|

2016/140983 A1 UL A 0 000 O O A

(43) International Publication Date

(19) World Intellectual Property ~3

(12) INTERNATIONAL APPLICATION PUBLISHED UND

-

Organization
International Bureau

=

ER THE PATENT COOPERATION TREATY (PCT)

0 0 0 0O 0 I

(10) International Publication Number

WO 2016/140983 Al

9 September 2016 (09.09.2016) WIPOIPCT
(51) International Patent Classification: (74) Agents: FESSENMAIER, Martin et al; Fish&Tsang,
CO07K 14/54 (2006.01) AG61K 47/32 (2006.01) LLP, 2603 Main Street, Ste 1000, Irvine, CA 92614 (US).
jzg‘;ﬁgoégggéo?l) AGLP 1/00 (2006.01) (81) Designated States (unless otherwise indicated, for every
.01) AG61P 9/00 (2006.01) . , . .
AG61K 47/28 (2006.01) A61P 11/00 (2006.01) kind of national protection available): AE, AG, AL, AM,
AO, AT, AU, AZ, BA, BB, BG, BH, BN, BR, BW, BY,
(21) International Application Number: BZ, CA, CH, CL, CN, CO, CR, CU, CZ, DE, DK, DM,
PCT/US2016/020294 DO, DZ, EC, EE, EG, ES, Fl1, GB, GD, GE, GH, GM, GT,
22) Int tional Filing Date: HN, HR, HU, ID, IL, IN, IR, IS, JP, KE, KG, KN, KP, KR,
(22) International Filing Date: KZ, LA, LC, LK, LR, LS, LU, LY, MA, MD, ME, MG,
| March 2016 (01.03.2016) MK, MN, MW, MX, MY, MZ, NA, NG, NI, NO, NZ, OM,
(25) Filing Language: English PA, PE, PG, PH, PL, PT, QA, RO, RS, RU, RW, SA, SC,
SD, SE, SG, SK, SL, SM, ST, SV, SY, TH, TJ, T™M, TN,
(26) Publication Language: English TR, TT, TZ, UA, UG, US, UZ, VC, VN, ZA, ZM, ZW.
(30) Priority Data: (84) Designated States (unless otherwise indicated, for every
62/121,748 3 March 2015 (03.03.2015) Us kind of regional protection available): ARIPO (BW, GH,
(71) Applicant: AVALON  BIOLOGICS  LIMITED GM, KE, LR, LS, MW, MZ, NA, RW, SD, SL, ST, $Z,

72

[CN/CNY; c/o IC Development Centre, Unit 608-613 -
No.6 Science Park West Avenue, HKSTP, Sha Tin, New
Territories, Hongkong (CN).

Inventors: YU, Kuo-ming; 2/F No.63, Mei-Lune St, Shil-
in District, Taipei (TW). CHOO, Qui-lim; 5700 Fern
Street, El Cerrito, CA 94530 (US). FOK, Manson; Pedder
Clinic, 4th Floor, 9 Queen's Road Central, Hong Kong
(CN). LAU, Johnson, Yiu-nam; 9 Seabluff, Newport
Beach, CA 92660 (US).

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:

with international search report (Art. 21(3))
with amended claims and statement (Art. | 9(1))
with sequence listing part of description (Rule 5.2(a))

(54) Title: COMPOSITIONS AND METHODS FOR PEGYLATED IL-11

(57) Abstract: Compositions
serum while having desirable therapeutic act
cated human or humanized IL-11 and has a
N-terminal amino group. Such compounds are ch

peripheral blood platelet increment after single i.v.
administration
BO%
70%
0% --m--1-11
2 40% —A— 14ONY
<
5 aom oo [12KL
—a— [40KY
20%
-------- Vehicle
0% B8

Figure 4

and methods are presented in

B activity while exhibiting significantly reduced plasma expansion.

ivity and presenting less side-effects. Most preferably,
20Kd or 40K.d branched PEG moiety, Y-
aracterized by substantially increased stability in serum and sustained biological

which recombinant IL-11 is PEGylated to achieve improved half-life in

the IL-11 is an N-terminally trun-
or comb- shaped in particular, coupled to the



WO 2016/140983 PCT/US2016/020294

COMPOSITIONS AND METHODS FOR PEGYLATED IL-11

[0001] This application claims priority to our copending US provisional application with the
serial number 62/127748, which was filed 03-Mar-15, and which is incorporated by reference

herein.
Field of the Invention

[0002] The field of the invention is pharmaceutical compositions and methods, especially as

they relate to PEGylated Interleukin 11 (IL-11).

Background of the Invention

[0003] The background description includes information that may be useful in understanding
the present invention. Itis notan admission that any of the information provided herein is prior
art or relevant to the presently claimed invention, or that any publication specifically or
implicitly referenced is prior art. All publications herein are incorporated by reference to the
same extent as if each individual publication or patent application were specifically and
individually indicated to be incorporated by reference. Where a definition or use of a term in an
incorporated reference is inconsistent or contrary to the definition of that term provided herein,
the definition of that term provided berein applies and the definition of that term in the

reference does not apply.

[0004] Chemotherapy-induced thrombocytopenia remains an unmet medical need because the
current treating regimen employs transfusion of platelets that may be in short supply and carry
a risk of viral contamination. On the other hand, recombinant human IL-11 can be given to a
patient to stimulate platelet production. However IL-11 administration requires daily dosing,

leading to marginal clinical efficacy and plasma expansion.

[0005] IL-11 is a cytokine and acts as a major signaling agent in hematopoiesis, and especially
in the stimulation of megakaryocyte maturation. Action of IL-11 is typically mediated by the
IL-11 receptor and glycoprotein gp130 with subsequent phosphorylation/activation of gp130.
Clinical uses for IL-11 include treatment of side effects associated with chemotherapy, which
is thought to enhance megakaryocytopoiesis and increase platelet counts. Recombinant human
IL-11 is commercially available as NEUMEGA® (Oprelvekin, Wyeth-Ayerst) and is approved
for the prevention of severe thrombocytopenia and the reduction of the need for platelet

transfusions following myelosuppressive chemotherapy in adult patients with non-myeloid



WO 2016/140983 PCT/US2016/020294

malignancies who are at high risk of severe thrombocytopenia. NEUMEGA® is typically
supplied in a single use vial containing 5 mg IL-11 as a lyophilized powder for reconstitution
with 1 mL sterile water for injection (administered at a dose of 25-50 pg/kg/day). The most
frequent adverse event associated with NEUMEGATM is plasma expansion leading to
life-threatening atrial arrhythmias, syncope, dyspnea, congestive heart failure, and pulmonary

edema.

[0006] IL-11 is cleared from the circulatory system relatively quickly and as such requires
multiple injections. For example, Neumega™ subcutaneously administrated in healthy men
has a terminal half-life about 6.9 hours (Product Insert of Neumega™). The poor
pharmacokinetics such as rapid renal excretion and proteolytic digestion, as well as its
associated adverse effect often reduce clinical prevalence. Moreover, daily injection also
means hospitalization to manage adverse event that not only adds on medical expense but also
damages quality of life to patients. As a result, platelet transfusion remains the gold-standard

for treating chemotherapy-induced thrombocytopenia (CIT).

[0007] Several attempts have been undertaken in the art to increase serum stability while
maintaining beneficial therapeutic potential of such compositions. For example, uUsS
2010/0098658 reports an [L-11 analog (mIL-11) in association with a polymer (PEG) that
exhibited enhanced resistance to acidolysis and increased serum half-life. In another attempt to
stabilize IL-11, as described in US8133480, cysteine variants of IL-11 were prepared and
selected muteins were further modified with PEG to increase serum stability. While these
modifications have improved serum stability or half-life of IL-11 to at least some degree, one
or more disadvantages nevertheless remain, including marginal efficacy in myelosuppressive

animals, complexity in production, repeated dosing, and formulation into injectable solution.

[0008] Because of lacking cysteine residues in IL-11, the ‘480 patent describes insertion of a
cysteine residue in the C-terminal amino acid sequence, conferring a functional group to allow
conjugation of a thiol-reactive polyethylene glycol chain. Although the biological activity was
conserved, the introduction of cysteine may yield intermolecular dimers and the production
yield of insect cells may be lower than bacterial production. Additionally the serum half-life of
so modified [L-11 when administrated intravenously in male Sprague-Dawley rats was about
5.6 hr for 40 KD PEGylation, which is less than desirable. Moreover, in animal studies using
cyclophosphamide-treated rats, the efficacy was marginal with the-other-day dosing scheme.

Another employed PEG conjugation onto N-terminally truncated sequence of IL-11 with 20
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KD PEG via amine or amide bonding was described in US 2010/0098658. Although the
N-terminal truncation did not reduce its biological activity, the serum half-life administered
subcutaneously in male Sprague-Dawley rats was about 8.5 hr, again falling short of desirable

stability. Additionally, the efficacy in an animal disease model was unknown.

[0009] Linear or branched PEG of 20 KD conjugating onto amine groups of IL-11 was
reported (Takagi et al. 2007, “Enhanced pharmacological activity of recombinant human
interleukin-11 (rhIL11) by chemical modification with polyethylene glycol.” J Control
Release, 119(3):271-278), such unspecific conjugation often resulted in multiple PEGylation

via reaction with lysine, histidine, and tyrosine residues as well as N-terminal amines.

[0010] Other reports have demonstrated certain carbohydrate modifications on the “non-core”
regions of IL-11 such as N-terminus and loops enhanced cell-stimulatory activities, suggesting
these regions are perhaps designed to limit biological activity of IL-11 (Yanaka et al. 2011,
“Non-core region modulates interleukin-11 signaling activity: generation of agonist and
antagonist variants.” J. Biol. Chem., 286:8085-8093). However, no desirable modification was

reported with stabilities and activities above unmodified IL-11.

[0011] Thus, even though several methods of stabilizing IL-11 are known in the art, all or
almost all have one or more drawbacks, such as limited efficacy and requirement for repeated
dosing. More importantly, even in modified form, adverse effects of IL-11 (e.g., plasma
expansion) were not reduced. Therefore, there remains a need for improved compositions and

methods to stabilize IL-11 while simultaneously alleviate adverse effects.

Summary of the Invention

[0012] The inventive subject matter is directed to compounds, compositions, and methods for
improving stability and half-life time of IL-11 in serum while maintaining biological activity
and mitigating side-effects. In especially preferred aspects, the inventors have discovered that
the amino acid position, manner of attachment, and type of PEG is critical to producing stable
and biologically active PEGylated IL-11, and particularly preferred PEGylated IL-11 will have
the same sequence as native human IL-11 but lack the N-terminal first amino acid, proline.
Moreover, such IL-11 will preferably be covalently modified at the N-terminus with a possible
secondary site at certain lysine residues within the polypeptide chain. Most typically, the

average molar ratio of IL-11 to PEG compound attached to the IL-111s 1:1.
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[0013] In one aspect of the inventive subject matter, the inventors contemplate a modified
interleukin 11 (IL-11) compound that includes an IL-11 polypeptide chain that is covalently
coupled to a PEG moiety, wherein the PEG moiety has an average molecular weight of
between 10-50Kd and has distinct first and second PEG portions, wherein the PEG moiety is
covalently bound to an N-terminal amino acid, and wherein the IL-11 polypeptide chainis a

human or humanized polypeptide chain.

[0014] Most typically, the IL-11 polypeptide chain is a human IL-11 polypeptide chain, and/or
maybe shortened by deletion of an N-terminal proline. For example, especially suitable 1L-11
polypeptide chain may have a sequence according to SEQ ID NO:1. With respect to the PEG
moiety it is generally preferred that the moiety has an average molecular weight of 20Kd or
40Kd, and/or that the PEG moiety has a Y shape. While not limiting to the inventive subject
matter, it is preferred that the molar ratio of polypeptide chain to PEG moiety is about 1:1 (e.g.,
0.9:1 to 1:0.9, or 0.8:1 to 1:0.8). In addition, it is contemplated that a second PEG moiety may
be covalently coupled to the modified IL-11 via an amino group of the IL-11 polypeptide
chain. Furthermore, it is generally preferred that the PEG moiety is covalently bound to the
N-terminal amino acid via an amine bond (however, amide bonds are also specifically

contemplated).

[0015] Viewed from another perspective, the inventors also contemplate a pharmaceutical
composition that include a therapeutically effective amount of an IL-11 compound according
to the inventive subject matter (e.g., as described above), in combination with a
pharmaceutically acceptable carrier. Where desirable, the composition may be formulated for
injection, and may include the IL-11 compound is present in an amount to provide a dosage
unit of between 10-100 pg/kg for a pediatric or adult patient. Additionally, it is contemplated
that the composition may be lyophilized, or in a liquid form for injection or infusion. As best
suitable, the pharmaceutical composition may further include a second pharmaceutically active
compound, separately, or in admixture with the IL-11 compound. Thus, kits comprising
contemplated pharmaceutical compositions together with other components (e.g., second
pharmaceutically active compound such as a steroid, an agent that stimulates platelet
production in bone marrow, an antibody, an analgesic, or anti-inflammatory agent, or a solvent

for reconstitution) are also expressly contemplated herein

[0016] Consequently, the inventors also contemplate use of an IL-11 compound according to

the inventive subject matter in the manufacture of a pharmaceutical composition. While not
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limiting to the inventive subject matter, especially contemplated treatments include (a) nuclear
accident/radiation induced bone and gastrointestinal damage; (b) chemotherapy induced bone
and gastrointestinal damage; (c) burn induced thrombocytopenia and gastrointestinal damage;
(d) chemotherapy induced thrombocytopenia; (e) trauma-, cancer-, or infection-induced
gastrointestinal damage or inflammatory bowel disease, (f) free radical-induced lung damage,
and (g) cardiovascular diseases. As noted before, it is generally contemplated that the
pharmaceutical composition is formulated for injection and/or that the pharmaceutical

composition is lyophilized.

[0017] In a further aspect of the inventive subject matter, the inventors therefore also
contemplate a method of increasing serum half-life of an interleukin 11 (IL-11) compound.
Preferred methods will include a step of covalently coupling an IL-11 polypeptide chain to a
PEG moiety, wherein the PEG moiety has an average molecular weight of between 10-50Kd
and has distinct first and second PEG portions, wherein the PEG moiety is covalently bound to
an N-terminal amino acid, and wherein the IL-11 polypeptide chain is a human or humanized
polypeptide chain. Most typically, the IL-11 polypeptide chain is a human IL-11 polypeptide
chain, and/or the IL-11 polypeptide chain is shortened by deletion of an N-terminal proline

(e.g., having a sequence according to SEQ ID NO:1).

[0018] In further contemplated methods, the PEG moiety has an average molecular weight of
20Kd or 40Kd, and/or may have a Y shape. Where desired, the molar ratio of the polypeptide
chain to the PEG moiety is about 1:1, and it is further contemplated that the methods may
further include a step of covalently coupling a second PEG moiety via an amino group in the
IL-11 polypeptide chain. As before, it is contemplated that the PEG moiety is covalently

bound to the N-terminal amino acid via an amine bond.

[0019] In further contemplated methods, the inventors contemplate a method of treating a
condition that is responsive to administration of IL-11. Such methods will typically include a
step of administering contemplated pharmaceutical compositions in a therapeutically effective
amount to a patient in need thereof. For example, suitable condition may be selected from the
group consisting of (a) nuclear accident/radiation induced bone and gastrointestinal damage;
(b) chemotherapy induced bone and gastrointestinal damage; (c) burn induced
thrombocytopenia and gastrointestinal damage; (d) chemotherapy induced thrombocytopenia;
(e) trauma-, cancer-, or infection-induced gastrointestinal damage or inflammatory bowel

disease, (f) free radical-induced lung damage, and (g) a cardiovascular disease. Exemplary
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preferred pharmaceutical composition for these methods may comprise IL-11 I40NY or
[20NY, and it is further contemplated that IL-11 is administered (e.g., subcutaneously) in a

dosage between 10-100 pg/kg.

[0020] Various objects, features, aspects and advantages of the inventive subject matter will
become more apparent from the following detailed description of preferred embodiments,
along with the accompanying drawing figures in which like numerals represent like

components .

Brief Description of The Drawing

[0021] Figure 1 depicts the primary sequence of IL-11 without N-terminal proline.

[0022] Figure 2 are images of SDS-PAGE gels with molecular weight markers and various
PEGylated forms of IL-11 as indicated.

[0023] Figure 3 is a graph depicting plasma concentrations of various IL-11 compositions after

single i.v. administration.

[0024] Figure 4 is a graph depicting platelet increment after single L.v. administration of

various IL-11 compositions.

[0025] Figure 5 depicts chromatograms of peptide maps for tryptic digestion of unconjugated
IL-11, I4ONY and I40KY in comparison.

[0026] Figure 6 is a graph depicting platelet increment after s.c. administration of various
IL-11 compositions (Daily injection for IL-11 in consecutive 14 days; and weekly injection for

PEGylated counterparts).

[0027] Figure 7 is a graph depicting hematocrit reduction after s.c. administration of various
IL-11 compositions (Daily injection for IL-11 in consecutive 14 days; and weekly injection for

PEGylated counterparts).

[0028] Figure 8 is a graph suggesting a correlation between maximal platelet induction and

maximal reduction of hematocrit.

[0029] Figure 9 are graphs depicting cell proliferation activity of PEGylated compounds in

7TD1 assays, in comparison to unconjugated IL-11.
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[0030] Figure 10 is an image of a non-reducing SDS-PAGE gel with silver stain illustrating the
purity of [4ONY at various loading quantities.

[0031] Figure 11 is a HPLC chromatogram depicting the product purity of mono-PEGylated
component for [40NY.

[0032] Figure 12 is a pharmacokinetic profile depicting the kinetics of the plasma
concentration of J4ONY after single s.c. administration, in comparison to single s.c.

administration of unconjugated IL-11.
[0033] Figure 13 is an overlay of circular dichroism spectra of IL-11 and I40NY.
[0034] Figure 14 is an ellipticity plot for IL-11 and T40ONY as a function of temperature.

[0035] Figure 15isa pharmacodynamics profile depicting the platelet production of

contemplated compounds in an animal model of myelosuppressive rats.

[0036] Figure 16 is a graph depicting the hematocrit reduction of contemplated compounds in

an animal model of myelosuppressive rats.

Detailed Description

[0037] The inventors have discovered that the type of PEG compound, the location of covalent
attachment, and the primary sequence of IL-11 are determinants to the stability and activity of
so modified IL-11. In particularly preferred and unexpected aspects, the inventors discovered
that IL-11 has substantially improved stability when truncated at the N-terminus by one amino
acid that is then PEGylated. Furthermore, the inventors also discovered that the particular type
and molecular weight of the PEG moiety is an additional determinant of stability, activity, and

toxicity as is further described in more detail below.

Contemplated Compounds

[0038] To investigate the influence of type, molecular weight, and attachment position of PEG
to [L-11, the inventors prepared various PEGylated IL-11 molecules from recombinant human
[L-11 having a primary sequence as shown in Figure 1 (identical with the native human IL-11
sequence, but lacking the N-terminal proline). It is generally preferred that the IL-11 protein is
a N-terminal truncated or modified human IL-11. For example, especially preferred truncated

forms include IL-11 molecules that lack at least one ot two or three (or more) N-terminal amino
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acids. Alternatively, the IL-11 may also be modified to have a N-terminal amino acid that is
different from the human unmodified counterpart. For example, a modified IL- 11 may lack the
first N-terminal amino acid and may have a second amino acid that is other than the second
amino acid found in unmodified human IL-11 (e.g., lacking P and having G replaced by V).
Most typically, N-terminal amino acids will be stabilizing amino acids and therefore especially
include M, G, A, S, T, V, or P, and in further contemplated aspects, destabilizing amino acids
(e.g., F, Q, N, R, etc.) may be replaced by stabilizing amino acids. Deletions of one or more
amino acids from the N-terminal end will typically be limited to the first ten, or the first five, or
) the first three amino acids. On the other hand, in less preferred aspects, deletions of one, two,
three, four, five, or more amino acids may also be implemented at the C-terminus of the IL-11
moiety. As a general guidance, deletions will generally be limited to those that do not or only
moderately adversely affect biological activity and/or stability (e.g., loss of activity and/or
stability is less than 20%, and more typically less than 10%). Alternatively, or additionally,
contemplated IL-11 molecules also include fusion proteins with IL-11 an exemplary fusion
proteins include those described in US 2010/0143973, which is incorporated by reference
herein. Most typically, the IL-11 is a recombinant protein and may be expressed in a suitable
expression system, and most preferably in a prokaryotic system (e.g., E. coli) or yeast system
(e.g., Pichia pasteuris). Of course, it should also be recognized that particularly preferred

forms of IL-11 are mature forms (i.e., without leader sequence)

[0039] Moreover, it should be appreciated that suitable IL-11 molecules need not be human
IL-11 but may be of any other (typically mammalian) origin. Therefore, suitable IL-11 sources
(recombinant or native) include primate, murine, porcine, equine, etc. These sequences may
then be at least partially humanized to reduce immunogenicity and/or increase stability and/or

activity in human. Similarly, synthetic consensus sequences are also contemplated herein.

[0040] PEGylation of contemplated [L-11 molecules may be performed in numerous manners
and includes covalent as well as non-covalent methods. However, it is generally preferred that
the PEGylation uses covalent binding to the IL-11. There are numerous manners known in the
art to covalently attach a PEG group to a protein and suitable methods include those that react
the N-terminal amino group or the C-terminal carboxylic acid group with a suitable reactive

group on the PEG moiety (e.g., aldehyde, maleimide, acid chloride, etc.), or sulfhydryl reactive
groups (e.g., maleimide, pyridyl disulfide, vinyl sulfone, etc.) that allow for disulfide bonding

to cysteine groups, or amino reactive reagents that react with an g-amino group of a lysine
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amino acid (e.g., NHS-esters, NHS-carbonates, triazine, groups, etc). Therefore, it is also
contemplated that one or more amino acids may be added to the N- and/or C-terminus to
introduce a reactive group suitable for attachment of a PEGylation group. For example, serine
or threonine may be added to allow for enzymatic attachment using a N-actylgalactosamine or
PEG sialic derivative, or a lysine for covalent attachment to the g-amino group, or a phenyl

alanine or threonine group for attachment to a hydroxyl group.

[0041] With respect to suitable PEG molecules for use herein, it is generally contemplated that
various molecular weights for PEG are appropriate, and contemplated molecular weights are
between 2 Kd and 200 Kd (average or nominal molecular weight). However, particularly
preferred molecular weights (average or nominal molecular weight) include those between
10-50 Kd per linear chain in a PEGylation moiety. Moreover, it is generally preferred that the
PEG moiety will have a single linear, or Y-shaped PEG moiety, and even more preferably that
such PEG moiety will have a molecular weight of between 20-40 Kd. Alternatively, suitable
PEG moieties may also include dendrimeric PEG constructs, as well as PEG moieties with
more than two linear chains. Where the PEG moieties have more than one linear PEG chain, it
is generally preferred that the chains have an average molecular weight that is substantially the

same (average molecular weight difference less than 15%).

[0042] In further preferred aspects, the PEG moiety is covalently attached to the IL-11 via the
N-terminal amino group of IL-11 and/or (optionally) to an g-amino group of an internal lysine
or the ring nitrogen of histidine. Due to the N-terminal covalent bond, it is preferred that the
molar ratio of IL-11 to PEG moiety is about 1:1 (e.g., 0.9:1 to 1:0.9, or 0.8:1 t0 1:0.8, etc.). In
addition, it should be appreciated that moderate levels of PEGylation may be present at internal
amino acid residues (e.g. between 10%-20%, or between 1%-10% of all IL-11 may carry an
extra PEGylated internal amino acid). For example, a second PEG moiety may be attached to
an e-amino group of an internal lysine or histidine. As is further shown in more detail below, a
particularly preferred form of PEGylated IL-11 is [40NY, comprising human IL-11 (lacking
N-terminal proline), to which is attached on the N-terminus a Y-shaped PEG moiety with an

average molecular weight of 40 Kd.

[0043] In still further alternative aspects, it should be appreciated that the PEGylation may be
mixed with respect to the attachment position of the PEG moiety and/or kind of attachment.
Therefore, IL-11 may be subjected to random non-covalent PEGylation and site specific

PEGylation at an N-terminal amino acid, or subjected to different site specific PEGylations at
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the N-terminal amino acid and an internal amino acid. For example, and most preferably, IL-11
(or any modified form thereof) may be PEGylated at the N-terminal amino acid and optionally
at an internal amino acid via a nitrogen atom (e.g., from lysine or histidine) in addition to the

N-terminal modification.

[0044] For example, and using the truncated IL-11 as shown Figure 1, the inventors performed
PEGylation using the PEG reagents as shown in Table 1 (where n and m are independently an
integer between 80 and 1000, depending on the molecular weight of the compound) following
experimental protocol as provided by the manufacturer and as described in more detail further

below.
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Table 1

After PEGylation of the truncated IL-11, the so obtained compounds were purified as also
addressed in more detail below, and the various PEGylated IL-11 molecules had the following

designations as shown in Table 2:

Compound code PEG size/KDa Structure of PEG Conjugation site (bonding)

120NL Single 20 linear N-terminal (amine bond)}

140NY Single 40 Y-shaped N-terminal (amine bond)

112KL Single 12 linear N-terminal (amide bond)

140KY Single 40 Y-shaped N-terminal (amide bond)

120NY Single 20 Y-shaped N-terminal (amine bond)

120NL2 20x1~3 linear N-terminal/lysine or histidine
{amine bond)

120NY2 20x 1~3 Y-shaped N-terminal/lysine or histidine
(amine bond)

105KL4 5x4~5 Linear N-terminal/lysine/histidine
{amide bond)

140NX Single 40 4-arm N-terminal (amine bond)

Table 2

[0045] Most notably, the inventors have discovered that the type of PEG moiety and the site of
attachment (and to some degree the sequence of the IL-1 1) had unexpected and substantial
influence on biological activity and stability in vivo. As is more evident from the experimental
data below, especially preferred PEGylations are at the N-terminal amino acid using a single

Y-shaped PEG moiety, particularly where the IL-11 was truncated.

Contemplated Compositions

[0046] Based on the inventors' discovery of extended biological activity of contemplated
compounds, it is generally contemplated that the compounds according to the inventive subject
matter may be formulated for treatment of various diseases associated with a lack of IL-11 or
characterized by a therapeutic response to treatment with IL-11. Therefore, and among other
contemplated uses, the inventors especially contemplate that pharmaceutical compositions

comprising contemplated compounds may be effective for the treatment or prevention of (a)

11
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chemotherapy-induced thrombocytopenia, (b) nuclear accident/radiation induced bone and
gastrointestinal (GI) damage; (c) chemotherapy induced bone and GI damage; (d) burn induced
thrombocytopenia and GI damage; (e) other causes of thrombocytopenia; (f) other causes of GI
damage, including inflammatory bowel diseases like Crohn's Disease and ulcerative colitis, as
well as pseudomembraneous colitis, (g) free radical-induced lung damage, and/or (h)
cardiovascular diseases, wherein contemplated pharmaceutical compositions comprise a
therapeutically effective amount of contemplated compounds (or pharmaceutically acceptable
salt, hydrate, or prodrug thereof), and a pharmaceutically acceptable carrier. For example, in
one aspect of the inventive subject matter, contemplated compositions are formulated for
treatment of chemotherapy-induced thrombocytopenia or GI damage or radiation induced bone
and gastrointestinal (GI) damage. Alternatively, or additionally, it should also be appreciated
that contemplated compositions may be formulated to induce acute phase proteins, and/or to

modulate antigen-antibody responses.

[0047] It is particularly preferred that contemplated compounds are included in a composition
that is formulated with one or more non-toxic pharmaceutically acceptable carriers. Suitable
pharmaceutical compositions are preferably formulated for injection or infusion, or for oral
administration in solid or liquid form. Thus, it should be appreciated that pharmaceutical
compositions according to the inventive subject matter may be administered to humans and
other (typically mammalian) animals using various routes, including parenterally, orally,

intraperitoneally, and topically.

[0048] For example, suitable pharmaceutical compositions for injection preferably comprise
pharmaceutically acceptable sterile aqueous or nonaqueous solutions, dispersions, emulsions,
or suspensions, as well as sterile powders for reconstitution into sterile injectable solutions or
dispersions prior to use. Examples of suitable aqueous and nonaqueous carriers, diluents,
solvents, or vehicles include water, Ringer's solution, and isotonic sodium chloride solution,
ethanol, polyols (e.g., glycerol, propylene glycol, polyethylene glycol, etc.), and suitable
mixtures thereof, oils, and injectable organic esters (e.g., ethyl oleate). Contemplated
compositions may also contain various inactive ingredients, including preservatives, wetting
agents, emulsifying agents, and/or dispersing agents. Sterility may be ensured by inclusion of
antibacterial and/or antifungal agents (e.g., paraben, phenol sorbic acid, chlorobutanol, etc.), as
well as by filtration across sub-micron membranes (e.g., 0.45 uM or 0.22 uM pore size),

autoclaving or pasteurizing, and radiation (e.g., gamma or e-beam). Where appropriate,
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osmotically active agents may be included (e.g., sugars, sodium chloride, etc.). While not
limiting to the inventive subject matter, contemplated formulations for injection are typically in
a pH range of 3-9, more typically 6-8, and most typically 7.4 +/- 0.3. Of course, it should also
be recognized that all liquid formulations may be preserved in various manners to facilitate
long-term storage/stockpiling. For example, contemplated manners of stabilization include
water/solvent removal using lyophilization, spray-drying, crystallization, adsorption on

(preferably biocompatible or pharmaceutically acceptable) solid phases, etc.

[0049] The compositions according to the inventive subject matter may be administered using
various routes, including orally, parenterally, by inhalation, topically, rectally, nasally, or via
an implanted reservoir, wherein the term "parenteral" as used herein includes subcutaneous,
intravenous, intramuscular, intraarticular, intrasynovial, intrathecal, intrahepatic, intralesional,
and intracranial administration (typically injection or infusion). Preferably, the compositions
are administered via injection, typically intravenously, and more preferably subcutaneously.
Contemplated pharmaceutical compositions may also be administered topically, especially
when the target of treatment includes areas or organs readily accessible by topical application,
including diseases of the eye, the skin, the lower intestinal tract, or areas exposed during
surgical intervention. There are numerous topical formulations known in the art, and all of such

formulations are deemed suitable for use herein.

[0050] With respect to the amount of contemplated compounds in the composition, it should
be recognized that the particular quantity will typically depend on the specific formulation and
desired purpose. Therefore, it should be recognized that the amount of contemplated
compounds will vary significantly. However, it is generally preferred that the compounds are

present in a minimum amount effective to deliver a therapeutic effect in vitro and/or in vivo.

[0051] Thus, in most preferred embodiments, contemplated compounds will be present in an
amount of between about 0.1 pg/ml to about 100 mg/ml, more typically in an amount of
between about 10 pg/ml to about 10 mg/ml, and most typically between about 5 ug/ml to about
100 pg/ml. With respect to a dosage unit, it is generally contemplated that contemplated
compounds are administered at a dosage effective to achieve a desired therapeutic effect,
typically 10-100 pg/kg, and more preferably 30-70 pg/kg. However, alternate dosage units
may be between 0.1-10 pg/kg, or 50-80 pg/kg, or 80-120 nug/kg, or 120-200 pg/kg, or even
higher. Viewed from a different perspective, it should be appreciated that a single-use unit of

contemplated formulations may include between about 0.3 mg to 3.0 mg of PEGylated IL-11,
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or between about 3 mg to 7 mg of PEGylated IL-11, or between about 7 mg to 10 mg of
PEGylated IL-11 (most typically with a specific activity of 7-9 x10° U/mg). Unless the context
dictates the contrary, all ranges set forth herein should be interpreted as being inclusive of their
endpoints, and open-ended ranges should be interpreted to include commercially practical
values. Similarly, all lists of values should be considered as inclusive of intermediate values

unless the context indicates the contrary.

[0052] In addition, it should be noted that contemplated formulations may include one or more
additional pharmaceutically active agents, which may be present in the same formulation, or be
separately made available (in a different type of formulation or the same), or be sold as a kit.
For example, suitable additional pharmaceutically active agents include various steroids (e.g.,
corticosteroids), agents that stimulate platelet production in bone marrow (e.g., LioCOs3, folic

acid, etc.), antibodies, analgesics, and anti-inflammatory agents.

Contemplated Uses

[0053] Contemplated compounds may be particularly useful as therapeutic agents for single or
combination use in the treatment of (a) nuclear accident/radiation induced bone and
gastrointestinal (GI) damage; (b) chemotherapy induced bone and GI damage; (c) burn induced
thrombocytopenia and GI damage; (d) other causes of thrombocytopenia; (e) other causes of
GI damage, including inflammatory bowel diseases like Crohn's Disease and ulcerative colitis,
as well as pseudomembraneous colitis, (f) free radical-induced lung damage, and (g)

cardiovascular diseases.

[0054] Consequently, the inventors also contemplate use of the compounds presented herein
for the manufacture of a drug for treatment of (a) nuclear accident/radiation induced bone and
GI damage; (b) chemotherapy induced bone and GI damage; (c) burn induced
thrombocytopenia and GI damage; (d) other causes of thrombocytopenia; (e) other causes of
GI damage, including inflammatory bowel diseases like Crohn's Disease and ulcerative colitis,
as well as pseudomembraneous colitis, (f) free radical-induced lung damage, and (g)

cardiovascular diseases.

[0055] Viewed from another perspective, the inventors also contemplate methods of treatment
of () nuclear accident/radiation induced bone and GI damage; (b) chemotherapy induced bone
and GI damage; (c) burn induced thrombocytopenia and GI damage; (d) other causes of

thrombocytopenia; (€) other causes of GI damage, including inflammatory bowel diseases like
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Crohn's Disease and ulcerative colitis, as well as pseudomembraneous colitis, (f) free
radical-induced lung damage, and (g) cardiovascular diseases in 2 human in need thereof in

which contemplated compounds are administered at a therapeutically effective dosage.

Experiments and Experimental Data

[0056] Materials: Purified bulk of recombinant human IL-11, derived from yeast was
provided by Hangzhou Jiuyuan Gene Engineering Company (Lot#
20121005/1006/1007/1008). 7TD1 murine hybridoma cell line, was acquired from DSMZ
(No. ACC 23). Paraplatin® injection (generic name: carboplatin) 10 mg/mL (Lot: 5A03935)
was manufactured by Bristol-Myers Squibb Company. Trypsin of sequencing grade, modified
from bovine pancreas (Cat. No. 11418025001) was purchased from Roche diagnostics. Mouse
IL-11 receptor alpha was acquired from MyBioSource, Inc. (Cat. No. MBS553276). CellTiter
96® Aqueous Non-Radioactive Cell Proliferation Assay (MTS) (Cat. No. G5430) was
purchased from Promega for 7TD1 cell assay. The DuoSet ELISA development kit for Human
IL-11 was purchased from R&D Systems Inc. (Cat. No. DY218). The Purification resin-
MacroCap SP (Product code 17-5440-01) was acquired from GE Healthcare Life Sciences.
The Precise Tris-Glycine 8-16% polyacrylamide gels were purchased from Thermo Scientific.
Trifluoroacetic acid (Cat. No. 302031) and acetonitril (Cat. No. 34967) for HPLC use were
purcahsed from Sigma-Aldrich.

[0057] Monofunctional PEG of various forms with Cat. No. SUNBRIGHT® ME-1 20TS,
ME-200AL, GL2-400TS, ME-050TS, GL4-400AL3, GL2-200AL3, were purchased from
NOF Corporation, and Y-PALD-40K was purchased from Jenkem Technology USA.

Molecular structures of the PEG reagents were shown above in Table 1.

[0058] Preparation of [12KL/T40KY/I05KL4: 5 mg/mL protein was introduced with mixture
of 1 to 2-fold molar ratio of respective PEG reagent (NOF/SUNBRIGHT ME-120TS for
112KL: SUNBRIGHT GL2-400TS for [40KY) and 50 mM NaHCOj5 at pH about 8. I05KL4
(PEG reagent: NOF/SUNBRIGHT ME-120TS) was prepared with the same manner except the

molar ratio of PEG to protein was added at 12-fold. The reaction mixture was incubated at
room temperature for 2 hours, followed by quenching with 2 mM glycine. PEGylated product
was isolated using chromatographic purification procedures as followed. The PEG molecule

was linked to protein by amide bonding.
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[0059] Preparation of [20NL/I40NY/I20NY/I20NL2/T20NY2/I40NX: 5 mg/mL protein was
introduced with mixture of 1 to 2-fold molar ratio of respective PEG reagent
(NOF/SUNBRIGHT ME-200AL for I20NL and I20NL2; Jenkem/Y-PLAD-40 for [40NY;
NOE/SUNBRIGHT GL2-200AL3 for I20NY and [20NY2; NOF/SUNBRIGHT GL4-400AL3
for [40NX), 10 mM sodium cyanoborohydride and 50 mM NaH,POj. For conjugating onto two

sites, the molar ratio of PEG was added at 3.5 to 5.5-fold. The pH was adjusted to about
4.5-5.0. The reaction mixture was incubated at room temperature for 24 hours, followed by
quenching with 2 mM glycine. The PEG molecule was linked to protein by a more stable amine

bonding. PEGylated product was isolated using chromatographic purification as followed.

[0060] Chromatographic Purification: The pH of protein solution was adjusted to 4-5 with IM

acetic acid, followed by centrifugation or filtration to remove particulates. Four volumes of
water was introduced. For conjugate containing PEG over 20 KDa: The protein solution was
loaded onto a MacroCap SP column (1x6 cm) that was equilibrated with buffer A containing 20
mM sodium acetate pH 5. The protein was eluted with gradient- or step-elution of buffer B,
containing 20 mM sodium acetate pH 5 and 1M NaCl. For conjugate containing PEG below 20
KDa: The protein solution was loaded onto a MacroCap SP column (1x6 cm) that was
equilibrated with buffer A containing 20 mM sodium phosphate pH 7. The protein was eluted
with gradient- or step-elution of buffer B, containing 20 mM sodium phosphate pH 7 and 1M
NaCl. A typical final product as analyzed in a SDS PAGE gel can be seen in Figure 2. Here,
the left lane was loaded with molecular weight markers, and various PEGylated forms of IL-11
were loaded into the remaining lanes. Note that [4ONY ran at an apparent molecular weight of
over 100 Kd, bigger than the estimated one of 60 Kd, which is likely due to the Y-shaped of its
PEG moiety. In further particularly preferred aspects, purification of contemplated compounds
is performed as a one-step purification process, which provides added advantages in a

downstream scale-ups.

[0061] Purity Check by RP-HPLC: The content of each PEGamer was analyzed by

reverse-phase (RP) chromatography employing the UPLC coupled with diode-array detector-
UltiMate 3000 Rapid Separation LC Systems from Thermo Scientific. The chromatographic
procedure was carried out using: Column: Acquity C18, 1.7 um, 2.1 x 150 mm, 300 A pore
size, equipped with a guard cartridge; Mobile phase A: 0.1% (v/v) TFA in 50% (v/v)
acetonitrile; Mobile phase B: 0.1% (v/v) TFA in 95% (v/v) acetonitrile; Flow rate: 0.4 ml/min;
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Column temperature: 65°C; Detection: 214 nm; Inject 20 pg and run gradient as in Table 3

below

Time (min) A% B%
0 100 0
2 100 0
9.9 80 20
9.95 0 100
113 0 100
11.31 100 0
17.5 100 0

Table 3

[0062] Determination of Protein Content: The protein content was determined by the UV/Vis

microplate and cuvette spectrophotometer- Multiskan GO from Thermo Scientific. Extinction
coefficient in units of M ¢m1, at 280 nm measured in water is 17,990. Alternatively protein
concentration is directly determined by ultraviolet spectroscopy at wavelength 280 nm, using
the absorbency value of 0.944 for a 0.1% (1 mg/ml) solution. Protein quantitation using
absorbance at 280 nm measures the absorbance of aromatic amino acids such as tryptophan and
tyrosine, leaving PEG moiety undetected. As a result, protein concentration by weight stated

herein does not contain PEG molecule.

[0063] Pharmacokinetics (PK) study in healthy rats: The in vivo manipulation was carried out

in 3 male Sprague-Dawley rats following single dose administration of contemplated
compounds by intravenous or subcutaneous route at a dosing level of 100-150 pg/kg. Blood
samplés were collected in numerous time points in heparin tubes, followed by plasma
separation and storage at -20°C. The concentration of immunoreactive IL-11 in plasma samples
were determined by the DuoSet ELISA kit for Human IL-11 (R&D Systems Inc. Cat. No.
DY?218). The parameters of pharmacokinetics were yielded by the WinNonlin 5.3 software

using non-compartment model.

[0064] Pharmacodynamics (PD) study in healthy rats: The pharmacodynamics assessment was

carried out in 4 male Sprague-Dawley rats using intravenous or subcutaneous administration of
respective contemplated compounds at dosing strength of 100-150 pg/kg. Blood samples were
collected in numerous time points in heparin tubes, followed by plasma separation and storage

at -20°C. The blood cell count was carried out on a Cell-DYN 3500 hematology analyzer.

[0065] Pharmacodynamics (PD) study in myelosuppressive rats: The pharmacodynamics

assessment was carried out in 4 male Sprague-Dawley rats, using intravenous administration of

carboplatin at 40 mg/kg on Day 0 to induce myelosuppression. Contemplated compounds were
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subcutaneously injected on Day 1 at 150 pg/kg. Blood samples were collected in numerous

time points in heparin tubes, followed by plasma separation and storage at -20°C. The blood

cell count was carried out on a Cell-DYN 3500 hematology analyzer.

[0066] Tryptic mapping: The reaction solution was prepared in 50 mM Tris pH 8.3 buffer

containing 2 mg/mL protein and 1/50 (W/W) trypsin. Incubated at room temperature for 6
hours, followed by adding equal volume of 0.2% TFA (trifluoroacetic acid) solution. Any
particulate matters were removed by centrifuge prior injection onto HPLC. The
chromatographic procedure was carried out using: Column: Zorbax 300 SB-C8, 2.1x150 mm,
5 um, 300A pore size; Mobile phase A: 0.1% (v/v) TFA; Mobile phase B: 0.1% (v/v) TFA in
95% (v/v) acetonitrile; Flow rate: 0.2 ml/min; Detection: 214 nm; Inject 10 pg and run gradient

as in Table 4 below.

Time {min) A% B%
0 100 0
3 100 0
8 95 )
a5 55 45
45.1 0 100
52 0 100
52.1 100 0
65 100 0
Table 4

The identification of proteolytic peptide was carried out with HPLC coupled with MS
spectrometry (Thermo LCQ Advantage).

[0067] In some embodiments, the numbers expressing quantities of ingredients, properties
such as concentration, reaction conditions, and so forth, used to describe and claim certain
embodiments of the invention are to be understood as being modified in some instances by the
term “about.” Accordingly, in some embodiments, the numerical parameters set forth in the
written description and attached claims are approximations that can vary depending upon the
desired properties sought to be obtained by a particular embodiment. In some embodiments,
the numerical parameters should be construed in light of the number of reported significant
digits and by applying ordinary rounding techniques. Notwithstanding that the numerical
ranges and parameters setting forth the broad scope of some embodiments of the invention are
approximations, the numerical values set forth in the specific examples are reported as
precisely as practicable. The numerical values presented in some embodiments of the
invention may contain certain errors necessarily resulting from the standard deviation found in

their respective testing measurements.
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[0068] While it is generally known that PEG can impart the plasma stability of its conjugates,
it is not predictable what attachment type, chain length, and molecular structure will produce a
specific result with respect to therapeutic effect and/or pharmacologic parameter. In a first
example, the truncated IL-11 conjugates of various PEG size were investigated with regard to
plasma stability in normal rats. After intravenous administration, the observed plasma half-life
of un-PEGylated IL-11 was found to be very short, less than 10 minutes as compared to those
(3.5-13.7 hr) of its PEGylated counterparts. Among the latter, higher molecular-weight PEG
imparted greater plasma stability in the following order: [40KY (13.7hr) ~ [40NY (8.5hr) >
I20NL (3.8hr) ~I12KL (3.5hr). Figure 3 illustrates the plasma concentration of the various
forms of PEGylated IL-11 after single intravenous administration. Each sample was dosed at
100 pg/kg in rats. It was concluded that in this example larger or longer PEG chain resulted in

longer serum half-life.

[0069] In a second example, pharmacodynamics assessment was carried out with healthy
Sprague-Dawley rats following intravenous route measuring platelet increment after single
intravenous administration at 100 pg/kg. As can be seen, from Figure 4, 40-KD conjugates
(I40NY and I40KY) induced more platelet increment (60-75%) than I20NL (50%), where Y
represented the Y-shape PEG and L the linear shape PEG. The results also suggested multiple
conjugation (I05KL4, 5-KD PEG conjugated on four sites) to be less effective than a single
long PEG chain on the N-terminus, as multiples with shorter PEG conjugates had only limited
efficacy at about 25% of platelet increment. It was concluded in this example that longer PEG
chain on single site resulted in a higher efficacy in the respect of platelet induction. This

appears to be opposite to the effect of PEGylation on recombinant human growth hormone.

[0070] In a third example, conjugation sites were investigated by tryptic mapping, coupled
with LC/MS identification of proteolytic peptides. Figure 5 depicts tryptic maps of IL-11
(unconjugated), I40NY, and I40KY, and Table 5 below provides the tryptic peptides.

Mass Position Peptide # Peptide Sequence

7739 1-8 T1 GPPPGPPR

669.7 9-14 T2 VSPDPR

12174 15-25 T3 AELDSTVLLTR

774.9 26-32 T4 SLLADTR

798.9 33-39 T5 QLAAQLR

261.3 40-41 T6 DK

3319.8 42-74 T7 FPADGDHNLDSLPTLAMSAG
ALGALQLPGVLTR

2874 75-76 T8 LR

950.1 77-84 T9 ADLLSYLR

839.0 85-90 T10 HVQWLR
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174.2 91-91 Ti1 R

618.7 92-98 T12 AGGSSLK

13275 99-110 T13 TLEPELGTLQAR

402.5 111-113 T14 LDR

400.5 114-116 T15 LLR

174.2 117-117 T16 R

860.1 118-124 T17 LQLLMSR

2600.0 125-150 Ti8 LALPQPPPDPPAPPLAPPSS AWGGIR
1914.2 151-168 T19 AAHAILGGLHLTLDWAVR
655.9 169-174 T20 GLLLLK

275.3 175-176 T21 TR

131.2 177-177 T22 L

Table 5

[0071] Here it can be seen that the peak corresponding to the T1 peptide was noticeably
reduced in the tryptic maps of 4ONY and [40KY. This indicates that both conjugates with PEG
were linked onto T1 peptides, where the N-terminal amine was the only site for the chemical
conjugation. As a result, [40NY and [40KY were both N-terminally linked, however only
differed in chemical bonding with amine bond for [4ONY and amide bond for [40KY. Notably,
both I40ONY and 140KY exhibited similar effects in serum half-life and platelet induction via

intravenous administration.

[0072] Since an amine bond is more stable than an amide bond, and yield of mono-PEGylated
product was more homogeneous for selective PEGylation using reductive amination, in the
next study, various N-terminal conjugates were investigated in terms of efficacy in platelet
production, and were evaluated by their respective associated side-effect via subcutaneous
administration in healthy rats. Figure 6 depicts results of a pharmacodynamics study of six
PEGylated IL-11 conjugates in rats with subcutaneous administration at 150 pg/kg. IL-11 was
administered daily for continuous 14 days while PEGylated IL-11 were injected once weekly.
PEG shape can influence the function of the conjugate. Particularly, the non-linear shape PEG
molecule imparts better plasma stability and more potency than its linear counterpart. As
displayed in Figure 6, [20NY induced more platelet increment (58-70%) than I20NL
(46-55%), where Y represented the Y-shape PEG and L the linear shape PEG. These results
suggested that a Y-shaped PEG had a greater effectiveness than the linear form of the same
molecular weight. However, [4ONY (Y-shape) and J40NX (4-arm comb-shape) were
comparable in platelet production as both increased up to about 65-70%, suggesting the
influence of PEG shape became saturated when the PEG size was about or over 40KD.
Notably, double PEGylation of the same PEG length reduced the in vivo efficacy, as I20NL2
(linear PEG onto two sites) and [20NY2 (Y-shaped PEG onto two sites) had lower platelet

production than their single PEGylated counterparts. It was therefore concluded that [40NY,
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T40NX and [20NY exerted higher efficacy among various N-terminal conjugated IL-11s.
Moreover, it was noted that the effect of second administration was somehow down-regulated
for smaller PEG conjugates such as 20-KD PEG regardless of number of conjugation site. As a
result, [4ONY and I40NX were unexpectedly effective compounds with desirable biological
properties and relatively moderate adverse effects (especially plasma expansion). Moreover,
the biological data further suggest that the so modified IL-11 compounds can be administered
less frequently, and most preferably twice weekly, once weekly, or even less. Such schedule is
particularly relevant where contemplated compounds are employed in the treatment of

thrombocytopenia in a large population (e. g., exposed to radiologic exposure).

[0073] The inventors also studied the side-effect associated with IL-11 conjugates in healthy
rats. Hematocrit status is usually used as a marker for assessment of side-effect in clinical use
of IL-11, because patients might experience dilutional anemia due to plasma expansion. In the
animal study, IL-11 was administered subcutaneously for continuous 14 days at 150 ug/kg
while PEGylated IL-11 were injected once weekly at the same dose. As shown in Figure 7, all
drugs resulted in decreased hematocrit but [4ONY was found to have less reduction while
maintained higher activity than the rest of PEGylated conjugates. The mitigated dilutional
anemia of dosing with I[40NY is more prominent when compared in the same chart with other
individual animal experiments using conjugated and unconjugated IL-11s. A correlation
between platelet production and side-effect as manifested by reduction of hematocrit was
established in Figure 8, suggesting a trend of intensifying side-effect along with the increasing
and dose-dependent efficacy when various modified and unmodified IL-11s were plotted in the
chart. T4ONYs, at different doses, were distinctly located on the right upper side of the trend,
indicating less plasma expansion than some other compounds and unmodified IL-11 on the
basis of comparable efficacy. In terms of product characterization, the inventors characterized

physicochemical and pharmacological properties of a preferred compound, 140NY.

[0074] Cell-based Assay for IL-11 Conjugates: The biological activities of conjugated IL-11

were tested in a cell proliferation assay, using 7TD1 cell-line (DSMZ, Germany). In brief,
7TD1 cells at 4,000 cells per well were grown at 37°C in a humidified atmosphere of 5% CO,
in response to different IL-11 concentrations for two days in the presence of 2 ug/mL murine
IL-11 receptor (MyBioSource, USA, MBS553276)(Biochem.J., 318:489-495). After addition
of MTS, the EC50 of dose response curve was determined by plotting the absorbance of 490

nm on the y-axis against IL-11 concentrations on the y-axis, by fitting sigmoid dose-response
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curves with GraphPad software Prism 6. Before animal studies, the biological activities of
newly synthesized conjugates were tested in a cell proliferation assay, using 7TD1 cell line.
Not all PEGylation preparations gave similar products, and the actual product formation
depends on the amino acid residues of the IL-11 being conjugated, and on the size and the
shape of the PEG molecule used. 7TD1 cells grew in response to different conjugate
concentrations. After addition of developers, whose chemical signal has a linear relationship
with the cell number, absorbance at 490 nm was read in an ELISA plate-reader. The results

were shown in Figure 9.

[0075] Due to the steric hindrance of the PEG moiety, all the conjugates expectedly showed a
reduction in bioactivity in the cell-based assay as compared to that of the un-PEGylated IL-11
with the following order of potency: IL-11 (100%) > I20NL, [20NY (both about 16%) >
[40NY, [40NX (both 11%) > I40KY (6%) >I20NY2 (3%). Notably, the steric interference is a
dominant factor in determining biological activity of PEGylated conjugates and can be seen as
a drastic decrease in bioactivity of the conjugate whose overall PEG moiety is bigger than 20
KDa. From some cell-based studies, there was a report showing that a small carbohydrate
attachment at the non-core region of the IL-11 molecule, such as N-terminal sequence,
enhanced the biological activity when compared with those conjugates at other attachment
sites (J. Biol. Chem. Vol 286, No. 10, pp 8085-8093), which was consistent with less reduction
of bioactivity by PEG molecule at the N-terminal sequence of IL-11. Although the in vitro
bioactivity of [4ONY retained only about 11% of native IL-11, in vivo efficacy was beneficially
affected and could not be predicted from the in vitro bioactivity data. Table 6 below

schematically illustrates bioactivity ratios of various compounds relative to unmodified IL-11.

Identification Bioactivity ratio to unmodified IL-11
IL-11 1

120NL 0.13

120NY 0.16

120NY2 0.03

140NY 0.11

1A0NX 0.11

140KY 0.06

Table 6

[0076] Chemical modification of proteins with PEG is an established technology and has been
applied to biopharmaceutical industry to enhance the solubility and physical-chemical stability
of proteins. While this chemical reaction is easy to carry out, it often results in a complex

mixtures of different PEGylated forms, containing PEGamer and positional isomers. Multiple

chromatographic purifications steps are employed to isolate product with high recovery. To
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develop a commercially viable process in terms of cost and yield, many factors such as protein
concentration, quality of PEG, protein/PEG ratio, reaction temperature, and buffer pH, as well

as purification process, are required to be optimized.

[0077] I40ONY was constructed by conjugation with a Y-shaped polyethylene glycol chain on
amines forming stable amine bond, with relatively high selectivity to the N-terminal amine
driven by conjugation chemistry (reductive amination of aldehyde coupling group in PEG
moiety). I40KY on the other hand was conjugated using a functionalized NHS reagent at pH 8
on accessible amines forming the corresponding amide bonds . More specifically, [4ONY is the
mono-PEGylated IL-11 produced with site-specific reaction under acidic conditions because
functionalized aldehyde is largely selective for the N-terminal a-amine, whose pKa is lower
compared to other nucleophiles. PEG to protein ratio, reaction concentration, pH and kinetics
were investigated in the conjugation reaction. Reactions were taken place for 24 hours at room
temperature (22-27°C) in small scale at about 0.05-0.5 mL in volume in the presence of 10 mM
sodium cyanoborohydride. Yield of each reaction under investigation was determined by
RP-UPLC. Using different pH for selected reactions, optimum conjugation yield was at pH
4.5-5.5. In addition, the inventors noted that the concentration of reactants played an important
factor in product yield and discovered that conjugation with IL-11 at concentrations larger than
5 mg/mL were optimal. Likewise, the PEG to protein ratio and conjugation kinetics of the
reaction with 5 mg/mL protein at room temperature in the presence of reducing agent were
investigated and suggested an optimum molar ratio of 2 for PEG to protein, and reaction

extension to 16 hours sufficient for mono-PEGylation.

[0078] Purification of PEGylated protein usually employs ion-exchange chromatography in
large-scale preparation. However a satisfactory resolution to separate the mono-PEGylated
from the oligo-PEGylated is not achievable when conventional ion-exchanger is loaded with
reaction product at a loading capacity as little as 1 mg/mL resin. The low capacity of this resin
often limits its application for larger scale production. To isolate N-terminally
mono-PEGylated IL-11 at high purity, various cation-exchange resins were tested. Notably,
high porosity resins (e.g., MacroCap SP from GE Healthcare Life Sciences) provided high
capacity with retained resolution, and offered high purity and yield of mono-PEGylated targets
at high load conditions. The purification process was demonstrated with a batch size of 400 mg
IL-11, prepared in 5 mg/mL in sodium phosphate pH 4.5-5 buffer containing 2 molar ratio of
aldehyde-activated 40-KD Y-shaped PEG reagent in the presence of 10 mM sodium
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cyanoborohydride. The reaction solution was quenched by adding 2 M glycine followed by
dilution with 4X volume of deionized water. After filtration through a 0.2 pm membrane, the
resulting crude was loaded onto a MacroCap SP column (2.6 (diameter) x 10 (height) cm at a
loading capacity of about 7.5 mg/mL resin). After charging, the column was washed with 20
mM sodium acetate pH 5 buffer over 10 column volume, followed by additional wash with 20
mM sodium acetate pH 5 buffer containing 0.1 M NaCl over 20 column volume. The product
was then eluted with 20 mM sodium acetate pH 5 buffer containing 0.3 M NaCl. The overall
yield of isolating I4ONY was 26.6%. The product purity of [40NY was examined by
SDS-PAGE and reverse-phase HPLC, and Figure 10 shows purity of [4ONY on a
silver-stained SDS-PAGE gel with quantities of I4ONY as indicated above the lanes. The
purity of mono-PEGylated IL-11 was larger than 93% as determined by C18-HPLC as the

chromatogram displayed in Figure 11.

[0079] To determine the pharmacokinetic parameters of IAONY via subcutaneous route, 3 male
Sprague-Dawley rats were injected with 0.15 mg/kg of PEGylated IL-11 via single
subcutaneous administration. Figure 12 displayed the plasma concentration of
immunoreactive IL-11 in rats after single subcutaneous administration. Plasma concentration
of conjugated IL-11 achieved a maximal level at about 12 hr and remained effective over 50 hr
after administration. On the contrary, the recombinant human IL-11 reached a maximal
concentration at about 2 hr, and was cleared from the circulation blood stream rapidly as the
elimination half-life in plasrha was about 1.3 hr. The pharmacokinetic parameters of [40NY via

subcutaneous route were summarized in Table 7 below.

unit 140NY IL-11

Ty, terminal half-life hr 18.6 1.1
Tmax time to maximal concentration hr 12 2

Cmax Maximal plasma concentration ng/mL 142 147
AUC,,, area under curve Hr*ng/mL 3947 700
AUC,, area under curve to infinity Hr*ng/mL 4421 701
Vz, relative volume of distribution mL/kg 909 347
¢\, relative clearance mL/hr/Kg 33.9 214
MRT, mean residence time hr 27.2 3.7

Table 7

[0080] The secondary structure of [40NY was investigated using circular dichroism. In the
chromatogram of a circular dichroism analyzed in the far-UV region, the inventors
demonstrated that [4ONY maintained the same secondary structure as its unconj ugated
counterpart, as can be seen from both spectra superimposed in Figure 13. Moreover the

thermal stability of [4ONY was demonstrated by circular dichroism by measuring the change of
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their secondary structures (mean residue ellipticity) in response to thermal stress. Figure 14

indicated the structural change being less for [4ONY in response to temperature increment.

[0081] The effectiveness of [4ONY in myelosuppressive rats was also demonstrated in
carboplatin-treated rats. Male Sprague-Dawley rats were injected with 40 mg/kg of carboplatin
via intravenous administration to induce damaged function of bone marrow leading to
thrombocytopenia. Medical intervention using daily injection (consecutive 7 days) of IL-11 or
single dose of [40NY at the same 0.15 mg/kg dosage was subcutaneously administered
immediately after 24 hours of carboplatin treatment. The platelet level was displayed in Figure
15. Without treatment, subjects experienced about two days of severe thrombocytopenia (less
than 1/3 of normal platelet count), suggesting the untreated having a high risk of life
threatening internal bleeding. The efficacy of IL-11 treatment was marginal as the nadir of
daily dosing was very close to the threshold of severe thrombocytopenia. Single dose of
[40NY, on the contrary, not only prevented the occurrence of severe thrombocytopenia but also
accelerated the recovery of platelet levels, as the platelet count returning to the initial number

was 1.3 days earlier than the other two groups.

[0082] Meanwhile, the side effects as manifested on the reduction of hematocrit was also
investigated in the myelosuppressive model. In Figure 16, treating with IL-11s caused
hematocrit reduction in a rapid manner compared to the untreated group. However single dose
of [40NY alleviated the nadir, suggesting less intensified side-effect than daily dosing with
[L-11. Thus, it should be appreciated that [4ONY has proven effective in preventing severe
thrombocytopenia induced by chemotherapy, while ameliorating the syndrome of plasma

expansion.

[0083] Further comparative data between I4ONY and another form of a PEGylated IL-11 (as

described in US8133480, data not shown) reveal that contemplated compounds, and especially
[20NY and [40NY had significantly enhanced in vivo effectiveness and reduced syndrome of
side-effect as compared to the other form of PEGylated IL-11 as described in the ‘480 patent.

[0084] It should be apparent to those skilled in the art that many more modifications besides
those already described are possible without departing from the inventive concepts herein. The
inventive subject matter, therefore, is not to be restricted except in the scope of the appended
claims. Moreover, in interpreting both the specification and the claims, all terms should be

interpreted in the broadest possible manner consistent with the context. In particular, the terms

25



WO 2016/140983 PCT/US2016/020294

“comprises” and “comprising” should be interpreted as referring to elements, components, or
steps in a non-exclusive manner, indicating that the referenced elements, components, or steps
may be present, or utilized, or combined with other elements, components, or steps that are not
expressly referenced. Where the specification claims refers to at least one of something
selected from the group consisting of A, B,C ....and N, the text should be interpreted as

requiring only one element from the group, not A plus N, or B plus N, etc.
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<210> 1
<211> 177
<212> PRT

<213> Homo sapiens

<220>
<221> PEPTIDE
<222>  (1)..(177)

<223> human IL-11 lacking N-terminal P
<400> 1

Gly Pro Pro Pro Gly Pro Pro Arg val Ser Pro Asp Pro Arg Ala Glu

Leu Asp Ser Thr Val Leu Leu Thr Arg Ser Leu Leu Ala Asp Thr Arg
20 25 30

Gln Leu Ala Ala Gln Leu Arg Asp Lys Phe Pro Ala Asp Gly Asp His
35 40 45

Asn Leu Asp Ser Leu Pro Thr Leu Ala Met Ser Ala Gly Ala Leu Gly
50 55 60

Ala Leu Gln Leu Pro Gly Val Leu Thr Arg Leu Arg Ala Asp Leu Leu

Ser Tyr Leu Arg His Val Gln Trp Leu Arg Arg Ala Gly Gly Ser Ser

Leu Lys Thr Leu Glu Pro Glu Leu Gly Thr Leu Gln Ala Arg Leu Asp
100 105 110

Arg Leu Leu Arg Arg Leu Gln Leu Leu Met Ser Arg Leu Ala Leu Pro
115 120 125

Gln Pro Pro Pro Asp Pro Pro Ala Pro Pro Leu Ala Pro Pro Ser Ser
130 135 140

Ala Trp Gly Gly Ile Arg Ala Ala His Ala Ile Leu Gly Gly Leu His
145 150 155 160

Leu Thr Leu Asp Trp Ala Val Arg Gly Leu Leu Leu Leu Lys Thr Arg
165 170 175

Leu
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CLAIMS

What is claimed is:

L.

10.

A modified interleukin 11 (IL-11) compound, comprising:
an IL-11 polypeptide chain covalently coupled to a PEG moiety, wherein the PEG
moiety has an average molecular weight of between 10-50Kd and has distinct
first and second PEG portions;
wherein the PEG moiety is covalently bound to an N-terminal amino acid; and

wherein the IL-11 polypeptide chain is a human or humanized polypeptide chain.

The modified compound of claim 1 wherein the IL-11 polypeptide chain is a human IL-11
polypeptide chain.

The modified compound of any one of claims 1 or 2 wherein the IL-11 polypeptide chain is

shortened by deletion of an N-terminal proline.

The modified compound of any one of the preceding claims wherein the IL-11 polypeptide

chain has a sequence according to SEQ ID NO:1.

The modified compound of any one of the preceding claims wherein the PEG moiety has an

average molecular weight of 20Kd or 40Kd.

The modified compound of any one of the preceding claims wherein the PEG moiety has a

Y shape.

The modified compound of any one of the preceding claims wherein a molar ratio of

polypeptide chain to PEG moiety is about 1:1.

The modified compound of any one of the preceding claims further comprising a second

PEG moiety covalently coupled via an amino group of the IL-11 polypeptide chain.

The modified compound of any one of the preceding claims wherein the PEG moiety is

covalently bound to the N-terminal amino acid via an amine bond.

A pharmaceutical composition comprising a therapeutically effective amount of an IL-11
compound according to any one of claims 1-9, in combination with a pharmaceutically

acceptable carrier.

28



WO 2016/140983 PCT/US2016/020294

11. The pharmaceutical composition of claim 10 wherein the composition is formulated for

injection.

12. The pharmaceutical composition of claim 10 wherein the IL-11 compound is present in an

amount to provide a dosage unit of between 10-100 pg/kg for a pediatric or adult patient.
13. The pharmaceutical composition of claim 10 wherein the composition is lyophilized.

14. The pharmaceutical composition of claim 10 further comprising a second pharmaceutically

active compound.

15. The pharmaceutical composition of claim 14 wherein the second pharmaceutically active
compound is a steroid, an agent that stimulates platelet production in bone marrow, an

antibody, an analgesic, or anti-inflammatory agent.

16. Use of an IL-11 compound according to any one of claims 1-9 in the manufacture of a

pharmaceutical composition.

17. The use of claim 16 wherein the pharmaceutical composition is for treatment of a condition
selected from the group consisting of (a) nuclear accident/radiation induced bone and
gastrointestinal damage; (b) chemotherapy induced bone and gastrointestinal damage; (c)
burn induced thrombocytopenia and gastrointestinal damage; (d) chemotherapy induced
thrombocytopenia; (€) trauma-, cancer-, or infection-induced gastrointestinal damage or
inflammatory bowel disease, (f) free radical-induced lung damage, and (g) a cardiovascular

disease.
18. The use of claim 16 wherein the pharmaceutical composition is formulated for injection.
19. The use of claim 16 wherein the pharmaceutical composition is lyophilized.

20. A method of increasing serum half-life of an interleukin 11 (IL-11) compound, comprising:
covalently coupling an IL-11 polypeptide chain to a PEG moiety, wherein the PEG
moiety has an average molecular weight of between 10-50Kd and has distinct
first and second PEG portions;
wherein the PEG moiety is covalently bound to an N-terminal amino acid; and

wherein the IL-11 polypeptide chain is a human or humanized polypeptide chain.
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21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

The method of claim 20 wherein the IL-11 polypeptide chain is a human IL-11 polypeptide

chain.

The method of any one of claims 20-21 wherein the IL-11 polypeptide chain is shortened

by deletion of an N-terminal proline.

The method of any one of claims 20-22 wherein the IL-11 polypeptide chain has a sequence
according to SEQ ID NO:1.

The method of any one of claims 20-23 wherein the PEG moiety has an average molecular

weight of 20Kd or 40Kd.
The method of any one of claims 20-24 wherein the PEG moiety has a Y shape.

The method of any one of claims 20-25 wherein a molar ratio of polypeptide chain to PEG

moiety is about 1:1.

The method of any one of claims 20-26 further comprising a step of covalently coupling a

second PEG moiety via an amino group in the IL-11 polypeptide chain.

The method of any one of claims 20-27 wherein the PEG moiety is covalently bound to the

N-terminal amino acid via an amine bond.

A method of treating a condition responsive to administration of IL-11, comprising a step
of administering the pharmaceutical composition of claim 10 in a therapeutically effective

amount to a patient in need thereof.

The method of claim 29 wherein the condition is selected from the group consisting of (a)
nuclear accident/radiation induced bone and gastrointestinal damage; (b) chemotherapy
induced bone and gastrointestinal damage; (c) burn induced thrombocytopenia and
gastrointestinal damage; (d) chemotherapy induced thrombocytopenia; (e) trauma-,
cancer-, or infection-induced gastrointestinal damage or inflammatory bowel disease, ®

free radical-induced lung damage, and (g) a cardiovascular disease.

The method of claim 29 or 30 wherein the pharmaceutical composition comprises IL-11

I[40NY or I20NY.
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32. The method of any one of claims 29-31 wherein the IL-11 is administered in a dosage

between 10-100 pg/kg.

33. The method of any one of claims 29-32 wherein the IL-11 is administered subcutaneously.
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AMENDED CLAIMS
received by the International Bureau on 30 July 2016 (30.07.2016)
CLAIMS

What is claimed is:

1. A modified interleukin 11 (IL-11) compound, comprising:
an IL-11 polypeptide chain covalently coupled to a PEG moiety, whetein the PEG
moiety has an average molecular weight of between 10-50Kd and has distinct
first and second PEG portions;
wherein the PEG moiety is covalently bound to an N-terminal amino acid and the
molar ratio of TL-11 polypeptide chain to PEG moiety ranges from 1:1 to
0.8:1; and

wherein the IL-11 polypeptide chain is a human or humanized polypeptide chain.

2. The modified compound of claim 1 wherein the IL-11 polypeptide chain is a human IL-
11 polypeptide chain.

3. The modified compound of any one of claims 1 or 2 wherein the IL-11 polypeptide chain

is shortened by deletion of an N-terminal proline.

4. The modified compound of claim 1 wherein the IL-11 polypeptide chain has a sequence
according to SEQ ID NO:1.

5. The modified compound of claim 1 wherein the PEG moiety has an average molecular
weight of 20Kd or 40Kd.

6. The modified compound of claim 1 wherein the PEG moiety has a Y shape.

7. The modified compound of claim 1 wherein a molar ratio of polypeptide chain to PEG

moiety is about 1:1.

9, The modified compound of claim 1 wherein the PEG moiety is covalently bound to the

N-terminal amino acid via an amine bond.

10. A pharmaceutical composition comprising a therapeutically effective amount of an IL-11
compound according to claim 1, in combination with a pharmaceutically acceptable

carriet.

11. The pharmaceutical composition of claim 10 wherein the composition is formulated for

injection.
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12.

13.

14,

15.

16.

17.

18.

19.

20.

The pharmaceutical composition of claim 10 wherein the IL-11 compound is present in
an amount to provide a dosage unit of between 10-100 ng/kg for a pediatric or adult

patient,
The pharmaceutical composition of claim 10 wherein the composition is fyophilized.

The pharmaceutical composition of claim 10 further comprising a second

pharmaceutically active compound.

The pharmaceutical composition of claim 14 wherein the second pharmaceutically active
compound is a steroid, an agent that stimulates platelet production in bone marrow, an

antibody, an analgesic, or anti-inflammatory agent.

Use of an IL-11 compound according to claim 1 in the manufacture of a pharmaceutical

composition.

The use of claim 16 wherein the pharmaceutical composition is for treatment ofa
condition selected from the group consisting of (a) nuclear accident/radiation induced
bone and gastrointestinal damage; (b) chemotherapy induced bone and gastrointestinal
damage; (c) burn induced thrombocytopenia and gastrointestinal damage; (d)
chemotherapy induced thrombocytopenia; (¢) trauma-, cancer-, Or infection-induced
gastrointestinal damage or inflammatory bowel disease, (f) free radical-induced lung

damage, and (g) a cardiovascular disease.
The use of claim 16 wherein the pharmaceutical composition is formulated for injection.
The use of claim 16 wherein the pharmaceutical composition is lyophilized.

A method of increasing serum half-life of an interleukin 11 (IL-11) compound,
comprising:
covalently coupling an IL-11 polypeptide chain to a PEG moiety, wherein the PEG
moiety has an average molecular weight of between 10-50Kd and has distinct
first and second PEG portions;
wherein the PEG moiety is covalently bound to an N-terminal amino acid, and
wherein the molar ratio of IL-11 polypeptide chain to PEG moiety ranges from
1:1t0 0.8:1; and

wherein the IL-11 polypeptide chain is a human or humanized polypeptide chain.
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21. The method of claim 20 wherein the IL-11 polypeptide chain is a human IL-11
polypeptide chain.

22. The method of any one of claims 20-21 wherein the IL-11 polypeptide chain is shortened

by deletion of an N-terminal proline.

23. The method of claim 20 whetein the TL-11 polypeptide chain has a sequence according to
SEQ ID NO:1.

24, The method of any claim 20 wherein the PEG moicty has an average molecular weight of
20Kd or 40Kd.

25, The method of claim 20 wherein the PEG moiety hasa Y shape.

26. The method of claim 20 wherein a molar ratio of polypeptide chain to PEG moiety is
about 1:1.

27. The method of claim 20 further comprising a step of covalently coupling a second PEG

moiety via an amino group in the IL-11 polypeptide chain.

28. The method of claim 20 wherein the PEG moiety is covalently bound to the N-terminal

amino acid via an amine bond.

29. A method of treating a condition responsive to administration of TL-11, comprising a step
of administering the pharmaceutical composition of claim 10 in a therapeutically effective

amount to a patient in need thereof.

30. The method of claim 29 wherein the condition is selected from the group consisting of (a)
nuclear accident/radiation induced bone and gastrointestinal damage; (b) chemotherapy
induced bone and gastrointestinal damage; (c) burn induced thrombocytopenia and
gastrointestinal damage; (d) chemotherapy induced thrombocytopenia; (€) trauma-,
cancer-, or infection-induced gastrointestinal damage or inflammatory bowel disease, (f)

free radical-induced lung damage, and (g) a cardiovascular disease.

31. The method of claim 29 or 30 wherein the pharmaceutical composition comprises IL-11

J40NY or [20NY.
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32. The method of claim 29 wherein the TL-11 is administered in a dosage between 10-100
perkg.

13. The method of claim 29 wherein the TL-11 is administered subcutaneously.

35
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' STATEMENT UNDER ARTICLE 19(1)

The Office considers claims 1 to 3 and claims 20 to 22 to be lack an inventive step over
Japanese Patent Application JP2005-281302A, to Astellas Pharma, Inc. (hereafter referred to
as D1). The Office states that D1 teaches a PEG modified IL-11, which can be recombinant

" and lack an N-terminal proline residue. The Office further states that D1 teaches that such
PEG modified IL-11 includes 2 to 4 PEG per TL-11 (i.e. an IL-11 to PEG moiety molar ratio
of 1:2 to 1:4), and states that the N-terminal position of the PEG muoiety of the claims is a
minor difference over the teachings of D1 that falls under the general knowledge of a person
of ordinary skill. Claims 3 to 19 and 23 to 33 are unexamined due to either multiple

dependencies or direction towards methods of treatment.

The Applicant notes that independent claims 1 and 20 have been amended to state that the TL-
11 peptide to PEG moiety ratio is from 1:1 to 0.8:1, which is supported by at least paragraphs
[0014] and [0042] of the instant application as submitted. Such a ratio indicates a high
degree of selectivity for the N-terminal position that is neither taught or suggested by D1.
The Applicant notes that a person of ordinary skill in the biochemical arts is aware that both
the site and degree of substitution can have a profound effect on activity and stability in PEG-
peptide conjugates. As such, teachings of D1 in regards the taught highly substituted and
non-N terminally selective PEG modification of IL-11 cannot be inferred upon the claimed
PEG-modified IL-11. The Applicant further notes that the degree of stability provided by
this highly selective and limited substitution was unanticipated. As such, claims 1 and 20,
and theit related dependent claims, are not anticipated by D! and demonstrate a significant

inventive step over D1.

The Applicant further notes that claims that included unacceptable multiple dependencies as

submitted have been suitably amended.

For at least these reasons, the Applicant respectfully requests withdrawal of the rejections of

claims 1 to 33.

Conclusion
Claims 1 to 33 are pending in this application. The Applicants request allowance of all

pending claims.
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<400> 1

Gly Pro Pro Pro gly Pro Pro Arg Val Ser Pro Asp Pro Arg Ala Glu
1 10 15

Leu Asp Ser Thr Val Leu Leu Thr Arg Ser Leu Leu Ala Asp Thr Arg
20 25 30

‘Gin Leu Ala Ala Gln Leu Arg Asp Lys Phe Pro Ala Asp Gly Asp His
35 40 45

Asn Leu Asp Ser Leu Pro Thr Leu Ala Met Ser Ala Gly Ala Leu Gly
S0 55 60

Ala Leu Gln Leu Pro Gly Val Leu Thr Arg Leu Arg Ala Asp Leu Leu
65 70 75 80

Ser Tyr Leu Arg His Val Gln Trp Leu Arg Arg Ala Gly Gly Ser Ser
85 90 95

Leu Lys Thr Leu Glu Pro Glu Leu Gly Thr Leu Gln Ala Arg Leu Asp
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Arg Leu Leu Arg Arg Leu Gln Leu Leu Met Ser Arg Leu Ala Leu Pro
115 120 125

Gln Pro Pro Pro Asp Pro Pro Ala Pro Pro Leu Ala Pro Pro Ser Ser
130 135 140

Ala Trp Gly Gly Ile Arg Ala Ala His Ala Ile Leu Gly Gly Leu His
145 150 155 160

Leu Thr Leu Asp Trp Ala Val Arg Gly Leu Leu Leu Leu Lys Thr Arg
165 170 175

Leu



WO 2016/140983 PCT/US2016/020294 |
1/10 —

10 20 30 40 50 60

GPPPGPPRVS PDPRAELDST VLLTRSLLAD TRQLAAQLRD KFPADGDHNL DSLPTLAMSA
Helix A

70 80 90 100 110 120

GALGALQLPG VLTRLRADLL SYLRHVQWLR RAGGSSLKTL EPELGTLQAR LDRLLRRLQL
Helix B Helix C

130 140 150 160 170

LMSRLALPQP PPDPPAPPLA PPSSAWGGIR AAHAILGGLH LTLDWAVRGL LLLKTRL
Helix D

[40NY 140KY [40ONX 120NY {20NL2
M I20NY2

SUBSTITUTE SHEET (RULE 26)



WO 2016/140983 PCT/US2016/020294
2/10

Plasma Concentration of IL-11 (L.V. route)
10,000,000
1,060,000
100000 —=—140KY
H 1
E ! et 112KL
E ; e —h— 140NY
: 10,000 L O -
i a.‘..._u“.:: - __.__“__11
| .
' + J20NL
1'000 : .................................................................................................................
;
i
3
:
1o o L — e — e g SR — :
- 5 10 15 20 25
HR
Figure 3
Peripheral blood platelet increment after single i.v.
administration
80'% .....................................................................................................................................
746 7S T ALt
600/0 ............................................................................................................................. --.--H—-ll
3 GO b "?'.”g ..................................................... - & —20NL
< .
T . S —&— |4ONY
|3
:&: 705 S S ——_ o RS W ol [12K1
—a— [40KY
0 A SSSU 59 AN B NN
. = Vehicle
A AT Y 4 e gt B o N
10% % . —— [05KL4
0% o e
0 10
_10% Herenmrreerastenranaeruienans e eeeteeeeesisseesesesedresesrimavevsasieereeatieitereratttaTTtstacrsistttinas
Days




PCT/US2016/020294

WO 2016/140983

3/10

2’15009

Q'sh

oo

06e

00¢ 0's¢

00c

oSt

0oL 0S 00

Ul

VT

epndad-93d

v L XX

i il Ny

-

maill

’ BLE

- 001
- 002
- 00
- 00p
- 009

uisdAif + AovI

nyw

WU pLZ-IMA L SIA AN

dew opdAi) ANOYI

- ¢LS
(psjeindiuew) 6# /2705

~

Ui

LR

apnded-93d

L 1 ]

- vml

- 004
- 002
- 00€
- 00V
- 00G

uisdAi] + ANOV _t.
v

wu pLZ- 1AM L SIATAN

dew ondAsy ANOYI

- 2.9
(pejeindiuew) O L# LZv0S

~

Ul

—\(

;o1 SH

8ll

T

L a1

Y

T T
o

ci-bil

T
o
o
N

- 00b
- 009

uisdlig + L1 - 008
wit
NV gg

WU L2 TAM L SIA AN

dew ondAs L 1-7

(pejeIndiuew) /# L2r0S|

€8l-

G Old

SUBSTITUTE SHEET (RULE 26)



Increment

increment

WO 2016/140983 PCT/US2016/020294
4/10

Peripheral blood platelet increment (S.C. route)

80%
o ] e Vehicle
70%
° -+ IL-11
6 0,
0% - 4 — |20NL
5 0,
0% —&— |[40NY
g,
40% ~- € —|20NL2
0,
30% i@ |[20NY2
0,
20% —&— |20NY
[+]
10% P —3— 140NX
0% =
15
Hematocrit increment
------- Vehicle
0,
5% -=LF-- 1L-11
0% G- ~ 4 ~ |20NL
' —A— [40NY
5%
- © ~ |20NL2
-10% oo [20NY2
-15% —&— |20NY
33— [40NX
-20% . .
0 5 10 15

Day

SUBSTITUTE SHEET (RULE 26)



Max. HCT increment

WO 2016/140983

PCT/US2016/020294
5/10

Hematocrit (HCT) reduction and platelet (PLT) production

5%
A
0%
/’ \\
g \
-5%, v ~ A
X A AR A
*\ A, A
s \
X X A
-10% + v A
A \
‘\A \\
AN oA
A\\ '
* ‘\ A \\ A
o s M
-15% T
A \\ \\/,
\ !
AN 1)
P !
i
= A
-20% T T T T 1
0% 20% 40% 60% 80% 100%

Max. PLT increment

A Other IL-11 conjugates
X daily IL-11
A 140NY

FIG. 8

SUBSTITUTE SHEET (RULE 26)

120%



WO 2016/140983

6/10

7TD1 proliferation response to PEGylated IL-11 conjugates

0.6
] g_g 0 IL-11
o4 q,“ Y @~ 20NY
€ 9 ’ ~-& 120NY2
S : -0~ I120NL
@ 0.2- ]
b
<
| p—— 1
-10 5
nM of protein(lo
0.2+ protein(log)
IL-11 [20NY | I20NY2 | I20NL
EC50(pM) 30.49 191.60 1012.0 239.80
R square 0.9918 0.9979 0.9988 (0.9954
Potency ratio to
unmodified IL-11 ! 016 | 003 | 013

7TD1 proliferation response to PEGylated iL-11 conjugates

0.6
g o L1
: XF 140NY
z 0.41 -A- 140KY
§ -&- [40NX
3 0 2"
723
]
| punee— 1}
-10 ‘ 0 5
oM of protein(fo
0.2 p (fog)
IL-11 [40NY [40KY [40NX
EC50(pM) 30.80 277.20 536.40 292.90
R square 0.9957 0.9926 0.9991 0.9968
Potency ratio to
unmodified IL-11 ! 011 | 006 | Ol

Figure 9

PCT/US2016/020294



WO 2016/140983 PCT/US2016/020294 ‘ _
7/10

(ng)
Marker 2.000 1,000 200 40 20
(KDa)

FIG. 10

21.5
14.4

20141113 #23 140NY 2mg/mL UV_VIS_1 WVL:214 nm
600
mAU 4 -8.020
500 - :
400 - ;
300 -
200
3 767
100 -
1-6.160477\58
i e,
100- min

SUBSTITUTE SHEET (RULE 26)



WO 2016/140983

Concentration {ng/ml)

PCT/US2016/020294

Plasma concentration of immunoreactive iL-11 after
single subcutaneous administration

—&—40NY |
N YL

Mean residue ellipticity (x109)

(deg dmol? cm?)

150

100

50

Figure 12

Far-UV CD spectra of IL-11 and PEGlyated IL-11

d ——L-11
-== |40NY
150 210 230 250 270 290 310 330

wavelength (nm)

Figure 13



WO 2016/140983 PCT/US2016/020294
9/10

Thermostability of IL-11 and 140NY

?
[ew]
[ ]
> T
- Q
7
(5]
-
2 &
=5
v Frg
s =
[¥4]
¥ N
3
c 2
T
s
= l-[40NY
75 . . v . v . - . .

25 30 35 40 45 50 55 60 65 70
Temperature {°C})

Figure 14



WO 2016/140983 PCT/US2016/020294
10/10

Peripheral blood platelet count

------ Vehicle

----|L-11 daily

PLT counts 10°9/L

—a—|40NY single

w~ o~ = SEvere
thrombocytopenia

Day

Figure 15

Hematocrit Increment

Hematocrit increment %

Day

Figure 16




International application No.

INTERNATIONAL SEARCH REPORT PCT/US2016/020294

A. CLASSIFICATION OF SUBJECT MATTER

CO7K 14/54(2006.01)i, A61K 38/20(2006.01)i, A61K 9/19(2006.01)i, A61K 47/28(2006.01)i, A61K 47/32(2006.01)i,
A61P 1/00(2006.01)i, A61P 9/00(2006.01)i, A61P 11/00(2006.01)i

According to International Patent Classification (IPC) or to both national classification and [PC

B. FIELDS SEARCHED

Minimum documentation searched (classification system followed by classification symbols)
CO7K 14/54; A61K 38/00; A61K 45/00; A6 1K 38/20; A61K 9/19;, A61K 47/28; A61K 47/32; A61P 1/00; A61P 9/00; A61P 11/00

Documentation searched other than minimum documentation to the extent that such documents are included in the fields searched
Korean utility models and applications for utility models
Japanese utility models and applications for utility models

Electromnic data base consulted during the intemational search (name of data base and, where practicable, search terms used)
eKOMPASS(KIPO internal) & Keywords: modified human interleukin 11, N-terminal directed PEGylation, N-terminal proline
deletion

C. DOCUMENTS CONSIDERED TO BE RELEVANT

Category* Citation of document, with indication, where appropriate, of the relevant passages Relevant to claim No.

X JP 2005-281302 A (ASTELLAS PHARMA INC) 13 October 2005 1-3,20-22
See claims 1-5; and paragraphs [0020]-[0031].

A US 8716446 B2 (JUNG et al.) 06 May 2014 1-3,20-22
See abstract; claims 1-14; and column 12.

A WO 2013-020079 A2 (NEKTAR THERAPEUTICS) 07 February 2013 1-3,20-22
See the whole document.

A WO 2014-008242 Al (THE TRUSTEES OF COLUMBIA UNIVERSITY IN THE CITY OF NEW 1-3,20-22
YORK) 09 January 2014
See the whole document.

A NCBI, PDB: 4MHL_A (22 October 2014) 1-3,20-22
See the whole sequence.

L Application No. PCT/US2016/020356 (AVALON BIOLOGICS LIMITED et al.) 1-3,20-22
Application date: 02 March 2016

D Further documents are listed in the continuation of Box C. See patent family annex.
* Special categories of cited documents: "T" later document published after the international filing date or priority
"A" document defining the general state of the art which is not considered date and not in conflict with the application but cited to understand
to be of particular relevance the principle or theory underlying the invention
"E" carlier application or patent but published on or after the international "X" documentof particular relevance; the claimed invention cannot be
filing date considered novel or cannot be considered to involve an inventive
"L"  document which may throw doubts on priority claim(s) or which is step when the document is taken along
cited to establish the publication date of another citation or other "Y" documentof patticular relevance; the claimed invention cannot be
special reason (as specified) considered to involve an inventive step when the document is
"Q" document referring to an oral disclosure, use, exhibition or other combined with one or more other such documents,such combination
means being obvious to a person skilled in the art
"P"  document published prior to the international filing date but later "&" document member of the same patent family
than the priority date claimed
Date of the actual completion of the international search Date of mailing of the international search report
24 May 2016 (24.05.2016) 01 June 2016 (01.06.2016)
Name and mailing address of the ISA/KR Authorized officer
N International Application Division
Korean Intellectual Property Office KIM, Seung Beom
189 Cheongsa-ro, Seo-gu, Daejeon, 35208, Republic of Korea

Facsimile No, +82-42-481-8578 Telephone No. +82-42-481-3371
Form PCT/ISA/210 (second sheet) (January 2015)




INTERNATIONAL SEARCH REPORT International application No.
PCT/US2016/020294

Box No.II Observations where certain claims were found unsearchable (Continuation of item 2 of first sheet)

This international search report has not been established in respect of certain claims under Article 17(2)(a) for the following reasons:

1. Claims Nos.: 29-33
because they relate to subject matter not required to be searched by this Authority, namely:
Claims 29-33 pertain to methods for treatment of the human body by therapy, and thus relate to a subject matter which this
Intemational Searching Authority is not required, under PCT Article 17(2)(a)(i) and PCT Rule 39.1(iv), to search.

2. Claims Nos.: 11-15, 17-19, 29-30
because they relate to parts of the international application that do not comply with the prescribed requirements to such an
extent that no meaningful international search can be carried out, specifically:
Claims 11-15, 17-19 and 29-30 refer to unsearchable claims which do not comply with PCT Rule 6.4(a).

3. X] Claims Nos.: 4-10, 16, 23-28, 31-33
because they are dependent claims and are not drafted in accordance with the second and third sentences of Rule 6.4(a).

Box No. III Observations where unity of invention is lacking (Continuation of item 3 of first sheet)

This International Searching Authority found multiple inventions in this international application, as follows:

1. D As all required addtional search fees were timely paid by the applicant, this international search report covers all searchable
claims.

2. El As all searchable claims could be searched without effort justifying an additional fees, this Authority did not invite payment
of any additional fees.

3. D As only some of the required additional search fees were timely paid by the applicant, this international search report covers
only those claims for which fees were paid, specifically claims Nos..

4, D No required additional search fees were timely paid by the applicant. Consequently, this international search report is
restricted to the invention first mentioned in the claims; it is covered by claims Nos.:

Remark on Protest D The additional search fees were accompanied by the applicant's protest and, where applicable, the
payment of a protest fee.
The additional search fees were accompanied by the applicant's protest but the applicable protest
fee was not paid within the time limit specified in the invitation.
D No protest accompanied the payment of additional search fees.

Form PCT/ISA/210 (continuation of first sheet (2)) (January 2015)



INTERNATIONAL SEARCH REPORT
Information on patent family members

International application No.

PCT/US2016/020294
Patent document Publication Patent family Publication
cited in search report date member(s) date
JP 2005-281302 A 13/10/2005 WO 2005-085283 Al 15/09/2005
US 8716446 B2 06/05/2014 AU 2009-284840 Al 04/03/2010
AU 2009-284840 B2 27/09/2012
CA 2730721 Al 04/03/2010
CN 102131518 A 20/07/2011
CN 102131518 B 20/01/2016
EP 2334320 A2 22/06/2011
EP 2334320 A4 28/03/2012
EP 2334320 Bl 10/02/2016
JP 2012-500845 A 12/01/2012
JP 5602738 B2 08/10/2014
KR 10-1292740 Bl 05/08/2013
KR 10-2011-0051246 A 17/05/2011
MX 2011-002055 A 30/03/2011
US 2010-0098658 Al 22/04/2010
WO 2010-024557 A2 04/03/2010
WO 2010-024557 A3 24/06/2010
WO 2013-020079 A2 07/02/2013 WO 2013-020079 A3 18/04/2013
WO 2014-008242 Al 09/01/2014 None

Form PCT/ISA/210 (patent family annex) (January 2015)




CN 107849108 A

(19) st AR L FIEE RN~ RE
, "‘D (12) KPR E FIEi%

(10)EBiEANFS CN 107849108 A
(43)ERiF/ATH 2018.03. 27

(21)ERI5S 2016800241128 (74)EFRIBINM LR LYERFRURE AR
NE) 11245

(22)8RiEH 2016.03.01 -
‘ _ RIBA J4E EEH
(30) L AN B 12
62/127,748 2015.03.03 US (51)Int.CI.
el CO7K 14/54(2006.01)
(85)PCTERER IFEAEI L H A61K 38/20(2006.01)
2017.10.26 A61K 47,/28(2006.01)
(86)PCTEIFREBIHMERIFHE A61K 47/32(2006.01)
PCT/US2016/020294 2016.03.01 A61P 9/00(2006.01)
(87)PCTEIFRERBA N TR H IR A61P 11,00(2006.01)

¥02016,/140983 EN 2016.09.09 A61P 1/00(2006.01)

(71)EEA FIRLBREMHIGERL
ot o E &

(7)RBBA K& Q- M- @R

o

JeYex|
BCHERFB20T BW1 452000 FEEIL0T
(54) % BB & TR
BZ CEAMIL-1IRA STk

(57) 18

PR T RSN, R B IL- 1R
7, — AL LB S B i g P A e L R A
B 1A Ya T vE M3 BRI AR RIE A B Lk -
H, IL-1 NS I ARG IL-11F B A
5 20KdTRAOKA AL MIPEGES 4 AR BIR VRO
BFTRE , BB BN B X&)
4 F 7E T KR FE $8 0 o 7 o A R e HEARF A E
04 M2 TE N, B RN B 3 PR 3R K . ’

S AR P K 9 o R R




CN 107849108 A moF E K B 1/2 |

LB A ELL IL-11) k&Y, HaLE:

;Efﬁ%ﬂ%ém%ﬂﬁﬂ@m—uzﬂk%,;E:-EPFﬁiﬁPEG%Mﬂﬁlo—soxd‘zrﬂ s &
3t B B KR 85— F2E ZPEGEL:

H b T RPEGER A 3L 45 & ENS AR T E.

H o R IL-11 % B R A SRR 2 ki .

2.1:)1%@3%1)5)?%3@1%’5%8@4%%%,ﬁﬂ%ﬂﬁﬁi&u—n%ﬂk%%)\lbl@fﬁtﬁio

3ﬂ%ﬂ%i‘iléﬁﬂﬂE~Iﬁﬁﬁﬁ%1@€fﬁa’\mé%,Eqﬂﬁﬁiﬁu—n%%%ﬁﬁ@w&wﬁﬁ%
R SA 5

4.E%*ﬁlﬂ%ﬂi*E—“I—D‘lﬁﬁiﬂiﬂ"ﬂé’ﬁﬁﬂ’\]%%’#ﬁl,EEPFﬁiiIL—U%ﬂK%@Eﬁ*E%SEQ
1D NO: LEIFF 3.

5 . 75 e AR R sk AT — TR R B ) A & 1 o T IR PEGRE 43 B A 20Kd B A0Kd )
T FE.

6. 7646 BRI E SR AT — TR 1B IR K 46 & ) , FL o AR PEGER 2 A YR

7 1E 4o BRI B R T — TR R (S A & ) o %2 ik 5 PEG BT 43 ) BE R EL = K
#1101,

8&5‘&&%@5&*E~Iﬁﬁﬁiﬁ%ﬂ%¢ﬂiﬂ@%%%J&~ﬁ@%é§ﬂaﬁﬁﬁﬁm—11§ﬂﬂﬁﬂ@
SRS BB 35 PEGER Y

9. 76 e U B R o A — TR IR M B I AL & ) R A PEGER 4 Bt R B I &
& B RN R .

102’5%%&%%,ﬁ@%?ﬁﬁﬁ&&%m&#&*ﬁugﬂéwciﬂﬁ—lﬁﬁﬁizﬁﬂ’aIL—11ﬂsé~%
i e I -t = RS

11 .*X%U%ﬁmoﬁﬁiia’a%%éﬁémJittﬂﬁﬁiﬁéﬂé%@ﬂ%ﬂﬁ%ﬂf&%ﬁo

12.*R%IJ%ﬂiloﬁﬁiﬁE@éﬁﬂf%éﬁé%,,ﬁ;qﬂﬁﬁiim—uﬂcé%uﬁ)tﬁ‘aﬁiﬁi}\%%?&ﬁt
10-100ug/kg 2 (B (0 FI B A AL BAFTE.

13 AFIE R 10FTR R 5 &4 Ho b Ak H-E YRR TR

14.&%@*10%%8@%%&%%,i&~ﬁ@%%:z€$ﬁm&é%

15 BURIE R 1AFTR I 25 4E &4 Fo Rk 58 7 2 0E M A A R 2 R R B
e i AN A I 26 30 Ui AR R R A o

16.#E%E*SL%'J%%—WE—@WJ‘&E%JIL—111&%%ZE%IJ1‘£%§WH%%¢JE@ﬁﬁiﬁo

17.@1%@%16%%9@ﬁjﬁz,ﬁ*ﬁﬁ‘ﬁﬁ%%éﬂ%%ﬁﬁﬂaﬁﬁaﬁuT%%ﬁfE: (a) %%
MR FE RN EMNE BEE: O Wi R BN E E iR E: (o YA 5 2% B I /N UK
AR E AR s () AT R M IR (o) B4 R E BURC S 5 & ) B IR T 4R T R
VB e () B BB R R IR E 7 (o) O M ERR .

18.*X%U%ﬁimﬁﬁiiﬁ@%i%,EEFﬁﬁﬁS%%ZE%%EE%UH%JEE%O

19 AUHE R 16 AR K] ik, B R A SRR TR

20 . BiNE A FELL (IL-11) Ak &4 I 75 2 B 5 VE AL

4%1L—11§Hi:%;¥w%ﬁééﬁac%&%,,E;EPFﬁi&PEG%{S%EﬁlO—SOKdZI‘ﬂ fFSTE
3 B B AR S — 13 T PEGE:

H o T RPEGER A M LN 45 & ENS AR T B

2



CN 107849108 A m R E Kk B 2/2 T

b R IL-112 B 2 NSRRI 2 AkEE .

21 .H%U%zﬁzoﬁ)ﬁiﬂwﬂi,ﬁEPﬁﬁiiIL—u%HME%ML—n%Hixﬁa

22.&%%5&20—21‘434£~Iﬁﬁifﬁ<lﬂ"]7f?£,;EEEF‘Fﬁi‘/EIL—l1%Hk€ﬁ£iiﬁﬁ?%%Nﬁﬁﬂﬁ'§\@§%%}§

23.ﬂ%@ﬁwo—zmﬂE~Iﬁﬁﬁi§ﬂﬁﬁ?ﬁe&#ﬁﬁn—u%ﬂk%ﬂﬁ*&%sm ID NO:1
)27

24ﬁl%d%ﬁmo—%qﬂﬁ%ﬁﬁﬁﬁﬂ’ﬂ?‘i%,EEPFﬁidiPEG%Bﬁﬂﬁ%Kd‘ajMOKdﬁ@?i’ﬂﬁ
TE.

25.ﬂﬂ%ﬂ%zo—zw&—lﬁﬁﬁiﬁﬂ@jﬂi,EqﬂﬁﬁiaiPEG%B%Eﬁ YFAR o

26 . KUH B3R 20-25 AF — TR J7 1%, Fo £ ik S PEGER 4> i BE/REL R K411 1.

27.*)Z%U%ﬁizo—zwﬁ—lﬁﬁﬁﬁmmi,i&~%ﬁ@%éémﬁﬁﬁn—n%ﬂivﬁw OE=E-S
S (BB 5 — PEGER 4 I P IR

28.Bz%u%ﬁizo—z?ciﬂﬁ—lﬁﬁﬁiiﬂ@ﬁ?i,;EitlﬂﬁﬁizEPEG%Kﬁj\éédaHﬁﬁ%&%ﬁ%%%ﬁﬁ
RN R .

29.?ﬁﬁu@mﬂ@ﬂ%u—nﬁ@ﬁﬁza@ﬁ%,E@%ﬂéu?ﬁﬁﬁ&&%z&ﬁ%%m B2 e PR AL
FIFE R 10FT R A SN T &K

30K FI T R 29 Pk ) 7 v, HorR AT IR R R IR E (a) /AR R B D iR IE 15
=, (b) WITHRIBNE BHERE; o5 4 1 I /SRR 0 N B B AR E s () T
R /MR IR 5 (e) Bl R SR & 10 B R E SR B R s () HHEFL
H G HRE A (g) O MR IR

31 .1‘1$U§5§29E230Fﬁ5$8@73?£,ECPFﬁiﬁ%%éHé%@%IL—l1140NYEJ?120NY°

32.7FR%'JESJ‘229—31EPE—ID‘iFﬁiiE’\J?i‘?%,}iEF‘FﬁiﬂEIL—llulo—looug/ngI‘ﬂ%ﬁU%ﬁ@

.
33 AR EE R 29-32 e (E— TRFTR ) 77 vk, Serp Pt TL-1 L4 B T HE o



CN 107849108 A W AR B 1/20 T

Bz, TELHIL- 1 REE TR A

[0001] AEREE k201543 A3H $E35 ) B 51 2 R62/ 127748 A< B iE A SLF Rk X E
llﬁﬁEFi%E@ﬁt%ﬂ%ﬂﬁiéi\i%lFﬁa‘#)\ﬂsio

ARG
00021 A & B BB EGMASYRT L, th%%Eﬂ‘]?*ﬁ&%Z:@%ﬂ@
(PEGylated) A/ 11 (IL-11) B .

HERAR

(0003] %%%ﬁ@%ﬂﬁ‘éﬁﬁﬁ%ﬂﬁﬁﬁﬁﬁﬂE‘J%‘EoiZ%ﬂEﬁW\EZijC%%{%E@EW%,%
B R A S AR A, IR AN T H B . B PR B A AT H AR R IR B
A ep BT L AR A 5 B R\, A A A B L AR A B R R S A Tt B s p 3
?‘a%‘rﬁzi‘iélﬁﬁa‘#)wﬁi{#)xﬂ@iﬁ%j‘crﬁﬁf}ﬂaﬁﬂi%a@%Xéﬁﬁﬂ%-‘%ﬁxj‘c%ﬁtm@ﬁ%m
ﬁiﬁ%&ﬁﬂﬂfifﬁ%@CT&@EB@%\Q%E@%X@%ﬂﬁ%%iﬁﬁ*ﬂ@i‘zﬁ%%ii?ﬁ
Fao

[0004] 1&{?1%7;?%ﬂnrJ\ff)szﬁsz/'%B%%ﬂiﬁEB@l%ﬁ%ﬂ%,i‘zf’eﬁaﬁﬁa’wﬁﬁﬁ%%ﬁﬁ
ﬁndx*ﬁﬂ’ﬂﬁwz,ﬁﬁfﬁa{;&&ﬁﬁkﬁﬁﬁﬁﬁﬁﬁ%mm@o A—HE, A UATEEEAAN
TL—11 BL 84 L /N 7= A o SR T TL-1 1 PR EEFHAH , B S HUA BRI KT R (marginal
clinical efficacy) ALK

[0005] 1L—11%éﬂiﬁ’@51,#Emﬂé&m’aiﬁwﬂEﬁﬁi&é*ﬁéﬁiﬂﬂﬁi%ﬁ@ﬁilﬁwﬂ%%E
%H’\J{%‘%ﬁ%%ﬁuolm18@1@%@%’5911:11%12&&%(1%%Egp130——$U)ﬂgp130fééiB@ﬁﬁ%@r§
ﬂc/?avc——ﬁ%u—l1941llﬁﬁﬁﬁii%@%?ﬁﬁ%%ﬁ*ﬁ%ﬁ%%Eﬂlméﬁﬁ,,ﬁé%&u\ﬁi5‘%51‘2
émwﬁszﬁui%mm/wfﬁw&oééﬂ)\m—nWsNEUMEGA@‘<§@%ﬁ%5ﬁ%,Wyeth—
Ayerst) 2RIk E ARG ,a‘tﬁﬁ%ﬁﬁt‘/@‘ﬁﬂ%—H»’iﬁﬁFWEB’Jm/fofman//l\%uWﬁEﬁﬁﬁﬂE%%ﬁﬁ
:'—{\%‘TMWEEE‘JEEE%%——ELI‘*FFEEE‘JJHL/J\HJ'U)EJZ//'\B"J?—E‘?J)’(U%ZT————E'%’%’ETFUf’ﬁ‘J'f@E%ﬁZ
Eﬁmlfl\ffﬁiﬁiiﬂﬁ?%’*o'N'EUIV[EGAmﬁi?‘%uEFi‘U*MEﬂEJE‘]/J\#Eﬁtﬁ_\?,EE@/z‘Smg1’E?~JYZRJE
A TL-11, 6 FA LmL e B K E A4 P T (LL25-50ug/kg/F (I FIBHE ) - & WHI 5
NEUMEGATM$E9§H9§E@$E%ﬁ%ﬁﬂ?ﬁﬂﬁﬁﬂ’&,P\i?ﬁﬁ)ﬁﬁﬂﬂﬁaﬁ‘%%ﬁbﬁ%ﬁ\%W\\ﬂ?“&lﬂ
S |75 MLE O S TR AR K A o

[0006] 1L—1waxa"miiim})\ﬁ%é}ﬁ%&%%,%Eﬁt%%%m‘fﬁwﬁwu,E{EE%%T&EP
&TE@H%B‘JNeumegaTMﬂ;ﬁﬁZ’UG.9/J\H7JLEI’\J%3K¥%}§H (terminal half-life) (Neumega ")
7 Eh B ) %B‘Jéﬁﬁ%ﬁé‘ﬁt{:tz&ﬁ%iﬁ%'%‘ﬁ%%n%EMﬁi‘#wé,u&ﬁifa%ﬁé@m%ﬂ&&
mﬁﬁﬁ%ﬁllﬁﬂ?—%&oﬁﬁﬂ,%E?‘E%ﬂﬂ%ﬁ%%@ﬁ%?‘aﬁu%fiﬂaéﬁﬁﬂliﬂ%bul%ﬁ
%%ﬁﬁﬂ?ﬁ%%%%iﬁ)ﬁi%%,m/M)i!fﬁﬁxJamﬁi‘s%FH—H’aﬁwﬁﬁ%ﬁmm/J\ffm&//'\
CIT) K&t

fo007] 79Tiﬁébnﬂ%%ﬁtﬁk@Hﬁé&ﬁﬁﬁéﬁ@éﬂ%%ﬂ@ﬁfﬁﬂ@?ﬁﬁ“i’éﬁﬁ,Mﬁiﬂzaé};iﬁﬁ
7 % Fha ik, i, US 2010/0098658HH 1 554 (PEC) 4 & B TL-11284) (nIL-11) »

4



CN 107849108 A W PR B 2/20 T

ﬁ%%ﬂji%%H‘Jﬁ@a?ﬁﬁﬂ%ﬁ'ri%m%bumm%ﬁﬁﬁ,ﬁﬂom‘éﬁu—l19’3 -k, W
U88133480¢$&5izﬁ%,%U%TIL—11FJ’~Jﬂéﬂi‘éﬁ@@i%%ﬂﬁﬂ%PEGi&~i1¢;iﬂiiﬁ%H@%/EE
ElJﬁui%ﬁbuﬂnf%%.%t%'rioE%iz.ﬁé1|%€ﬁiazéft§fb~%%%)}‘fiaﬁi37IL—119@HM%%%%T$
Ejﬁfﬁﬁﬂ,{B%%ﬁf~4\§2%4\%‘%,;@i—@%%’%’i‘é#ﬂ‘rﬁ'JTii)J’—%qﬂB‘Jiﬂ%%%ﬁi?‘ﬂ‘]ﬁ%
Ve E AT RIS H T S R TR

[ooo8] EEJPIL—MEF'@V/'**H%%LE%%%,‘480%%%]‘57Ecﬁa‘%ﬁ%ﬁé‘ﬁiﬂqﬂ%)\ﬂéﬂﬁﬁ
BRE, KA TER uﬁ?%@ﬁ@%—&mﬂéz,:@%%%oiﬁii%%‘*?ﬁ‘tﬁ%uﬁ%ﬁ,1_E_!
%%l)xﬁéﬂi‘ﬁﬁ@éiﬂwfiﬁ%rﬁl:%%,%EE&E?HB@E’\JEF‘F%BT%‘E%??H}%FL&[:
&b,%fttﬁ'risnj:ﬁqﬂﬁ%ﬁrmﬁﬁ%ﬁﬁ%‘z}()l(l)%&:ﬁ?ﬂc,tzultt1l%’tfﬁﬂ’~JIL—11B’~Jﬂn?%¥§
ﬂﬂ%ﬁé%.6hr,i2tt;ﬁﬁf£6@/Jxoﬁﬂ,EﬁFﬁ%ﬁ?&@ﬁtHﬂ&i@E@ﬁm@iﬂﬁﬁﬂ%qﬂ,ﬁﬁ%ﬂd‘:
37 (the—other—day) 4 2575 R HI TR 1LFR I  FEUS 2010/0098658 1 #5ik T 5 —FhR AR
20KD PEGZ—,EH&EE@%H&%%PEG%%%IH1B@Nﬁ%ﬁéﬁ%ﬁ?ﬂioiﬁiwﬁﬁ@iﬁ%w&ﬁﬁi
%#‘?ﬁﬁ,{E%Etﬁ‘f_&LSDﬁﬁi*&TB@%E’JM%*%%%?@’J&5hr,1ﬁﬂ‘<i$§ﬂ§ﬂ%ﬂ%%%
M L e AT, 78 SR R AR AL o (¥ THRCR A o

[0009] IRiE T 484 Z L1100 R 1 ) 20KDH) BB B ST ALPEG (Takagi et al.2007,

“Enhanced pharmacological activity of recombinant human interleukin—-11

(rhIL11) by chemical modification with polyethylene glycol.”J Control Release,
119 (3) :271-278) , XM IR IEA GEE LB SR 4 R R R RR TR AR UL KN
Rl RN S % BRZ .

fo010] EE?&‘@E%%%&IL—M%“3!51%0”IZH:ﬂDNﬁ#‘ﬁ%U%J:B‘J%%ﬁfim%%%ﬂ%’ﬁﬁ
i‘%%ﬁﬁfﬂﬂ@ﬁilﬁi‘%ﬁﬁ‘ﬁ,ﬁ%%ﬂﬁﬁi&ﬁﬁ%@ﬂﬂ‘ﬁ%ﬂm—l15‘]5%%”%‘?& (Yanaka et
al.2011, “Non—-core region modulates interleukin-1lsignaling activity:
generation of agonist and antagonist variants.”J.Biol.Chem.,286:8085—8093)oﬁﬁ
ffﬁ,?&ﬁ?&iﬁﬂﬁﬁt?ﬂiﬁ%’rﬁﬂ’ﬂIL—I18%%%‘?&%[1‘2%‘&8"]EH%E’M%%O

[0011] ffﬁ,Eﬂﬁ?:“t$$ﬁiﬂi¢‘E%ﬂfb%%%félkllﬂ’ﬂ?‘ﬂzﬁ,@%Fﬁﬁﬁiﬂ?ﬁﬁﬁiﬁ]ﬁ?ﬁ#
At L R DR R B S A7 BRI, EE RN AT, B8H
BRAEIL-1 1 AR FURRE (14 » i 3R A AK) BRI, S e R L1 1 e e 9 AN R0 ) e ) 2
ST EA R ET E .

RPAAE

[0012] Ziﬁlﬂiﬁﬁﬁfﬁﬁﬁ:ﬂﬁi&m—l1&@?%43H"Ji%ffﬁ‘fi%ﬂﬂfﬁ,ﬁﬁlﬁlBﬂ‘é&ﬁ%%ﬁé"?ﬁﬁ
%DU:‘JZEE‘H”Eﬂ%B‘J%%%éﬂé%%ﬂﬁ?ﬂioftjt;iﬁtiz’iﬂ‘]ﬁﬁ,ﬁﬁﬁ}\aééﬁfﬁ‘u’ﬁ%%“iﬁ
Ed%i‘%ﬂ‘lﬁiﬁﬁﬂPEGB‘]%’éﬂﬁ?f—Ei%iB@%Di#@?ﬁ‘ﬁﬁ@%&:@%ﬂ’ﬂn—l1%@9@%%
H’a,#Hﬂ%%ﬂﬁtﬁﬂﬁﬁél:@%muﬂ14%7&%59671#}\&—11#@@@%&9'\@%%—4\%1
%ﬁa’%ﬂﬁﬁ@ﬁﬂ@f?ﬁuofﬁiﬁ,iz#ﬁ’»]IL—114%1jtiinﬂ7£Nﬁn”ﬁ&iu&zﬁi<%w%Lﬁéﬁiﬁ’fx@a“zﬁ%&&
AT H) — 41 & (secondary site) Ab LN B . B S R, IL-11 5 &8 EIL-11HIPEGILE
YIS BE R R L Lo

[0013] %EN;?BH?E@B‘J—"HEU“%&‘ﬁﬂﬁA%‘fﬁTﬂ%ﬁﬁﬁ@Eﬁ%n(1L—11)1&%%£@%
%W%H%EPEG%%B@IL—H%W&,;ﬁ;‘qﬂPEG%{S%ﬂﬁlo—SOKdzrﬁJ%%ﬁiﬁﬁa\?i%ﬁﬂﬁ

5



CN 107849108 A i B H 3/20 T¥

R[] (1) 88— FN 28 ZPEGEX , LR PEGHER S S 5 & SN, B R IL-11 B kR
NN IEAL 2 K

[0014] st FIHL, TL-1128 bR A IL-1125 B , A1/ o5 AT LUE I 5 SR N il S R 48 42
B, T AE I TL-11 2 B AT Ll S A MR 4B SEQ 1D NO: 1H9 551 . % T-PEGER 7, @ & fLik
) B 1% 45 EL 75 20KdER 40K (9 P ¥4 F B , FI/BAZPEGER 2 B A YL IR « BARNBR il A< & B
(BB e I R 42 B S PEGER 4 B BE AR EL R R 101 (Bl :0.9:1%1:0.9,80.8: 1%
1:0.8) JbAh, Z S —PECER 4 A LAZ H IL-11 2 Ik EE LM BB E BRI IL-11,
B @A R PEGER 4 2 B Bt i L4 45 & NS B IR R (BRT , 1 U 1 b % FE B A%
) .

[0015] MB—ANEERE, ARPANTEELMASY, HEEEBTBERENRELSK
BE 3 SRR IL- 1 LAL &4 (1, n B RO ) BE S 252 T2 ik IR A SY]
DLBE TV 5, 3F B AT AL HE LA JL B B AR SR 4R (1t 10-100ung/ kg 2 18] ) 751 B 5L 67 1)
BHEMIL-1140E Y. thdt , & A &R ULR R T RIS T A % 20 F T 1 5 s -
BAENRGWE ST L — S AESE HEENLEY. K 5IL- 11L& B iR
& BT, A SCE IR LS R LS R A g R LT A S (B0, BB A
£ b, G [ B B B T /IR R A B 25 70 B | LR A B R R T A VA D)
R &

[0016] [, A% % B A3 % FE AR 48 A kB 2 R TL- 1 1AL & 4 TE & 25 A & P (1 A
% BARRIR A5 % B 5 5, (B R S H R A I L5 () BB/ BATE KB A E fpiE
%, (o) LT B R M B E B RE () B K /MR B ESE () W7
BRI IR 5 (o) A4 B i BURR e 5 R 0 B il BB B AR ME R e () B ARSI
R IEHREE 0 () O ML 5098 « T T LC 2R , 8 5 5 R 25 4E & W C i P T 5 A /B2y
MIBEYRGTI .

[0017]  7E A% B E AR 38— S 10 7 T, 25 R B N B RN A AR 11 (IL-1D) (L& i
I 37 2 2 A 75 05 o M0 0 7 G LR A TL-11 2 IR E M (B BX ZE PEGHT 73 10 22 B8 , LR PEG
345 B 10-50Kd 2 8] (0P 35940 F B 3F BB A 7R E i 25— F 58 Z PEGER , Fe b PEGHR /3 # 3%
YreE & NS SRR , 36 B b TL-112 B iE R A BN TR S e . S L B 3, TL-11 28 kg
BONIL-112 BsE, F/B0TL-11 2 BB 8 it Sk 2 No i S BR Wk 48 462 (5 4, EL A ARHESEQ 1D
NO: LHI A1) o

[0018]  7Eift— 3B FEMI 5= , PEGHER 4> B A 20KdBR 40K ¥ 0 F & , A/ B AT LL A Y
TR . HAEE ) 2 £ Bk S5 PREGER 4 (0 BE R EL B K011, 3F Bt — BB IR EmT Lt — 25
AFES R IL-112 BE T 1 S SE BB 8 — PEGER - 25 I8 . AN AT T , % REPEGHR /) 4 FH A%
BRSNS BN R EEER

[0019)  FEjE— 5 FRAI T v , AR B A\ % REYA T WA BT i FR IL-1 LR RAE R 77 ¥ - IX ¥
R AT AR EAAEEN RS R RN AMHEE KSR AW, &
EMFRETTRE ) RER/ B ERNENE RERE: O WTERKNENEZERE:
(c) B i R I AL /N AR B/ B B T 2 ¢ (d) AP R O I /MR 2D+ (e) B145 88 i Bl /R
Ym0 B i IR E A B () B BB R RIARE N (o) LR . T X
5 5 1 7 9 M e 25 4R & BT LA ELHE TL—11 T4ONYBRI20NY , FF Lt — 5% B IL-11L

6



CN 107849108 A W BA B 4/20 T

10-1000g/kg2 (A I FIEH A (0, BT ) .
[0020]  ARHEF %6 STy 2 B U 4T L E I Y B L A % B AR VT T TE
Fte SR EE RSN, EHE o AR O B AR AR R A AL

’3 =115 BB

[0021] 1% T AR E AN MBI L1 —HF 5.

[0022)  [E128-SDS-PAGEREAZ (I B (& , FL ALA & F EFRCH g R £ AR Z BN
fIL-11.

[0023] QB%ﬁé’ﬁ\Eﬁi?ﬁ’\ﬁ?}%Wﬁfﬁ%ﬁi%ﬂﬂh—l12&%4@8‘]@?&?&&5‘]@%0

(0024] E4%?§é%&$¥k%%ﬂykwﬁﬁ%zﬁm—l125%%)%@4%&@%8@Ei\%o

[0025] @Suttﬁﬁﬂﬁéé‘fﬁiéﬁﬁa’au—nJ40NY7‘FBI40KYE’~]E%§EE&‘J‘ﬁﬂ:ﬂ@ﬂiﬁ@ﬂ@%
.

[0026] [E6RHILLTER T A LRIL-11A &5 /Mg R E R GEL14R GRS
TL-11, K045 FEE 4 38 2 — B AL X BE4) (counterpart)) .

[0027] @7%#&%&&Tﬁ@ﬂ%%}%ML—MZEM%EMEB'@%%?B%{EEB’J@i% (ES14RER
FEETL-11 F04 VS R 2 SR KT L))

[0028] @8:’%%@%%ﬁﬂnd%}iiﬁﬁ%u%ﬁrﬂéﬂiﬂ@th%?’B%ﬁ:zraﬂ AR R B

(00291 [EOR L ETTDIRK PR Z ZBALK L& T E AR, R ERE
AR TL-114T B

[0030] TR 105 {i FRI4R e (o 0 4 3 JR E SDS-PAGE R B Eig, LM TESMHERET
T4ONYH 40 .

[0031]1 11 2HPLCEMTE, Hing [ T4ONY ] 3-8 7, LI A A O 7= L

[0032] [E12R BN IEBL, EﬁﬁééTE%IK&W@%EMONYWE%&EB‘J ;MIF,
5 28 R T M AR SR BR A O TL- 1 LHEAT B

[0033] [&]138 TL-11FT4ONYH B — (i & .

[0034] @14%1’E?\j?ﬁf§ﬁ‘]@iﬁ(B‘JIL—llﬁfUMONYE"J’fFﬁ%@o

[0035] El15%%&@]77%1‘%%,ﬁﬁ%é’—gTE%%ﬁ#mf*ﬁu'&ﬁﬁiE@iﬂ%’fﬁ?&qﬂ%)ﬁﬂ’a%é%
B 1 /SRR A

[0036] @16%#&2%&%‘*%%%%?:%&B‘Jiﬂ%ffﬁiﬂEP%JEE‘%%%B@HH%B@%@W&E@
B&.

BASiAER

[0037] ﬁﬁ%)\ﬂ%ﬁﬂll’%%é%ﬂ@%iﬂ\%Wﬁ?ﬁﬂ"ﬂiﬁﬁum—l18‘]*%&?%%%
ltl:.ﬁ%’t’rﬁ%IL—llB‘]%%!ﬁ'fi%D?ﬁTiH‘]‘(}%i%QE%%WE@%D$¥%*JB"J7‘?@,ﬁﬁﬁﬂj\ﬁfﬂ
%ENﬁﬁ‘ﬁﬁﬁi—‘/l\ﬁ%@_—ﬁ%E?ﬁ%Z:@?‘h-‘—ﬁ‘f ,IL-11 B KHE Bt i R i 1 o
o, T T R VAR — B RIR R A MR R BIPEGER 43 i) BRI 4 T BRASRE
R AE SN R ER R

[0038] EEHIMEY

[0039] ?\JTEif?ﬁPEGE‘J%’L‘J\ﬁ\?%%ﬂi@%&ﬁﬁjﬂkl113’3%2”[51%ﬂi%)\ﬂﬂééﬂ)\lk

7



CN 107849108 A W R B 5/20 T

I—— EAEMELITE R —RFH (5RARANIL-11FFIARR , B 2 5N R
) —— %1% 7 LB Z AL IL-115F 38 % Rk A2 [L-11 8 A —NIRAUE K BUS i
9 AIL-11. 8040, o R S R E R AER D E L —DH A BEA BEZ D) NIE
LRI IL-114> F o 6T i, TL-1 130 7] BA B4 UL B 5 A SRS RIS R ERONS 2 2
W . G, A MR TL-11 7T LABR /D 58 — NS R 3F BT LA B 38 — AN EE R, AR T
FABMI A IL-110h R ILEG 8 = NEE R (10, S/ P3E B VEIRC) o R M A, NI 2 A
W45 B 1 2 1 UL S 3t B e S HEMLGLALS T VERP, 3F AL 7E i — B R U7 I, AN FR
o B R (10, F QN REE) AT L i Fas 1 U R B 4 MNR B R R — N ER B MR B R
i R ) TR A BT BEAS BRI AR R B — W, ERA LR T, 0] LA
fEIL- 11304 HICHR AL SEM— AN T A EA A A SE SR BRI SR AE A — B
25, Bh S R IR T 4 R « AR B L5 R0 b AN TR S A A 2 v D/ Bk R
Bl , 2 22 /N 20 % A EE g5 5 3 /10 % V8 R A0 /B e 1) o T ik s B A S 3, 5 FR I
IL-114 FEAESIL-1 1M AE A, ~E a4 & A EIEUS2010/014397 35 #A #A8
e CHE G BB AASC B R h, TL-1 1R BA K A I AT LAE S @ M K& RGP R
Rk E B AL (B, KpHE) B8 R% (Fln, BfEERER (Pichia
pasteuris)) FFIA . MR, 158 4 AR BIRE BIOL A 0 TL- 11 30 R s K (B, R R
ST .

[0040] T H , R4 EMIL-115 FARLARRNIL-1L, TR LLAFEMEE (BF
B2 ) AR E I, A EM IL-1 R E (EARBSRAN) B RKE R JE . BFN
J5 , 3 16 P 1T LA 2 A0 43 b A\ VB A LA AR 6K G 738 TR 1/ BB DN 7E N o B R 1 R/
P AU, AR SR FE A B IEH FE S

[0041]1  EpEETIL-1145TFH R Z BT AL Z 7 Rt T I BRI L RAERMNTT
T RT BB MG R SRS AN S-SR IL-11 FEARGIHC AR Z 7L
KPECEFI M EREEA R, A E5EN NEERE T AL . FNH R RERCHRRE R 5
PEGER 4y b &8 i 5 i 5L ] (451, B . SRt WO e R BE 055) OB, B S 3R R N 2 ] (91
401, B ik 7 e Mg B B (pyridyl disulfide) \ZUREEINEE) fR——HAE ZHil
WA L B R R L 55 B R R R R R ——H S AR R AR e - R (]
40, NHS— i \NHS—T B B . = ME 3L A 2% o [ i, 38 3% FE — ANk % AN S B BR T LA ¥R N 2N Uiy
FI/ERCEE LL B NGE TR R 7, 2 B Ak B B SR T o 514, BT DAV I 22 B BR sk 75 L R DA
SVEAE FAN-Z, T 2 9L 4 o ok PEGRE TR BR 17 AR I BB AR % 12, SR IR A T LI i e &
e-EE, RRMERAEARN S ERED AT ERERE,

[0042] 26T ZSC{d A0 & @& PEGH T, @ % % [EPEGHI 2 Fh 4 FERIE LI, JF L% I8
()4 F- B 7 2KdFN200Kd 2 8] CRISBARRR 2 F &) RT . 45 BRI 53 T 8 CPEEriR oy
FB) QIR 2 LI A B TE10-50Kd 2 (8] f AR L . T ., 38 F ik i) R PEGH
445 B A B BE R LY TSR I PEGER 43, FF ELELE B AR if tth , X #F I PEGHR 70 4 B H 20~
A0KAZ (A1 (0 4 F & . AT L , & 3E (PEG 3R 4> VR B LA TE M BURPEGH 4K, LK B H 2 TH
ANEEEHIPEGER 4y - TEPEGER 4 B £ F — AN B BEPECHERT , M H Rk M R ¥ A A B A _LAHF
S FE R FEZERNTI5%) .

[0043] 7Rt — B MR H0 75 T , PECER 40 2 B IL- 11 MINSR R Z S E B B IL-1 170/ 80 (&

8



CN 107849108 A i AR B 6/20 T

) FEEETE N BRE RN - REHATRN AR, B FNE e e, ik R IL-115
PEGER AN EE/REL B A 2111 (Bi4n,0.9:1%1:0.9,8%0.8:1%1:0.8%) LA, R 2 A
2K ST B 7, — AL T LA 7E P BRI BR R B AL TR ZE (B0, 10%6-2096 2 R 31961096 2 8]
IR IL-1 18] LS A R 2 AL R A SRS IR) - B 4D B PEGER D T LABEERE W
HEE R e~ F AL B SRS . 0 T T VA0 — 2P B VR R 2 B TL-
11897 302 T40NY , B A4E ATL-11 (RN 2R SE4) F B A0KdH YT AR I PEGER 47
Wl B 2 NS

[0044]  7E L HE— 35 T Y1 75 T , B 24 4714 35 T PEG#R 43 i 3 B i B AN/ sREB MR, R
ZEATT U RBRAN B, IL-1177 L2 N B AL M BE HLE IE S R 2 — BRI
,ﬁﬁﬁ:‘riﬁzr_@é%,@zéé%\lﬁa‘“aﬁ%ﬁa’%%uw%Bﬁ%@ﬁ&iﬂﬁlE@&,ﬁ%ﬁ'r&%‘éz:@m%
i, 3 BE ik th, IL-11 EEAE A& 20 TENIH S BB Ab P LA R 2 Ak, 9 BLRR
N (510 A AT M 7E P9 SRR S B AL 2 1 RUR T (BlEn Sk B AR BRUA 2 R) wWERZZ
B2

[0045] qu,#EL&H%&D@EFE%B@%&%EE‘JIL—11,ztﬁﬁﬁ}\ﬁﬁﬁﬁui%mﬂﬁﬂwﬁmﬁ
3] CEC b ofIm i 37 32 80RT 100022 18] ) B %5, LU FAL & MK 7 T &) 1 B8 4 1) 36 e PR L
) A0 F T O b — S R H0 e BT R 4 L.




CN 107849108 A % B B 7/20
[0046]
HER/EHRE 7 | Hitsr TR
\IOF/SUNBRTG
HT ME-200AL 3CO+CH2CH203—CH2—CH2—CH
20 KD
Jenkem/Y-PLA H3CO——{——-CH2CHQO—)———CH2 CH2 0 o
D-40K SN——cH wil)——NchzH,,—gH
H3COh<<—CH20H20’>——-CH2—C/ 2
1
40 KD
NOF/SUNBRIG Q

HT ME-120TS

i
H3CO—<——CHZCH20—>——C—-O——N¢
n

NOF/SUNBRIG
HT GL2-400TS

O 12 KD
cho——é—CHQCHZO—}——-CHZ
O

I
Hzc-——-»o—c——o—-—Né;]

NOF/SUNBRIG
HT
GL2-200AL3

O 40 KD
H3CO——‘<—-CHZCH20—>-CH2
e O

HZCWOwg)wNHw—CzHa [CiH 20 KD

NOF/SUNBRIG
HT ME-050TS

)

I
H3CO—€~CH20H20‘>—C—O-—N
n

O 5 KD

10




CN 107849108 A i B P | 8/20 T

[0047]
NOF/SUNBRIG H3CO+CHZCHZO+THZ
HT
GL4-400AL3 | HscO %C”zc”zoﬂ}—
HZC—-O—GCHchQO%—CHZ
\ HZC—O—‘GCH;ICHZO%—CH o 0
3co—(—-c:-ichzo Hzc—O—-»%IIuNH CZH4—CH
H3CO+CHZCHZO‘>—CH2
40 KD
[0048] %1

[0049] FERZ -EEAAENIL-11)E, 0T E AR , itk an b3 B 1
[0050] fk&4), HFHEZMEBZ ZEAMNIL-119FEEWNAER2F E TR TH L.
[0051]

HEYWRS PEG K/JVKDa PEG H&H BEMEAGES)

120NL AN 20 B N (%)

[40NY AN 40 Y R N i)

T12KL A 12 HiE N i (P Ed)

140KY LA 40 Y IR N Ziig (9t I 7

[20NY A 20 Y AR N im(ﬁ;w‘f)

120NL2 20X 1~3 Bt N i /0 2 w2 2 PR (1 )
120NY?2 20X 1~3 Y JEAR N S/ 0 2 e 2 2 R (I )
105K 1.4 5X4~5 Bt N i R 2H R (BB )
140NX A 40 4-% N i)

[0052] &2

[0053]  f% &3, A K B N B & K ILPEGER 43 (I K B ALE BRI A 5 (F1— 2 FEE £, IL-11
H R B1) of 4 P A 40 50 T ANRRUE TR B A HE T BRI AN KR BE A B0 . AR 4R T T A SR 58
HARFE R, JUEMER TR 2 B fE F B AN YT AR B PEGER 43 FENUH S LB AL , 4 St 7E
IL-118 A R H T .

[0054]  EEMAEAEY

[0055] BT ACKBANKILT HRIML AN ERK AV E NS, BEEERIEARE T
R L& a] AEE & FH TV 7 S8R Z TL-1 LA R BR A 22 R s Bl AR 78 T X {8 B IL- 1134
I VR IT BB 2 PR Rl TERL T R g 2 P, AR B G S FR AL SRR AL
SV 2 A AR ASHE ST BB TR A 5K () (97 3 R B /MR D (b) B
/RS KB B FIE G 3145 o) WITIE KB BRCIIRE ; (d) BeifiF & 6 ML /MR

11



CN 107849108 A W B B 9/20 T

BFIGTIRE 5 (o) ML/MR IR A i EERE : () CTIRZE M R TR R AIE AV AR, N5
B AR B 2 B A LA R RS R A () H o B R I B E L F0/BK (h) O ILE R
%ﬁ,EEP%fﬁﬂ’a%%éﬁé%@%?ﬁﬁﬁ?&%ﬂ@%ﬁﬂﬁ%%% (B 252 AR OKE
ISR IR 25 4) T2 5 b TR I AR B0, TEAR R By — 5 T, % e 4 & Y EC i
T 1897 47 8 K /MR RSB G TR E S E AT & B S fpiE G HE Al E B
7 %tﬂz,iﬁrﬁi—i@ﬁé%f&méﬂé%ﬁfu%&m%nuiﬁﬁfé'&ﬁﬂ%EiDﬁ,%u/ﬁiﬁ%ﬁﬁ—ﬁw&
[0056] #‘?“f%llﬁtiia’a%%Jﬂéﬁ@%é\#mﬁ@%ﬁnﬁtéﬂéﬁmm:ﬁ'—%%@zzﬁ%%é@?ﬁii
ﬂ%%%ﬁ@ﬁw~@@aﬁ%uo%ﬁ%%%éﬁé\%ﬁtiﬁtﬂ@ﬂ%dmﬂ:?‘zﬁiﬁﬁw‘f,ﬁ%%uM@Jz
AR T2 1 R P o R 5 I8 24 4T AR R A R A F R A T LA S MR A ——
FLHE T B A3 T AR R R s R4 i —— B 2 NFEEE ) GE# AL .
[0057] qu,ﬁﬁﬂi%ﬁﬁ’a‘@.é\a’a‘éﬁ%éﬂé\%%iﬁt@@%%i—‘éiﬁﬁiﬁﬁ’a%%ﬁmrﬁiam
VRV 4 BIOR  FLTR BB L u&%Eﬁ*ﬁﬁi~—ﬁ%??iﬁ%?_ﬁﬁéfmﬁa%%ﬂmﬁﬁi&
ﬁ%%&?ﬁoé}i@%7K‘THD3E7J<‘T$£E1ZI&%%%%‘JJﬁ%ﬂﬁﬁ%ﬁﬂ‘]i%@%m\%%&%ﬂﬁﬁu%
B AR 8 2 U Ehn, R B VR SR A ERIREY .
FIRT v 5 0B MBS (B4, ThER 2 B8 R A R AT LA 2 AR R PE ALY , HAFER
R IR A FLAL R/ B B o T DL S A T AR/ R BB (B X AR
Bafs LR B TS , DL SCB F id ARUK R (it , 0. A5uMER 0 . 22uMFLAR) I IE -
= K Bk K AR ST (il y 3R TR SRR IO . A E M BT, LV
B MR (B, HE A EREE) &%ME%MEHHE%EJ.El%ﬂ%ﬂf?‘z%a‘ﬂ@%%ﬂ@ﬂ%ﬂ%ﬂﬁi@
Hh7E3-9, B 41 KU H6-8 , Fll B ML AT A+/-0 . 3 pHIE TE R 28R, R 2R BT R UAA
ﬁ%lJ?ﬂJEIL)u%Wﬁiﬁﬁﬁ%ﬁi&&ﬁﬂﬂiﬁ/ﬁ%éDWIJtzu%ﬁ%ﬁ%‘%&fﬁﬂ@?‘iiﬁ@%ﬁﬁﬁ‘/@%%
1 T TR S (i, AR A A 252 & A0 [ IR B S i K /A &
B

foo58) EIW%H%%%#L%#%%)ﬂ#&%&ﬁﬁﬁﬂi%ﬂﬂ@éﬂ%%,ﬁﬁﬁﬁﬁ?—é@%m&i@\%%%
ﬂﬁ\@ﬁﬂ&)\\%H@i&ﬁ%i@%%ﬁﬂﬁ\@z%mﬁ)\%ﬁ%%ﬁ,EEEP A SR R ARE B 8 St
§ALEE T BB LA R JEMEN (intrasynovial) JHHI NS s R
Py it R G 2 v S B V) e, 4B A W2 B S T R R R KA, 3 AR
MR M % FE G 254 A B AT LA A A AR R 24 YA T SEAR AL HE I T A P
%3 IZ@EE%%E———@%BEﬁﬂiﬁ%iﬁ.@i&%ﬂ%ﬂiﬁﬂlﬁl%m@ X 3R —— A
FHoﬁftzt@)ﬁﬁjza%ua@%k%%ﬁ%ﬁ%ll?fu,%Eﬁﬁﬁf‘sﬁm%lJ?fui@%&U\ﬁiﬁjfzfztxjcﬁ%o
[0059) 9@-’?2&%%*%%8@%%%8@%,ﬁj:f_'aiMR@Jﬁ%%&%%iﬁ%”ﬂxm%ﬁﬁ%ﬂﬁm
HAEE ) H El"]olH:,J‘TLé’liAiEi'J%E\EE"J4%%%5"]%4%:@%1@?5%oﬁ)ﬁ\ﬁ‘ﬁ JEE GRS
%uxﬁﬁzw&ﬁu/éﬁwwﬁ%iﬁﬁ&&%ﬁ&&ﬂ@%d\%ﬁﬁo

[0060] W,Eﬁ%ﬁtiﬁém%@ﬁfmﬂ%fﬁﬂ‘ﬂhé\%%uﬁéﬁo.1ug/m1§j<é@1oomg/m1
> 1], B S K 01 0ng /m1 K49 10mg/m1 2[R R # T ok #950g /ml B K £9100ug/ml
Z 8] B@%ﬁﬂa‘éjﬁ%ﬂ%ﬁﬁ,ﬁﬁ%ﬁ%uiﬂ'ﬂx%,ﬁﬂﬁaﬁ?éﬁ&ﬂ%ﬁ&&ﬂ@ﬁﬂ%ﬁﬁﬁﬁ%fﬁ%
%é\%,ﬁﬁ%m—lowg/kg,#_Elﬁﬁtiﬁimo—mug/kgo%mi Al B AT T LLFEO . 1-
IOUg/kg\§J250~8OUg/kg\EJ'Z}80—1ZOUg/kg\§2120—200ug/kg2l‘ﬁl REEEE . AR A

12



CN 107849108 A i A B 10/20 7

él%%,m%@ﬁ%déﬁﬁﬂﬁﬁﬁuﬁua@i‘/ﬁtﬁwﬁﬁfﬂu@%ﬁﬁé@o.3mg§3.omg2|‘ﬂ5@%2:@‘$%
B@IL—ll,E)Zj(é’ﬂBng?ngl‘é]E‘]%Z::@%E‘]IL—ll,EE?(Z’J?nglOngI‘ETJB"J%ZJ:@?%
HTL-11 (R ST, LA 7-9 X 10°U/mg BT EL TR 1) JedE b T BAMER AR, A SRR
Fﬁﬁ?@i@ﬁﬁ%ﬁ@%&ﬁ@%ﬁﬁﬁm,#Eﬁmiﬁ?@@Fji—'zﬁt’?%%ﬁa@%?éﬁﬂkigéﬁ%ﬁo%ﬁ
ol e B T SORRIUE , TR Bi| 26 1 (287 24 B 9 L4 o TR AR

[0061] LH:%,E%E%%;ﬁaﬁﬁﬂ%mu@%%q@f@ﬂ%ﬁ%m%#mﬁu,ﬁﬂuﬁrfi
F FF 0 I L BT L 15 S T RS (LA 7R B 2 7 f i 70 B 4 IR 2R 22 B 7)) , B AT EA
1’&?913%%’%%1&@[1é\iﬁﬂ@%ﬁ%éﬁ%?&fﬁﬂ@%%%%@‘? (0, f2 FR IS E B A B
BB R I /N 77 A (R 257 (B0, Li2COs I BRES) Ak bR R

[0062] % jEH) A&

[0063] %fEH’J%é%ﬁ%?ﬁﬁ%ﬂ%%@iﬁ%éﬁﬁ%?ﬁﬁ?iﬁﬁ%ﬁﬂu%ﬁ%%ﬁﬁH%B’a:
(@) B M/ ERST R B R E il (6D 13 (b) AT R S RIGTIRE : (o) BEt R HY
AN RS FIG TR ZE + (d) /MR B E BRI < (e) CIIRE M E B R A R R E R
T ,tzuﬁ?@%ﬁ%u?ﬁ%ﬁ%%ﬁé,L‘)&%Hﬁﬁ%%ﬁé: (f) & f i KRR 1R E  F (g) 0L
BRI -

[0064) JH:,ztxﬁiﬂﬁAﬂi%%zlijz%%ﬁtﬂ’ﬂ%é\%%ﬂ%ﬂiﬁ?‘aﬁ?ﬁ%%ﬁﬂ@%%EPB’JH%
% ) EE/ B E RN EFCIHE: (b) R B RIGTHRE 5 (o) KRt A L /M
b FIGTIRE s (d) M/MRIE AR ERE; (@) CHREMETHE , BFERMHELRR, I
B AR g T A U R D R 4 T R (F) B E 5L & O B 1R 5 0 () L VBT IR
i o

[0065] U\%~4\ﬁa}§§l€%,ﬁﬁﬂﬂkiﬁ%%iﬁ‘ﬁﬁ%%‘aaﬁkqﬂE@Ti&#ﬁ%ﬁﬂ’aﬁ&: (a) #%
A/ E R R B AGTIRE « (b) 1FT FE I EACTIRE (o) i R I ML/ AIGT
R, (d) /MR A1 B e R (e) CIIREM HEREA ALHE S 0 R R I B B
R R, U R IS R 4 5 () B o L 2 1 AR S < A () (L LT e LA
JEFT A B S R AL S

[0066] S NS4 i o

[0067] A4k AALHEIR (bulk) (9 A\ IL-11——H R & B & —— i Hangzhou Jiuyuan
Gene Engineering Company (k220121005/1006/1007/1008) JEL4Ht, 7TD1 B 230 40 ML 2
SKER [ DSMZ (No . ACC23) « Paraplatin® i 5 ¥ (L &2 -E41) 10mg/mL (HEIK : 5A03935) E
Bristol-Myers Squibb Company%‘]iﬁoﬂﬂﬁéﬁﬂ"]ﬂ%%E!@'E}——EE’—“Fﬂﬁﬂz'ii'&iﬁi—'—(E KT
11418025001) % E Roche diagnosticsd]\%ﬁIL—ll%ﬁSGXﬁﬂREMyBioSource,Inc. (BEx5
MBS553276) CellTiter 96® 7K it JE WU T 40 o 38 FE i 3 MTS) (H FS65430) W H
Promega,ﬁﬁ??TDlé&lH@iﬁgﬁoﬁﬁ?}\IL—llB’\]DuoSet ELISAE B2 &M ER&D Systems
Inc. (B F2DY218) . 4ifki fi-MacroCap SP (7= @ e 17-5440-01) 3REX Bl GE Healthcare
Life SciencesoﬁﬁﬁﬁﬁTris—ﬁ’ﬁﬁﬁ&w%%Wﬁ%ﬂﬁ?ﬁiﬁﬁ?ﬁ@@]‘hermo Scientific.HPLC
&I = A28 (B 5302031 FZfE (B F234967) WIE Sigma—Aldrich.

[0068) Eii%’%SUNBRIGHT@ME-l20TS\ME—200AL\GL2—4OOTS\ME—OBOTS\GL4—
A0OAL3 < GL2-200AL3{) £ Fh % =X p 2 & B PEG W EINOF Corporation, 3 FLY-PALD-40KJH H
Jenkem Technology USAOPEGﬁQ?ﬂJE"]ﬁj\%%mﬁiﬁi%ﬁ%lEPo
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[0069]  T12KL/T40KY/TOSKLAR %% : 76 K ZI8HIpHF , Smg/mL2E 1 Ak SI N 1 25 AR
b 69 % (& i PEGIR R (FH T T12KLEINOF/SUNBRIGHT ME-120TS; F-F T40KY#JSUNBRIGHT GL2-
400TS) #150mM NaHCOs [ 8-& 40 . (3 A #EE] i 75 38 41 % T05KL4 (PEG L7 : NOF /SUNBRIGHT
ME-120TS) , i T PEG5 25 1 JF i B /R EL M 3 3 1248 . R BLIR A IE Z IR TH B 2/, 8
%ﬁﬁ%zmﬁﬁ@ﬁﬁ%ﬁﬂ%ﬁﬂﬁ@E*ﬁé@%&?ﬁ%%a:@%%%?%OPEGﬁJ\%‘@.ﬁM
R A WEREEA R

[0070]  T20NL/T4ONY/I20NY/I20NL2/T20NY2/I40NXIK) 145 : Smg/mL2E H TSI AF 1 E2
£ BE R LG 0 & B O PEGIR 77 (A3 T T20NLAAT20NL2#9NOF /SUNBRIGHT ME-200AL Pl T40NYHY
Jenkem/Y-PLAD-40 ; FI T I20NY FIT20NY2ffJNOF/SUNBRIGHT GL2-200AL3; FAT T40NX¥INOF/
SUNBRIGHT GLA-400AL3) « 10mMELEL IS (AR FIS0mM NaHoPOJHIR &7 3 TR & E WML
& b L PEGHI BE /R EL BN E3 . 5585, 5% . pHI T B K 294.5-5. 0. BB S MTERR T HE
04 NBT , 3 4 FomMH BRI K L PECH T B ERe B I A W R B EE M. AW T
(i E AT Al 5 BB 2 Z BRI D

[0071]  [RAF 44k, - {3 F I MBS 2 4 2B 11 R VAR A pHR 1 22 45, 45 3 B 0o B B LA R R
7 B PD AR 7K o 3 T4 48 1 20KDa ¥ PEG I 48 &) - 14 5 B BRIA WU B EMacroCap
SPEE (1 % 6em) L, %4 {2 20mME BR BhpH 522 A BEAT P68 o {65 P 4 5 20mMIR R 44
pH 5F11IM NaCL {22 i B ) A58 B3R 45 ¥ J SR B 6 28 1 /3R o ot 16 & i T 20K Da ¥ PEGRI 28
A R IB R E B MacroCap SPAE (1 X 6cm) b , %A {5 B & 20mMBE R BApH 7THOE
WA AT ST o A R A 20mMI TR ARpH 7ATIM NaCl ) 4% Rl BI 6 B BRI 25 G it SR T e
B AT A ZEE 2 B B AIZESDS PAGEHE M b 43 1 ) S ) () B 8 P4 o FE UL, e PR IE e Bk
?ﬁﬁn\%ibﬁa,#E%W%L:@E%%ﬁmu—l1%&%&)\;&\%%@&%,140NY1-251?@J%
S 100KAEI E M4 T8 , K FAh i H60Kd 4 F & X AT A% B T HPEGER 7 MY TR o 7R —
#ﬁ%%dﬁﬁﬁia’aﬁ@,%Jﬁﬁ@%é%ﬂ@émhﬂzﬁy—iéwﬁﬁiﬁﬁ,;B;?fTijﬁﬁﬁzjcichﬁ
(scale—up) ML T

[0072]  i@itRP-HPLCHI4EEEAY 25 : 49 MPECamer i) & BB R AL R ERE Sl M aF——
5B Thermo ScientificHiUltiMate 30004RE S BILC R G —EREKIUPLCHI AR (RP) =3
ST AT AT TR PR BN T #E4T + #E : Acquity C18,1.7um,2.1X 150mm,300A fLA2, %%
124 (quard cartridge) s FEENHEA:50% (v/v) ZBEHRE0.1% (v/v) TFA; T 514HB: 957
(v/v) ZBEFHI0.1% (v/v) TRA; 7558 : 0. 4m1 /min; B3R B :65°C A& : 214nm s FEA20ug , FF
B TR RIFIBITERE
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B ia) (min) A% B%
0 100 0
2 100 0
[0073] 9.9 80 20
9.95 0 100
11.3 0 100
11.31 100 0
17.5 100 0
[0074] 3

[0075] 7B [ i & BT @ UV/VistAR (microplate) ALk i st e E i ——RAB
Thermo ScientificHJIMultiskan GO—-—?D]'J%%E)ﬁﬁ%ﬂ%ﬁ’t%i&ﬂ@ﬂﬂﬁ%%lcm'l,&
980nmF 7E 7K F U B 417,990, 7] &, (AT F0.1% (1mg/ml) FEIRO . 944 MR FEAE , &
iiftzsonm“oité'FB@%E%é%ﬁ'ci%#aﬁwﬂuiﬁElIﬁmrﬁo1§ﬂ%7£28onmw’ﬂﬂ&ﬁ‘ﬁf§ﬂ’ﬂ§ery"i
ﬁ%ﬂﬂ%%éﬁﬁﬁ%@tbﬁuéﬁ@ﬁ%n@%ﬁ@ﬁﬂ@ﬂ&ﬁ‘c)ﬁ,ﬁ’ﬁﬂiﬁ?DIUPEG%Bﬁa\oés%,$jc%i$
3 E R THIOE B RIREH AR GPECH T .

[0076) i AR R B0 Z4R8h 1% (PK) BT - 7E 1), 100-150ug/ ke 14 257K 3@ # ik A 8%
&Tﬁﬁ%ﬁ%ﬂ%ﬁﬁﬁﬁ%fﬁﬂ@%é%‘zﬁ,?:EBRZET&SDj(EW%‘}MKW%%%OEH%%%EPu
ﬁ%ﬁl‘ﬂ}ﬁ%%ﬂn%’iﬁ%,%%ﬁﬁﬂniﬁﬁj\%%EE—ZO“CTfi%ﬁO@ﬁ}%JEAIL—l1E1’~J
DuoSet ELISABEFIZ (R&D Systems Inc.H3FKTDY218) S 52 S 25 R TL— 1 LEE I 3 B
b (Y . 15 B JERB % (non—compar tment) #EALE I WinNonlin 5. 3%k PR A AR EN J1 2
2.

(00771 ﬁﬁﬁﬁs‘mﬂm%&&iﬁﬁ#(PD)EH%:E100—150ug/kg8@éé‘§5?%f§T,ﬁﬁﬁﬁ%ﬂykw
EE&TE@H%%Eéﬁ]%f&:ﬂ@%é}%JEM@TESDXE&EP%@%&MW%WEOEH%%%EPu
#x % b} () B S 4R LIRS fn B AT 32 A B IF BE-20C R k77 ECe 1 1-DYN 3500 1 %
2 0N S e 1T 4 AR T E

[0078] -2 1E A R o i 2 2 1 % (PD) BT - 75 5805 FI| FF & ok v 78 FH 40mg / kg T Y
%%Ei%ﬁ%%ﬁ%rﬂ%ﬂ,?£4Rtﬁ'r¢SDj<Eﬁ*iﬁ@%&&iﬁﬁ#‘ﬁ{aJfﬁﬁlj‘:wSOug/kg&Wﬂ‘z
i 2 B LAY TE T RS R LA AR B R 1R 5 S T R S L B BEAT MR 4 9F BLAE-20°C
T & fE . fECe 1 1-DYN 3500 10 7 52 4947 43 b St fn 48 AL 4K

l0079] fEE G K {ERE (napping) 766, & omg /mLE E B ANL/50 (W/W) fiE 2 (1 A A9 50mM
Tris pH 8.BZE%WWP%IJ%&MEY&OEE?&F%EM\H#,#%%i%%bu%ﬁx%ﬂmo.z%m\ (=
HZ.8) VA EEEANEHPLC L2/l ,i@ﬁ%@%ﬁéﬁ&fﬁ]%ﬁ*ﬂwﬁoﬁﬁﬁﬁﬂ@zﬁﬁ}%’ffﬂiﬁ;
. Zorbax 300SB-C8,2.1X150mm,5um, 300A FLAZ R ENABA: 0. 1% (v/V) TFA; B AHB:
95% (v/v) ZHEFHI0.1% (v/V) TFA;?ﬁﬁzo.zml/min;ﬁm:214nm;?‘£)\10ug,#ﬂtzﬂ‘fﬁ‘1
fFAPIBITIRE
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i 18] (min) A% B%
0 100 0
(0080] 3 100 0
8 95 5
45 55 45
45.1 0 100
52 0 100
[0081] 52.1 100 0
65 100 0
[o082] %4

[0083] g FAHPLCZE AMSHE % (Thermo LCQ Advantage) SEHEE A KEKEI & E -

(0084] E—%%ﬁﬁﬁqﬂ,Jﬂ%?ﬁiﬁu%‘eﬁi{%ﬂﬁﬁﬁiﬁB’\J%g‘&%@ﬁiﬁﬂ'ﬂ%iﬁﬁ%\ﬁ@i&
B AR AR T4 1 S B W EE AR N TE — LR LT RIS “K 4" 1B A RIL, 7E
~%wﬁ7‘5iﬁqﬂE&Sﬂ@iﬁtﬂﬁ%%uﬁﬁwmﬂﬂiﬁﬁwKﬁﬁmiﬁﬁﬁﬁ%ﬁm{a,,E:EILJ
EXY)%%EW%’QE@?‘?EEiﬁE%?E?%B‘Jﬁﬂ%ﬂ‘]‘f&)ﬁﬁﬁ%’é1&&~%iﬁﬁﬁiﬁqﬂ , N 24 R HE R TE A
ﬁ%xiﬂz?%uﬁﬁ:rﬁﬁﬁ%@ﬂ@%)\&ﬂtﬁ@m&@iﬁﬁo}Zx’%%iﬂﬂiﬂﬂa@~%iﬁﬁ7‘iiﬁﬁ’ﬂﬁ
?@@%i&ﬁ?ﬁ[ﬁl%@%&%i&@ﬁ,@Z{E%%@W%ﬁ%%ﬁﬂﬁ%ﬁi@ﬂﬁé%ﬁ%t&#&iﬁﬁﬂi
ﬁﬂﬁE’J—%%@ﬁﬁqﬂ%;%ﬁaﬁéimﬁﬁfuﬁauz\%mEEHJ%ElE@iﬂﬂiﬁiﬂﬂ%qﬁimﬂ%fﬂﬁ
(2 R SR E

[0085] AR5 O AIPEGHT AR T H A &M MK e e HEAT A 4 A
&rﬁ%uﬁ%%ff@%%ﬂaﬁ&&%%u/Eﬁéﬁfi%%i&?iﬁ%ﬂ@é%%OE%~4\%@JEP , 7E1E
%“j(u&ﬁCF%ﬂ:ﬂ]lﬁﬁ‘éﬁ‘fiiﬁﬂﬁ%ﬂ’PEGj(/J\EI"JEﬁﬁ[&‘)IL—l1%%6“4%&%%%?\])3@%2!5Ji
f%ﬁﬁxﬂ%@ﬂ@ﬂe%a:@%m1L—11%m%*%%%ﬁ%a:@%%xﬁmwmﬁw(3.5—
13.7hr) FAEGAEEAT  /NT 10450 b E R 2 Z AL X R A VB A T EMIPEGLL T FI IR
P T T e K I I 3% #8 R 1« T40KY (13.7hr) ~ L40NY (8.5hr) >I20NL (3.8hr) ~T12KL
(3.5hr) . ESEIAE T TE B IRFFIKA Wi FRJE 2 #0700 T 2 AL TL- 1L L3RR B2 B A
BE 5L 1000g/ kg B 77 B TE KR Elﬂé%’é?ﬂwf&%ﬁﬁE&t%ﬁd%ﬁﬁ@iﬁ&ﬁ@lﬁﬁ(}%ﬁ%ﬁﬁ
KA =M.

[0086] E%:/P%ﬂﬂiﬂ,Elooug/kngﬁ‘(ﬁzﬁ%!ﬁkm@ﬂ%}é,iﬁﬂ’éﬁ%kRWﬁﬁéijﬂU%m/J\
Wb {5 P ESDK B SEMEZG 24 B 0 2 VR A - S ER B ATT L 40-KDZ3 & 1) (140NY F1T40KY)
%45 HLI20NL (50%) B8 K B i /MG & (60-75%) ECRYAREY AR PEG, 3 ALK B
%Wm%%ﬁ%%%ﬁ%%G%m&@ﬁﬁﬁi%%&mP%ﬁﬂ%i%%ﬁ&%%%ﬁ
R R, X R B T BE BEPECR & 2 AV B K 225 % 1 if /MR 38 8 H A PR 2
&L@H:%ﬁﬂqﬂfﬁﬁkﬁtt'.ﬁMiﬁﬂictéE’\JPEG%Em/J\m%EB@7‘3@%@5&&%‘6@IjJa*ﬁzoiZM
T 587, Rk B A A KR R AR

[o087] %E%E/u\%ﬁuqﬂ,@ﬁﬂ%%fa@ﬁﬂz@%éﬁa7Kﬁ£ﬂkﬂ@Lc/Ms§%ﬂ€ijﬁ§2§§é\ﬁ
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S ESHZ T IL-11 CREER) J40NY%HI40KYE’~JH§%EE’E}@%,#ETEE@%%S%’E{%T%
EABK.

JiA i fik# NG

773.9 -8 Tl GPPPGPPR

669.7 9-14 T2 VSPDPR

12174 15-25 T3 AELDSTVLLTR

774.9 26-32 T4 SLLADTR

798.9 33-39 TS QLAAQLR

261.3 40-41 T6 DK

3319.8  42-74 T7 FPADGDHNLDSLPTLAM
SAG ALGALQLPGVLTR

287.4 75-76 T8 LR

950.1 77-84 T9 ADLLSYLR

839.0 85-90 T10 HVQWLR

oosey 1742 91-91 T11 R

618.7  92-98 T12 AGGSSLK

13275 99-110  TI3 TLEPELGTLQAR

402.5 111-113 T4 LDR

400.5 114-116  TI15 LLR

174.2 117-117  T16 R

860.1 118-124  T17 LQLLMSR

2600.0  125-150  T18 LALPQPPPDPPAPPLAPP
SS AWGGIR

19142 151-168  TI19 AAHAILGGLHLTLDWA
VR

655.9 169-174  T20 GLLLLK

275.3 175-176  T21 TR

131.2 177-177  T22 L

[0089] %5

[0090] Z—EﬁtﬁUﬁLxﬁﬁj%TlEixE%Jm%EIzLONY%uMOKYH@Bﬁ%e@ﬁ@iﬁéﬂiﬂfﬂ%ilﬂ%f&oi‘z?‘éfﬁﬂ
ﬁPEGB@vﬁfqﬂéﬁéﬁﬁi’ﬂ%&i@%éﬂHitt,;E\EPNﬁﬁéﬂﬁ%ﬂaﬂJc#éﬁéE@ﬂﬁﬂﬁﬁoéé.%,
T 4ONYRITAOKY 5 SNtk 8 B, SR T AU S T E R Hoh TAONY 2 i 8 , 7 T40KY 22 B
Hﬂ%i%tﬁ;,140NY%D140KY:%2%$%%Hzmﬁﬁﬂ%?im?%ﬂéﬁ;ﬁ%nm/hmiﬁﬂi*%%Hj?é
LI R

[0091] m%‘—&ﬁ%@t&@ﬂi%%%ﬁ,%ﬂxﬁﬂﬁﬁﬁiﬁﬁr&ﬂi%miﬁ%ﬁ%z:ﬂsﬁ%,ﬁ—?é
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7, —EAL P e R T ), TR L TE JR R AL 7 M /NER P2 A B Tha8s T & T 2 FN
ﬁﬁﬁé}i%%%HE@@X%@@W@&%E!ééﬁa&?ﬁﬁ%ﬂ%ﬁé%ﬂ@%%ﬁﬁEe&%é’zﬂ%\ﬁ%
Z:E?%B‘JIL—l1%é%u150ug/kng&Tﬁﬁﬂ%EﬁﬁﬁDPB@éﬁ&&iﬂﬁ#ﬁﬂﬁm%%o%
j‘:ﬁﬁmn—n%?‘i@zﬁﬁ,ﬁ’ﬁ%z:@%ﬁ’an—u%JEE#—?&*\OPEGﬁzﬂdiﬁIu%ﬂrﬂzﬁ%%
B@I}Jﬁ‘éo,ﬁﬁsm,QEE%%PEGﬁ%EﬁE%ﬁ}E%*ﬁttmﬁt%@%a’aJtuiﬁ%,%zﬁ'rﬁuﬁj:m&
47 L 67 JE R, T20NY 5 T20NL (46-55%) L 5 o B K I I /MR G B (58-70%) , FPY
R%Yff%ﬂtﬁ’ﬂPEG;‘#ELH%@E%%PEGJ‘z&e%%%@%ﬁ%ﬁﬂ@PEGEifﬂlﬁ]ﬁ?%ﬂ’aE%ﬁéﬁ
FELG B B KB ST - SR T, T4ONY (YFZAR) FAII40NX (U~ R TR 78 /MR = A o AR =
t, = YN E B £165-70% , X R s PEG I /N gk £ 85 48 1 40KDI PEGTS AR i) FE A 22
?%’C@fﬂofz%iﬁ%*EﬁPEGKfEB‘Jﬂ%Z:@%B%ﬁTWWIjﬁ‘ﬁl,ZIDIZONLZ (HHPECEFH N
fir 5. 1) FIT20NY2 (YT AR IPEGE B /ML A 1) S B Z AR R AEEL B
(R 1 /N2 A o T o, DT L FE 55 PSR 4R 6 O TL- 1 1 th, TAONY . T4ONXFHI20NY K 1% 1
R TR T B, A BB A A AL A RSB 0] , 50/ NHIPEGER & W) EL tn20-KD PEGH] 28
:?ﬁﬁ@ﬁﬁ%&&%%%m%@%ﬁﬁ%o%%,140NY%[1140NX%&?%%ﬂ?ﬁ&&ﬂ@%é\%,ﬁﬁﬁ,ﬂﬁ
B () A )25 e R FRE 6T 33 5 1) A R L (I B S L 3R ) o T L, AR i —
*ﬁ%ﬁﬂﬂﬂﬁtﬂ%’f’ﬂiﬂ’ﬂIL—ll1£é¢%ﬂui§$$ﬁ%iﬂ1ﬁﬁﬁﬁ,#E%%iﬁm%%ﬁﬁﬁ\\%%~7ﬁ\
BT B/ 7E S RO A BT A T KB AR o ) i /AR R D (N, 85 T U &8 i
X RER) ZHE R R AR AT o

[0092] Ziiﬁﬁﬂ}\i&?ﬂ@)%j(u&f’w#ﬁﬁﬁ?‘—ﬁIL—l12&%4%1‘99%%6‘]%‘”’&5%omémﬂﬂttﬁﬂﬁ
ﬁtﬁﬁ%&%fﬁﬁmm1E@llﬁﬁiﬁﬂwE@EIH’EREJEM%E,iz\:%[ilﬁv,%%ﬁfﬁéaa%m%ﬂﬁﬁﬂ&
42 T R TR 1t 2K 1L« 7E SR 7T L1100 150ug/kg e T it AR EE S 14K, MR L Z 8
E’JIL—HL‘ME@E@%u%’@%?‘fﬁfﬁmﬁn@q@%%,ﬁﬁﬁ%%i@%&%ﬁd\mmzfﬂﬂ@tt@
@%EEI%NYEﬁ%B"J%Z:@%H‘J%é‘%*ﬁthﬁﬁﬁd\ﬂ@B%ﬂiﬁ,@WZ’%%E%’?B‘JET%O
i—’l?ﬂﬁ@ﬁ‘]@%dﬁ53;”6@*;)3%%%5@%*%&%%IL—llE@/l\illiiJJfF%i%tbﬁHﬂ“,ZQ%I4ONY
%R%%ﬁ%%'riﬁm%%%tﬂmOE@WETLTﬂnd%}i?i%muﬁﬁmzﬂiﬂ@th@mBéﬁeif)ﬂu
E@EUMEH%ZI‘B]BMH?G‘&,%1%%%¢11%€ﬂ58@%u5k1@t’rﬁ8@1L—11#5<2%E@%EPB¢JZ%%HBTEM’E
ﬁﬁ[ﬁﬁ%i%bu%%u%@m%ﬁ%ﬂﬁ&ﬁbn@m@ﬁ%%Jﬂ%ﬂ%ﬁ@mowaﬁEﬁﬂf%%ﬂwﬁi
191|JL,iZ}“é%ftffE%H’\JIﬂ&ﬁcﬂ@%ﬁ&ti-‘%—%éiﬁ“a%%%%ﬂ&ﬂ%’cﬁﬂ@1L—1Mattﬁd\a’\]ﬂwﬁ
Bk . 7E 7= S R AR R 5 T, A< KA DCEAE T i AL A I TAONY Ry Ay BR Ak, 2 NG B 22 P
[0093]  TL-11Z34 W5 T MMMLi R - fF FA7TDLA0AL & (DSMZ , Germany) 7F 4H g 1 58 ik
MR R S IL- 1A EEE. RS, TEAEfE2ug /mLE IL-1152 44 (MyBioSource,
USA ,MBS553276) F1&F &L T ,40004\?81}1@/%%7TD12&]H@H@&2%T\FE]EmL—l11&&&37“0?&
5 96 COo BVE S 4R R AE K K (Biochem. J . ,318:489-495) AEARIIMTS 5 , Bt 4t X y i
E]"]IL—Il‘iﬁ}ﬁ&ﬁﬂi_tﬁ??’z;‘w%mﬂ‘]”&ﬁf}g,i%.i:iﬁﬁ%GraphPath}(ftFPrism 6HLESTFIE X
rﬁ@a%%ﬁﬁai%’ﬂ%&m‘ﬂaé%E@ECSOOEi)JWﬁ%ﬁﬁJE)%%?TDMHW@%E%HE@%EEW&EP |
iﬁ%ﬁ%ﬁiﬂ@éﬁé‘%&@i%#m&o#%Fﬁﬁ%Z:@%ﬂcfﬁd%i@éﬁ%%‘é@ﬁ’ﬂ?‘%,#E%ﬁfi
EI‘JFi@ﬂﬁﬁiﬂl?)&??ﬁ%ﬁﬂ‘]ﬂ—llB‘J’ﬁ%@?&?ﬂ%%,L)&ﬁﬂ%E‘JPEGﬁJ\?EI"Jﬁ/J\%Dﬂ%ﬁJTDl
AR F AR R A MIREEK. RIS R —— LB S S A A E B A AR
;%——}E,EELISAE@%&EP@’tﬂl@onmﬂmﬂ&;“tﬁﬁo%%E%EEWo
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(0094] m%%ﬁ%ﬁ%ﬂﬂﬂ&5*%&:@%%&4%&&%@%%%&%%%%
%ﬁ%*wﬁ%mﬁﬁﬁﬁﬁuTﬂﬁﬁMWWEW%ﬁm%ﬁdbnum%»mwu
IZONY(ﬂBj:?@1696)>I4ONY\I4ONX(1®1196)>I4OKY(696)>120NY2(396)oﬁiﬁgﬂﬁ,fﬁfﬂ:Fit
E%i%a:@%%%é%%i%ﬁﬁ¢%i%ﬂ%ﬁﬁﬂ&%ﬁ%%%——ﬁ%¢
P%%ﬁk%ﬂmh——%E%%ﬁm%m%m»m%~%%%%%mm%wﬁ&&%mT
EMW@%sﬁﬁzﬁﬁmﬁﬁ%%%%ﬁ%wﬁﬁJkﬂ%%%#&@@%@ﬁﬁﬁu
K 0 /N TR 7K A B O B 185 A 2 V& 1 (7. Biol . Chem. Vol 286,No.10,pp 8085-8093) »
ﬁsmMﬂmm%%ﬂﬁ%Hﬂﬁ%ﬁ&%ﬁ%E%ﬁﬁ-ﬁéﬂﬁwm%%%i%ﬁﬁ
W%%%%nﬂmwwmwm@%wwQWWﬁﬁm%W#EﬁK%mW%E%ﬁﬁﬁ
%ﬁ%ﬂﬁﬂﬁ%%ﬁ%m%%Tﬁiﬁwmwﬂﬁsz%%WWEWﬁﬁ%u
[0095]

BE SR IL-1 1 EYE
IL-11 1

I120NL 0.13

I20NY 0.16

T20NY2 0.03
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Abstract

COMPOSITIONS AND METHODS FOR PEGYLATED IL-11

Compositions and methods are presented in which recombinant IL-11 is PEGylated to achieve
improved half-life in serum while having desirable therapeutic activity and presenting less
side-effects. Most preferably, the IL-11 is an N-terminally truncated human or humanized IL-11 and
has a 20Kd or 40Kd branched PEG moiety, Y- or comb- shaped in particular, coupled to the
N-terminal amino group. Such compounds are characterized by substantially increased stability in

serum and sustained biological activity while exhibiting significantly reduced plasma expansion.
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