B4 o 7E — LS ST
T, B P HUAAR AR AR F e RINK-92 24 M 43 [ I6) e FH T~ 52 i 3 o A2 — 285t 77 Xrhr , 2l
it FH B S B oA, I Bl S 4 A 8 AR AR A ) A F cRINK-92 41 L ¥ 7 o 7E — 22 52t 77 =X
Hh B AR A DK PN R B 32 o A HAR S 7 SR, A 8 AR A2 A ) SRR F e RIFINK-92
I A S B R

[0015] il — M IR A1 DL R TE A I =2 7 9 A BA 1 1, 9 LS AE SR I pr ZR AR 31
A B I — D RE o AR J BRI UL PEARHA , FHoAth B 1Y I8 s FUE BURFAE X T AR S04 4
AN G R 2 W .

GlET:

[0016] 75 L I P& 4 FRIT , 25 0 A0 TF 7 %8¢, A 40 D 4 R AUE 0 4006 8 2 5
f#.

[0017) 1 7R T 4635 TL-200 (5% 1SERRS (P 40 5 B4 £55 ) FICD 16K FOk 7% 3%
.
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[0018]  [&l2afI2bie it T 15t B PE 2l , H BoRTEZ92 8 (K 2a) F1Zy4E (Kl2b) i), 4 FHIE 1R
TN ORI B AR , ZE B 1 DL 225 CD 16 [NK-924H it 1 [K) CD16 % 32 .

[0019] P340 T d A MR , o B 7R BB 1 FRINK 92411 il 7 1) CD 16 3R , AT NK—9241 iy
W R A7, SR e R R 5 77

[0020]  PEJ4ffit 1 Ud B M , R IR 5 B v R AR 4 A A FH K SR A CD 16 HNK-92 41 i )
ADCCYF 14

BASLHEA

[0021]  #E—ANJTTH , AN TF P KA AZ M DL R IAF cRIGINK—-9 2 40 i FH 8. o B H A4 £ A 75 2211
AR HIE T RE 1) P s o ST 4 B R 0% A FR HH R B 5T K O A 2 T (LU b SRHR 44 i AR R SR
AT R Fid A T s 20 A (T 40 Pt AB A D) $ AR 1 S 2 PR AP B AL o R 8, 38 D)7 ek
b FEE R BPR B BB e RE 1R 52 A 1 MR B R B R AR R

[0022]  NK-924M A 2 30t AW 51 7B AAE , BB AT T AT DUAS By L AE A4 A BB AN 35 o SR 1T
ENIARIETIGG FeSZ AR e v RITT, PR 13X e 4 ffd A R e ok o A4 40t 14 41 B A 3 1 40 A 2k
(ADCC) A FH o A% K BH A2 5 T INK-92 M Ml 1A TgG FeSZAFc v RTTT Y 3L 4 Ak 1 S nNK -
i Jea 4 i AR ELAE 5 FF 70 FNKZH AR 5 38 3 ADCC A A1 B 41 P 1) B2 g B oAk — 2 TAE RO 15 100
DRI I 5 224 B o B 70 7R FHINK -9 2 200 i 49k (] Bt B8 DA 55 2 1 B[] O S8t - B8 e i i AE At
77 TH s B RE VA TT B 32 A 3 B, AT DL IINK—9 248 At A1 ER. 5o [ P A4 SR b i) 4 o =5 M4
[0023] DRIk, A BRAR G T bt AL 2 1 LR IE 5 IR G BREE v Fe X 2 AR TTT-A) 56
730 G 78 22 IR B B % SN 56 158 A1 A FE AR A TR I Fe v RTTT-ABLCD16) FNK-924H
RO FH 3%

[0024] 7865 )7 b , FIAF e RANK-9240 iy AT DL 3k — A8 1 DL IR TL-2. fE IX A
(R 4R R, TL—27F 240 i Hh 1R 220K 388 45 1) P J5E X o IR AAE 7 1 4 B P Tt FH TL—216 AN S B2 11
ER, Blngzm O I , B piE , \IR R MM e RGEH 5% AR — 2 Sti7 b, 2 RE
FeRIFINK-9241 f 4t i3t — DB MR LA R IR TL-21 , 1 R]¥ B 2R LR 4 A\ B L i g A, LLBJ 1k
IL-20 R WA N IR L, KT UL S BEA B A KK RBRIIGER 8 A — sk
W7 A, B AR & iCas9.

[0025] P AR 45 A U BH 7= AR ) FR IR F e RINK—-92 41 o 55 48 ] Jes 4 o 1) B0 g % o AAc 2 A i FH
T BB B R RE I 5213 DU B0E T e T

[0026] it FH R IAF cRIFINK-924H g mT LA 557t FH 5 o e i A4k [B] B gk AT, B RL P 77 00T o
FE— e st 7 N, £ C 4 L s BE BRI T 3213 5 1024/ 1) 5243 i FH R TR FeR
FRINK-92 21 0 .

[0027] RiE

[0028] Rk A & X, A SAE T BT A HAR TR ARVE B 5 A K B By 8 A i) 38 a4
ARON G336 5 B AR ) AR R B 3 S

[0029]  FEAS U5 BH 5 A0 T B AR 2R Fhr , 4442 RNk 8 A BAF LT & X2 AR
1%:

[0030] 7% ST AR ARV AN FH T F ik o e S it 77 X B A, T AN B AR PR i1 AR i BH & AR ST
B AR, BB — A, “— M 2T B e EEHOE BRIE TN SO R A TR

5
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ZINo

[0031]  ELHEIEHETE N BT H A, 9 WipH , W5 R, I 18], 96 P8, &, 4 F 2 = U, H
TEIE A I 7 @0, 15k 1. ORI R AR 4L (+) 8% () o B4 ERMR, BARTEA S B Ui i , (2
T T BT hRoR 2 BTER AT LU ARIE “2)7 38 B 24 FAR , BARIFEAN B B AU R , {2 A
I B AN S 7 B 1) 5 5 HLIX LS P S 1) 2 AN s L N )

[0032]  “fFakf)” B AT et 2 48K 5 10 1 S AR B O mT DAk AR B nT LA AR, 9 Hoix
T IR CLFE AR B ol A A9 T DA R AN I A A T

[0033]  RifE“EE&” B ERRNASWA LB LR ER, BRI ER AT
PR e 2 S WA 5 VR, AR B L R A AR BT B R B R DL R AN S o 5
SRR 2 BH ) S5 A RGET BURFAE AR AT R B0 IR . “HR -+ - 2L AR o7 vk HE R e R 2 i
by B 2 BT L A8 1 S M VAL B o I i R AR R — AN BR S ) S ity sUERAE A K
BH (1) 36 Rl Y

[0034] W FHERA K B, “Guie T 4a 5 ORSRAF L BHE A 1 1 NK 21 o B T4
D) it & Bl & 2404 8 ) 20618 S IR BORAE IR ONK-9240 i , ¢ H. >4 S5 54 pa %
fli iy F e 96 5 T AN EEE

[0035] 41 FHT-HER A K B, “Te SR A0 (NK) 40" J2 204 S e B JE RSN AR 2R I s 0 R
ABCHEAN AL , H BARPEMHCIS A PR il 1) S 28 22 40 1 200 P o 200 ot o] L2 e 241 P 50465 i
BRI  NKZH A R R AR AE T A7 FECDS6 FIANAFEAECD3 R [ AR 54

[0036] R TE “Py IS IENKLN A F T e i Ak (B8 FINKIHD , SNK-9241 Hd RANE - N
T NK ST i A S A 2 A, L PP INK T 4 & 4 Y R PENK 0 e ] DL T B 1
B A P AR TEIT

[0037]  “NK-9240Ha” 2 45 S W N B A JEE 75 Sk EL IR 1 B8 5 3845 1) 7k ZENK 4 il RNK-92
T AR B E ) AR S B, RIE “NK-927 52 48 5 5 IRINK- 9240 it 2 DL K O 4% 45 1 1)
NK-924H it % (5] i it 51 NAMJEFE ) o NK—9240H it A JHe 7 451 A0 R ) e s i o 5 [ 4 )
57,618,817:8,034,332; 18,313,943 ffiid , Ho AT P 238 51 FFE AL,

[0038]  “BEAXAMIKINK-924H ™ & 45 ik — 00 & Yufid 5 FE K (BLFECD16) (13 R INK-924H
Pl o 7E — e S 77 2 A, S 6 22 IR F e RIFINK -9 2480 A 1T LA s i3k — 25 4546 DL 26 32 41 i P 7
WTL-2, F1/8H AR

[0039]  GnAR TR, “A< RS FRINK—O2 2 ™ 2 iy A 4k HE SR FONK -9 248 i . R S 4 B AN g
AR KNS GH o A — et 7 TN, B AR Tt INK-9 240 Bk 7 VA T 7 Wit A BRAE VR TT B
2R RS A A A TR DR A TS AR 2 T 4D B ) AS S R 3k 4 /N, DR B A T 1
B, NK-9240 i v LLIE L 575 A WL 2376

[0040]  4y1 FH T4l A% J BH 147 , NK-9240 B ) “J &7 i A3 B AT AN BB AR K o 2R3 th mT B 5NK-
24 M I FE TG 5% - B AENK- 9241 g 75 . 2 2076 RO I 5 ¥ 7 N FH H AR 9 2 25 AH 5 4
M B AR 2 5, B TR e AT E S AR LAY R P 5 B8 2 DAE R R FEAR N 3 BE 117 2
BT P A M (%) BN 1) B 2 S5 8 R o VR 9 I PR i 52481, w3 S it FHINK -9 2.4 it o JHG ke
I SR 7705 5 R0

[0041] G FF IR A R B 1), AT “4H M0 B PR R0 0 B IA AR 107 224 FH 46 25505 441 i 431
LOINKZH {1 355 1R B E 2 [R) ORI, A M 2 PR iE VR Jom it & P A ) AR Ak 22 BUAE

6
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VA ERHLE] AR AT — PR SE BT 20 o 0 BV i B LA b D R RN A S A L A PRI Jo I, AN
T A I LA 3 e 1 P 12 o X S EIOCR SE R AR A A Ay B PR R 48, HR (S NK 20 F ) 41 i 2
PEAE A2 H T 40 v i

[0042]  SCT-4HME/ 40 M BEARI ARIE “RAL” B FEATE R S EUZ 400/ 40 B AR S T (R AT A7
FRAIIHEAE

[0043]  RiE “Fes2AR” &gt 45 & IR N X B PR — 5853 T A BT 42 9 40 po i £
T EE ) FE LS A (91 an R AR R AR AR B SR T BRI R B B LA Fe X S 4R Fesz
& (FeR) B 45 A 1@ i HupR A 3 10 e W AR FH BT A4 40 M 20 P A 5 () 4 i 2544 (ADCC) il 4
L ) 7 s B 200 B 1 v A o X e RAR AR LR ) A S B b 47 70 28 45l i, Fe— v 324K (FC y
R) 255 TG P& FCy RITI-A (HBHFRNCD16) 52 455 TeGHU A IF Ui ADCCIHIILSE ATt F e 52
P o AENKAN A b R BILFC v RITT-A. 4wt CD16 1) R ARTE AR M 2 4% 1R /7 41 B s 1
SEQ ID NO:5,

[0044]  RIE“ZRZEIR” IR A “SEZ TR 7] B8 A, 3 B2 8K B AZ IR
[R5 -E T 20 Wt B R B 1% T IR A A% R B LR . 2 A% B R T LA LG AR o] = 445 14
I H AT DLPAT AR A AR DIRE - BT 72 22 4% 1 IR 1 A PR o 4 S 41 - ik DR sl i ) v B
(B, #R 41, 514, ESTEUSAGERREE) , 485, A& 7, 5 iRNA (mRNA) , F FRNA , #X BEAARNA,
%W , cDNA, A0 ZAZ IR , SCHE Z A% IR » DKL, 048, AT AR 7 21 1 43 B IR DNA, AE A7 7 271 1)
I3 B IRNA, R TR ET A 51« 2 4% 57 IR v UL S A3 M0 B A% P IR 451 40 HR D6 A A 1 R A A 1
BRI i RAFAE, WIRT DAAE 2 % 1 IR A 2% 2 ATl e R T = IR &5 i LB T A% IR 7
FIAT LARE AEAZ B R o T SR B S AT DL — BB 2 i E IR, 9 i ShRicH A
AR T VUEE AR 4 1 3 S BR AR A U B BEL SR, 15 AR R 2 4% 5 R 1 A%k B AT
e I it 77 A A A RURE T RN ) R0 Bl T A 4 R UL T ) 8 o B B T U A — e
[0045]  Z2AZHF IR Hh DU FPAZ HF BR B2t (BRPEERS (M) 5 B g (C) 5 SR (G) s B (T) 5 A
20 % T B A RNARS 1 X6T 15 i s g (1) R s g (U) ) IR 58 2 B AR = » IR U, RO “ZAZ IR T
Y7 R 2R E R T I T BER IR

[0046]  4nA ST FH, “[F]— M 1 40 6™ 22 48 AN K 2 18] B PR AN AL R 25+ Z 1AL | 41 [A) —
P o R — P 1 2 b mT DL I b B aT DO BE A2 B R T b s 0 A4S 2 810 A ) A7 28 0« 24 B
B 5 A B AL B A AR ] R Bl IR B R R 5 B A, WU o T AR A B AR E I . WA SC AT L 48
e T 1 N 7 & -5 2 71 I 1 e e N B Y g S | et B (1 Rt = L 0 N 1
RIERK T BA 2/ HE B 43 L R — PR 5 51 o [R5 % 1 R 7 F A3 b AR ST ik 1 1%
TR 7 H ) R SRATAE 1) S 5 525 (R AR AR RN SEAR 1 AL 7 271, (R VA% 1 IR T 21 A0 47 G B g\ A
SN FLBh PP R ) B B A% R 7 91 o [R5 U R R 7 A AT B Ok s 2 A R B AN
Z KB A AH A 256 F0/ BE PR IR L S B IR 7 91 o AE — e st 77 X, (AU 7 R B 2L 1R
FA 5T A B A 2060 % 58 K, i /070 % , 83X % /080% , 81 & /085 % B K . 1
— it 5 U, AR AL IR B AR Ry 1) S LU B A1 B 52409096 ,919%,92%,93% 5
94%,95% ,96% ,97% ,98% 599 %6 1 [F] — P . 76— Le it 77 vk, [ VR B TR 7 91 2L A A
R 154 , AL 10N, AN I 5 BAN ik 3R 7 2 R AUA o [F] — P 71 43 b mT DL JE it 451)
A FHER A X B HGapFE P (Wisconsin Sequence Analysis Package,UNIXZE S,
Genetics Computer Group,University Research Park,Madison Wis.) M| , HA# H

7
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SmithfIWaterman® yEAdv.Appl .Math.,1981,2482-489)

[0047]  RE “FRik” 2 FRIED =W 72 AR o 80 S GRIAIT , RAE “Bii) (transient)” 262
TR AHE 51N 240 i JE PR 2

[0048]  ORTE “HH A A1 B AR BER 7 J2 48 52 e G g% R G A ) — SR B A 5 o H
TSt AR B s B AR R AR EA R T F R B A &= (L) Rl IL-2, IL-
12,1L-15, IL-18MITL-21  FEAL e 1 s it /7 2, AR A 7 TL-2.

[0049]  WASCRT H, RIE “BA” R ¥ 0 & 58 BB 1, 15 Ui B AL SOV 4 N I
AT LA 3 ik A sk AR R A ) A G AR AL R o B4 T DUAE — b 20 P S 2R A5 G 4 7 v R
il , AER AE 55 1 20 P A7) iy L3 P 4 B v S s e 0 B o B4 T DL i 25 ) B AR R EE Y
FH T35 325 A% 1R 1) 7 1) P B 75 2044 B 5 ARDNA ; 5 FH 5 1 i 5l &2 & IR DNA , Bl 5 BH 55 -1
REWMA s 17 FIFH &7 5 B DNA-EE B E A A A & 5 E 7 561 (6 28 5t
TR PR 7 K FER BRI SR 246 0 1%) 46 I DNA F0kE , 76— L8455 00 & R A b
DA %Al FH /B0, 5 3 B P SR 8 2B - DNARK) = o B &4

[0050]  GnASCHT A, R1E “BE ) (targeted) ” B fERLFEHAIR K 88 A ek 2 Ik 5] T 2I7E
A B AMER A0 Y H ) A ) I8 S T TR B R K G2 2 IR ) R R R
FEB) ML o X A5 5 IR AT A T 2 IR 7 51 N AT AT AL &, (ELE 3 62 TNt o 22 IRt mT BAgE T
FEA AR Ci B A5 5 K A5 5 IKAT BL 51 5 2 KB M /M55 45, N , v 7R A, AR, 1A JoiE X
A e AR IX = B A7 B a0, 78 HCom F A 5 € U 1R 7 Z1 22 Ik (191 anKDEL) #% fr B3 7EER
EE e n{E N

[0051]  ORiE “H R E A7 2 s V4R B I [ P ade £ 2 P8 A H B R BRI E N 2 2 R G,
VI I 51 N $56 77 48 R0 12 5 (R ) 4 B A% At o 78 B 2 R R 5 BB AN 52 42 i i 4 Al A K
PRSI OL T, X IHER . AN E T2 AR RE, OF5 R 40602 i 5 M 1 e
(TK) FE R, o0 g it 2 Al 22 R, 7K 7t PR T 2 1 25 10 S O, i 2 0 SR g R PR, R i A
P gp t ZE AR I B De o2& Kl GEZ WL, 5l 4, Yazawa K,Fisher W E,Brunicardi F C:
Current progress in suicide gene therapy for cancer.World J.Surg.2002,7 H;26
(7) :783-9) AE—ASEHE 7 b, B AR AT 5 R F B R &9 (iCas9) (Di Stasi,
(2011) “Inducible apoptosis as a safety switch for adoptive cell therapy’ ,N
Engl J Med 365:1673-1683.i&% iMorgan, “Live and Let Die:A New Suicide Gene
Therapy Moves to the Clinic’Molecular Therapy (2012) ;20:11-13) . TKIE[X 7] DL 2 B
AR BT TREE R (19141, tk30, tk75, sr39tk) o fsf FH BE i 35 T LA R SRR IR TK R 1 (1 48 .
[0052] AT IR IE “B v B HLAAR” J2 48 M AE 3G 774 Hh A= K 10 40 i 1) A4S v B 7 AR L
RE A% o PR ST 1) 40 BERE S P A o AR 4 A B T LS FH ) B e 8 A B 5 B 25 T 4 i
T BELUT 40 R ) BR U AA o 72— St 7 20, BRE T [ AR 2 B A4S BT, FL 455 317k 2 2 i
[RICDB2HT iR o 3 B0 45 FE AR H5 4% J B AT LA A FH 1) B0 e 2 0 A v 119 2 485 B v B oA , 9
FRES) BRIt ) BN E A FuAd o B AR, SR TT DA AR 22 sl hn# 25  ek 55 2=, BR80T
FR e o 3% A5 R B0 A4 1 <2 49160 456 AEL AN B T 3 m) CD2 04T Ji 1) 35 A7 52 B e, B [w) CD 30 Ji 1)
brentuximabF1$E W HER2H [ 1 #H 22 BR B 4T o BRFE A% I BH W DA FH %) 5B B v B TR 2 X
R S 1 R T R BT, 4] 2 S ) K £ R 4 v (X CD19 AN T4 g P I CD3 b1 ina tunomab

[0053]  OR¥E“HEE” VZRE” MR ELEAR AT BHAE H , IF H AR A 55 AL A &

8
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FA T AR ST 16 5 R AT ART A BRI AT o 78 e e SR PR sl v sty =0, BB L 2 il sl
(US=YNS

[0054]  RIE “YR¥7” B VAYT” R d5 A5 32 W B a0 N iRy T i A SCRT IR B E 2K L, IR A
BFE: Q) PIHER e EL, RIFH - R J2 5 (i) IR B sl 5L, B S ECRELIHIE s (1i1) I
Zr 2 LR R s AN /B (Lv) $0) 95 Bl ek 22 95 9 B 3R ELIV — Pl 2 FoRE R 1) 1 e o RiE 1) 52
P it B FH B T R P A B SR SR A A B B 4 51 N B I8 e Ak B AT g DA R AT T
Ihae BIATATT &A% o fiti FH o] DA JE A 38 A T 338026 40 i sl 0. o B P AR AT AT S A2 3k AT o IRl U, 36 3%
WA DUELFEFE K LRI P, ISR PN BRI 3026 o 8 — e sty X, B e B T AR R/ B
NK-924H B 4 B 42 it F T e, 49 i ot 33 S5 280 g o o it FH B0 6 B R B A o S AN
Jite FH -

[0055]  NK-924 g

[0056]  NK-924M i 5 /2 4 & I AE 4B i/ F 2 (TL-2) A7 AE I 1 L T G TE I e — 2 3%
Gong%§,Leukemia 8:652-658 (1994) o ixX L& 4 g X 25 Fffed A L A v 20 i 45 At v 1 o NK-9 2]
M F 2 BT 2 P e 4 M = 93 5 A T T ) Wi 2 0 1R B MENK AR A - THA I
PRI ELIEsE H 22 4 1

[0057]  Jx BNK-924H ffl £ fE 7CD56° 18", CD2,CD7,CD11a,CD28, CDA5 MICD542 [ bR &4 -
Ak, & A @ owCD1,CD3,CDh4,CD5,CD8,CD10,CD14,CD16,CD19,CD20,CD23 FICD34 k5 E4
NK-924 I FE 3G 7= rh A KRB T A A =2 (e IL-2) INAEAE, A E KR 11U/ mL 2 L4
FEWAHE  IL-TAITL- 12 SR K AR K, ATl At 4l B IF 7 (B 4E TL-1a, TL-6, IR IRAE
B Fo, FIRaATIE v ) A LFE NK-928I{F£E L : TR N 48 (B: 1) le R N B
e 20 B M o Gong &%, [R] | o NK—924H B 4 (R 78 £ 55 [E] S B 5% F= W ek o0 (ATCO) , %H5 A
CRL-2407.

[0058] 324> M1k, 55 F PN YR PENKLR A B 7 L4 82 80, TL-2 (10001U/mL) X Fiz Hid F2 v
[PINK 20 A s 28 ¢ B 52, (H 2 gl i AN 75 B AR FFAE3T°C A5 % AL fik I Koepsell%%,
Transfusion 53:398-403 (2013) »

[0059] HFRHEMHR

[0060]  RIE “H REF” 2 R VAT Ik B r 2 A H B R B FEN R 2 RR, 1t
VEIE I 51 N 3% 5 71045 ¢ 18 127 J25 IR 10 400 PR ot 1% BB o 7 2 L PR 5 S BSUfe A 52 2 bl i A P 2B
RARRIE LT, X R AT T2 B ARRE R4, G B Al 2 5 2 I Fr s
(TK) FE R, o0 i ot 2l 22 R, 7K 7t DR T 2 1 25 10 Ui O, i 2 0 SR g 6 PR, R i A
W ept 3K A KA FEDeodk K| GEZ W, #5lUn, Yazawa K,Fisher W E,Brunicardi F C:
Current progress in suicide gene therapy for cancer.World J.Surg.2002,7 H;26
(7) :783-9)  UNASCHT 2% JE K FENK -9 2 40 Jf v 2 A5 3 1k ) o 3 1 3% T DR 4t L %o 400 i
WA R W, (HAERE A S VAR S OL T W R SE A0 MR A 8 1 Jo o DRI, | 5% DR o 72
RAM—HB0.

[0061]  FE—ANsjita /5 XA, B o 2 DR i 1 g (TK) 225 (A1 o TSRS [R] AT DA Y 2 TR Bl AR
TKIER (140, tk30, tk75, sr39tk) o {8 FH B H & 33 AT LLR SERIA TKER 1 A 4H i

[0062]  7E 55— ANaita 7 sUH , H A8 PR A2 7 5 SN s e A7 7E 1 1B Ol T X4 i B A B 1 1)

fo e i B . Garcia—Sanchez%, “Cytosine deaminase adenoviral vector and 5-

9
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fluorocytosine selectively reduce breast cancer cells Imillion—fold when they
contaminate hematopoietic cells:a potential purging method for autologous
transplantation”Blood19984-7 H15H ;92 (2) :672-82.

[0063]  7£ 5 — ALt /7 20, B A FE DR 2 AE S A B It g A e e A7 AE B 15 00 B 2 B A
MR EP450. 2 L, B0, Touati%s, “A suicide gene therapy combining the
improvement of cyclophosphamide tumor cytotoxicity and the development of an
anti—tumor immune response” Curr Gene Ther.2014;14 (3) :236-46,

[0064] FEH—AsLi AN, B ARKZiCas9.Di Stasi, (2011) “Inducible
apoptosis as a safety switch for adoptive cell therapy ,N Engl J Med 365:
1673-1683.i1482 I, ,Morgan, “Live and Let Die:A New Suicide Gene Therapy Moves to
the Clinic’Molecular’Molecular Therapy (2012) ;20:11-13.7E/N> T-AP1903FE R 15
LT, 1Cas9HE H F - F T2 AP1903 2 AE M A HE T Ny 7, e A AE Im PR FE Hh 2B HS
R 52, 3F H O A AR I 40 4y 7 i 1500~ A o

[0065]  Fcazfak

[0066]  FciZAk4h & BIHIARIFCEB 2y « 2 FhF e 2 & 2 40, I HLAR 3 HAC R ACAA , 55 A0 7,
TILINGS & BIHUR S I RBCR T AN o

[0067]  ZR1.UiWA PR FesZ 4

[0068]
& EE2H ARG FE - 0B TARE K
AR AR etk P men 2
E % 4w it B AE )
FeyRI | [gGl A= & (Kd~ @ =¥ htidmfie s L E

(CD64)  1gG3 | 10°M) | =EBMtseie  ~FRORLME
S R R X

E " 4m i,
v v Mk g Bk
l(TcCy]l){;% IgG ﬁ)—g I;Id)> Mt | Bl (PERRMAm
Ao AR )
B #5- H 4 FeL

10



L

B B

CN 107427578 A 9/25 T
[0069]
FeyRIBL | & (Kd> B %)% TN R
(CD32) & 107 M) fe. Kk 4m i, ) dm R
E 4 48 o,
G | G| gy | e SOUCE
B BR M K 4 e, e
- TURAR T 41
4 iR a5 04 4w oA
FeyRIIIA FlRd> | o f’ﬁt; . JeN3 69 R A
(CD162a) IgG 10 M) E o fmfie, (3L ik (ADCC)
2047 ) HS B am i
4m e IR -
g B M K 4 i,
E % ¢m o,
FcyRIIIB & (Kd> |"EvHEEmie | o . -,
(cpi6b) B9 g fle k. 4m i, o =
M R OIR 4
fie,
e K 4m fie,
‘%‘ 'l:l ‘f‘;é /7
it | i B
FceRI [gB | 0y | CAABALANAS Py
B AR 4 R e
B 47 4w i,
T 44 460 4T IgE
B mje Hr F it A K
X (Kd> " i 5 e
(Fé]‘;lg) IgE T;S Md) L O T S G
AR B émie, ¢ ERAEALE] (B %8
L)
B 47 4m i,
FcoRI o 1K (Kd> E v 4m i, B AE R
(CD89) & 10°M) s Mimie HSF0u4ey
BE B M K 4 i,
st -F IgM ) .
. " A
Fco/pR I%Al\jj 5,5 FIgA K AREai - %HE; ﬁfi’fi o
§ 4 By,

11
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[0070]
?i zzgz 1gG AAE 2L e
arkwmp | PR
FcRn IeG Yk g [eG E£&ZLF AE 3+
i 4, %ﬁ%é’]é@“)b
¥ i, PRI 1gG % T 4/

[0071] 7 —2lsijii /7 sCH , NK-9241 M A& 1 APE A 3R ThT - SRR Fe sz B 1

[0072]  fF—ubsgifi 5 30, Fe 2 AR CD16.. 9 T ASA FFI H Y, CD16 I 8 B IR R S
ZSEQ 1D NO: 2B AHX}FSEQ 1D NO: 27—/ B _EAFIFISEQ 1D NO: 11y 4. [k, 24CD16
Z JIKFASEQ 1D NO: 28 KR BE b bE XTI , A4 A BH I CD16 22 IR “28 158007 2 B R ik ik 2
XTRF-SEQ ID NO:2 (8(SEQ ID NO:1) [ 45 15847 S8 Sl bk 1t o 78 — e szt 77 =0 H , NK-9241]
PG 1 DL 2R A 7E 25 1 5 1 BT 30 55 15807 B R & BRI A\.CD16, 1 inSEQ 1D NO:
1o 75 3170 1) i it 77 20, NK-92 40 B 9t 1 i LA R IE 7E 8 11 o 1) R A 20 26 16847 LA 4R
&1 N CD16H i S A1 120, I ISEQ 1D NO: 2. 530 ER 19 5 1R 475 1 586 %o I T8, & R AR (S
S HKIICDL6 7 FI I 25 17647 o £E— 285t 77 U, CD16 2 IKHH 4w A% SEQ ID NO:38LSEQ 1D
NO: 4T (BP BA KRG T IK) 2 K751 2 12 TR .

[0073]  #E—&ksijifi 7 SN, g CD16 2 K1 2 % H R 5 4wt 4 K (BLFE (55 1K) RAAFTE
[FICD16H) Z A% H R P A1 B A 2D 270% K 2 % H R T HIR — M, ik 2K R RAEAERICD16
TEAKCD16M 5517647 (LX) BT B A CD16 85 1 1) 55 16840 BA AR N Z IR « 78— L5 it /7 3
H, JmiSCD16 2 K1 2 A% H R 5 9wt A K (BHE(E 5 1K) RIMMFLEMICD16 1) 2 A% T L 7 41 A
HEDLT0% I Z R T E 1, Frid &K R IRAFAEMICDI67E 55 176/ (FLxt BT Bl 24y
CD168% I 25 1584L) B A 4 fE o E —2e s it 77 U , 4w CD16 1) 2 A% 1R 5 SEQ 1D NO:5
BAHZEDT0%HH—M, F LA mIDAEmL ek (BEE S CD16Z KM 176411 £
AR B AL AR BR (1) 05 7 o 7 — 28 sl 75 30 H , 4w A%CD 1611 2 4% H R 5 SEQ 1D NO:5
HA Z90% (1) 7] — M, I AL & g 4 K-CD 1611 45 1 7657 [ 4R BR 1) 5 i T o 76— L6 S i
77, JABCD16/ 2 R AL SEQ ID NO: 5, {H E A 4mhd 4 K-CD1611 45 1 7647 (K 4R A 1
[ 1

[0074]  7F—uesjf 7y =04, CD16 2 % H R Jm S 5 SEQ 1D NO: 18{SEQ ID NO:2HfH % /b
70% ,80% ,90% 595 % [F] — P (1) 2 Ik . £ — L5t 77 s, 2 I gmhS 5SEQ 1D NO: 2.5
HE/AT0% [F)— P2 /080% [A —M:, IF HanZ=25SEQ 1D NO: 2#f & 1 , L5 55 158457 1 45
AR 2 K - AE— 285t 7 30, 2 TR 45 5SEQ 1D NO: 2245 £ /090% [A—1:, 7 H.
WIZZSEQ 1D NO: 285 I, B 7 55 158 AL [ 4 A R 1) 22 K o 72— 5t 5 X , 2 - IR 4
i3 5SEQ 1D NO: 254 £/095% [ —M:, JE HanZ % SEQ 1D NO: 2HfE 1, A5 S 2L I A
BRI 22 K o 76— S8 s 5 b, 2R WMAYSEQ 1D NO: 2. fE—Lesijifi /7 R, CD16 2 A%
FR gt A A B 55 4, B4 KCD16 T H e A B, sl & 5 A4 E A A
FEBR T A RilEr (I CD16 1 28 20843 3 F I HR A 52 AR IKT CD 1611 41 B 4 235 #4338 o 78 L A S it 77 =X
H, T DR R AL AR 2 K (WFLAG s myc , 2 A Z BRI VE) JHN B 24 22 K 1 0 28 R v 45 A 3

12
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DL FH 0 3R A s 250 K A o B 22 T o 0 A i ) 4 A 2R T G 1

[0075] 7 —bsitiy S, R B £ T-700 58004 £ A% B2 ICD1 648 (4 7E A /A TF IR VG
W, EEJRCD16 2 % H R K BE T LU ZI150 £ 29700, £1750, B 21800 2 A% R

[0076]  [R)VR 2 A% HF R /7 &1 6L gt 2 K 21 1K B L, BT I 22 K5 21 m BE CD 16 1 AR 44 . [
W2 A% FRIT 1 AFHE 5SEQ 1D NO: 5AH I 1 R IRAFAE 19 S5 7 28 R A8 57 o FH 4 2 A5 SEQ
ID NO:184SEQ ID NO: 2R & FEIR 7 H1 , H R IRAFAER AR 4A , 8 5SEQ ID NO:185SEQ 1D
NO: 255 /70 % AH I , 81 5221280 % , 90 % %95 %6 FHIF (1) 7 51 1) 22 K A ATA] 2 A% 7 R % 4NK-92
2 M AE A A FF VG A o 7 — e st 7 s, YR 2 A% TR )T 51 9w SSEQ 1D NO: 1BLSEQ
ID NO: 27 [ Of 57 S B R HUAR o 7E — e szt 7 =0, 4 5 R AR Z % TR )T 5 R, {H gmbs
FHIF] 22 KA 18] 3 [FJHCD 16 2 % 1 IR JT 41 e YNK-924H fifd .

[0077]  FEF A s, A5 FH A SAZCD16 B4 R /7 H1I 1K 2 A5 1 1 c DNAJF 41, 451 in7ECD 16
B R A B R g 2 A PR AN AR A (1) AL R R AR A ABNK- 9241 MY o 75 L Ath ST o, A FH K
HEAAIETSEQ 1D NO: 5[ 751 2 B 1R 7 F1 1 HAh A Fh ¥ CD 162 RHEMNK-9241 g -
[0078]  FE A7) A, A FH AR A4 O 01 %) 7 2 o A% AR AR 2 1K, B an SE AR TR N T 10 G ST
%) B, TN BRI APCRiF AR o v] LLAE v B [ DNA_E 3847 7€ 1548 (Carter, 19865 Zol ler
ASmith,1987) , B INIBEAS, MR LB AE (Well s, 1985) B HAh & & AR LLF= 42 CD1648
& (Ausubel , 2002 ; Sambrook #1Russel1,2001) »

[0079]  fE—2Lsiyiti 77 s, [ 25 CD 161 2 1% 1 R SR A% LA el A 4w A5 CD 16 () 2 1R 5 471 1T
ANELAFCD161) TIRE o 4540, FTLAZESEQ ID NO: 1EYSEQ ID NO: 29 7F “HE b 557 42 L ik I ik
BT FEE R IR 2 % TR

[0080]  SEQ ID NO:NO:15YSEQ ID NO: 2 ff <5 HUAR , i st — P 0 S SRR e A] — 28
ST 7 — S SRR HUAR , 78 N BT A FFIICD16 72844 (1) Y5 Bl N, R ZEZ RN S i b % 22 Ik
P o R 51 B AR AT R AR N TN - 52m (1) 22 KB B2 00 55 44, 1] an BT B sl a— I e #4g
%, (2) H a7, (3) Bk, B (4) B 0 085 10 A4 AR 1) JE AR 51 LR T LUB HCD 16 22 BRIV Thie
BRI G o AR DR ST HUAR 75 B A L 8 50 H 1) — AN B SR A 3 9 53— AN 5o AR T DA
B 5N BIR S HUARAL s B e 4 5 N B AR LR S AL R o

[0081]  7F—ksijii /7 xCH , CD16 % JRARAAR K S 22 /0200 & 2R , I+ H.5SEQ 1D NO:
15(SEQ ID NO:2HA 2 /b70% 2 B 741 A — 1t , 52 080% , 5 22 /090 %6 [A] — {4 . ££— 4L
St 7 2, CD16 2 BR AR AR I K B o 28 /D 2254 R R 1R , I H. 5 SEQ 1D NO: 18{SEQ 1D NO:2
HAF F/70% G E MR T 7[R — P, 505 2080 % , 5% 2 /090 % [A] — P o 7 — e St 7 =0, 4
Z#SEQ 1D NO: 28 5E ), CD16 2 KB R 7E 25 1 5847 B A5 4 =R

[0082]  #E—uksijfi /X, g CD16 2 BRI A% BR v] 4w A CD 16 & &5 1 . CD16/@h & 2 Ik B
5 59ECD16 2 K& 1 CD 16 1 AT ART 8 3 B #EANCD 16 o A FH 2 40 75 v T (b = AR il & 22 i
140, A5 CD16 % Ik 2 #1788 (1 4nSEQ ID NO:18ESEQ ID NO:2) 54wf33ECD16/K) A%
2 (49 a0 g A S R 2 1 RIS 5 I 2 A% R 7 51 AE N (in—frame) fill & o 7 — S8 ST 5
vh, W DL A il A 22 B, b SRR 2 BK R 81 5 CD16 I C i i B A Y B 1 B AECD 16 L E
5, AT DAE 8 28 22 2930 % (1 CD 1640 i 57 25 #4338 o 3R A R B A1 ] LA 1 568 2 18 B 1Y 568 40 i B 1%
(5 4nADCCI B 14 ) o 75 B SE i H , ik 8 1 (81 40 ok L e Ik B2 4 B B0 32 4 (L3 (EAS
fE T Ig-a,Ig-B,CD3-e,CD3-d,DAP-12F1DAP-10) [ 45 A445) 5 ARCD 162 il 53 5 K3 (1) 346 43

13
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[0083] & JE PRI AT L@ i B ARG 1, B4 A 4 51 90 89 B S ALDNA& A FIPCRYT™
W, BT IR 51 0 R AN SR ] B TR ) B AN O H g, LB S AT DARRR K IR B
LA ik 25 PP 41 (Ausubel , 2002) o ¥ 2 EA 2 T, HARZER CD16HE Py 7 5 [ 2
A& )

[o084] AT

[0085]  NK—924H ffd (1) 20 Ffa B 14 H ke T~ 2 P IR - (49 o )3 4 A 352 (TL-2) ) [ A7AE o Af
AR TS IR 76 R W RRASR R 77 Hh OR AR A9 HENK -9 240 i B 75 1) TL- 201 AR A& Y2 1 . [+
N2 DA AR DA 4k 2L 30ENK 9240 A i) =it TL-24% 5 1iE A R BIE

[0086]  f&—dbsizjifi Jy A , FIAFCRINK-9240 f 4 13E — DB DL R ik 2 /b — Fh 4l o [ -7
AE A FE R A B AR S 77 X, 22— R g e F & IL-2, IL-12, IL-15, IL-18, IL-21 5k
AR AR 1 SE it 7 =, 4R A 1 A& TL-2 . 78 e st 7 0, TL-2742 58 [\ Py J5E Y Y
AR, FF H O R F 21 Cas9,

[0087]  FE—ANsiiti 7 X, IL-2 5% TL-25| F 2N BN G 5 57 51— LR 1E  fE— L5k
Tt 77 A GmAS IL-20 2 % R g i B G SEQ ID NO: 7/F 511 2 ik« A2 B8 A, (H 2 4
TL-25 3 2 5 SR VR TL-20L f2 LAEAT H 20 WA I 7K1 3238  (H AN 40 i At RE TR T L -2
Z W Konstantinidis%§, “Targeting IL-2to the endoplasmic reticulum confines
autocrine growth stimulation to NK-92cells”Exp Hematol.20054:2 H ;33 (2) :159-
64 7] L7 nid it B AR PR A7 AE DT 1E I S0 RAAFecRIINK-9241 il .

[0088] L yEVRYT

(00891  HifA T DA FH - 5 ) g Sk Gl B A T hE AH DS b B 4R A . Y 2 Ak O & gt v
T ERME ST HEAE o

[0090] %2 i BH ML VA T 14 B e B P A

14
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[0091]
FDA 3t 64976 55 P58 5 e Ak 04 524
. ; . ERE (B
5 IS T
J}Tu% 'FEJ-*TZ 2 j ﬂ’a’h‘ 3% 5% )
o % MK B 4m e
BT A4 i
R 2 Campath® Genzyme CD52 W
. EENE )
PSS X0 j?fiw fi
. . )
; ]izr;tzil?qa Adcetris® CD30 (ALCL) #»
EHeme i
Bristol-Myers
o 5 g . Squibb/Eli R AAEKET &MEMRE,
b
LHFL | Erbiux® Lilly/Merck N ST
KGaA
e L MEHTE
_‘:':‘._- wr E = D ANIN F] mv
ZZR¥ P | Mylotarg® Wyeth CD33 S5 (4

15
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[0092]
FDA 3t 4976 57 P38 55 I ARk 09 5241
. . ” EpiE (B
E A AR T ”

AR B AT AR A7 A )
B4 Spectrum FEFEHKE
(Ibritumoma  Zevalin® | Pharmaceutica CD20 7% (4% 46-90
b tiuxetan ) Is,Inc. HAR-111)

s " @ 5 5
(MDX-101) Yervoy® FABT CTLA-4 2 &£7%
b o 2 T8 MR B 2w
Bk K I Arzerra® CD20 M
o EG8 bR AR
PAF|ZRHEHL | Synagis® | Medlmmune e = Ei i 5\3‘; e
FAx £
— K ’
P Vectibix® Amgen iﬁ%; 2 A
=%
) Biogen P
Al e, (BRI G rtea | GIDY jkﬁj{i’m‘
thera® h I
. . o 2 /,\
Fo % # I Bexxar® GlaxoSmithKli CD20 EE Jﬁ’ BT
ne J
2RI | Herceptin® Genentech ErbB2 FLAR I
M - %if“}é éﬁ‘m
Chlo A= e
Blinatunomab . .| B mLATIR &
CD3 T-m et .
ik MR B 4 e G
M (ALL)

EI M YN

F, BEASM

Merkel 482,
Avelumamab #-PD-L1 | #&; HHRE, 3L
MR, 97 5%
B, BE

I, WG,

16
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[0093]
FDA 3t/ 6956 57 M3 5% I ik 69 524
. & 3 - EpiE (B
FAR LA /8] e iv k)
QIEFEFS M R
By SR, 2 524K
fit I
Daratumumab CD38 % KRR
SLAMF7-7]
T F(&AAH CD o
KT Skt 319) 4 e | R EH AL
M FUR

[0094] iR DLdE I 2 FLEIATT e » 24 S P2 40 B LONK 41 B il id Fe 2 R anCD16 5 45 &
B S PR ) PR 25 BB 5 R AR PO AAR A 2 4 %) 48 g B 4% (ADCC) o

[0095] DAk, 7E— 2Lt 77 30 , R IACD16INK-92 40 Ml 5 51 % 4 5 HaiE AH G B 1 51 5119
ok —Ee i 1T R .

[0096] it R IAFcRIINK-924H g m LA 55 ik FH 50 v B o4k () B @R AT, BB 5 =Xt AT
fENK-9241 g 72 JAF cRI1) 38 A% A8 115 6 5 150 411 1 51 2 A A0 498 1 808 400 o - ik % NK T A 5 1)
ADCC, M -5 B PR SENK G i 307 « 75— e st 7 =0, fE O & R e B HUAR R I 2 il 2
Ji » T 52150 Tt PR IKF cRAONK-92 40 i o £5 — B8 St 7 30, 6 It 90 e g U AR (1) 24 /NS
W, BUPE LS/ Y, BFE 12/ Y, BRAES /N N BRE6, 5,4, 3, 28 1/INE P it FH 3R 1A F e R 1Y)
NK—-924H ffd o 75 — 2 52t 75 X, 75 e FH 904 S5 24 22 72 /M) e FH 2R IAF cRINK-9241 g . 76—
S st 7 AR, 7R TR 1, 2, 3ER4 R BRE KB 1) P it FH 2R IAF cRIFINK-92 41 il

[0097] 7 —uesjia 5 =, Tk FeRIGINK—92.4H Hil FH 2 v [ 70 4 4k 0 ik oA it R o 7 — e 5
Wi 75 b, FEIAFCRIFINK-924H i 4k B 22403 25 s o

[0098]  ZEA K W — N5 T » ¥4 1A FeRIINK 9240 il 5 ¥4 77 1k B4 5 [ i 44 (9 G i £ 24
Po) H A T A B s Y B35 AR — s 7 s, RIAFcRINK-924H i L5 Fif 2 B gl
[i) B it FH & 7 — 26 52t 7 S, 78 2L IR O B BTiG 7 52 10 J5 i FH 3R IR FeRIFINK-92 41 g .
FE— et 7 U, 78t R4S BT 24/ N P BRPE L8/INIF 1A, BRAE 12/ P, BRAES /N
WELAEG,5,4,3, 281 1 /N A it P 36 TAF cRIGINK-92 40 i . 7F — S8 52 jiti 7 2 b, 78 it F R ¢ 3
PG 24 22 72/)N B T K 8] it FH 2R A FeRIFINK-9240 il

[0099] £ 55— 7 TH , ¥4 FRIAFcRINK-9240 i 5 il 22 Bk B Hu2H & it FH 1 8 A i (an L AR
TEEy B ) 1 B AR Sz 7 2, FRAAFCRINK-9240 il 55 it 2 Bk 24 450 1 5] B it FH o 72
— it 7 A, 7F #h 2 Bk BT 2 5 it R TAF cRAGNK-9 240 it . 78 — szt 5 b, 76 i
i 2 ER BRI 24 /N8 N, BRAE L8/NBT Y, BRTE 12/8E Y, BTES/INES PN B 7E6, 5,4, 3, 28117
IF A it FH 22 IAF cRIFNK- 9240 il o 7F — 28 St 77 U, 76 7 A il 2 BR B 0 e 24 22 72 /NN B 5
K F 8] it FH 22 A FeRIFINK-924H Jifd

17
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[0100]  7E HAMNKI 5T , #5 FETAFcRINK-9240 ffl S brentuximabZ & jiti T B & &5 &k
EL YR ) BB 3 7 — L st 7 TP, FIAFcRIFIINK-9241 g S brentux imab# [7] 5 i Y o 75 — L
St 7 Z0 3, fEbrentuximab 2 Ji it FH 32 A Fe RIINK-92 40 fitd . £F — L8 52 it /5 2, 7E Jite F
brentuximabf] 24/ N, BEAE 18/INEF N, BYAE 127N N, B ZAES/INESF N B8R AE6, 5,4, 3, 288 178
INF P Tt FH 2R A F e RIFINK 9241l o £ — L85t 77 U, 7E it Hbrentuximab 524 22 72 /N 8 5E
st 1] it FH 22 35 F cRIFINK 9240 fifd

[0101]  7E A AN 5 TH , B K IEFcRIINK-9241 il 5 daratumumabd] & it I T S H 2 K HEE
BRI B A — o5t 7 R, ISP CRIINK-924 il 55 dara t umuma bk [&] B it B o 78 — L&
St 7 703, fEdaratumumab 2 i it FH 32 A Fe RIINK-92 4 fitd . £F — L8 512 it /5 2\, 78 Jite F
daratumumabff] 24 /NN, BRLE L8/, BEE 127NN Y, BUZE S/ NISF N B 26, 5,4, 3, 281 /)N
I A it FH 2R F e RIFINK-92 40 il o /£ — L5t 77 U H , 787 Fdara tumumab f5 24 2272/ B
st 1] it FH 22 35 F cRIFINK 9240 fifd

[0102] #EEERIFRIE

[0103] AT DA i A EL AN G A AR AT AL 4 7% ZE R (1 anCD16 AN TL-2) T A% 4k 2]
Ik ook Hh o e DR AT DA TR AN B A R BAS [R) 1) 2k ook o o 7R DRI 1) STt 77 SR, B ik
DRI#E A [F] R bRk .

[0104] W DAAsE FH A5 33 0 60 PR A ] Bk Ef 25 8 07 o0 e e R 5 ANK-92 40 i, (035 451 G Fl,
2 AL, MR e Y, %% G ml TR R

[0105] A DAl AR ] B0 O 3R AR Ik CD 16 AT L2 7 — B8 52 it 5 3, 3 4 2 390 6 3 0
BRI 7E — 2 st 7 5, B R TR B AA o AT DA R 1 L Ath s 2 AR A B 3 s B AR A
IR B A, FR AR B A R B AR S

[0106] W] LL3d ik &6 5k 450 58 P 4 A 1) S A5 14 A Tt FHINK 9248 i , 4811 2, Bk A4 o] DA it
FHZ110004™ 40 B /2 5 21 25 22 2510042/ G /R 58, n 2y, /029, 8 2 291 X 10°%, 1 X
107,5X107,1X105,5%X10°,1X10°,5X10°,1x10%,5x10%,1x10%,5Xx10? (&%) ANNK-92
A /RS, BT B ART PR A D8] B A AR 9 Bl gt Ao 78 B st 7 =0, AT DAIE
HREL 508 P 248 S 7] 3 A (1) A it FHINK 924 i, 451 G, P A mT DA Tt FH 24710001 4 i 21
FZ 002G/ T3 M, Bl in gy, /04y, 8l 2 291 X 10°%,1 X 107,5X 107, 1 X 10°,5
X 10°%,1X10°,5%X10°,1x10%,5X10%,1X10%,5X 10% (Z£45) SNK-9241 /T 50 M, 5%
R AT ART P A 2 D P A A 3 B B 4 ity o 7E — S =0, ) BB i FH 249101222930
ACANK-9240 i o /£ Fo At it 5 20, v LS TR R i AR I m™ T S 7 &, AR 11 X 101, 1 X
10°,1%x10%,1x10%,1X10"/m*. —f% A N1.6-1.8m%,

[0107] 40 F AT i& FINK-92H 0. , 56 5 B B A A/ sl L e P 77 vl DA i FH T BB g i Bl sk
PR BRI BB — Ik, B AT LA FH 22 O, el ey i e e 4, 2, 3,4,5,6,7,8,9,10, 11,
12,13,14,15,16,17,18,19,20,21,228¢23/Nif — % , 8k &E1,2,3,4,5,6 807 K — K, 8L B,
2,3,4,5,6,7,8,9, 1085 2 JAl— K, 8037 P BARART PR AN 18] R AT AR Y ] 0 38 3 12 o
[0108] st 4

(01091 DL R SRt fFIA FH T 150 BH B 1, T AS 45 A RE D Pl 2 SR AR 37 10 A K BH 1 BIR 1] o A% 431
AR 51 AT LS & P8 AREOR RS 77, LR AU 0 VR A S AR N 573 Bl By SE Tt T A %
i .
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[0110]  Sjiffs| 1 - CD16 B8 2H 300 4 S 05 75 1l 4%

01111 AR HEAsvHE J7 7%, 48 FBamHT AINot TRR Hil AL 55, K il i P G e BR R )y FeX 524k
ITI-A (Fc y RITI-AEECD16) [X R BE-158 (F158) ) , 58 ¥ 41 : SwissProt P08637 (SEQ 1D
NO: 3) THIMESE A A 2% 3K (SEQ ID NO: 1) fICD16¢DNA X52645. 184 A5CD 1652 4 ) 5
N BT (B R -158 (F158V) (SEQ ID N0:2)) , 52 # %41 : SwissProt VAR 008801
(SEQ ID NO:4) ] 25 251478 A . v [ 21 X000 s ¥~ 33 % 55 9 B K I8 % 44 pBMN-TRES-EGFP (1§
HG.Nolan,Stanford University,Stanford,Calif.) .

[0112] ¥ EH#EAA S 10uL I PLUS™MR 7 (Invitrogen;Carlsbad,Calif.) &4 s FTING
(1) 76 135 Opti-MEM® (Invitrogen; MEM, /N 55 55 37 38) BB 2 1000l ; 18 14 ¥4 8uL
Lipofectamine™ (Invitrogen) A F100uL T HNIE ) 7 ML Opti-MEM® dh iy it — 25 5
B I 16 IR T E 157 B0 AR 58 5 i A Ui 6 76 i % Opti-MEM® {1 1%98 & ik
PH SR N ImL . ffPhoenix—Amphotropic@ 34 (F HG.Nolan,Stanford
University,Stanford,Calif.; (KinsellafiNolan,1996)) fFE6fLtk T A K ET70-80% I 7,
I FHenL BN A 1 iE Opti-MEM® 55973 (Invi trogen) Pk b 15953 )5 , [ A4
LI ImL 2 H # AR 7ELipofec tamine ™MPLUS ™R 771 Hh (VA , HE 4 4l I £E37°C , 7% C02/F
AR NI E 203/ S A 10% 54 13 (FBS) B 4mL 00 IIHR RPMT 35 77 2% hn A\ 2]
AL, R IRAESTC, 7% COo/ P 2 SR NI B I - AR Ja B 2 1 72 55 s H6mL i
I 7 i35 O pti-MEM® vk i 40 - i\ 2L 76 i i O pti-MEM®; 314 40 g #£37°C
7% COo/ V472 A T B B 48/ .

[0113] ¥ & 851 s S B2 1) 1 5mL B RE B 0o A 5 BL1300rpm i /005438 DA Bk 25 41 o A
YHMRE s HB EIE R RS ) 55— A 15mL YRR B0 R o A B AT S BRI 20ul PLUS™ R0
NIR BB R SRR FEE 15040 IESYH IMASuL Lipofectamine™; I
BIRAMEER NHIRE 15080,

[0114] St f5|2 « 4 TL—-2% [RURHTK [ % 2 PR o B 31 CD 16 3 2H 3 % Sj g 25

[0115] & FH JiR HF BB (TK) JE R AP~ A ER-3E B M TL-2 B KDEL kg ic () 44 22 4k
(KonstantinidisZ%,2005Experimental Hematology 33:159-64) il £ B 2H 10 #4540 55 , He
B8 BT # 3K TL-2 364 FH B 1) c DNAIE $2 $1)CD 16 pBMN-IRES—EGFP#E 44 HH 1t 2 [A] (Miah Al
Campbell 2010Methods Mol.Biol.612:199-208) . %R J5 ¥ pBMN-IRES-EGFP#: {4 7£
Lipofectamine™PlusfEfE N 4% |Phoenix—Amphotropictl3E 40 i 2 .

[0116]  SJtafs)3 : F4 TK , CD16FN TL—233 i 57 5 5. 47 5 FIINK-924H g

[0117] @it 1300rpm B o5 B EEfEXN R A 12. 5% FBS, 12.5% i I iE (FHS) 150010
rhIL-2/mL (Chiron;Emeryville,Calif.) FJA-MEM (Sigma;St.Louis,Mo.) H55F=HINK-924H
i o K R YT VE R T 10mL TG i Opti-MEM® 1 35 3 b 8475 X 1040 i (1 41
VTR 2 43 A DL 1300 pmdyt B4 543 5 o 400 i i i A2 St 497 1 BT 1) 2mlL 3 6 57 9
BRI, FFR 0 B B b B 1 24U 1 FR AR AR AE 1800rpm I 5.0 3043 8, FAE3TC, 7%
COz/ P12 SR N B 37N o 28 VR EE I A B8O R 3 115 BA o % 241t FH 8L 1) a—MEMA#
B R BIT-25K 0, FFAESTC, 7% CO2/ AT ST i & B 240 & - I8 3% 3 1 4
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A, B 5 T I iE Opti-MEM® 35 3% 3 b, I 4l FH %€ 6 3850 41 i 43 38 4 (FACS) & F 3
EGFPERIAIK 43 1%k , EGFP 5 £t X CD16 1) B AChR 5 W 3% [F] 2 . CD16 1 41 g 3% [fr R ik dd i
PUCD16H AN 5 T (1) 41 B 3E AT 5 988 Y € T UIE 512 o TL—20) 411 i 32 T 2R 38 ok F 44k 1) KRR it
NIL-2P0 AR BEAT o Gttt I 58 , 3 ELIL-240 38 P 58 Aid i B G 470 45 WX 28 9 ER-Markeridk
AT o P G BT UE S o R FH AT, 20 A % SR 40 A (i 44 WNK-92-TK-CD16-11.2) fICD16 41 iy 3%
[ ZRIXFNTL-240 B N R34 - 1@ it M0 gangey Lov i v BBUBAE , 70 AT 40 LAY TKER 3 o

[0118]  SEjafsil4 : 7EAMNEPE TL-24F FE B AFERTIB L T, NK-92-TK-CD16-TL-2 R ARAE M 1]
NK-9241 i i1 A= &

[0119]  NK-92-TK-CD16—IL-2 FIA A& frINK-9240 il 1 2 AE AN R TL-2 (1, 2001U0/mL) F74E
(B SR FRAZS ] R G W B B TC L2855 75 5, HAEAMEME IL-2 A E M B L N RS 7% .
SR JE DA% X S 40 A Fr BB

[0120]  j& ity =R i R P ECD16 FTL -2 K [HI K 1k - NK-92-TK-CD16- T L-2 F1 R AZ i 1]
NK-924H B /EAAFLEANIR T TL-200 15 L T 0% B 247N J5 3047 1 0 =0 40 B 43 BT S /s 7ENK-92-
TK-CD16-TL-2 R AR A INK-9240 g H B A FEACA R A M B2 1 E 5 ARAZ A INK-924H i +H
kb , NK-92-TK-CD16-TL-241 jitg 5 BB It CD 168 TH R IA ARG Z I IL-2 K H #K ik .

[0121] X bk BL5E o 7 5 NK-92-TK-CD16-TL— 24 i 2 75 S 15 55 M 3 A B AUNK—9 24 ity
) A K IR SR 36 45 DAAIE S, e RAB A IRINK - 9241 il 5 NK-92-TK-CD16-IL-2V8 & FLZE AN 1t
IL-2ANFEAE I L HE 35 55 o iX B 52 36 2 B, NK—92-TK—-CD 16— IL-245 SZ R A A& A FRINK—-924H
MO A, PO TL-2 8 /INBEI B 1 72 B vh o S5 b, SRAS A INK - 9240 g 78 AE SM R PE TL- 248
EAERI G DL T W05 B 487N JE 458 1R 38958 o AL 2, NK-92-TK-CD16-TL-2 4 ¥y 4 HE A= 7278
I B S AR AT .

[0122] Sz, iXEes5 R, X A Mo OREFEA & AN I TL-2 ) SR sy, ER-TL-2
T INK-92-TK-CD16- I L-2 4 Jfu (11 A= K .

[0123]  SEjitafsl5 : NK-92-TK-CD16-TL-240 ff ) 4= 5 PE s L AN 3 i 5 2% SR 2o v Bk
[0124]  TL-2f YRR RIA T e T B A B A K1 2519 20 Mo 58 A8 44 (1) 78 75 ke o [ERT U
PEAENK-92-TK-CD16-IL-240 il , NK—92—-TK—CD 16— T L—2 4 Jfa 1= EA& 115 fr NK—9 2 20 Ffa (17 42 P9 4™
14 SCID/NER A I BAE RS (250rad) H 2 A - 15-20°K J5 , 24 8 vl fish Sz (BL420. 5-
0.8cm) I, FNK-92-TK-CD16-TL—24H M &t Ik A V2 5 2 5 — 2 28 IEURH /N B R B RAB AT I
NK-924H B # fok P v 5 210 28— 2H/INBR HP o 3 ) /0N Rt FH A5 4 B R 7 o FH % D B80S 4t e
43 AN (FACS) KL IEGEPRIA , F T W W 5 457 AN 38 o 95 26 /)N BR 75 0 58 I 24 /N B #00 S 7 H 4
] 5 A7 ARG 38 o 247N S5, S8 B /N B2 A B SR A AR BNK -9 248 B 45 1B 9 1, TIINK-92-TK -
CD16-TL-24M M 4k 22 5 35 4 3 o 33 5 J5 48 /INEF , o HEL /I B A A AB 1 (1 NKCZH L P 08 12 /) BR DU
P HINK-92-TK-CD16-TL—-24H Ha (1) 5 5 54 &R 2 ] WA o 7060 FE/N BH, ifRe Btk 1) &
REFERT 1. 2emfI KN, KN 22 SR AT

[0125] ok B 2 A B/ e al 5e 4 e v 38 1 DA ZE 1 /N BRI 20 1 9 2H LA VP4l | o
DAL A T B o BB — % P 77 3 = 57 38 3% 45 (50ug) MM Y VA TT 55 — 4L B9/ - F 22 B 77)
YRIT SR I /N B o B B S T F T /R S BINK-92-TK-CD16-TL-240 ffd 7124 /N 22727/
IF P 2 PRI, 4R B R B T HG 7K o A8 2 B AGEI7 B/ B A NK-92-TK-CD16-TL-241
P37 S B ) 25k 452 18
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[0126] X LL4E SRR, TKHE K] ) A7 LE A fRNK-92-TK-CD16 - TL-2{R #:f % BE & F Uk, I
BH 1ENK-92-TK-CD16-TL-24M fd i £ 4™ 34 o B 51 A\ BINK 92 it Z €8 {7 o 11 7 AH [1) 300 4 S 0 25
BRI TKANTL-209 20 A FR At 1 3 5m IX AE ) 2 2 A Atk o TR R A M AR T TL-2,, BT DA T f%
B TK-CD16-TL-2FF 51|45 %5 1R 5 O 08 45 o IR b , 4000 A %o B8 5 4% 5 808K . S8k 2 JL TKIE IR H: HL AR
XTI A PR Mt 2 R 22 BT K AT b 75 I TL-224 (K

[0127] St f51)6 : NK-92—-TK—CD 16—~ TL-25% AN [F] 5 1175 40 Mo 2% P 448 b 2 1A s 12

[0128]  NK-92-TK-CD16-TL-2%% 3 4 iy it ik B V7 AEa-MEM (AN TL-2) Hr e, 3£ LA 1300rpm
DU 553 o K AT M LT B V7 AE a-MEMAR , 150408 , 3 DL 1 X 10°/mL (US4 -5 #E 41 M ) e 2R
(E:T)=1:1),5x10°/mL (E:T=5:1) ,1 X10%/mL (E:T=10:1) ,2X10°/mL (E:T=20:1) Bi&
H T REAT D2 () 40 A B ) 2% S5 0 U

[0129]  JM5ENK-92-TK-CD16-1L-2%% N 40 il K562, Daudi , TF-1, AML—193 F1SR-91 4 fita ft']
Y1 B M VE M (Gong % (1994) ) K562 (41 A 1) MDaudi (Burkitt) k& 4058 R 3K H
ATCC. EAEXN A 10% B 2F 1135 (FCS) [IRPMT 164085 35 5 rp (R 5 i 4L B 7 35 92 . TF-1 7%
FEAESHE2ng/mL AGM-CSFHIEF FR &L 1) & B8 A% 4 il &2 (KitamuraZ$,J.Cell
Physiol.140:323-334 (1989)) - AML-193 /& 7E10% 5637 2% {4 55 F= FEAF LE A & L N PR EFAG &
BEA U & (Lange®s ,Blood 70:192-199 (1987)) . TF-1FIAML-19340 i1 ¥53K 5 A 5 B 2116 Eb
V44 I B A T AN F1 R AR bl K A R B ve B S5 %D . Hogge I - o SR-91 2 HH Gong &%
(1994) M 2Pk 4 i 3 I (ALL) 3 (KlingemannZ%,Leuk.Lymphoma,12,463-470
(1994) ) 71 HA B 40 SRR AF 19 41 2R o & XENK RIS AL NK (A-NK) 200 Ff F 200 Ff 2544 2
AP SR LRAFZERPMT 1640/10 % FCSHT , %41 il & n LA b F 40 e R -7 3 7 T {45
SFNK—92 7% KUK

[0130]  ZEFRUERI4/NIF51Cr B BOR L A — 20 =4 Hu M FENK-92-TK-CD 16— T L -2 5 41 fitg %+
T 6 B L () 200 P B I VR L 9 S 2, FH100BL 51Cr (FE 3% BE A 1mCi/mL) FRicl X 1084NNK-
92-TK-CD16-TL-24Hf1 , - £E37 CHFE /NN o8 FH & B B Gk bk ik vk B80S 4H P, -4 6
SRR A LA3RAF10:1,3:1, 1: 110, 3: LRSI - BELL 32 . Ce 1 1Gro®% 77 Jik R VERA 14 %t
B, T BF % B L KM 51 % Triton X— 2 &  FEVIES SR 96 F LA h F-37 Clie &
4/ s NS FLIR B 700l _FyE W, F7-1# FHPackard Cobra Auto—-Gamma 5000 411140 &
4t (Meriden,CT,USA) 114 . B R BRI E 0t B LR AT : %R R 5 1Cr B il = (FE A
BT - E R0 / (B KRBT BRI X 100,

[0131]  NK-92-TK-CD16-TL-240 il %K56 2 F1Daud 1 4 B 1 2 o 25 12k 355 1 B 2 1 T R A8 A 1
NKZH 0 —9 2 1) 40 Jf 25 2 355 1 o NK—92-TK—CD 16— L—24H Jitd %o TF—1 4 it FTAML— 1934 Jfa ) 248 JHo %5
R AN KA R AEAT v T ARAB R IINK -9 2 41 11 40 Jf 975 At 7% P - SR—-9 1 411 g X NK-92-TK -
CD16-TL—24H i A1 ARAZ i BINK—92 2 Jfa () 40 A 2 M A FH 38 B Ptk « X Pios SR-9 1 4 Jfa 1) 48
i 25 T T A B = 55 SR-91 411t v B = A 5 SNK-9241 B ) U6 &5 4 BT 06 75 PR RGBS 20 7 — 5

[0132] St fs]7 : NK-92-TK—CD 16~ TL— 24 i ok A 54 15 11175 40 . F) 400 i 325 e

[0133] 7R EAHIZW 0B & VR 1 I8 149 S5 38 10 B2 W e IS A 9 o B
(BM) b, fE B R BRI E T , SRS FE M - & £ B4 (blast—enriched) B B A% 41 A
i#dFicoll Hypaque (Pharmacia,Piscataway,N.J.) %550 20020 2, 7 /ERPMI 1640
B 772 3P PRk o FENK-92-TK-CD16-TL-240 Jfid I ARAB M INK- 9241 fg 55 7R IR FE AN R A
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12.5%FCSAN2. 5% 5y IfiL i [ a-MEM:E 77 3 5 o S8 J5 A58 FH AR A 1 47N 485 R Ak 56 LU BENK -
92-TK-CD16-TL—2 4 Jift FH AR A M (INK— 92 248 Jf Sof £ I 5 A% o 160 40 JH 2 P 0 1

[0134]  NK-92-TK-CD16-TL—24 M5 1 LI ¥ A 110 40 B v fde v Ve BH 2 = T R AR AR I NK-92
YHHE o A BH [)INK-92—-TK-CD16—TL—24H Hfd 71 R i i 5 S Yt %) e 440 7 1 & A\ At L 5
M 5 A 2, 3 BLAE G AR AB A IRINK -9 2.4 i B8 % (g Ik 1] N R 4 AR F

[0135]  SEjif 58 : NK-92-TK-CD16-TL-240 ffid 75 A [ L9 5 Fh A2 A SCTD /N R AR A v 1 1
1w AE H

[0136] N T W FENK-92-TK-CD 16~ TL—-24H il (1) 42 P 2% Frfogg B 77, K4 5K E T 2 Sk ik B2 4
ot 7 % (ALL) BB« S0tk B B8 A s (AML) £ AN HTB-ALL B 14 3 10995 200 i S i
S.C.FAPAESCID/N B H i 2 A K AN 388, 7RI Lo s 36 wh 4 M /N R HR 19 3 00973 48535 [l WAL )
95 40 (B — R ABAR) o TN I SCID/NER T PL B 7E0 . 2ml. PBSHI K [ 45—k f%
AR5 X 1A [ L 75 40, 376 247N J5 38t LP . yE 54 6 FH0 . 4m1 PBSHR2 X 107"NK-92-
TK-CD16-IL-240 1 . 7E B A FIAS B AMEPETL -2/ 5 00, S48 32 177 50— & 415 7INK-
92-TK-CD16-TL-240fE , HAEE51,3,5, TRIOK it F o

[0137]  Fir5 N2 E MR FESCID/INGR AR 28 1 s A K o SR IE T T-ALL £ 3% L AML 835 FI AT B~
ALL 5235 (19 (3 11955 40 B 7F 4k 4 SENK—92—-TK—CD 16— T L— 2.4 i R AR AS 5 FRINK—9 2 200 i 1 i gk
[0138] 5 KRB AINK-9240 A 577 AHEL , FINK-92-TK-CD16-1L-240 fig VA J7 & 35 ZE K71
B, 73 i I K AEE o 32 5FINK-92-TK-CD16-TL-2 40 Ml vE 5 (1) 2 R e B i fs 64> A A7
T > AR 1 98 & 7E 5 o FANK-9276 97 /N RSB R WP B , (HAE64N H I 72 50N
HHOWE 5% 3] 1 11955 241

[0139] X ubsh B0, i FINK-92-CD16-TL-240 44 N Y& 97 13 I s e s A %, 7F B S
75 iy S KA R R

[0140] St f51]9 : ADCCA -5 1) 4 i 2L i

[0141] Sy vy B 32k 3 A0 80 ) e I JRg 510 7 22 b A 1 3 12 22 2030 43 Hb AR T R 28 %
P S PR RIFe (EE) #573 BI 456 , 545 I8 29 b %) 23 e e a7 A0 6 1 4 o %) 41 A 25
P (ADCC) ML & A o IR NK-9240 e JL-F- PR B 1 5 NKH M AH Q1 ) 1P Bl A 0 52 14 A 4 i
Vi AAE %, (H BT IR R IACD165Z 44, PR B AN BT DL 3 ask ADCCATL il 2R A S 241 o Gn SR 41 B % A 2%
Pk B A R 45 G250 77, M CD1 6% 14 1 225 DA Hh e N\ BIINK-9241 g A 78 ViNK-9241 il
IFADCCHLHIEE A FH -

[0142] 7t H T A B M 52 3838 1 3R IAFeRINK-9240 g 1 , 7 & & HE 48 S b ih
7 RTIR 52 3R Ja 24 B T2/, PRI 45 S AN R TR B 80R o F4 IAF cRIFINK -9 241 i Fn &5 &
o 240 PO P 042 ) 40 B 25 e AR FH 5 A A A PR NK— 9.2 248 L Py 240 25 4 FH R4 LU 388 AR 9B 2 20
FERN G BT A FIRH 97 P e 200 P

[0143] B 45 () ¥E41 A FNa [ Cr 1 B8 R Eh A ic o 5 °! [Cr ] b ic 1) #E 40 A A &5 o il e 5
SEMIPUALED. 01ug F5ug/mLZ [ K 22 Bk FE T AE 2 iR T~ E— 2P0 5 1570 8, Fa-MEMBER:,
TR FHRT ST 21 X 10°AN I/ mL i FE o K IR FE 1 X 10° AN /mL (E: T=1:1) ,5 X
10°/AN4HH /mL (B: T="5:1) [ 100uLi%k & 27 () #E 40 i A1 100uL R B 41, 1) , 1 X 104 A/
mL (B:T=10:1) ,2 X 10°gHfE/mL (E: T=20:1) 8i&E & F HEAT I I 5E 1Y 1000k 2 28 T [ ¥
2 AT 1 OORL AR N 48 i i N 296 FLV S EBAR I B AL  FEREANE : THE Z T il 6 = 2N E
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ALV AT VPAL o 5 22264 FL A L 25 B R AR IR (RN 48 i FH 100RL IR a—MEME 4R)
AR T 1) (5% S 40 B 10ORLAE a-MEMAR 2 % Triton X-1009E45& 5B AY) AR E: T
I F A= AL B2 “EADCC” X B, e A ST e AS B2 25 T Hiid 4 R e B 2 AN FL Ay
BL 25 1 AN FRIACD 1611 ARAZ 1 FINK-9 230 B 41 B A 9 FE 37 2 il F P A o S8 5 K5 i 7E 500 pm
B30 B, FFAE3TC L 7% CO2/ P47 25 AU T W B 4/N I o 725 B JH 245 I, 5 il 72
1500rpm N 200843 8, 3 WA FLH U EE 100mL_E 3B TR LLZE v iH8cgs -5, 1E v T4
BRI S EU [Cr ] BB B B o SR S SR e M S 1 0 B

[0144]  FHFRIEANE FMH K FHICD16) FIKF cRIFNK-9241 iy F & X S8 56

[0145] 7RIk EPUARAFIERIE LT » FRIEFCRAINK-924H f 5 7~ H X L Je 291 i 110 v 400 Pl 2 1
T T o ARAB U AINK -9 241 B 5 7~ H o) 900 e 200 P P 20 AR 200 3 12k« X e 25 RAIE 51 , R IAF R
NK-924 g 5. A 38 i ADCCHL I REA/E F I BE 77, 7 PR b AE HUAAAF AL B 185 B0 S T Irfyed 24t g
[ 38 8 R ¥R TR A o

[0146]  Sjitif5]10 : FAKF cRIFINK-924H g A1 35 Z ER R HTAE N I 7 FH AL AE SCID /N R A Y
W R AH G T E L R

(01471 f T Wt 0 R IEF cRINK-92 20 B (1) 44 N % IRd e 77, 4 R B S e & 88 1 B i
(AML) H35 1 1 195 40 3 ik S . C L M ZE SCID/INBR, ik 4 A K 3 488 73X Lo 52 536 v i F
MAZINER R PR I 85 1 TR SR P s P (B — IR A AR o X R HR I SCID/NRR T P 3 P A
0.2mL PBSHIR H 25— WAL 5 X 104N (4 1975 41 B , 76 24 /N S5 S8 L . v 5 it /2
0.4mL PBSFIT 2 Bk BT 12 X 10" ANFeRFRIE FINK-9241 il o 76 H A BN B A 5 2Bk bt
FITEDL R , sh 452 1578 — &R 51557 FRIEFeRINK-9241 i, HAE 25 1,3,5, THIOR i F . £ 2
BEABRA H ZERBPIE T X B AR FINK-9241 L7677

[0148] A I FESCID/INGR R B M AR K o FHERIAFCcRINK-9241 I8 5 7 ZER L&
YBIT /N IR IR VR, F BT MR R L fE AR B & 2R B ol AU R A
FcRAINK-9240 VG Y7 (1) /N B3 B vy , 11 HL b FNK-9295 97 B /N R B i o

[0149]  xubst R, FHRIAFCRINK-9241HE 5 5 5 B Bk (1 an #5 22k s H AR
YRYT I R R A R BT By K A G .

[0150]  Sijstif5i] 11« FEIACD16FN PN Joid X ] 4 TL—2 1K) JoORE 2 18 48 4 () 4

[0151]  {# FHGeneArt (Life Technologies) HGene StringfE M kit Fiki g 2e. Hix
NG EFE ol T B B HIlRE i, AN H B R Pk & Ml A7 T 2 wfE A7 2L (MCS) M 3 [ EF La
JA BT FISVAO SR BRFF ER A AL s 2H R iy FLsh I R I8 £

[0152] WAL BN RAE B ) 3 2 BamH 057 £, FAML SR VF kL ) £ 1AL , T ELik fo v 2B
e BEA% AT

[0153] P 3Rik [ 4% KR ACD16 158V/7 41, b J5 & IRES 7 3 A £ , bifi J5 /2 ERIL-2 7 71
(IL-2KDEL) , f#if3 IL—240 6] PN Jiii B o i i GeneArt XFCD16 AERTL-2 ¢ 41| — 3% #H4T 3505 71
1k, Lg N R R 220k B K AL . BT DL FHEcoRT FINot THIRR % 3L A o BT 43 mRNAJE ZEEF La 5 2]
T RO F- % 5% 4 , ERTL-27E TRES J3> F1 ¥ 4% il R Sz i ACD1 636 B 1 3t 1
JHOREL ) 7~ B o 12 BORE FH T 2 JeNK-92. 41 fifd

[0154]  Sjsti 5] 12« 458 FH TR FR K A4 5% GENK-92 . WA g

[0155]  NK-92.WHH &2 5 K2 Hm IR IG5 A R M —IffiBioreliance L /E4H Y 2
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(WCB,pl5 11/30/00) fif%F A A 12m1 X-Vivol0 5%HS+5001U/ml rhIL-2fT25%&H+ , 3F
HAF2-4 KA (X 28 X AR HBEX—vivol0 5% HS+IL-21, s 3t18-207K 43 &5 /46 4%) .
[0156] ¥ T AL JLINK-92 . WA I 7E500g T g% 1048 . 7 25 _E3E W, W A e 5
F15ml D-PBS 1 X, JELL500g B 0r 1073 B Ke TdE LA 1O 20 A /m1 1) 40 it 2% 1 o B T 2%
MR (Neon kit,Invitrogen) H . f# FiNeonHs ZE FLHL (5ug DNAXT100ul ZZ R A 1094
YT s 1250V/10ms /3Jhk 3, B 28 FLE & 3m1 25 ¢ E2) , FHpNEUKv1CD16 (158V) ~ERTL2J5
FiHL 27 FLNK-92 . WAH M o 44 22 8 28 FLA A M AR 15 77 2+ TL-2 (FE6FLARH , Am1 35 772 3% /L) H i
B, IAE10/16/14 (—IRPBSHER: /Beifk) F s BIA S IL-20 15 7= A b o A FPuCD169t 4%
(FalE3GS, /N TgG1k) APC-Cy 748 & 1) (Bd Pharmingen) , 730 HTCD163 ik  FERE M AN , 4
78 % A CD16BH I (4714 , B 2a) « 2190 % [ 2 i 7E 24 R 52 FA 1 (£, [&12Db) &

[0157]  K4NK-92.W CD16 (158V) ~ERIL240AE A ¥ (5AN /N, 1 X 104Nl / /M) 12/15/
14 (5AN/IMH 1 X 10PN R/ /NI - A 1B 553410 % DMS0, 50 %6 HS , 40 %

[0158]  PPAHVARIFINK-92.W FcR-ERTL24H L o 1 40 Ji0 fift 425 T AE T25 e il A & TL- 21 X~
VivolO 5% HSH 557 AH H H5APC-Cy 74 A M Hi-CD16HT 14k v F£ 3G8 , i@ it v =X 40 il R
(Attune) BB [ FREZCD16 (158V) 1L , {8 FHAH A 1% & DL fo VR AE 150 2 (B G FMFT . CD16%
ISBER T F2E (B3 .

[0159]  SiZjifafsl13 : ADCCIFE M i VAL

[0160] P54kl %t 5 R 2 & B i 2H A 11 CD20+ 41 i ZDoHH2 MR ADCCYE 1 . BE I (8] (n=9) ,
DL 5 HREET 44 [F Her2/Neu+ 2l Z2SKOV3 (n="5) MR . 45 B R e K4 . Rk
CD16A Py J5i X 48 7] P TL -2 A A M (ONK—92 . W2 fitg, (7 B 47 B yHaNK . 12/15) o i 7E
RFEYT — FECAd IS Xk SKOV—3 2011 i 18 560 () ADCCIE 14 , AN 55 ) 22 5 B 50— k2 fafi FH I St DoHH2
I o 3% 5% (1) ADCCYE %  ThehaNK . 12/ 1541 M 75 %] B8 (DoHH2 40 A , 5k 27T Bk s SKOV-341 i/ )
TP PR B IRADCCIE 1 o 4 5 HT iR — & it I, RBARIINK-92 . 240 i th A~ & 7R ADCC
.

[0161] St 451 11— 1 3P| 141 B 4 15 # v e P A4 26 & 458 IS, s FH BORL B4 12 1 L R ik
CD16ANTL~2FNK—-922 [l 2 3 H1 38 58 F¥T ADCC i 12

[0162] [ Y EEfif , A% SCHE IR A0 STt 451 A0 S it 77 XA T 5680 B 1, 9F B4 T =10 & pp i
A0 ER A A B A 2 AT AR N 51, EL A 5 7 A% R U RS ARHA S A R0 B SR 22
SREVFEEE A ARSI AT A MR 7 58 55 LRS- R i T B B i 51
PAH A SR AR

[0163]  UiBH 147313

[0164]  SEQ ID NO:1:flsEHFI/J SRR H v FeX AR TTT-AZEE IR T 51 (BB D) 4
15807 B 2R A AR AR b F RIZk .

[0165] Arg Thr Glu Asp Leu Pro Lys Ala Val Val Phe Leu Glu Pro Gln Trp Tyr
Arg Val Leu Glu Lys Asp Ser Val Thr Leu Lys Cys Gln Gly Ala Tyr Ser Pro Glu
Asp Asn Ser Thr Gln Trp Phe His Asn Glu Ser Leu Ile Ser Ser Gln Ala Ser Ser
Tyr Phe Ile Asp Ala Ala Thr Val Asp Asp Ser Gly Glu Tyr Arg Cys Gln Thr Asn
Leu Ser Thr Leu Ser Asp Pro Val Gln Leu Glu Val His Ile Gly Trp Leu Leu Leu
Gln Ala Pro Arg Trp Val Phe Lys Glu Glu Asp Pro Ile His Leu Arg Cys His Ser
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Trp Lys Asn Thr Ala Leu His Lys
Tyr Phe His His Asn Ser Asp Phe
Ser Tyr Phe Cys Arg Gly Leu Phe
Ile Thr Ile Thr Gln Gly Leu Ala
Tyr Gln Val Ser Phe Cys Leu Val
Tyr Phe Ser Val Lys Thr Asn Ile

Val Thr Tyr
Tyr Ile Pro
Gly Ser Lys
Val Ser Thr
Met Val Leu
Arg Ser Ser

Phe Lys Trp Arg Lys Asp Pro Gln Asp Lys
[0166]  SEQ 1D NO:2: =28 /)RR 158V BR B 1 v Fe X SZART T T-AZ LR IT 1) (R4

T o 16801 F 4Rz R br b T RIIZ
[0167] Arg Thr Glu Asp Leu Pro
Arg Val Leu Glu Lys Asp Ser Val
Asp Asn Ser Thr Gln Trp Phe His
Tyr Phe Ile Asp Ala Ala Thr Val
Leu Ser Thr Leu Ser Asp Pro Val
GIn Ala Pro Arg Trp Val Phe Lys
Trp Lys Asn Thr Ala Leu His Lys
Tyr Phe His His Asn Ser Asp Phe
Ser Tyr Phe Cys Arg Gly Leu Val
Ile Thr Ile Thr Gln Gly Leu Ala
Tyr Gln Val Ser Phe Cys Leu Val
Tyr Phe Ser Val Lys Thr Asn Ile

Lys Ala Val
Thr Leu Lys
Asn Glu Ser
Asp Asp Ser
Gln Leu Glu
Glu Glu Asp
Val Thr Tyr
Tyr Ile Pro
Gly Ser Lys
Val Ser Thr
Met Val Leu
Arg Ser Ser

Phe Lys Trp Arg Lys Asp Pro Gln Asp Lys
[0168]  SEQ ID NO:3:fisEFI /JZEERE H v FeX AR TTT-AZEE IR T 51 (RiEIE ) - %
AT T 2K B8 176 A% BT e U ) 55168607 B 176 ALK Phedr b T K112k

[0169] Met Trp Gln Leu Leu Leu
Met Arg Thr Glu Asp Leu Pro Lys
Val Leu Glu Lys Asp Ser Val Thr
Asn Ser Thr Gln Trp Phe His Asn
Phe Ile Asp Ala Ala Thr Val Asp
Ser Thr Leu Ser Asp Pro Val Gln
Ala Pro Arg Trp Val Phe Lys Glu
Lys Asn Thr Ala Leu His Lys Val
Phe His His Asn Ser Asp Phe Tyr
Tyr Phe Cys Arg Gly Leu Phe Gly
Thr Ile Thr Gln Gly Leu Ala Val
Gln Val Ser Phe Cys Leu Val Met
Phe Ser Val Lys Thr Asn Ile Arg

Pro Thr Ala
Ala Val Val
Leu Lys Cys
Glu Ser Leu
Asp Ser Gly
Leu Glu Val
Glu Asp Pro
Thr Tyr Leu
Ile Pro Lys
Ser Lys Asn
Ser Thr Ile
Val Leu Leu
Ser Ser Thr

Lys Trp Arg Lys Asp Pro Gln Asp Lys
[0170]  SEQ ID NO:4: & sE Ml 2R G 3R 1 v Fe X AR T T T-AZ BB 7 71 (R & %

25

Leu Gln
Lys Ala
Asn Val
Ile Ser
Leu Phe
Thr Arg

Val Phe
Cys Gln
Leu Ile
Gly Glu
Val His
Pro Ile
Leu Gln
Lys Ala
Asn Val
Ile Ser
Leu Phe
Thr Arg

Leu Leu
Phe Leu
Gln Gly
Ile Ser
Glu Tyr
His Ile
Ile His
Gln Asn
Ala Thr
Val Ser
Ser Ser
Phe Ala
Arg Asp

Asn
Thr
Ser
Ser

Ala
Asp

Leu
Gly
Ser
Tyr
Ile
His
Asn
Thr
Ser
Ser
Ala
Asp

Leu
Glu
Ala
Ser
Arg
Gly
Leu
Gly
Leu
Ser
Phe
Val
Trp

Gly
Leu
Ser
Phe
Val
Trp

Glu
Ala
Ser
Arg
Gly
Leu
Gly
Leu
Ser
Phe
Val
Trp

Leu
Pro
Tyr
Gln
Cys
Trp
Arg
Lys
Lys
Glu
Phe
Asp
Lys

Lys
Lys
Glu
Phe
Asp
Lys

Pro
Tyr
GIn
Cys
Trp
Arg
Lys
Lys
Glu
Phe
Asp
Lys

Val
GIn
Ser
Ala
GIn
Leu
Cys
Gly
Asp
Thr
Pro
Thr
Asp

Gly Arg
Asp Ser
Thr Val
Pro Pro
Thr Gly
Asp His

Gln Trp
Ser Pro
Ala Ser
GIn Thr
Leu Leu
Cys His
Gly Arg
Asp Ser
Thr Val
Pro Pro
Thr Gly
Asp His

Ser Ala
Trp Tyr
Pro Glu
Ser Ser
Thr Asn
Leu Leu
His Ser
Arg Lys
Ser Gly
Val Asn
Pro Gly
Gly Leu
His Lys

Lys
Gly
Asn
Gly
Leu

Lys

Tyr
Glu
Ser
Asn
Leu
Ser
Lys
Gly
Asn
Gly
Leu

Lys

Gly
Arg
Asp
Tyr
Leu
GIn
Trp
Tyr
Ser
Ile
Tyr
Tyr
Phe
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70 A ATATE 2 B 1760005 B T il B R S5 15841 S 1 T6AL I Valbn b RIZL
[0171]  Met Trp Gln Leu Leu Leu Pro Thr Ala Val
Met Thr Glu Leu Ala Val Val GIn
Val Glu Lys Leu Lys Cys Ser
Asn Thr Gln Glu Ala
Phe Asp Ala Asp Gln
Ser Ser Leu
Ala
Lys
Phe
Tyr
Thr
Gln
Phe

Ala
Tyr
Glu

Ser

Leu Leu Ser Gly
Glu
Ala

Ser

Leu Leu
Phe
Gln
Ile
Glu
His
Ile
Gln
Ala

Val

Leu Pro Trp
Gly

Ser

Pro Lys
Val Thr
His Asn
Val
Val
Lys

Arg Asp

Ser Pro
Phe
Thr
Pro
Phe
His
Asp

Tyr
Gln
Cys

Leu Asp
Ser
Thr
Leu
His
Arg

Leu
Gly
Val

Pro

Ser Ser

Tle
Thr

Pro

Trp
Ala
Asp
Val
Leu

Ser Asn

Glu
Asp

Arg
Gly
Leu
Gly
Leu

Tyr
Ile
His
Asn
Thr

Ser

Asp
Gln
Glu
Val
Tyr
Gly

Leu Leu

Glu
Thr
ITle

Ser

Leu Trp

Cys Ser
Gly
Asp
Thr
Pro
Thr

Asp

Trp Arg
Ala

Asn

Arg
Thr
His
Cys
Thr

Lys
Gly
Asn
Gly
Leu

Lys Tyr Leu Lys

Phe
val
Ala Val

Asn
His
Phe
Ile
Val

Ser

Ser
Val
Pro
Gly
His

Lys
Glu
Phe
Asp

Ser Pro Lys
Gly
Gln Gly
Ser Phe Cys Leu Val Met
Val Lys Thr Asn Ile Arg
Lys Trp Arg Lys Asp Pro Gln Asp Lys

[0172]  SEQ ID NO:5: KA1 I s R B v FeX ZARTTI-A (R4 10 2 1% (4
TS 255 1 58AL I 2K A 2 IR)

[0173]

Ser
Phe
Val
Trp

Asn
Ile Ser
Leu Phe
Thr Arg

Leu Lys
Thr

Leu

Arg
Ser

Ala
Asp

Ser
Val

Ser

Leu

Ser Lys Lys

atgtggcagc tgctcctcce aactgetcectg ctacttctag tttcagetgg catgeggact

gaagatctcc
ctctgaagtg
ctcaagccag
acaaacctct
ctcggtgggt
taaggtcaca
aaagccacac
agactgtgaa
ccaagtctct
acaaacattc
aatga
[0174]
[0175]
Thr

Leu

Asn
Leu
Thr

Leu

Leu
His
Gln
Val
Ala
Thr

Ser
Leu
Thr

Leu Thr

Ser
Leu
Arg
Gln
Lys
Glu
Ile

caaaggctgt
ccagggagcc
gcctecgaget
ccaccctcag
gttcaaggag
tatttacaga
tcaaagacag
catcaccatc
ttctgettgg

gaagctcaac

Ala
Asp
Met
Cys
Asn
Leu
Val

ggtgttccectg
tactcccecetg
acttcattga
tgacccggtg
gaagacccta
atggcaaagg
cggctcctac
actcaaggtt
tgatggtact
aagagactgg

SEQ ID NO:6:HfAERITL-2

Met Tyr Arg Met Gln Leu
Pro Thr
Leu Gln
Leu Thr
Leu Glu
Phe His
Lys Gly
Glu Phe

Ser
Ile
Lys
Glu
Arg
Glu

Asn

Ser
Met
Phe
Glu
Leu
Ser

Leu

Leu Ser

gagcctcaat
aggacaattc
cgctgcecaca
cagctagaag
ttcacctgag
caggaagtat
ttctgcaggg
tggcagtgtc
cctttttgcea

aaggaccata

Cys
Ser Thr
Leu Asn
Phe Tyr
Leu Lys

Lys
Met
Pro Arg

Thr Thr
Arg Trp

Phe
Tle

26

Gly

Pro

Asp

ggtacagggt
cacacagtgg

gtcgacgaca
tccatatcgg
gtgtcacagc
tttcatcata
ggctttttgg
aaccatctca
gtggacacag
aatttaaatg

Tle Ala
Thr

Asn

Lys
Ile
Pro Lys
Glu
Ile
Cys
Phe

Leu
Leu
Met
Thr

Leu
Gln
Asn
Lys
Glu
Ser
Glu
Cys

gctcgagaag
tttcacaatg
gtggagagta
ctggctgttg
tggaagaaca
attctgactt
gagtaaaaat
tcattcttte
gactatattt

gagaaaggac

Leu
GIn
Lys
Thr
Leu
Ile
Ala

Ser

Ser
Leu
Tyr
Ala
Val
Asn
Tyr
Gln

Ala
Leu
Asn
Glu
Asn
Asn
Asp
Ile

gacagtgtga
agagcctcat
caggtgccag
ctccaggccce
ctgctctgcea
ctacattcca
gtgtcttcag
cacctgggta
ctctgtgaag

cctcaagaca

Val
His
Lys

Leu
Glu
Pro
Lys
Ala
Ile
Thr

Ser

Leu
Leu
Val
Glu
Ile
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[0176]  SEQ
[0177]  Met

Thr
Leu
Leu
His
Gln
Val
Ala
Thr

Asn Ser
Leu Leu
Thr Arg
Leu Gln
Ser Lys
Leu Glu
Thr Ile
Leu Thr

ID NO:7:IL-2-ER

Tyr Arg Met Gln Leu Leu Ser Cys

Ala Pro Thr Ser Ser Ser Thr
Asp Leu Gln Met Ile Leu Asn
Met Leu Thr Phe Lys Phe Tyr
Cys Leu Glu Glu Glu Leu Lys
Asn Phe His Leu Arg Pro Arg
Leu Lys Gly Ser Glu Thr Thr
Val Glu Phe Leu Asn Arg Trp
Gly Ser Glu Lys Asp Glu Leu

27

Lys
Gly
Met
Pro
Asp
Phe
Ile

Ile
Lys
Ile
Pro
Leu
Leu
Met
Thr

Ala
Thr
Asn
Lys
Glu
Ile
Cys
Phe

Leu
Gln
Asn
Lys
Glu
Ser
Glu
Cys

Ser
Leu
Tyr
Ala
Val

Asn

Gln

Leu
GIn
Lys
Thr
Leu
Ile
Ala

Ser

Ala
Leu
Asn
Glu
Asn
Asn
Asp
Ile

Leu
Glu
Pro
Leu
Leu
Val
Glu
Ile

Val
His
Lys
Lys
Ala
Ile
Thr

Ser
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¥t 2 A K8
0JNK-92 WCB CD16-APC Cy7.fcs Cells  |23128
G|NK-92 FCR-IL2 CD16-APC Cy7.fcs|  Cells | 21703
1003 APC-Cy7- APC-Cy7-
1 H-220 \ " H+78.0
80
60

4ta+48 X A7 44 (Normailized To Mode )

10" 102 10% 10% 10° 106
RL2-H :: APC-Cy7-H

K] 2a
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101 102

103
RL2-H :: APC-Cy7-H

104 10°% 106

K2b
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Bt 482 LK
0O|NK-92 web CD16-APC Cy7 fos NK-92 | 30151
GINK-92 FoRIL CD16-APC Cy7 fcs NK-92 30226
1.2K77 APC-CyT-  APC-Cy7-
H-10.3 1 H+89.7
900-



N 107427578 A W OB BB 4/5 T

e Q
= -
N N
ol
b
]
Jf i
] 3
:‘g b
¢
¥
=
o W
&
© L8
D .
(&)
O
Ty
e s s R R T T )
QO 0O 0O 0 0O Q0O O O O
O O WM~ O W T MO N
% ¥ ¥9100

K3

31



5/5 T

jwBn [gyw]

b fo vo_.o Pomu.o L0000

B M E

HA

O O amn O s O

SLZLYNeY —O—
MCEHN ——

# £ ¥ € AOMS 200V

juyBn [gyw]

b _‘_o v@.o _‘O@.o 10000

A Y

}

CN 107427578 A

D’.IID::’..!D..\\\\.D

GLiZL MNey —O—
MZE6HIN ——

@ £ ¥ THHOQ 200V

OL-
-0
01
-0Z
-0€
-0
-0G
09
0L
-08
-06
-001

204V %

jwi/bn [gyuw]
L'0  L00 L0000 10000

IOPI

e._o

GL/ZL MNey —O—

M'Z6-HAN —1—

{ F21 1:6) ¥ ¢-AOMS 20QV

jw/bn [gyw]
100 1000 100

00

O e ® e O

SLZLMNeYy —O—
MZ6-MN ——

Lo¥ ¥ THHOQ 200V

oL~
-0
-0
[0
Loy S
-0S B
-09 &
L0 O
08

- 06
.00}

204V %

32

K4



	WO2016160602-PAMPH-915
	Biblio page:1
	PCT Article 17.2 page:2

	WO2016160602A2
	Biblio page:1
	Description page:2
	Claims page:39
	Drawings page:41

	2.pdf
	扉页
	权利要求书
	说明书
	附图




