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ic molecules including, but not limited to, antibodies, fynomers, aptamers, fu-
sion proteins, and protein binding domains that bind both CCL2 and LOXL2

and uses thereof, in particular, for treatment of scleroderma and related
fibrotic and/or inflammatory diseases, disorders and conditions. In some em-

FIG. 1

bodiments, the present invention further provides methods and compositions
for treatment of scleroderma and related fibrotic and/or inflammatory dis-
cases, disorders and conditions based on the combination of mono-specific
anti-CCL2 and anti-LOXL2 molecules.
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ANTI-CCL2 AND ANTI-LOXL2 COMBINATION THERAPY FOR TREATMENT
OF SCLERODERMA

CROSS REFERENCE TO RELATED APPLICATIONS

[0001] This application claims benefit under 35 USC § 119(e) of U.S. Provisional
Patent Application Serial No. 61/826,692 filed May 23, 2013, which application is hereby

incorporated by reference in its entirety.

SEQUENCE LISTING

[0002] The present specification makes reference to a Sequence Listing submitted
in electronic form as an ASCIIL.txt file named “2006685-0569 ST25” on May 23, 2014.
The .txt file was generated on May 12, 2014 and is 7 KB in size.

BACKGROUND

[0003] Systemic sclerosis (scleroderma) is a clinically heterogeneous disorder of
the connective tissue, resulting in hardening and tightening of the skin. It is an
autoimmune-type of disease characterized by immune activation, vascular damage, and
fibrosis. Major organ-based complications involving the lungs, heart, kidneys, and
gastrointestinal tract can contribute to mortality and morbidity. The pathogenesis is

unknown.

[0004] The feature most commonly associated with scleroderma is fibrosis—a
buildup of collagen in the skin and organs. The buildup of collagen contributes to
symptoms of the disorder, including hair loss, skin hardening and tightening, skin
discoloration, joint pain, stiffness of fingers and joints, digestive tract problems and
breathing complications (dry cough, shortness of breath, wheezing). Scleroderma may be
classified into two major subgroups: limited cutaneous scleroderma and diffuse cutaneous
scleroderma. In limited cutaneous scleroderma, fibrosis is mainly restricted to the hands,
arms, and face. Diffuse cutaneous scleroderma is a rapidly progressing disorder that
affects large areas of the skin and compromises one or more internal organs. Patients with
limited cutaneous scleroderma have a relatively better long term prognosis than patients

with diffuse cutaneous scleroderma. Widespread systemic scleroderma can damage the
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heart, kidney, lungs, or GI tract, which may cause death. Pulmonary fibrosis is the most

common cause of death in patients with scleroderma.

[0005] Thus, scleroderma is an extremely debilitating disease with potentially fatal
repercussions. There are about 50,000 patients in the US. The ratio of female patients to
male patients is about 4:1. Current treatment methods are based only on symptomatic
treatment and management of complications that arise through the course of the disease
(e.g., corticosteroids, NSAIDs, and immune-suppressing medications such as Metotrexate
and Cytoxan). There is no treatment shown to reverse or halt progression of disease.

Therefore, there is a high unmet medical need for an effective treatment of scleroderma.

SUMMARY OF THE INVENTION

[0006] The present invention provides, among other things, improved methods and
compositions for effective treatment of scleroderma, in particular, based on bi-specific
binding molecules, including, but not limited to, antibodies, fynomers, aptamers, fusion
proteins, protein binding domains (e.g., those derived from receptors) that can specifically
bind to lysyl oxidase-like-2 (“LOXL2) and C-C chemokine ligand-2 (“CCL2”), and/or
combination therapy based on such molecules that specifically bind to LOXL2 and CCL2.
CCL2 is known to be a validated target for scleroderma. Several studies have shown that
scleroderma fibroblasts display increased constitutive expression of CCL2 mRNA and
protein. In scleroderma skin sections, expression of CCL2 was detected in fibroblasts,
keratinocytes, and mononuclear cells, whereas it was undetectable in normal skin (Galindo
ct al., Arthritis Rheum. 2001 Jun; 44(6):1382-6; Distler et al., Arthritis Rheum. 2001 Nov;
44(11):2665-78; Lioyd et al., Exp Med. 1997 Apr 7;185(7):1371-80; Yamamoto ct al., J
Dermatol Sci. 2001 Jun; 26(2):133-9; Denton et al.; Trends Immunol. 2005 Nov;
26(11):596-602. Epub 2005 Sep 15.). However, prior to the present invention, no
effective treatment for scleroderma has been developed based on anti-CCL2 antibodies.
The present inventors observe that high levels of CCL2 in plasma sequester anti-CCL2
antibodies injected intravenously, resulting in wasted anti-CCL2 antibodies and ineffective
targeting of CCL2 in diseased tissues. To solve this problem, the present inventors
contemplate the use of bi-specific molecules that allow sequestering anti-CCL2 activity in
diseased tissues with free anti-CCL2 arms that bind to tissue CCL2, which provides tissue

specific targeting of CCL2. Thus, the present invention provides methods and
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compositions that preferentially inhibit tissue CCL2 as opposed to plasma CCL2, resulting

in highly effective treatment of scleroderma.

[0007] Thus, in one aspect, the present invention provides bi-specific binding
molecules (e.g., bi-specific antibodies, fynomers, aptamers, fusion proteins, or protein
binding domains) comprising a first antigen-binding site that specifically binds to LOXL2
and a second antigen-binding site that specifically binds to CCL2.

[0008] In some embodiments, the first antigen-binding site specifically binds to
LOXL2 with a binding affinity of 100 nM or greater (e.g., 10nM or greater, InM or
greater, 500pM or greater, 100pM or greater, 50pM or greater, 10pM or greater, 1pM or
greater, S00fM or greater, 400fM or greater, 300fM or greater, 200fM or greater, 100fM or
greater, SOfM or greater, 10fM or greater, or 1fM or greater).

[0009] In some embodiments, the second antigen-binding site specifically binds to
CCL2 with a binding affinity of between about 500nM and 1fM (e.g., between 500nM and
10fM, between 500nM and 100fM, between 500nM and 1pM, between 10nM and 1M,
between 10nM and 100fM, between 10nM and 1pM, between 1nM and 1fM, between
InM and 100fM, between 1nM and 500fM, between 1nM and 1pM, between 1nM and
10pM, between 1nM and 50pM, between InM and 100pM, between 1nM and S00pM). In
some embodiments, the second antigen-binding site specifically binds to CCL2 with a
binding affinity of greater than about 500nM (e.g., greater than about 500nM, 100nM,
10nM, 1nM, 500pM, 100pM, 50pM, 10pM, 1pM, 500fM, 400fM, 300fM, 200fM, 100fM,
50fM, 10fM, 1fM).

[0010] In some embodiments, the first antigen-binding site comprises a first full
length heavy chain and a first full length light chain. In some embodiments, the first
antigen-binding site comprises a first Fab fragment. In some embodiments, the first

antigen-binding site comprises a first single-chain variable fragments (scFvs).

[0011] In some embodiments, the second antigen-binding site comprises a second
full length heavy chain and a second full length light chain. In some embodiments, the
second antigen-binding site comprises a second Fab fragment. In some embodiments, the

second antigen-binding site comprises a second single-chain variable fragments (scFvs).

[0012] In some embodiments, the first and second antigen-binding sites are linked

by a peptide linker. In some embodiments, the peptide linker is > 5 (e.g., 6, 7, 8,9, 10, 11,
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12,13, 14, 15, 20, 25 or more) amino acids long. In some embodiments, the first and

second antigen binding sites are configured such that they form a single polypeptide chain.

[0013] In some embodiments, the first and second antigen-binding sites are

associated via chemical cross-linking.

[0014] In some embodiments, a bi-specific binding molecule according to the
invention is a bi-specific antibody. In some embodiments, the bi-specific antibody

comprises an Fc region.

[0015] In some embodiments, the bi-specific antibody is human. In some

embodiments, the bi-specific antibody is humanized.

[0016] In another aspect, the present invention provides pharmaceutical
compositions comprising the bi-specific binding molecule (e.g., a bi-specific antibody,
fynomer, aptamer, fusion protein, protein binding domain) as described herein and a

pharmaceutically acceptable carrier.

[0017] In further aspect, the present invention provides methods of treating
scleroderma comprising administering to an individual who is suffering from or
susceptible to scleroderma a bi-specific binding molecule (e.g., a bi-specific antibody,
fynomer, aptamer, fusion protein, protein binding domain) as described herein. In some
embodiments, the bi-specific antibody is administered at a therapeutically effective dose
and an administration interval such that at least one symptom or feature of scleroderma on

a target tissue is reduced in intensity, severity, or frequency, or has delayed onset.

[0018] In some embodiments, the at least one pathological feature of scleroderma
is ameliorated, including but not limited to, endothelial-cell damage, proliferation of basal-
lamina layers, perivascular mononuclear-cell infiltration, fibrosis, derangement of
visceral-organ architecture, rarefaction of blood vessels, hypoxia, and combination

thereof.

[0019] In some embodiments, the target tissue is selected from the group
consisting of skin, blood vessels, lung, heart, kidney, gastrointestinal tract (including
liver), musculoskeletal system and combinations thereof. In some embodiments, the target

tissue is lung. In some embodiments, the target tissue is heart.
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[0020] In some embodiments, the individual is suffering from or susceptible to
limited cutaneous scleroderma. In some embodiments, the individual is suffering from or

susceptible to diffuse cutancous scleroderma.

[0021] In some embodiments, the bi-specific antibody is administered parenterally.
In some embodiments, the parenteral administration is selected from intravenous,
intradermal, inhalation, transdermal (topical), subcutaneous, and/or transmucosal

administration. In some embodiments, the parenteral administration is intravenous

administration.
[0022] In some embodiments, the bi-specific antibody is administered orally.
[0023] In certain embodiments, the bi-specific antibody is administered bimonthly,

monthly, triweekly, biweekly, weekly, daily, or at variable intervals.

[0024] In some embodiments, the bi-specific antibody is co-administered with one

or more anti-fibrotic or anti-inflammatory agents.

[0025] In another aspect, the present invention provides use of a bi-specific
binding molecule as described herein in the manufacture of a medicament for treatment of
scleroderma, wherein the treatment comprises administering to an individual who is
suffering from or susceptible to scleroderma an effective amount of the bi-specific
molecule, wherein the bi-specific binding molecule comprises a first antigen-binding site
that specifically binds to LOXL2 and a second antigen-binding site that specifically binds
to CCL2

[0026] In some embodiments, the first antigen-binding site specifically binds to
LOXL2 with a binding affinity of 100 nM or greater (e.g., 10nM or greater, InM or
greater, 500pM or greater, 100pM or greater, 50pM or greater, 10pM or greater, 1pM or
greater, S00fM or greater, 400fM or greater, 300fM or greater, 200fM or greater, 100fM or
greater, SOfM or greater, 10fM or greater, or 1fM or greater).

[0027] In some embodiments, the second antigen-binding site specifically binds to
CCL2 with a binding affinity of between about 500nM and 1fM (e.g., between 500nM and
10fM, between 500nM and 100fM, between 500nM and 1pM, between 10nM and 1M,
between 10nM and 100fM, between 10nM and 1pM, between 1nM and 1fM, between
InM and 100fM, between 1nM and 500fM, between 1nM and 1pM, between 1nM and
10pM, between 1nM and 50pM, between InM and 100pM, between 1nM and S00pM). In

some embodiments, the second antigen-binding site specifically binds to CCL2 with a
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binding affinity of greater than about 500nM (e.g., greater than about 500nM, 100nM,
10nM, 1nM, 500pM, 100pM, 50pM, 10pM, 1pM, 500fM, 400fM, 300fM, 200fM, 100fM,
50fM, 10fM, 1fM).

[0028] In some embodiments, the first antigen-binding site comprises a first full
length heavy chain and a first full length light chain. In some embodiments, the first
antigen-binding site comprises a first Fab fragment. In some embodiments, the first

antigen-binding site comprises a first single-chain variable fragments (scFvs).

[0029] In some embodiments, the second antigen-binding site comprises a second
full length heavy chain and a second full length light chain. In some embodiments, the
second antigen-binding site comprises a second Fab fragment. In some embodiments, the

second antigen-binding site comprises a second single-chain variable fragments (scFvs).

[0030] In some embodiments, the first and second antigen-binding sites are linked
by a peptide linker. In some embodiments, the peptide linker is > 5 (e.g., 6, 7, 8,9, 10, 11,
12,13, 14, 15, 20, 25 or more) amino acids long. In some embodiments, the first and

second antigen binding sites are configured such that they form a single polypeptide chain.

[0031] In some embodiments, the first and second antigen-binding sites are

associated via chemical cross-linking.

[0032] In some embodiments, a bi-specific binding molecule according to the
invention is a bi-specific antibody. In some embodiments, the bi-specific antibody

comprises an Fc region.
[0033] In some embodiments, the bi-specific antibody is humanized.

[0034] In another aspect, the present invention provides a bi-specific binding
molecule as described herein for use in a method of treating scleroderma comprising a step
of administering an effective amount of the bi-specific binding molecule to a subject who
is suffering from or susceptible to scleroderma, wherein the bi-specific binding molecule
comprises a first antigen-binding site that specifically binds to LOXL2 and a second
antigen-binding site that specifically binds to CCL2.

[0035] In some embodiments, the first antigen-binding site specifically binds to
LOXL2 with a binding affinity of 100 nM or greater (e.g., 10nM or greater, InM or
greater, 500pM or greater, 100pM or greater, 50pM or greater, 10pM or greater, 1pM or
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greater, S00fM or greater, 400fM or greater, 300fM or greater, 200fM or greater, 100fM or
greater, SOfM or greater, 10fM or greater, or 1fM or greater).

[0036] In some embodiments, the second antigen-binding site specifically binds to
CCL2 with a binding affinity of between about 500nM and 1fM (e.g., between 500nM and
10fM, between 500nM and 100fM, between 500nM and 1pM, between 10nM and 1M,
between 10nM and 100fM, between 10nM and 1pM, between 1nM and 1fM, between
InM and 100fM, between 1nM and 500fM, between 1nM and 1pM, between 1nM and
10pM, between 1nM and 50pM, between InM and 100pM, between 1nM and S00pM). In
some embodiments, the second antigen-binding site specifically binds to CCL2 with a
binding affinity of greater than about 500nM (e.g., greater than about 500nM, 100nM,
10nM, 1nM, 500pM, 100pM, 50pM, 10pM, 1pM, 500fM, 400fM, 300fM, 200fM, 100fM,
50fM, 10fM, 1fM).

[0037] In some embodiments, the first antigen-binding site comprises a first full
length heavy chain and a first full length light chain. In some embodiments, the first
antigen-binding site comprises a first Fab fragment. In some embodiments, the first

antigen-binding site comprises a first single-chain variable fragments (scFvs).

[0038] In some embodiments, the second antigen-binding site comprises a second
full length heavy chain and a second full length light chain. In some embodiments, the
second antigen-binding site comprises a second Fab fragment. In some embodiments, the

second antigen-binding site comprises a second single-chain variable fragments (scFvs).

[0039] In some embodiments, the first and second antigen-binding sites are linked
by a peptide linker. In some embodiments, the peptide linker is > 5 (e.g., 6, 7, 8, 9, 10, 11,
12,13, 14, 15, 20, 25 or more) amino acids long. In some embodiments, the first and

second antigen binding sites are configured such that they form a single polypeptide chain.

[0040] In some embodiments, the first and second antigen-binding sites are

associated via chemical cross-linking.

[0041] In some embodiments, a bi-specific binding molecule according to the
invention is a bi-specific antibody. In some embodiments, the bi-specific antibody

comprises an Fc region.

[0042] In some embodiments, the bi-specific antibody is human. In some

embodiments, the bi-specific antibody is humanized.
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[0043] In yet another aspect, the present invention provides methods of treating
fibrotic diseases, disorders or conditions comprising administering to an individual who is
suffering from or susceptible to a fibrotic disease, disorder or condition a bi-specific
binding molecule (e.g., a bi-specific antibody, fynomer, aptamer, fusion protein, protein

binding domain) as described herein.

[0044] In another aspect, the present invention provides use of a bi-specific
binding molecule as described herein in the manufacture of a medicament for treatment of
fibrotic diseases, disorders or conditions, wherein the treatment comprises administering
to an individual who is suffering from or susceptible to a fibrotic disease, disorder or
condition the bi-specific binding molecule, wherein the bi-specific molecule comprises a
first antigen-binding site that specifically binds to LOXL2 and a second antigen-binding
site that specifically binds to CCL2.

[0045] In another aspect, the present invention provides a bi-specific molecule for
use in a method of treating fibrotic diseases, disorders or conditions comprising a step of
administering to an individual who is suffering from or susceptible to a fibrotic disease,
disorder or condition the bi-specific binding molecule, wherein the bi-specific molecule
comprises a first antigen-binding site that specifically binds to LOXL2 and a second
antigen-binding site that specifically binds to CCL2.

[0046] In various embodiments, the fibrotic discase, disorder or condition is
selected from the group consisting of skin fibrosis, kidney fibrosis, liver fibrosis, lung

fibrosis, heart fibrosis, muscle fibrosis, and combination thereof.

[0047] In another aspect, the present invention provides methods of treating
inflammatory discases, disorders or conditions comprising administering to an individual
who is suffering from or susceptible to an inflammatory disease, disorder or condition a

bi-specific binding molecule as described herein.

[0048] In another aspect, the present invention provides use of a bi-specific
binding molecule as described herein in the manufacture of a medicament for treatment of
inflammatory diseases, disorders or conditions, wherein the treatment comprises
administering to an individual who is suffering from or susceptible to an inflammatory
diseases, disorders or condition the bi-specific binding molecule, wherein the bi-specific
molecule comprises a first antigen-binding site that specifically binds to LOXL2 and a

second antigen-binding site that specifically binds to CCL2.



WO 2014/190316 PCT/US2014/039437

[0049] In another aspect, the present invention provides a bi-specific molecule for
use in a method of treating fibrotic diseases, disorders or conditions comprising a step of
administering to an individual who is suffering from or susceptible to a fibrotic disease,
disorder or condition the bi-specific binding molecule, wherein the bi-specific molecule
comprises a first antigen-binding site that specifically binds to LOXL2 and a second
antigen-binding site that specifically binds to CCL2.

10050] In various embodiments, the inflammatory disease, disorder or condition is
selected from the group consisting of psoriasis, rheumatoid arthritis, atherosclerosis,
epilepsy, Alzheimer’s disease, obesity, lupus nephritis, general kidney inflammation,
multiple sclerosis, Crohn's disease, asthma, discoid lupus erythematosus, inflammatory

bowel disease, or systemic lupus erythematosus.

[0051] In another aspect, the present invention provides methods of treating
scleroderma comprising administering to an individual who is suffering from or
susceptible to scleroderma an anti-CCL2 antibody, or fragment thereof, and an anti-

LOXL2 antibody, or fragment thereof.

[0052] In another aspect, the present invention provides use of an anti-CCL2
antibody, or fragment thereof, and an anti-LOXL?2 antibody, or fragment thereof, in the
manufacture of a medicament for treatment of scleroderma, wherein the treatment
comprises a step of administering the anti-CCL2 antibody, or fragment thereof, and the
anti-LOXL2 antibody, or fragment thereof, to an individual who is suffering from or

susceptible to scleroderma.

[0053] In another aspect, the present invention provides an anti-CCL2 antibody, or
fragment thereof, and an anti-LOXL2 antibody, or fragment thereof, for use in a method of
treating scleroderma comprising a step of administering the anti-CCL2 antibody, or
fragment thereof, and the anti-LOXL2 antibody, or fragment thereof, to an individual who

is suffering from or susceptible to scleroderma.

J0054] In some embodiments, the anti-CCL2 antibody, or fragment thercof, and
the anti-LOXL2 antibody, or fragment thereof, are administered simultaneously. In some
embodiments, the anti-CCL2 antibody, or fragment thereof, and the anti-LOXL?2 antibody,

or fragment thereof, are administered sequentially.

J0055] In some embodiments, the anti-CCL2 antibody, or fragment thereof, has a
binding affinity of 1nM or greater (e.g., S00pM or greater, 100pM or greater, SOpM or
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greater, 10pM or greater, 1pM or greater, S00fM or greater, 400fM or greater, 300fM or
greater, 200fM or greater, 100fM or greater, 50fM or greater, 10fM or greater, 1fM or

greater).

J0056] In some embodiments, the anti-LOXL2 antibody, or fragment thereof, has a
binding affinity of 1pM or greater (e.g., S00fM or greater, 400fM or greater, 300fM or
greater, 200fM or greater, 100fM or greater, 50fM or greater, 10fM or greater, 1fM or

greater).

J0057] In some embodiments, the anti-CCL2 antibody, or fragment thercof, is
selected from the group consisting of intact IgG, F(ab’)2, F(ab)2, Fab’, Fab, ScFvs,

diabodics, triabodies and tetrabodies.

J0058] In some embodiments, the anti-LOXL2 antibody, or fragment thercof, is
selected from the group consisting of intact IgG, F(ab’)2, F(ab)2, Fab’, Fab, ScFvs,

diabodics, triabodies and tetrabodies.

J0059] In some embodiments, one or both of the anti-CCL2 antibody, or fragment
thereof, and the anti-LOXL2 antibody, or fragment thereof, are humanized.

10060] In some embodiments, the anti-CCL2 antibody, or fragment thercof, and
the anti-LOXL2 antibody, or fragment thereof, are administered via same administration
route. In some embodiments, the anti-CCL2 antibody, or fragment thereof, and the anti-

LOXL2 antibody, or fragment thercof, are administered via different administration route.

[0061] In some embodiments, the anti-CCL2 antibody, or fragment, is
administered intravenously, intradermally, by inhalation, transdermally (topically),

subcutaneously, transmucosally, and/or orally.

[0062] In some embodiments, the anti-CCL2 antibody, or fragment thercof, is
administered bimonthly, monthly, triweekly, biweekly, weekly, daily, or at variable

intervals.

J0063] In some embodiments, the anti-LOXL2 antibody, or fragment, is
administered intravenously, intradermally, by inhalation, transdermally (topically),

subcutaneously, transmucosally, and/or orally.

J0064] In some embodiments, the anti-LOXL2 antibody, or fragment thercof, is
administered bimonthly, monthly, triweekly, biweekly, weekly, daily, or at variable

intervals.

10
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[0065] In another aspect, the present invention provides methods of treating
fibrotic diseases, disorders or conditions comprising administering to an individual who is
suffering from or susceptible to a fibrotic disease, disorder or condition an anti-CCL2

antibody, or fragment thereof, and an anti-LOXL?2 antibody, or fragment thereof.

[0066] In another aspect, the present invention provides use of an anti-CCL2
antibody, or fragment thereof, and an anti-LOXL?2 antibody, or fragment thereof, in the
manufacture of a medicament for treatment of fibrotic diseases, disorders or conditions,
wherein the treatment comprises a step of administering the anti-CCL2 antibody, or
fragment thereof, and the anti-LOXL2 antibody, or fragment thereof, to an individual who

is suffering from or susceptible to a fibrotic disease, disorder or condition.

[0067] In another aspect, the present invention provides an anti-CCL2 antibody, or
fragment thereof, and an anti-LOXL2 antibody, or fragment thereof, for use in a method of
treating fibrotic diseases, disorders or conditions comprising a step of administering the
anti-CCL2 antibody, or fragment thereof, and the anti-LOXL2 antibody, or fragment
thereof, to an individual who is suffering from or susceptible to a fibrotic disease, disorder

or condition.

[0068] In another aspect, the present invention provides methods of treating
inflammatory diseases, disorders or conditions comprising administering to an individual
who is suffering from or susceptible to an inflammatory discase, disorder or condition an
anti-CCL2 antibody, or fragment thereof, and an anti-LOXL2 antibody, or fragment
thereof.

[0069] In another aspect, the present invention provides use of an anti-CCL2
antibody, or fragment thereof, and an anti-LOXL?2 antibody, or fragment thereof, in the
manufacture of a medicament for treatment of inflammatory diseases, disorders or
conditions, wherein the treatment comprises a step of administering the anti-CCL2
antibody, or fragment thereof, and the anti-LOXL2 antibody, or fragment thereof, to an
individual who is suffering from or susceptible to an inflammatory disease, disorder or

condition.

[0070] In another aspect, the present invention provides an anti-CCL2 antibody, or
fragment thereof, and an anti-LOXL2 antibody, or fragment thereof, for use in a method of
treating inflammatory diseases, disorders or conditions comprising a step of administering

the anti-CCL2 antibody, or fragment thereof, and the anti-LOXL2 antibody, or fragment

11
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thereof, to an individual who is suffering from or susceptible to an inflammatory disease,

disorder or condition.

[0071] In another aspect, the present disclosure provides kits comprising an anti-

CCL2 antibody, or fragment thereof, and an anti-LOXL2 antibody, or fragment thereof.

[0072] Other features, objects, and advantages of the present invention are
apparent in the detailed description, drawings and claims that follow. It should be
understood, however, that the detailed description, the drawings, and the claims, while
indicating embodiments of the present invention, are given by way of illustration only, not
limitation. Various changes and modifications within the scope of the invention will

become apparent to those skilled in the art.

BRIEF DESCRIPTION OF THE DRAWING

[0073] The Drawing included herein, which is comprised of the following Figures,

is for illustration purposes only not for limitation.

[0074] FIGs. 1A-1F illustrate diagrams depicting exemplary anti-CCL2 and anti-
LOXL2 bi-specific antibodies.

[0075] FIG. 2 illustrates an exemplary diagram depicting the Modified Rodnan

Skin Score. Locations on the body where skin fibrosis is assessed are indicated.

[0076] FIG. 3 depicts an exemplary graph plotting serum and tissue concentration
of CCL2 following equilibration.

[0077] FIG. 4 illustrates an exemplary diagram depicting CCL2 targeting in

plasma and in diseased tissue.

[0078] FIG. 5 depicts an exemplary graph plotting concentration of CCL2 as a
function of days post treatment with either anti-CCL2 (Mono) or anti-CCL2/LOXL2 (Bi),

illustrating preliminary bi-specific modeling results.

[0079] FIG. 6 shows the percentage of skin ulcers observed in C57BL/6 mice
treated with IgG, anti-CCL2 antibody, anti-LOXL2 antibody, or anti-CCL2 and anti-
LOXL2 antibodies. PBS: negative control. BOTH: combination treatment with anti-
CCL2 antibody and anti-LOXL2 antibody.

[0080] FIG. 7 shows the fold-change in skin thickness observed in C57BL/6 mice
treated with IgG, anti-CCL2 antibody, anti-LOXL2 antibody, or anti-CCL2 and anti-
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LOXL2 antibodies. PBS: negative control. BOTH: combination treatment with anti-
CCL2 antibody and anti-LOXL2 antibody.

[0081] FIG. 8 shows the Ashcroft score for lung tissue samples of C57BL/6 mice
treated with IgG, anti-CCL2 antibody, anti-LOXL2 antibody, or anti-CCL2 and anti-
LOXL2 antibodies. PBS: negative control. BOTH: combination treatment with anti-
CCL2 antibody and anti-LOXL2 antibody.

[0082] FIG. 9 shows Arginase 1 (Argl)-staining in lung tissue samples of
C57BL/6 mice treated with IgG, anti-CCL2 antibody, anti-LOXL2 antibody, or anti-CCL2
and anti-LOXL2 antibodies. PBS: negative control. BOTH: combination treatment with
anti-CCL2 antibody and anti-LOXL2 antibody.

[0083] FIG. 10 shows a correlation plot of Arginase 1 (Argl)-staining as a
function of Ashcroft score in lung tissue samples of C57BL/6 mice treated with IgG, anti-
CCL2 antibody, anti-LOXL2 antibody, or anti-CCL2 and anti-LOXL2 antibodies. PBS:
negative control. BOTH: combination treatment with anti-CCL2 antibody and anti-

LOXL2 antibody.

[0084] FIG. 11 shows representative histological sections of lung tissue samples
stained with Trichrome for various treatment groups of mice at 4X power. Top row: PBS
(left), IgG (right). Middle row: anti-CCL2 (left), anti-LOXL2 (right). Bottom row: anti-
CCL2 and anti-LOXL2.

[0085] FIG. 12 shows representative histological sections of lung tissue samples
stained with Arginase 1 (Argl) for various treatment groups of mice. Top row: PBS (left),
IgG (right). Middle row: anti-CCL2 (left), anti-LOXL2 (right). Bottom row: anti-CCL2
and anti-LOXL2.

[0086] FIG. 13 shows representative histological sections of lung tissue samples
stained with Arginase 1 (Argl) for IgG treatment groups at 20X (left) and 40X (right)

power.

DEFINITIONS

[0087] In order for the present invention to be more readily understood, certain
terms are first defined. Additional definitions for the following terms and other terms are

set forth throughout the specification.
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[0088] Affinity: As is known in the art, “affinity” is a measure of the tightness
with which a particular ligand binds to (e.g., associates non-covalently with) and/or the
rate or frequency with which it dissociates from, its partner. As is known in the art, any of
a variety of technologies can be utilized to determine affinity. In many embodiments,

affinity represents a measure of specific binding.

[0089] Affinity-matured (or affinity-matured antibody): As used herein, refers to
an antibody with one or more alterations in one or more CDRs thereof which result an
improvement in the affinity of the antibody for antigen, compared to a parent antibody
which does not possess those alteration(s). In some embodiments, affinity matured
antibodies will have nanomolar or even picomolar affinities for a target antigen. Affinity
matured antibodies may be produced by any of a variety of procedures known in the art.
Marks et al. BioTechnology 10:779-783 (1992) describes affinity maturation by Vy and
Vi domain shuffling. Random mutagenesis of CDR and/or framework residues is
described by: Barbas et al. Proc Nat. Acad. Sci, USA 91:3809-3813 (1994); Schier et al.
Gene 169:147-155 (1995); Yelton et al. J. Immunol. 155:1994-2004 (1995); Jackson et al.,
J. Immunol. 154(7):3310-9 (1995); and Hawkins et al, J. Mol. Biol. 226:889-896 (1992).

[0090] Antibody: As used herein, the term “antibody” refers to a polypeptide
consisting of one or more polypeptides substantially encoded by immunoglobulin genes or
fragments of immunoglobulin genes. The recognized immunoglobulin genes include the
kappa, lambda, alpha, gamma, delta, epsilon and mu constant region genes, as well as
myriad immunoglobulin variable region genes. Light chains are typically classified as
either kappa or lambda. Heavy chains are typically classified as gamma, mu, alpha, delta,
or epsilon, which in turn define the immunoglobulin classes, IgG, IgM, IgA, IgD and IgE,
respectively. A typical immunoglobulin (antibody) structural unit is known to comprise a
tetramer. Each tetramer is composed of two identical pairs of polypeptide chains, each
pair having one “light” (about 25 kD) and one “heavy” chain (about 50-70 kD). The N-
terminus of each chain defines a variable region of about 100 to 110 or more amino acids
primarily responsible for antigen recognition. The terms “variable light chain” (V) and
“variable heavy chain” (V) refer to these light and heavy chains respectively. An
antibody can be specific for a particular antigen. The antibody or its antigen can be either
an analyte or a binding partner. Antibodies exist as intact immunoglobulins or as a
number of well-characterized fragments produced by digestion with various peptidases.

Thus, for example, pepsin digests an antibody below the disulfide linkages in the hinge
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region to produce F(ab)’2, a dimer of Fab which itself is a light chain joined to Vy-Cyl by
a disulfide bond. The F(ab)’2 may be reduced under mild conditions to break the disulfide
linkage in the hinge region thereby converting the (Fab’)2 dimer into an Fab’ monomer.
The Fab’ monomer is essentially an Fab with part of the hinge region (see, Fundamental
Immunology, W. E. Paul, ed., Raven Press, N.Y. (1993), for a more detailed description of
other antibody fragments). While various antibody fragments are defined in terms of the
digestion of an intact antibody, one of ordinary skill in the art will appreciate that such
Fab' fragments may be synthesized de novo either chemically or by utilizing recombinant
DNA methodology. Thus, the term “antibody,” as used herein also includes antibody
fragments either produced by the modification of whole antibodies or synthesized de novo
using recombinant DNA methodologies. In some embodiments, antibodies are single
chain antibodies, such as single chain Fv (scFv) antibodies in which a variable heavy and a
variable light chain are joined together (directly or through a peptide linker) to form a
continuous polypeptide. A single chain Fv (“scFv”) polypeptide is a covalently linked
Vu::Vy heterodimer which may be expressed from a nucleic acid including Vy- and Vi -
encoding sequences cither joined directly or joined by a peptide-encoding linker. (See,
e.g., Huston, et al. (1988) Proc. Nat. Acad. Sci. USA, 85:5879-5883, the entire contents of
which are herein incorporated by reference.) A number of structures exist for converting
the naturally aggregated, but chemically separated light and heavy polypeptide chains
from an antibody V region into an scFv molecule which will fold into a three dimensional
structure substantially similar to the structure of an antigen-binding site. See, e.g. U.S.

Pat. Nos. 5,091,513 and 5,132,405 and 4,956,778.

[0091] Approximately: As used herein, the term “approximately” or “about,” as
applied to one or more values of interest, refers to a value that is similar to a stated
reference value. In certain embodiments, the term “approximately” or “about” refers to a
range of values that fall within 25%, 20%, 19%, 18%, 17%, 16%, 15%, 14%, 13%, 12%,
11%, 10%, 9%, 8%, 7%, 6%, 5%, 4%, 3%, 2%, 1%, or less in either direction (greater
than or less than) of the stated reference value unless otherwise stated or otherwise evident

from the context (except where such number would exceed 100% of a possible value).

[0092] Binding agent: As used herein, the term “binding agent” includes any
naturally occurring, synthetic or genetically engineered agent, such as protein, that binds
an antigen or a target protein or peptide. “Binding agent™ is also referred to as “binding

protein.” Binding agents can be derived from naturally occurring antibodies or
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synthetically engineered. A binding protein or agent can function similarly to an antibody
by binding to a specific antigen to form a complex and elicit a biological response (e.g.,
agonize or antagonize a particular biological activity). Binding agents or proteins can
include isolated fragments, “Fv” fragments consisting of the variable regions of the heavy
and light chains of an antibody, recombinant single chain polypeptide molecules in which
light and heavy chain variable regions are connected by a peptide linker (“ScFv proteins™),
and minimal recognition units consisting of the amino acid residues that mimic the
hypervariable region. The term Binding Agent as used herein can also include antibody
fragments either produced by the modification of whole antibodies or synthesized de novo
using recombinant DNA methodologies. In some embodiments, antibodies are single
chain antibodies, such as single chain Fv (scFv) antibodies in which a variable heavy and a
variable light chain are joined together (directly or through a peptide linker) to form a
continuous polypeptide. A single chain Fv (“scFv”) polypeptide is a covalently linked
VH::VL heterodimer which may be expressed from a nucleic acid including VH- and VL-
encoding sequences cither joined directly or joined by a peptide-encoding linker. (See,
e.g., Huston, et al. (1988) Proc. Nat. Acad. Sci. USA, 85:5879-5883, the entire contents of
which are herein incorporated by reference.) A number of structures exist for converting
the naturally aggregated, but chemically separated light and heavy polypeptide chains
from an antibody V region into an scFv molecule which will fold into a three dimensional
structure substantially similar to the structure of an antigen-binding site. See, e.g. U.S. Pat.
Nos. 5,091,513 and 5,132,405 and 4,956,778. In some embodiments, the term Binding

Agent as used herein can also include antibody. See the definition of Antibody.

[0093] Bi-specific: The term “bi-specific” as used herein refers to a molecule
having two distinct binding specificities. Typically, a bi-specific binding molecule
contains at least two antigen-binding sites, each of which specifically binds to a different
antigen or epitope. A bi-specific molecule can be, for example, a bi-specific antibody,
fynomer, aptamer, fusion protein, protein binding domain. As used herein, bi-specific
molecules encompass molecules (e.g., antibodies, fynomers, aptamers, fusion proteins,
protein binding domains or other binding agents) having higher valencies (i.e., the ability
to bind more than two antigens, or epitopes), which are also referred to as multispecific

molecules.

[0094] Bispecific antibody: The term “bispecific antibody” as used herein, refers

to a bispecific binding molecule in which at least one, and typically both, of the binding
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moieties is or comprises an antibody component or fragment. A variety of different bi-
specific antibody structures is known in the art. In some embodiments, each binding
moiety in a bispecific antibody that is or comprises an antibody component or fragment
includes Vi and/or Vi regions; in some such embodiments, the Vi and/or Vi, regions are
those found in a particular monoclonal antibody. In some embodiments, where the
bispecific antibody contains two antibody component binding moieties, each includes Vg

and/or Vi, regions from different monoclonal antibodies.

[0095] Bispecific binding molecule: The term “bispecific binding molecule” as
used herein, refers to a polypeptide with two discrete binding moieties, each of which
binds with a distinct target. In some embodiments, a bispecific binding molecule is a
single polypeptide; in some embodiments, a bispecific binding molecule is or comprises a
plurality of peptides which, in some such embodiments may be covalently associated with
one another, for example by cross-linking. In some embodiments, the two binding
moieties of a bispecific binding molecule recognize different sites (e.g., epitopes) the same
target (e.g., antigen); in some embodiments, they recognize different targets. In some
embodiments, a bispecific binding molecule is capable of binding simultancously to two

targets which are of different structure.

[0096] CDR: The term “CDR” as used herein, refers to a complementarity
determining region within an antibody variable region. There are three CDRs in each of
the variable regions of the heavy chain and the light chain, which are designated CDR1,
CDR2 and CDR3, for each of the variable regions. A “set of CDRs" or “CDR set” refers
to a group of three or six CDRs that occur in either a single variable region capable of
binding the antigen or the CDRs of cognate heavy and light chain variable regions capable
of binding the antigen. Boundaries of CDRs have been defined differently depending on

the system, of which several are known in the art (e.g., Kabat, Chothia, etc.).

[0097] Chimeric: A “chimeric” antibody as used herein, is a recombinant protein
that contains the variable domains including the complementarity-determining regions
(CDRs) of an antibody derived from one species, preferably a rodent antibody, while the
constant domains of the antibody molecule is derived from those of a human antibody. For
veterinary applications, the constant domains of the chimeric antibody may be derived

from that of other species, such as a cat or dog.
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[0098] Combination: The term "in combination" as used herein, refers to the use
of more than one prophylactic and/or therapeutic agents (e.g., an anti-CCL2 antibody and
an anti-LOXL2 antibody). The use of the term "in combination" does not restrict the order
in which prophylactic and/or therapeutic agents are administered to a subject with a
disorder. A first prophylactic or therapeutic agent (e.g., an anti-CCL2 antibody) can be
administered prior to (e.g., 5 minutes, 15 minutes, 30 minutes, 45 minutes, 1 hour, 2 hours,
4 hours, 6 hours, 12 hours, 24 hours, 48 hours, 72 hours, 96 hours, 1 week, 2 weeks, 3
weeks, 4 weeks, 5 weeks, 6 weeks, 8 weeks, or 12 weeks before), concomitantly with, or
subsequent to (e.g., 5 minutes, 15 minutes, 30 minutes, 45 minutes, 1 hour, 2 hours, 4
hours, 6 hours, 12 hours, 24 hours, 48 hours, 72 hours, 96 hours, 1 week, 2 weeks, 3
weeks, 4 weeks, 5 weeks, 6 weeks, 8 weeks, or 12 weeks after) the administration of a
second prophylactic or therapeutic agent (e.g., an anti-LOXL2 antibody) to a subject with

a disorder.

[0099] Compound and Agent: The terms “compound” and “agent” are used herein
interchangeably. They refer to any naturally occurring or non-naturally occurring (i.e.,
synthetic or recombinant) molecule, such as a biological macromolecule (e.g., nucleic
acid, polypeptide or protein), organic or inorganic molecule, or an extract made from
biological materials such as bacteria, plants, fungi, or animal (particularly mammalian,
including human) cells or tissues. The compound may be a single molecule or a mixture

or complex of at least two molecules.

[0100] Comparable: The term “comparable” as used herein, refers to describe two
(or more) sets of conditions or circumstances that are sufficiently similar to one another to
permit comparison of results obtained or phenomena observed. In some embodiments,
comparable sets of conditions or circumstances are characterized by a plurality of
substantially identical features and one or a small number of varied features. Those of
ordinary skill in the art will appreciate that sets of conditions are comparable to one
another when characterized by a sufficient number and type of substantially identical
features to warrant a reasonable conclusion that differences in results obtained or
phenomena observed under the different sets of conditions or circumstances are caused by

or indicative of the variation in those features that are varied.

[0101] Control: As used herein, the term “control” has its art-understood meaning
of being a standard against which results are compared. Typically, controls are used to

augment integrity in experiments by isolating variables in order to make a conclusion
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about such variables. In some embodiments, a control is a reaction or assay that is
performed simultaneously with a test reaction or assay to provide a comparator. In one
experiment, the “test” (i.e., the variable being tested) is applied. In the second experiment,
the “control,” the variable being tested is not applied. In some embodiments, a control is a
historical control (i.e., of a test or assay performed previously, or an amount or result that
is previously known). In some embodiments, a control is or comprises a printed or

otherwise saved record. A control may be a positive control or a negative control.

[0102] Dosing regimen: A “dosing regimen” (or “therapeutic regimen”), as that
term is used herein, is a set of unit doses (typically more than one) that are administered
individually to a subject, typically separated by periods of time. In some embodiments, a
given therapeutic agent has a recommended dosing regimen, which may involve one or
more doses. In some embodiments, a dosing regimen comprises a plurality of doses each
of which are separated from one another by a time period of the same length; in some
embodiments, a dosing regimen comprises a plurality of doses and at least two different

time periods separating individual doses.

[0103] Diagnosis: As used herein, the term “diagnosis™ refers to a process aimed
at determining if an individual is afflicted with a disease or ailment. In the context of the
present invention, “diagnosis of scleroderma” refers to a process aimed at one or more of’
determining if an individual is afflicted with scleroderma, identifying a scleroderma
subtype (i.e., diffuse or limited cutaneous scleroderma), and determining the severity of

the disease.

[0104] Effective amount: As used herein, the term “effective amount” refers to an
amount of a compound or agent that is sufficient to fulfill its intended purpose(s). In the
context of the present invention, the purpose(s) may be, for example: to modulate the
cause or symptoms of scleroderma; and/or to delay or prevent the onset of scleroderma;
and/or to slow down or stop the progression, aggravation, or deterioration of the symptoms
of scleroderma; and/or to alleviate one or more symptoms associated with scleroderma;
and/or to bring about amelioration of the symptoms of scleroderma, and/or to cure

scleroderma.

[0105] Framework or framework region: As used herein, refers to the sequences
of a variable region minus the CDRs. Because a CDR sequence can be determined by

different systems, likewise a framework sequence is subject to correspondingly different
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interpretations. The six CDRs divide the framework regions on the heavy and light chains
into four sub-regions (FR1, FR2, FR3 and FR4) on each chain, in which CDRI is
positioned between FR1 and FR2, CDR2 between FR2 and FR3, and CDR3 between FR3
and FR4. Without specifying the particular sub-regions as FR1, FR2, FR3 or FR4, a
framework region, as referred by others, represents the combined FRs within the variable
region of a single, naturally occurring immunoglobulin chain. As used herein, a FR
represents one of the four sub-regions, FR1, for example, represents the first framework
region closest to the amino terminal end of the variable region and 5 with respect to
CDR1, and FRs represents two or more of the sub-regions constituting a framework

region.

[0106] Human antibody: As used herein, is intended to include antibodies having
variable and constant regions generated (or assembled) from human immunoglobulin
sequences. In some embodiments, antibodies (or antibody components) may be
considered to be “human” even though their amino acid sequences include residues or
clements not encoded by human germline immunoglobulin sequences (e.g., include
sequence variations, for example that may (originally) have been introduced by random or
site-specific mutagenesis iz vitro or by somatic mutation in vivo), for example in one or

more CDRs and in particular CDR3.

[0107] Humanized: As is known in the art, the term “humanized” is commonly
used to refer to antibodies (or antibody components) whose amino acid sequence includes
Vi and V1 region sequences from a reference antibody raised in a non-human species
(e.g., a mouse), but also includes modifications in those sequences relative to the reference
antibody intended to render them more "human-like", i.e., more similar to human germline
variable sequences. In some embodiments, a “humanized” antibody (or antibody
component) is one that immunospecifically binds to an antigen of interest and that has a
framework (FR) region having substantially the amino acid sequence as that of a human
antibody, and a complementary determining region (CDR) having substantially the amino
acid sequence as that of a non-human antibody. A humanized antibody comprises
substantially all of at least one, and typically two, variable domains (Fab, Fab', F(ab")2,
FabC, Fv) in which all or substantially all of the CDR regions correspond to those of a
non-human immunoglobulin (i.e., donor immunoglobulin) and all or substantially all of
the framework regions are those of a human immunoglobulin consensus sequence. In

some embodiments, a humanized antibody also comprises at least a portion of an
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immunoglobulin constant region (Fc), typically that of a human immunoglobulin constant
region. In some embodiments, a humanized antibody contains both the light chain as well
as at least the variable domain of a heavy chain. The antibody also may include a CH;,
hinge, CH,, CH3, and, optionally, a CH4 region of a heavy chain constant region. In some
embodiments, a humanized antibody only contains a humanized Vi, region. In some
embodiments, a humanized antibody only contains a humanized Vg region. In some

certain embodiments, a humanized antibody contains humanized Vg and Vi regions.

[0108] Fynomers: As used herein, the term “fynomers” refers to a class of
binding proteins derived from the Src homology (SH3) domain of the human Fyn kinase,
which is a human protein composed of 63 amino acid residues (D. Grabulovski et al. J.
Biol. Chem. 282, 3196-3204 (2007)). Fynomers can bind to target molecules with the
same affinity and specificity as antibodies. It can be produced in bacteria with high yields.
Moreover, several Fynomers can be linked to yield a protein with multiple binding

specificities

[0109] Improve, increase, or reduce: As used herein, the terms “improve,”
“increase” or “reduce,” or grammatical equivalents, indicate values that are relative to a
baseline measurement, such as a measurement in the same individual prior to initiation of
the treatment described herein, or a measurement in a control individual (or multiple
control individuals) in the absence of the treatment described herein. A “control
individual” is an individual afflicted with the same type and approximately the same
severity of scleroderma as the individual being treated, who is about the same age as the
individual being treated (to ensure that the stages of the disease in the treated individual

and the control individual(s) are comparable).

[0110] Kit: As used herein, the term “kit” refers to any delivery system for
delivering materials. Such delivery systems may include systems that allow for the
storage, transport, or delivery of various diagnostic or therapeutic reagents (e.g.,
oligonucleotides, enzymes, etc. in the appropriate containers) and/or supporting materials
(e.g., buffers, written instructions for performing the assay etc.) from one location to
another. For example, kits include one or more enclosures (e.g., boxes) containing the
relevant reaction reagents and/or supporting materials. As used herein, the term
“fragmented kit” refers to a delivery systems comprising two or more separate containers
that each contain a subportion of the total kit components. The containers may be

delivered to the intended recipient together or separately. For example, a first container
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may contain an enzyme for use in an assay, while a second container contains
oligonucleotides. The term “fragmented kit” is intended to encompass kits containing
Analyte Specific Reagents (ASR’s) regulated under section 520(e) of the Federal Food,
Drug, and Cosmetic Act, but are not limited thereto. Indeed, any delivery system
comprising two or more separate containers that each contain a subportion of the total kit
components are included in the term “fragmented kit.” In contrast, a “combined kit”
refers to a delivery system containing all of the components in a single container (e.g., in a
single box housing each of the desired components). The term “kit” includes both

fragmented and combined kits.

[0111] Normal: As used herein, the term “normal,” when used to modify the term
“individual” or “subject” refers to an individual or group of individuals who does not have
a particular disease or condition and is also not a carrier of the disease or condition. The

term “normal” is also used herein to qualify a biological specimen or sample isolated from

a normal or wild-type individual or subject, for example, a “normal biological sample.”

[0112] Nucleic Acid: As used herein the term “nucleic acid” refers to an
oligonucleotide, nucleotide or polynucleotide, and fragments or portions thereof, and to
DNA or RNA of genomic or synthetic origin that may be single or double stranded, and

represents the sense or antisense strand.

[0113] Nucleic Acid Molecule: The terms “nucleic acid molecule” and
“polynucleotide” are used herein interchangeably. They refer to a deoxyribonucleotide or
ribonucleotide polymer in either single- or double-stranded form, and unless otherwise
stated, encompass known analogs of natural nucleotides that can function in a similar
manner as naturally occurring nucleotides. The terms encompasses nucleic acid-like

structures with synthetic backbones, as well as amplification products.

[0114] Protein: In general, a “protein” is a polypeptide (i.e., a string of at least
two amino acids linked to one another by peptide bonds). Proteins may include moieties
other than amino acids (e.g., may be glycoproteins) and/or may be otherwise processed or
modified. Those of ordinary skill in the art will appreciate that a “protein” can be a
complete polypeptide chain as produced by a cell (with or without a signal sequence), or
can be a functional portion thereof. Those of ordinary skill will further appreciate that a
protein can sometimes include more than one polypeptide chain, for example linked by

one or more disulfide bonds or associated by other means.
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[0115] Sample: As used herein, the term “sample” encompasses any sample
obtained from a biological source. The terms “biological sample” and “sample” are used
interchangeably. A biological sample can, by way of non-limiting example, include skin
tissue, liver tissue, kidney tissue, lung tissue, cerebrospinal fluid (CSF), blood, amniotic
fluid, sera, urine, feces, epidermal sample, skin sample, cheek swab, sperm, amniotic fluid,
cultured cells, bone marrow sample and/or chorionic villi. Cell cultures of any biological
samples can also be used as biological samples. A biological sample can also be, ¢.g., a
sample obtained from any organ or tissue (including a biopsy or autopsy specimen), can
comprise cells (whether primary cells or cultured cells), medium conditioned by any cell,
tissue or organ, tissue culture. In some embodiments, biological samples suitable for the
invention are samples which have been processed to release or otherwise make available a

nucleic acid for detection as described herein. Fixed or frozen tissues also may be used.

[0116] Subject: As used herein, the term “subject” refers to a human or any non-
human animal (e.g., mouse, rat, rabbit, dog, cat, cattle, swine, sheep, horse or primate). A
human includes pre- and post-natal forms. In many embodiments, a subject is a human
being. A subject can be a patient, which refers to a human presenting to a medical
provider for diagnosis or treatment of a disease. The term “subject” is used herein
interchangeably with “individual” or “patient.” A subject can be afflicted with or is
susceptible to a disease or disorder but may or may not display symptoms of the disease or

disorder.

[0117] Suffering from: An individual who is “suffering from” a disease, disorder,
and/or condition (e.g., scleroderma) has been diagnosed with or displays one or more

symptoms of the disease, disorder, and/or condition.

[0118] Susceptible to: An individual who is “susceptible to” a disease, disorder,
and/or condition has not been diagnosed with and/or may not exhibit symptoms of the
disease, disorder, and/or condition. In some embodiments, an individual who is
susceptible to a disease, disorder, and/or condition (for example, scleroderma) may be
characterized by one or more of the following: (1) a genetic mutation associated with
development of the disease, disorder, and/or condition; (2) a genetic polymorphism
associated with development of the disease, disorder, and/or condition; (3) increased
and/or decreased expression and/or activity of a protein associated with the disease,
disorder, and/or condition; (4) habits and/or lifestyles associated with development of the

disease, disorder, and/or condition; (5) a family history of the disease, disorder, and/or
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condition; (6) reaction to certain bacteria or viruses; (7) exposure to certain chemicals. In
some embodiments, an individual who is susceptible to a disease, disorder, and/or
condition will develop the disease, disorder, and/or condition. In some embodiments, an
individual who is susceptible to a disease, disorder, and/or condition will not develop the

disease, disorder, and/or condition.

[0119] Treatment: As used herein, the term “freatment” (also “treat” or
“treating”) refers to any administration of a therapeutic molecule (e.g., bi-specific anti-
CCL2/LOXL antibody or simultaneous or sequential co-administration of an anti-CCL2
monoclonal antibody or antigen binding fragment thereof and an anti-LOXL2 monoclonal
antibody or antigen binding fragment thereof) that partially or completely alleviates,
ameliorates, relieves, inhibits, delays onset of, reduces severity of and/or reduces
incidence of one or more symptoms or features of a particular disease, disorder, and/or
condition (e.g., scleroderma, fibrosis or inflammation). Such treatment may be of a
subject who does not exhibit signs of the relevant disease, disorder and/or condition and/or
of a subject who exhibits only carly signs of the disease, disorder, and/or condition.
Alternatively or additionally, such treatment may be of a subject who exhibits one or more

established signs of the relevant disease, disorder and/or condition.

DETAILED DESCRIPTION OF THE INVENTION
[0120] The present invention provides, among other things, bi-specific molecules,
including including, but not limited to, antibodies, fynomers, aptamers, fusion proteins,
protein binding domains (e.g., those derived from receptors) against CCL2 and LOXL2
and uses thereof, in particular, for treatment of scleroderma and related fibrotic and/or
inflammatory diseases, disorders and conditions. In some embodiments, the present
invention further provides methods and compositions for treatment of scleroderma and
related fibrotic and/or inflammatory diseases, disorders and conditions based on the

combination of mono-specific anti-CCL2 and anti-LOXL2 molecules (e.g., antibodies).

[0121] The present invention is, in part, based on the unique insights observed by
the present inventors, that is, bi-specific molecules, including antibodies or fusion
proteins, allow tissue specific targeting of CCL2 without wasting anti-CCL2 molecules
such as antibodies in plasma, resulting in highly effective treatment of scleroderma.
Embodiments of the invention include bi-specific antibodies that bind to both CCL2 and
LOXL2. Bi-specific antibodies capable of binding to CCL2 and LOXL2 are particularly
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advantageous in that they possess a unique tissue selectivity profile and have the potential
to arrest and clear development of scleroderma, fibrosis and inflammation. As LOXL2 is
an important enzyme for the development of connective tissue, anti-LOXL2 binding
activity may be used to preferentially target or identify tissues with relatively large
amounts of connective tissue. Likewise, anti-LOXIL2 binding activity may be used to
target or identify tissues with aberrant connective tissue formation; e.g., as may be
observed in scleroderma. Moreover, an anti-LOXL2 antibody provides synergistic
therapeutic benefit in that inhibition or neutralization of LOXL2 reduces amine oxidase
activity afflicted tissues, thus blocking an initiating step in the formation of connective
tissue. The therapeutic benefit and tissue specificity of LOXL.2 antibodies can be
combined with the therapeutic efficacy of a neutralizing anti-CCL2 monoclonal antibody
to synergistically target inflammation and reduce fibrotic formation. This synergistic
targeting is particularly important in the treatment of more advanced cases of scleroderma
because the LOX binding allows anti-CCL2 antibodies to be sequestered and compensates

for decreased permeability due to fibrosis.

[0122] Various aspects of the invention are described in detail in the following
sections. The use of sections is not meant to limit the invention. Each section can apply
to any aspect of the invention. In this application, the use of “or” means “and/or” unless

stated otherwise.

Scleroderma

[0123] Scleroderma, or systemic sclerosis, is generally considered a chronic
systemic autoimmune disease characterized, among other things, fibrosis or hardening,
vascular alterations, and autoantibodies. Without wishing to be bound by theory, it is
thought that scleroderma is caused by a hyperactive autoimmune response trapped in a
reinforcing amplification loop. For example, scleroderma is histologically characterized
by inflammatory infiltrates of mononuclear cells, which in turn activate and are associated
with increased collagen synthesis in the surrounding fibroblasts. In particular, activated
macrophages produce TGF-beta and PDGF, which activate fibroblasts in the affected

areas to produce high amounts of collagen.

[0124] T cells also appear to play a role in the disease process through activation
of macrophages and the direct release of inflammatory pro-fibrogenic cytokines. In

addition to collagen, the activated fibroblasts appear to secrete factors that recruit
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additional inflammatory cells to the affected areas, which release cytokines, which recruit
further cytokine-releasing inflammatory cells, thereby leading to unregulated

inflammation and tissue fibrosis.

[0125] Typically, monocytes/macrophages and T cells increase in both numbers
and activation in the circulation and tissues of scleroderma patients. Tissue accumulation
is both a cause and effect of microvascular injury, which is one of the early events in the
pathogenesis of scleroderma. The microvascular injury is characterized by endothelial-
cell damage, the proliferation of basal-lamina layers, occasional entrapment of peripheral-
blood mononuclear cells in the vessel wall, and initial perivascular mononuclear-cell
infiltrates. As the inflammatory cascades worsen, it is dominated by fibrosis, derangement
of visceral organ architecture, rarefaction of blood vessels, and consequently, hypoxia.

All of these factors and the continual recruitment of monocytes contributes to the

maintenance of fibrosis

[0126] In some embodiments, scleroderma is also considered a connective tissue
disease generally characterized with an excessive accumulation of Extracellular Matrix

proteins in the skin and internal organs, vascular injury, and immunological abnormalities.

[0127] Many of the clinical manifestations of the disease are thought to involve a
misregulation of vascular remodeling. One of the earliest symptoms of scleroderma is
microvascular injury. This microvascular injury is thought to cause increased endothelial
cell activation. Activated endothelial cells are believed to express adhesion molecules
resulting in altered capillary permeability allowing migration of inflammatory cells
through the endothelium and entrapment in the vessel wall. The immune activation is
thought to contribute to sustained endothelial activation, which results in the breakdown of
endothelial cells. This process is believed to contribute to the loss of elasticity and
narrowing of the vessels commonly observed in scleroderma patients. Furthermore, it is
thought that microvascular injury contributes to perivascular infiltrates of mononuclear
cells in the dermis which is thought to contribute to the activation of fibroblasts and may

of the associated hallmark symptoms of scleroderma.

[0128] Many of the clinical manifestations of the disease are generally thought to
involve the misregulation of fibroblasts. The main function of fibroblasts is to maintain
the structural integrity of connective tissues by continuously secreting precursors of the

extracellular matrix. Fibroblasts provide a structural framework (stroma) for many tissues,
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play an important role in wound healing and are the most common cells of connective
tissue in animals. Fibroblasts are morphologically heterogeneous with diverse

appearances depending on their location and activity.

[0129] There are two major forms of scleroderma: limited systemic
sclerosis/scleroderma and diffuse systemic sclerosis/scleroderma. In limited cutaneous
scleroderma, the fibrosis of the skin is generally confined to the area proximal to the
elbow. Patients with limited cutaneous scleroderma generally experience vascular
impairment. Cutaneous and organ fibrosis generally progresses slowly in patients with
limited scleroderma. Patients with diffuse scleroderma generally experience fibrosis of
skin and organs that progresses more rapidly than in limited scleroderma and/or
widespread inflammation and/or more severe internal organ involvement than is seen in

limited scleroderma.

[0130] It is generally thought that interstitial lung disease, resulting in pulmonary
fibrosis, is the leading cause of scleroderma related deaths (Ludwicka-Bradley, A., et al.
Coagulation and autoimmunity in scleroderma interstitial lung disease. Semin Arthritis
Rheum, 41(2), 212-22, 2011). Further complications resulting in scleroderma-related
deaths include but are not limited to cancer, heart failure, pulmonary hypertension, kidney

failure, and malabsorption, or any combination thereof.

[0131] Scleroderma is most commonly diagnosed by inspection of skin symptoms.
Tests to diagnosis include but are not limited to visual and/or manual inspection of the
skin, blood pressure testing, chest x-ray, lung CT, echocardiogram, urinalysis, skin biopsy,
and blood tests including antinuclear antibody testing, antitopoisomerase antibody testing,
anticentromere antibody testing, anti-U3 antibody testing, anti-RNA antibody testing,

other types of antibody testing, erythrocyte sedimentation rate, and rheumatoid factor.

Bi-specific Anti-CCL2 and Anti-LOXL2 Molecules

[0132] The present invention provides methods and compositions for treating
scleroderma, and related fibrotic and/or inflammatory diseases, disorders and conditions
based on administration of molecules that bind both CCL2 and LOXL2, in particular, bi-
specific anti-CCL2 and LOXL2 molecules. In some embodiments, bi-specific molecules
are nucleic acids, such as, bi-specific nucleic acid aptamers. In some embodiments, bi-
specific molecules are proteins, such as, bi-specific fusion proteins, protein aptamers, and

protein binding domains. In some embodiments, bi-specific molecules comprise bi-
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specific fynomers. In some embodiments, bi-specific molecules comprise bi-specific
antibodies. In some embodiments, a bi-specific antibody suitable for the present invention
includes a first antigen-binding site that specifically binds to LOXL2 and a second
antigen-binding site that specifically binds to CCL2 (see FIG. 1).

CCL2

[0133] CCL2 is a chemokine produced by a variety of cell types. It is also known
as monocyte chemoattractant protein-1 (MCP-1). CCL2 is known to be a potent attractant
for many cell types of the immune system, including but not limited to monocytes, CD4
and CD8 memory T lymphocytes and NK cells (Carulli, M. et al. Can CCL2 serum levels
be used in risk stratification or to monitor treatment response in systemic sclerosis? Ann
Rheum Dis, 67, 105-109, 2008, Yamamoto , T. Scleroderma — Pathophysiology. Eur J
Dermatol, 19 (1), 14-24). CCL2 has been shown to promote leukocyte migration across
endothelial monolayers, suggesting a role in the promotion of perivascular infiltrates of
mononuclear cells (/d.). CCL2 has also been shown to promote activation of fibroblasts
and to upregulate Collagen type I mRNA expression in rat fibroblasts in vitro. Elevated
CCL2 levels have been shown in patients with scleroderma and also in animal models of
scleroderma (/d.). Specifically, increased CCL2 expression levels have been shown in
scleroderma skin and increased CCL2 RNA and protein has been shown in scleroderma

fibroblasts (/d.).

[0134] Human CCL2 is an 8.6 kDa protein containing 76 amino acid residues, the
amino acid sequence of which is shown in Table 1. It is expressed by a variety of cell
types, including monocytes, vascular endothelial cells, smooth muscle cells, certain
epithelial cells, among others and binds its receptor CCR2. CCL2 belongs to the family of
the CC chemokines which contains two cysteine residues that are adjacent (the adjacent

cysteine residues underlined in Table 1).

TABLE 1
Human CCL2 MKVSAALLCLLLIAATFIPQGLAQPDAINAPVTCCYNFTN
Protein Sequence ~ RKISVQRLASYRRITSSKCPKEAVIFKTIVAKEICADPKQK
(GeneBank: WVQDSMDHLDKQTQTPKT (SEQ ID NO: 1)

NP_002973)
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[0135] CCL2 has also been purified, characterized, cloned and sequenced from
non-human sources and can be recombinantly produced or chemically synthesized. As
used herein, the term CCL2 encompasses any CCL2 proteins naturally-occurring in other
species including, but not limited to, mouse, rats, primates, pigs, chickens, dogs, goats,
sheeps, horses, camels, llama, to name but a few, and any recombinant or synthetic CCL2
that is substantially homologous or identical to human CCL2. In some embodiments, a
CCL2 protein as used herein has a sequence at least 50%, 55%, 60%, 65%, 70%, 75%,
80%, 85%, 90%, 91%, 92%, 93%, 94%, 95%, 96%, 97%, 98%., 99% or more homologous
to SEQ ID NO:1. In some embodiments, a CCL2 protein as used herein has a sequence at
least 50%, 55%, 60%, 65%, 70%, 75%, 80%, 85%, 90%, 91%, 92%, 93%, 94%, 95%,
96%, 97%, 98%, 99% or more identical to SEQ ID NO:1. Typically, a CCL2 protein
substantially homologous or identical to human CCL?2 also retains substantial activity of
human CCL2.

[0136] Any of the above described CCL2 proteins can be used to generate and
identify mono-specific and/or bi-specific antibodies that specifically bind to CCL2. See
the Anti-CCL2 Antibodies and Bi-specific Anti-CCL2 and LOXL2 Antibodies sections

below.

LOXL2

[0137] LOXL2 is a member of the lysyl oxidase family of copper-dependent amine
oxidases. Without wishing to be bound by theory, it is thought that LOXL2 catalyzes the
covalent cross-link of the component side chains of collagen and those of elastin, thus
stabilizing these proteins in the extracellular matrix (ECM). The polypeptide sequence of

human LOXL2 is well characterized, as shown in Table 2.

TABLE 2
Human LOXL2 MEGYVEVKEGKTWKQICDKHWTAKNSRVVCGMFGFPG
Protein Sequence ERTYNTKVYKMFASRRKQRYWPFSMDCTGTEAHISSCK
(GeneBank: LGPQVSLDPMKNVTCENGQPAVVSCVPGQVFSPDGPSRF
AAD34343) RKAYKPEQPLVRLRGGAYIGEGRVEVLKNGEWGTVCDD

KWDLVSASVVCRELGFGSAKEAVTGSRLGQGIGPIHLNEI
QCTGNEKSIIDCKFNAESQGCNHEEDAGVRCNTPAMGLQ
KKLRLNGGRNPYEGRVEVLVERNGSLVWGMVCGQNWG
IVEAMVVCRQLGLGFASNAFQETWYWHGDVNSNKVVM
SGVKCSGTELSLAHCRHDGEDVACPQGGVQYGAGVACS
ETAPDLVLNAEMVQQTTYLEDRPMFMLQCAMEENCLSA
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SAAQTDPTTGYRRLLRFSSQIHNNGQSDFRPKNGRHAWI
WHDCHRHYHSMEVFTHYDLLNLNGTKVAEGQKASFCL
EDTECEGDIQKNYECANFGDQGITMGCWDMYRHDIDCQ
WVDITDVPPGDYLFQVVINPNFEVAESDYSNNIMKCRSR
YDGHRIWMYNSHIGGSFSEETEKKFEHFSGLLNNQLSPPV
KKPAWSTPVFRPHHIFHGTSPQQLSLNECHVPSPSPAPTLS
RPLQLCLSSGGKGPSHHSWGAAT (SEQ ID NO: 2)

[0138] LOXL2 has also been purified, characterized, cloned and sequenced from
non-human sources and can be recombinantly produced or chemically synthesized. As
used herein, the term LOXL2 encompasses any LOXL2 proteins naturally-occurring in
other species including, but not limited to, mouse, rats, primates, pigs, chickens, dogs,
goats, sheeps, horses, camels, llama, to name but a few, and any recombinant or synthetic
LOXL2 that is substantially homologous or identical to human LOXL2. In some
embodiments, a LOXL2 protein as used herein has a sequence at least 50%, 55%, 60%,
65%, 70%, 75%, 80%, 85%, 90%, 91%, 92%, 93%, 94%, 95%, 96%, 97%., 98%, 99% or
more homologous to SEQ ID NO:2. In some embodiments, a LOXL2 protein as used
herein has a sequence at least 50%, 55%, 60%, 65%, 70%, 75%, 80%, 85%, 90%, 91%,
92%, 93%, 94%, 95%, 96%, 97%, 98%, 99% or more identical to SEQ ID NO:2.
Typically, a LOXL2 protein substantially homologous or identical to human LOXL?2 also

retains substantial activity of human LOXL?2.

[0139] Any of the above described LOXI.2 proteins can be used to generate and
identify desired mono-specific and/or bi-specific antibodies that specifically bind to
LOXL2. See the Anti-LOXL2 Antibodies and Bi-specific Anti-CCL2 and LOXL2

Antibodies sections below.

[0140] “Percent (%) amino acid sequence identity” with respect to the CCL2 and
LOXL2 sequences identified herein is defined as the percentage of amino acid residues in
a candidate sequence that are identical with the amino acid residues in the CCL2 or
LOXL2 sequence, after aligning the sequences and introducing gaps, if necessary, to
achieve the maximum percent sequence identity, and not considering any conservative
substitutions as part of the sequence identity. Alignment for purposes of determining
percent amino acid sequence identity can be achieved in various ways that are within the
skill in the art, for instance, using publicly available computer software such as BLAST,
ALIGN or Megalign (DNASTAR) software. Those skilled in the art can determine

appropriate parameters for measuring alignment, including any algorithms needed to
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achieve maximal alignment over the full length of the sequences being compared.
Preferably, the WU-BLAST-2 software is used to determine amino acid sequence identity
(Altschul et al., Methods in Enzymology 266, 460-480 (1996);
http://blast.wustl/edu/blast README.html). WU-BLAST-2 uses several search

parameters, most of which are set to the default values. The adjustable parameters are set
with the following values: overlap span=1, overlap fraction=0.125, world threshold
(T)=11. HSP score (S) and HSP S2 parameters are dynamic values and are established by
the program itself, depending upon the composition of the particular sequence, however,

the minimum values may be adjusted and are set as indicated above.

Anti-CCL2 and Anti-LOXL2 Mono-specific Antibodies

[0141] CCL2 and LOXL2 proteins described herein, or fragments thereof, can be
used to generate antibodies by methods well known to those of skill in the art. As used
herein, anti-CCL2 mono-specific antibodies include any antibodies or fragments of
antibodies that bind specifically to any epitopes of CCL2 and anti-LOXL2 mono-specific
antibodies include any antibodies or fragments of antibodies that bind specifically to any
epitopes of LOXL2. As used herein, the term “antibodies” is intended to include
immunoglobulins and fragments thereof which are specifically reactive to the designated
protein or peptide, or fragments thereof. For example, the term “antibodies” includes
intact monoclonal antibodies, polyclonal antibodies, single domain antibodies (e.g., shark
single domain antibodies (e.g., [gNAR or fragments thereof)), and antibody fragments so
long as they exhibit the desired biological activity. Suitable antibodies also include, but
are not limited to, human antibodies, primatized antibodies, chimeric antibodies, bi-
specific antibodies, humanized antibodies, conjugated antibodies (7.e., antibodies
conjugated or fused to other proteins, radiolabels, cytotoxins), Small Modular

ImmunoPharmaceuticals (“SMIPSTM”), and antibody fragments.

[0142] As used herein, an “antibody fragment” includes a portion of an intact
antibody, such as, for example, the antigen-binding or variable region of an antibody.
Examples of antibody fragments include Fab, Fab’, F(ab’)2, and Fv fragments; triabodies;
tetrabodies; linear antibodies; single-chain antibody molecules. The term “antibody
fragment” also includes any synthetic or genetically engineered protein that acts like an
antibody by binding to a specific antigen to form a complex. For example, antibody

fragments include isolated fragments, “Fv” fragments, consisting of the variable regions of
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the heavy and light chains, recombinant single chain polypeptide molecules in which light
and heavy chain variable regions are connected by a peptide linker (“ScFv proteins™), and
minimal recognition units consisting of the amino acid residues that mimic the

hypervariable region.

[0143] Mono-specific antibodies can be generated using methods well known in
the art. For example, protocols for antibody production are described by Harlow and
Lane, Antibodies: A Laboratory Manual, (1988). Typically, antibodies can be generated
in mouse, rat, guinea pig, hamster, camel, llama, shark, or other appropriate host.
Alternatively, antibodies may be made in chickens, producing IgY molecules (Schade et
al., (1996) ALTEX 13(5):80-85). In some embodiments, antibodies suitable for the present
invention are subhuman primate antibodies. For example, general techniques for raising
therapeutically useful antibodies in baboons may be found, for example, in Goldenberg et
al., international patent publication No. WO 91/11465 (1991), and in Losman et al., Int. J.
Cancer 46: 310 (1990). In some embodiments, monoclonal antibodies may be prepared
using hybridoma methods (Milstein and Cuello, (1983) Nature 305(5934):537-40.). In
some embodiments, monoclonal antibodies may also be made by recombinant methods

(U.S. Pat. No. 4,166,452, 1979).

[0144] Many of the difficulties associated with generating monoclonal antibodies
by B-cell immortalization can be overcome by engineering and expressing antibody
fragments in E. coli, using phage display. To ensure the recovery of high affinity,
monoclonal antibodies a combinatorial immunoglobulin library must typically contain a
large repertoire size. A typical strategy utilizes mRNA obtained from lymphocytes or
spleen cells of immunized mice to synthesize cDNA using reverse transcriptase. The
heavy- and light-chain genes are amplified separately by PCR and ligated into phage
cloning vectors. Two different libraries are produced, one containing the heavy-chain
genes and one containing the light-chain genes. Phage DNA is isolated from each library,
and the heavy- and light-chain sequences are ligated together and packaged to form a
combinatorial library. Each phage contains a random pair of heavy- and light-chain
cDNAs and upon infection of E. coli directs the expression of the antibody chains in
infected cells. To identify an antibody that recognizes the antigen of interest, the phage
library is plated, and the antibody molecules present in the plaques are transferred to
filters. The filters are incubated with radioactively labeled antigen and then washed to

remove excess unbound ligand. A radioactive spot on the autoradiogram identifies a
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plaque that contains an antibody that binds the antigen. Cloning and expression vectors
that are useful for producing a human immunoglobulin phage library can be obtained, for

example, from STRATAGENE Cloning Systems (La Jolla, Calif.).

[0145] A similar strategy can be employed to obtain high-affinity scFv. See, e.g.,
Vaughn et al., Nat. Biotechnol., 14: 309 314 (1996). An scFv library with a large
repertoire can be constructed by isolating V-genes from non-immunized human donors
using PCR primers corresponding to all known Vy, Vi and V, gene families. Following
amplification, the Vi and V; pools are combined to form one pool. These fragments are
ligated into a phagemid vector. The scFv linker, (Glys, Ser)s, is then ligated into the
phagemid upstream of the Vi, fragment. The Vi and linker-Vy, fragments are amplified
and assembled on the JH region. The resulting Vy-linker-Vy, fragments are ligated into a
phagemid vector. The phagemid library can be panned using filters, as described above,
or using immunotubes (Nunc; Maxisorp). Similar results can be achieved by constructing
a combinatorial immunoglobulin library from lymphocytes or spleen cells of immunized
rabbits and by expressing the scFv constructs in P. pastoris. See, e.g., Ridder et al.,
Biotechnology, 13: 255 260 (1995). Additionally, following isolation of an appropriate
scFv, antibody fragments with higher binding affinities and slower dissociation rates can
be obtained through affinity maturation processes such as CDR3 mutagenesis and chain
shuffling. See, ¢.g., Jackson et al., Br. J. Cancer, 78: 181 188 (1998); Osbourn et al.,
Immunotechnology, 2: 181 196 (1996).

[0146] Another form of an antibody fragment is a peptide coding for a single
CDR. CDR peptides ("minimal recognition units") can be obtained by constructing genes
encoding the CDR of an antibody of interest. Such genes are prepared, for example, by
using the polymerase chain reaction to synthesize the variable region from RNA of
antibody-producing cells. See, for example, Larrick et al., Methods: A Companion to
Methods in Enzymology 2:106 (1991); Courtenay-Luck, "Genetic Manipulation of
Monoclonal Antibodies,” in MONOCLONAL ANTIBODIES: PRODUCTION,
ENGINEERING AND CLINICAL APPLICATION, Ritter et al. (eds.), pages 166 179
(Cambridge University Press 1995); and Ward et al., "Genetic Manipulation and
Expression of Antibodies,” in MONOCLONAL ANTIBODIES: PRINCIPLES AND
APPLICATIONS, Birch et al., (eds.), pages 137 185 (Wiley-Liss, Inc. 1995).

[0147] In some embodiments, antibodies suitable for the invention may include

humanized or human antibodies. Humanized forms of non-human antibodies are chimeric
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Igs, Ig chains or fragments (such as Fv, Fab, Fab', F(ab')2 or other antigen-binding
subsequences of Abs) that contain minimal sequence derived from non-human Ig.
Generally, a humanized antibody has one or more amino acid residues introduced from a
non-human source. These non-human amino acid residues are often referred to as
“import” residues, which are typically taken from an “import” variable domain.
Humanization is accomplished by substituting rodent complementarity determining
regions (CDRs) or CDR sequences for the corresponding sequences of a human antibody
(Riechmann et al., Nature 332(6162):323-7, 1988; Verhoeyen et al., Science.
239(4847):1534-6, 1988.). Such “humanized” antibodies are chimeric Abs (U.S. Pat. No.
4,816,567, 1989), wherein substantially less than an intact human variable domain has
been substituted by the corresponding sequence from a non-human species. In some
embodiments, humanized antibodies are typically human antibodies in which some CDR
residues and possibly some FR residues are substituted by residues from analogous sites in
rodent Abs. Humanized antibodies include human Igs (recipient antibody) in which
residues from a CDR of the recipient are replaced by residues from a CDR of a non-
human species (donor antibody) such as mouse, rat or rabbit, having the desired
specificity, affinity and capacity. In some instances, corresponding non-human residues
replace Fv framework residues of the human Ig. Humanized antibodies may comprise
residues that are found neither in the recipient antibody nor in the imported CDR or
framework sequences. In general, the humanized antibody comprises substantially all of
at least one, and typically two, variable domains, in which most if not all of the CDR
regions correspond to those of a non-human Ig and most if not all of the FR regions are
those of a human Ig consensus sequence. The humanized antibody optimally also
comprises at least a portion of an Ig constant region (Fc), typically that of a human Ig
(Riechmann et al., Nature 332(6162):323-7, 1988; Verhoeyen et al., Science.
239(4847):1534-6, 1988.).

[0148] Human antibodies can also be produced using various techniques, including
phage display libraries (Hoogenboom et al., Mol Immunol. (1991) 28(9):1027-37; Marks
etal., J Mol Biol. (1991) 222(3):581-97) and the preparation of human monoclonal
antibodies (Reisfeld and Sell, 1985, Cancer Surv. 4(1):271-90). Similarly, introducing
human Ig genes into transgenic animals in which the endogenous Ig genes have been
partially or completely inactivated can be exploited to synthesize human antibodies. Upon

challenge, human antibody production is observed, which closely resembles that seen in
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humans in all respects, including gene rearrangement, assembly, and antibody repertoire
(Fishwild et al., High-avidity human IgG kappa monoclonal antibodies from a novel strain
of minilocus transgenic mice, Nat Biotechnol. 1996 July; 14(7):845-51; Lonberg et al.,
Antigen-specific human antibodies from mice comprising four distinct genetic
modifications, Nature 1994 April 28;368(6474):856-9; Lonberg and Huszar, Human
antibodies from transgenic mice, /nt. Rev. Immunol. 1995;13(1):65-93; Marks et al., By-
passing immunization: building high affinity human antibodies by chain shuffling.

Biotechnology (NY). 1992 July; 10(7):779-83).

[0149] In some embodiments, a mono-specific anti-CCL2 antibody or fragment
thereof suitable for the present invention has a binding affinity of or greater than
approximately 500nM, 100nM, 10nM, 1nM, 500pM, 100pM, 50pM, 10pM, 1pM, 500fM,
400fM, 300fM, 200fM, 100fM, 50fM, 10fM, 1fM. In some embodiments, a mono-
specific anti-CCL2 antibody or fragment thereof suitable for the present invention has a
binding affinity ranging between approximately S00nM and 1fM, between 500nM and
10fM, between 500nM and 100fM, between 500nM and 1pM, between 10nM and 1M,
between 10nM and 100fM, between 10nM and 1pM, between 1nM and 1fM, between
InM and 100fM, between 1nM and 500fM, between 1nM and 1pM, between 1nM and
10pM, between 1nM and 50pM, between InM and 100pM, between 1nM and S00pM.

[0150] In some embodiments, a mono-specific anti-LOXL2 antibody or fragment
thereof suitable for the present invention has a binding affinity of or greater than
approximately 10nM, 1nM, 500pM, 100pM, 50pM, 10pM, 1pM, 500fM, 400fM, 300fM,
200fM, 100fM, 50fM, 10fM, 1fM. In some embodiments, a mono-specific anti-LOXL2
antibody or fragment thereof suitable for the present invention has a binding affinity
ranging between approximately 10nM and 1{fM, between 10nM and 100fM, between
10nM and 1pM, between 1nM and 1fM, between 1nM and 100fM, between 1nM and
500fM, between 1nM and 1pM, between 1nM and 10pM, between 1nM and 50pM,
between 1nM and 100pM, between 1nM and 500pM.

Bi-specific Anti-CCL2 and Anti-LOXL2 Antibodies and Fusion Proteins

[0151] In some embodiments, the present invention provides bi-specific anti-CCL2
and anti-LOXL2 antibodies and/or fusion proteins. As used herein, the term “bi-specific
antibodies or fusion proteins” encompasses any antibodies, fusion proteins, or fragments

thereof, that contain at least two antigen-binding sites or antigen-binding arms with

35



WO 2014/190316 PCT/US2014/039437

distinct specificities. For example, a bi-specific anti-CCL2 and anti-LOXL2 antibody or
fusion protein suitable for the present invention contains at least a first antigen-binding site
or arm that specifically binds to LOXL2 and at least a second antigen-binding site or arm

that specifically binds to CCL2.

[0152] Each individual antigen-binding sites or arms of a bi-specific antibody may
have desired binding affinity against its specific binding target (e.g., CCL2 or LOXL2). In
some embodiments, an antigen-binding site or arm specifically binds to CCL2 with a
binding affinity of or greater than approximately 500nM, 100nM, 10nM, 1nM, 500pM,
100pM, 50pM, 10pM, 1pM, 500fM, 400fM, 300fM, 200fM, 100fM, 50fM, 10fM, 1{M.
In some embodiments, an antigen-binding site or arm specifically binds to CCL2 with a
binding affinity ranging between approximately 500nM and 1fM, between 500nM and
10fM, between 500nM and 100fM, between 500nM and 1pM, between 10nM and 1M,
between 10nM and 100fM, between 10nM and 1pM, between 1nM and 1fM, between
InM and 100fM, between 1nM and 500fM, between 1nM and 1pM, between 1nM and
10pM, between 1nM and 50pM, between InM and 100pM, between 1nM and S00pM. In
some embodiments, an antigen-binding site or arm specifically binds to LOXL2 with a
binding affinity of or greater than approximately 10nM, 1nM, 500pM, 100pM, 50pM,
10pM, 1pM, 500fM, 400fM, 300fM, 200fM, 100fM, 50fM, 10fM, 1fM. In some
embodiments, an antigen-binding site or arm specifically binds to LOXL2 with a binding
affinity ranging between approximately 10nM and 1fM, between 10nM and 100fM,
between 10nM and 1pM, between 1nM and 1fM, between 1nM and 100fM, between 1nM
and 500fM, between 1nM and 1pM, between 1nM and 10pM, between 1nM and 50pM,
between InM and 100pM, between 1nM and 500pM. The present invention encompasses
bi-specific antibodies with combinations of the anti-CCL2 and anti-LOXLs antigen
binding sites or arms with any of the above described binding affinities. In particular, a
bi-specific antibody may contain a first antigen-binding site or arm that specifically binds
to LOXL2 with a binding affinity of 1pM or greater and a second antigen-binding site or
arm that binds to CCL2 with a binding affinity ranging between 500nM and 1fM. In
particular, a bi-specific antibody may contain a first antigen-binding site or arm that
specifically binds to LOXL2 with a binding affinity of 1pM or greater and a second
antigen-binding site or arm that binds to CCL2 with a binding affinity greater than 1pM.

[0153] Each antigen-binding site of a bi-specific antibody can be independently a
complete antigen-binding arm including a full length heavy chain and a full length light
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chain, an Fab fragment, a single-chain variable fragments (scFvs), or other forms of
antibody fragments. In some embodiments, desired antigen-binding sites or arms may be
prepared from mono-specific antibodies against CCL2 and LOXL2 produced using the
techniques described above and then associating such desired anti-CCL2 and anti-LOXL2
antigen-binding sites or arms to produce desired bi-specific antibodies. For example, a
desired anti-CCL2 or anti-LOXL2 antigen—binding site or arm may be isolated, separated
or enzymatically digested from mono-specific monoclonal antibodies described above.
Antigen-binding sites or arms of a bi-specific antibody can be arranged in various
configurations that allow the two sites or arms to associate while retaining their antigen

binding ability.

[0154] Suitable bi-specific antibodies or fusion proteins can be in various bi-
specific antibody formats including, but not limited to, quadromas, chemical
heteroconjugates, recombinant constructs using selected heterodimerization domains and
recombinant constructs of minimal size consisting of two minimal antigen-binding sites.
In general, quadromas look like monoclonal antibodies but have two different antigen-
binding arms. Their classical way of production is based on the somatic fusion of two
different hybridoma (fused between a tumor cell and an antibody-making normal cell)
cells, each producing a unique monoclonal antibody (e.g., anti-CCL2 or anti-LOXL2
monoclonal antibody). Bi-specific antibodies with desired antigen-binding arms (e.g.,
anti-CCL2 and anti-LOXL2) can be produced by random pairing of two different antibody
heavy and light chains. Various preferential pairing methods are available to reduce
mispaired by-products and increase bi-specific antibody yield. For example, a murine and
a rat hybridoma cell line can be fused that express monoclonal antibodies of particular IgG
subclasses preferentially pairing with each other. Additionally, the preferential pairing of
two different antibody heavy chains can be achieved by certain mutations in the CH3-

domain of human IgGl, so-called “knobs-into-holes™ strategy.

[0155] Quadroma format typically contains an Fc region, which can interact with
Fc receptors. Therefore, bi-specific antibodies with an Fc part are also referred to as
trispecific antibodies. In some embodiments, the Fc part of a quadroma can be enzymatic
removed, resulting in bi-specific F(ab’), (the two antigen binding arms of an antibody
chemically linked through (a) disulfide bond(s)). In addition, two antigen-binding sites or
arms can be linked with thioether bonding or through one or more functional groups on the

antibody or fragment including amine, carboxyl, phenyl, thiol, or hydroxyl groups.
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[0156] In some embodiments, a bi-specific antibody can be produced by chemical
coupling of two different monoclonal antibodies or antibody fragments with, e.g., a
hetero-bifunctional crosslinker. For example, two different Fab’s (monovalent antigen
binding arm(s) of an antibody) can be chemically crosslinked at their hinge cysteine
residues in a site-directed way. Examples of chemicals appropriate for chemical
crosslinking or coupling include but are not limited to N-succinimidyl-3-(2-
pyridyldithio)propionate) (SPDP), 1-Ethyl-3-(3-dimethylaminopropyl)carbodiimide
hydrochloride (EDC), 5,5'-dithiobis-(2-nitrobenzoic acid) (DTNB), o-phenylene
dimaleimide, carbodiimides, diisocyanates, diazobenzenes, hexamethylene diamines,
dimaleimide, glutaraldehyde, 4-succinimidyl-oxycarbonyl-.alpha.-methyl .alpha.(2-
pyridylthio)toluene (SMPT), N-succinimidyl-S acetyl-thioacetate (SATA), and

combinations thereof.

[0157] In some embodiments, certain protein domains that naturally form
heterodimers are used to construct heterodimeric bi-specific antibodies suited for large-
scale expression. One example is the leucine zipper domains of transcription factors Fos
and Jun which can be fused to the carboxy-terminus of two different Fab’s or single-chain
(sc) Fv (fragment of the variable region) antibody fragments. In some embodiments,
antibody constant region domains Ck and CH1 can be used instead of Fos and Jun
dimerization domains for expression of the bi-specific antibody in bacteria such as E. coli.
In certain embodiments, the two antigen-binding sites or arms can be associated via GST
(glutathione S-transferase) fusion proteins, or a dimerization motifs thereof, PDZ
dimerization domains, FK-506 BP (binding protein) or dimerization motifs thereof, natural
or artificial helix-turn-helix dimerization domains (e.g., p53), Protein A or its dimerization
domain, domain B, among others. In certain embodiments, two antigen-binding sites or
arms may be associated via interaction with an exogenous component. For example, the
two antigen-binding sites or arms may contain avidin motifs and both interact with added

biotin.

[0158] In some embodiments, bi-specific antibodies include so called diabodies
and tandem single-chain Fv constructs. Typically, these forms of bi-specific antibodies
are made up from two different antigen-binding sites with minimal additional protein
sequences acting as linker sequences. Each antigen binding site uses the minimal Vi and
V1 domains from two antibody heavy and light chains, respectively. In diabodies, the Vi,

domain of one antigen binding site is connected by a short peptide linker with the Vg
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domain of the other antigen binding site and vice versa. Bi-specific antibodies in the
tandem scFv format typically include two different Vi/Vy pairs connected by a flexible
peptide linker on a single protein chain. In some embodiments, tandem scFv constructs
can be expressed in mammalian host cells which are capable of properly folding the four
consecutively aligned antibody V regions. The fully functional bi-specific tandem single-
chain antibodies are secreted into the cell culture supernatant and can be efficiently
purified by affinity chromatography via a poly-histidine tag followed by size exclusion
chromatography. Suitable peptide linkers may include any sequence that does not
interfere with the conformation of the antigen binding sites or arms. In certain
embodiments, a suitable peptide linkeris 1, 2, 3,4, 5, 6, 7, 8, 9, 10 or more amino acids

long.

[0159] Antibodies produced by various methods described herein typically contain
both homospecific and bi-specific molecules. Methods to assay for the presence of bi-
specific monoclonals are known in the art, including bridge ELISA assays (see, €.g.,
Suresh et al. (1986) Proc. Natl. Acad. Sci. USA 83, 7989-93; Koolwijk et al. (1988)
Hybridoma 7, 217-225; and De Lau et al. (1989) J. Immunol. 149, 1840-46). Double-
antigen ELISA may be employed if sufficient quantities of the respective antigens are

available.

[0160] The particular methods of bi-specific antibody preparation described above
occasional result in the formation of monospecific as well as bi-specific antibodies (e.g.,
following procedures of chemical coupling). When this occurs, the desired bi-specific
antibodies can be separated from the monospecific ones by any of a variety of procedures
which allow differentiation between the two forms. Such procedures include but are not
limited to passive elution from preparative, non-denaturing acrylamide gels or various
conventional chromatographic techniques, e.g., anion-exchange, HPLC, or thiophilic
adsorption chromatography (see,e.g., Kreutz et al. (1998). J. Chromatography 14, 161-
170). Additionally, each of the antigen-binding sites or arms may be tagged with a
different tag, and doubly tagged, bi-specific antibodies are separated from singly tagged

monospecific antibodies by dual affinity chromatography.

[0161] Additional methods of generating, purifying and characterizing bi-specific
antibodies are known in the art; for example, as disclosed in U.S. Pat. Nos. 5,601,819;
6,004,555, 5,762,930; 6,060,285; 6,010,902; 5,959,083; 5,807,706, and U.S. Patent
Publication No. 2002/0025317, each of which is incorporated by reference herein.
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[0162] Desired bi-specific anti-CCL2 and anti-LOXL2 antibodies can be further
modified to produce chimeric, humanized, or fully human bi-specific antibodies using

standard methods known in the art including various methods described herein.

Treatment of Scleroderma and Related Diseases, Disorders or Conditions

[0163] Bi-specific and/or mono-specific anti-CCL2 and anti-LOXIL.2 molecules
(e.g., antibodies, fynomers, aptamers, fusion proteins, or protein binding domains)
described herein may be used to effectively treat individuals suffering from or susceptible
to scleroderma or related fibrotic, inflammatory diseases, disorders or conditions. The
terms, “treat” or “treatment,” as used herein, refers to amelioration of one or more
symptoms, prevention or delay of the onset of one or more symptoms, and/or lessening of
the severity or frequency of one or more symptoms of the relevant disease, disorder or

condition.

[0164] Various molecules of the invention may be administered alone or in
combination. In some embodiments, a method of treatment according to the present
invention involves administering a bi-specific molecule described herein into a subject in
need of treatment. In some embodiments, a method of treatment according to the present
invention involves administering an anti-CCL2 and an anti-LOXL2 mono-specific
antibodies, or fragments thereof, described herein into a subject in need of treatment.
Anti-CCL2 and anti-LOXL2 mono-specific antibodies, or fragments thereof, can be

administered simultaneously or sequentially, via same or different administration routes.

[0165] In some embodiments, molecules described herein may be administered
alone or in conjunction with other therapeutic agents, such as those that are useful in
treating fibrotic or inflammatory diseases, disorders or conditions. Such therapeutic
agents include, but are not limited to, corticosteroids, NSAIDs, immune-suppressing drugs
(e.g., Metotrexate and Cytoxan), small molecule immunomodulators, interferon receptor
antibodies, anti-fibrotic drugs including D-penicillamine, colchicine, PUV A, relaxin, and

cyclosporine and anti-TGFbeta treatments, and endothelin receptor antagonists.

[0166] In some embodiments, molecules described herein can be administered
using conventional doses and delivery methods, such as those described for other,
comparable therapeutic agents. Dosages to be administered can be determined by
conventional procedures known to those of skill in the art. See, e.g., The Pharmacological

Basis of Therapeutics, Goodman and Gilman, eds., Macmillan Publishing Co., New York.
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In general, effective dosages are those which are large enough to produce the desired
effect, e.g., neutralizing CCL2 and/or LOXL2 and/or blocking the binding of CCL2 and/or
LOXL2 to their cognate receptors. The dosage should not be so large as to cause adverse
side effects, such as unwanted cross-reactions, anaphylactic reactions, and the like.

Factors to be considered include the activity of the specific antibody/agent involved, its
metabolic stability and length of action, mode and time of administration, drug
combination, rate of excretion, and the age, body weight, general health, sex, diet, and

severity of the particular disease-states of the host undergoing therapy.

[0167] Molecules described herein can be administered in any dosing regimen that
is therapeutically effective. In some embodiments, anti-CCL2/LOXIL.2 bi-specific or
mono-specific antibodies are administered at bimonthly, monthly, triweekly, biweekly,

weekly, daily, or at variable intervals.

[0168] Molecules described herein can be administered using any method of
administration including parenteral and non-parenteral routes of administration.
Parenteral routes include, e.g., intravenous, intraarterial, intraportal, intramuscular,
subcutaneous, intraperitoneal, intraspinal, intrathecal, intracerebroventricular, intracranial,
intrapleural or other routes of injection. Non-parenteral routes include, e.g., oral, nasal,
transdermal, pulmonary, rectal, buccal, vaginal, ocular. Administration may also be by
continuous infusion, local administration, sustained release from implants (gels,
membranes or the like), and/or intravenous injection. When a combination of anti-CCL2
and anti-LOXL2 antibodies are used, anti-CCL2 and anti-LOXL2 antibodies can be

administered via the same administration route or via different administration routes.

Scleroderma

[0169] In some embodiments, methods and compositions described herein can be
used to treat a subject who is suffering or susceptible to all forms of scleroderma,
including, the limited systemic sclerosis/scleroderma, the diffuse systemic
sclerosis/scleroderma, and other forms of scleroderma. Limited systemic
sclerosis/scleroderma typically involves cutancous manifestations that mainly affect the
hands, arms and face. It is also known as CREST syndrome in reference to the following
complications: Calcinosis, Raynaud's phenomenon, Esophageal dysfunction,
Sclerodactyly, and Telangiectasias. Additionally, pulmonary arterial hypertension may

occur in up to one-third of patients, and is the most serious complication for this form of
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scleroderma. Diffuse systemic sclerosis/scleroderma is rapidly progressing and affects a
large area of the skin and one or more internal organs, frequently the kidneys, esophagus,
heart and lungs. Other forms of scleroderma include systemic sine scleroderma, which
lacks skin changes, but has systemic manifestations, and two localized forms which affect

the skin, but not the internal organs: morphea and linear scleroderma.

[0170] In some embodiments, treatment refers to partially or completely
alleviation, amelioration, relief, inhibition, delaying onset, reducing severity and/or
incidence of one or more symptoms associated with scleroderma, including but not limited
to, endothelial-cell damage, proliferation of basal-lamina layers, perivascular
mononuclear-cell infiltration, fibrosis, derangement of visceral-organ architecture,
rarefaction of blood vessels, hypoxia, swelling of the fingers, dorsa, and forearms,
sensations of coldness in the extremities, digital ulcers, elongation of nail folds, pitted
bleeding of the nails, pitting scars on the nails, pulmonary hypertension, skin fibrosis, hair
loss, skin tightness, skin hardness, hyperpigmentation, hypopigmentation, itching of the
skin, carpal tunnel syndrome, muscle weakness, joint pain, joint stiffness, kidney fibrosis,
esophageal fibrosis, mouth fibrosis, heart fibrosis, and lung fibrosis, liver fibrosis, muscle
fibrosis, dry cough, shortness of breath, difficulty breathing, alveolitis, pneumonia,
wheezing, bloating after meals, constipation, diarrhea, difficulty swallowing, gastric antral
vascular ectasia, esophageal reflux, heartburn, fecal incontinence, flat white patches in the
mouth, loss of attached gingival mucosa, gingival recession, diffuse widening of the
periodontal ligament, dysphagia, inclasticity of the mouth, resorption of posterior ramus of
the mandible, coronoid process, and condyle, cancer, heart failure, pulmonary
hypertension, kidney failure, malabsorption, or any combination thereof, as compared to

an untreated control or the pre-treatment state.

[0171] In some embodiments, treatment refers to partially or completely
alleviation, amelioration, relief, inhibition, delaying onset, reducing severity and/or
incidence of fibrosis. As used herein, the term “fibrosis” refers to the formation of an
excess fibrous connective tissue in an organ or tissue. Without wishing to be bound by
particular theory, it is thought that fibrosis may be caused by activation of certain
fibroblast. Different subtypes of fibroblasts are known to perform diverse functions, even
within a single tissue. For example, papillary fibroblasts of the upper layers of the skin
produce thin collagen bundles and have a high rate of proliferation, whereas reticular

fibroblasts from the deeper dermal layer of the skin produce thick collagen bundles and
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abundant versican, and promote rapid lattice contraction. Fibroblasts can be in a quiescent
state or at varying stages of activation. During normal cellular function, fibroblasts
become activated, for example, in response to injury to facilitate wound healing.

Activated fibroblasts produce increased components of the extracellular matrix, including
collagen and collagen modifying enzymes. In individuals with scleroderma, an increase in
fibroblast activation is generally observed, accompanied by an overproduction of the
ECM. This overproduction of the ECM is generally believed to cause fibrosis, the
formation of excess fibrous connective tissue in an organ or tissue, that is a characteristic

of scleroderma.

[0172] In some embodiments, treatment refers to partially or completely
alleviation, amelioration, relief, inhibition, delaying onset, reducing severity and/or

incidence of fibrosis in skin, kidney, liver, lung and/or oesophagus.

[0173] In some embodiments, treatment results in partially or completely
alleviation, amelioration, relief, inhibition, delaying onset, reducing severity and/or
incidence of skin fibrosis. Typically, skin fibrosis is associated with skin thickening,
hardening, or formation of scars (e.g., keloid or burn scar, etc.). In some embodiments,
skin fibrosis is assessed by Modified Rodnan Skin Score. For example, as illustrated in
FIG. 2 uninvolved skin is given a score 0; mild thickening is given a score 1; moderate
thickening is given a score 2; and severe thickening is given a score 3. In some
embodiments, treatment results in a reduction of Modified Rodnan Skin Score by more
than 10%, more than 15%, more than 20%, more than 25%, more than 30%, more than
35%, more than 40%, more than 45%, more then 50%, more than 55%, more than 60%,
more than 65%, more than 70%, more than 75%, more than 80%, more than 85%, more
than 90%, more than 95%, or more, as compared to the pre-treatment state. In some

embodiments, treatment results in substantial elimination of skin fibrosis.

[0174] Without wishing to be bound by theory, it is also thought that activation of
fibroblasts in scleroderma patients may be caused by the activation of the immune
response by the production of cytokines. Examples of cytokines include but are not
limited to TGF-B, CCL2, CTGF, ET-1, Fibroblast Growth Factor, 1L-1, IL-4, IL-6, IL-12,
IL-13, IL-17, MCP-1, MCP-3, and PDGF. Cytokines can be produced by pro-
inflammatory cells of the immune system, for example activated T-cells, monocytes, or
macrophages or, alternatively, cytokines can be produced by epithelial cells. One factor

contributing to the activation of fibroblasts may be perivascular infiltrates of mononuclear
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cells in the dermis associated with increased capillary permeability. Alternative or
additional means of fibroblast activation include interaction with the extracellular matrix
and/or mechanical tension. Thus, in some embodiments, treatment of scleroderma patients
according to the present invention results in reduction of the production of one or more
pro-inflammatory cytokines, such as those described herein. In some embodiments,
treatment results in a reduction of a pro-inflammatory cytokine (e.g., TGF-3, CCL2,
CTGF, ET-1, Fibroblast Growth Factor, IL-1, IL-4, IL-6, IL-12, IL-13, IL-17, MCP-1,
MCP-3, and/or PDGF) by more than 10%, more than 15%, more than 20%, more than
25%, more than 30%, more than 35%, more than 40%, more than 45%, more then 50%,
more than 55%, more than 60%, more than 65%, more than 70%, more than 75%, more
than 80%, more than 85%, more than 90%, more than 95%, or more, as compared to the
pre-treatment state. Various methods for determining the level of cytokines are known in

the art and can be used to practice the present invention.

[0175] In some embodiments, treatment results in reduced CCL2 serum levels. In
some embodiments, treatment results in a reduction of CCL2 serum levels by more than
10%, more than 15%, more than 20%, more than 25%, more than 30%, more than 35%,
more than 40%, more than 45%, more then 50%, more than 55%, more than 60%, more
than 65%, more than 70%, more than 75%, more than 80%, more than 85%, more than
90%, more than 95%, or more, as compared to the pre-treatment state. In some
embodiments, treatment results in a CCL2 serum level of less than about 800 pg/ml, 700
pg/ml, 600 pg/ml, 500 pg/ml, 400 pg/ml, 350 pg/ml, 300 pg/ml, 250 pg/ml, 200 pg/ml,
150 pg/ml, or 100 pg/ml. In some embodiments, treatment results in a CCL2 serum level

comparable to that of a healthy control of substantially same age or developmental stage.

Fibrotic diseases, disorders or conditions

[0176] In addition to Scleroderma, methods and compositions according to the
present invention can be used to treat fibrotic diseases, disorders or conditions in general
including, but not limited to, multifocal fibrosclerosis, sclerodermatous graft-vs-host-
disease, nephrogenic systemic fibrosis, organ specific fibrosis, and the like. Illustrative
organ specific fibrotic disorders include, but are not limited to, pulmonary fibrosis,
pulmonary hypertension, cystic fibrosis, asthma, chronic obstructive pulmonary disease,
liver fibrosis, kidney fibrosis, NASH, and the like. Many fibrotic disecases, disorders or

conditions have disordered and/or exaggerated deposition of extracellular matrix in
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affected tissues. Fibrosis may be associated with inflammation, occur as a symptom of
underlying disease, and/or caused by surgical procedure or wound healing process.
Unchecked fibrosis can result in destruction of the architecture of the underlying organ or

tissue, commonly referred to as scarring.

[0177] NASH is usually a silent disease with few or no symptoms. Patients
gencrally feel well in the early stages and only begin to have symptoms—such as fatigue,
weight loss, and weakness—once the disease is more advanced or cirrhosis develops. The
progression of NASH can take years, even decades. The process can stop and, in some
cases may even begin to reverse on its own without specific therapy. Or NASH can slowly
worsen, causing scarring or fibrosis to appear and accumulate in the liver. As fibrosis
worsens, cirrhosis develops in which the liver becomes seriously scarred, hardened, and
unable to function normally. Not every person with NASH develops cirrhosis, but once
serious scarring or cirrhosis is present, few treatments can halt the progression. A person
with cirrhosis experiences fluid retention, muscle wasting, bleeding from the intestines,
and liver failure. Liver transplantation is the only treatment for advanced cirrhosis with
liver failure, and transplantation is increasingly performed in people with NASH. NASH
ranks as one of the major causes of cirrhosis in America, behind hepatitis C and alcoholic

liver disease.

[0178] Kidney (renal) fibrosis results from excessive formation of fibrous
connective tissue in the kidney. Kidney fibrosis causes significant morbidity and mortality
and leads to a need for dialysis or kidney transplantation. Fibrosis can occur in either the
filtering or reabsorptive component of the nephron, the functional unit of the kidney. A
number of factors may contribute to kidney scarring, particularly derangements of
physiology involved in the autoregulation of glomerular filtration. This in turn leads to
replacement of normal structures with accumulated extracellular matrix. A spectrum of
changes in the physiology of individual cells leads to the production of numerous peptide
and non-peptide fibrogens that stimulate alterations in the balance between extracellular

matrix synthesis and degradation to favor scarring.

Inflammatory diseases, disorders or conditions

[0179] In some embodiments, methods and compositions according to the present
invention are used to treat inflammatory diseases, disorders or conditions including, but

not limited to: Systemic Inflammatory Response (SIRS); Alzheimer's Disease (and
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associated conditions and symptoms including: chronic neuroinflammation, glial
activation; increased microglia; neuritic plaque formation; and response to therapy);
Amyotropic Lateral Sclerosis (ALS), arthritis (and associated conditions and symptoms
including, but not limited to: acute joint inflammation, antigen-induced arthritis, arthritis
associated with chronic lymphocytic thyroiditis, collagen-induced arthritis, juvenile
arthritis; rheumatoid arthritis, osteoarthritis, prognosis and streptococcus-induced arthritis,
spondyloarthopathies, gouty arthritis), asthma (and associated conditions and symptoms,
including: bronchial asthma; chronic obstructive airway disease; chronic obstructive
pulmonary disease, juvenile asthma and occupational asthma); cardiovascular diseases
(and associated conditions and symptoms, including atherosclerosis; autoimmune
myocarditis, chronic cardiac hypoxia, congestive heart failure, coronary artery disease,
cardiomyopathy and cardiac cell dysfunction, including: aortic smooth muscle cell
activation; cardiac cell apoptosis; and immunomodulation of cardiac cell function;
diabetes and associated conditions and symptoms, including autoimmune diabetes, insulin-
dependent (Type 1) diabetes, diabetic periodontitis, diabetic retinopathy, and diabetic
nephropathy); gastrointestinal inflammations (and related conditions and symptoms,
including celiac disease, associated osteopenia, chronic colitis, Crohn's disease,
inflammatory bowel disease and ulcerative colitis); gastric ulcers; hepatic inflammations
such as viral and other types of hepatitis, cholesterol gallstones and hepatic fibrosis, HIV
infection (and associated conditions and symptoms, including degenerative responses,
neurodegenerative responses, and HIV associated Hodgkin's Disease), Kawasaki's
Syndrome (and associated diseases and conditions, including mucocutaneous lymph node
syndrome, cervical lymphadenopathy, coronary artery lesions, edema, fever, increased
leukocytes, mild anemia, skin peeling, rash, conjunctiva redness, thrombocytosis; multiple
sclerosis, nephropathies (and associated diseases and conditions, including diabetic
nephropathy, endstage renal disease, acute and chronic glomerulonephritis, acute and
chronic interstitial nephritis, lupus nephritis, Goodpasture's syndrome, hemodialysis
survival and renal ischemic reperfusion injury), neurodegenerative diseases (and
associated diseases and conditions, including acute neurodegeneration, induction of IL-1
in aging and neurodegenerative disecase, [L-1 induced plasticity of hypothalamic neurons
and chronic stress hyperresponsiveness), opthalmopathies (and associated diseases and
conditions, including diabetic retinopathy, Graves' opthalmopathy, and uveitis,
osteoporosis (and associated diseases and conditions, including alveolar, femoral, radial,

vertebral or wrist bone loss or fracture incidence, postmenopausal bone loss, mass,
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fracture incidence or rate of bone loss), otitis media (adult or pediatric), pancreatitis or
pancreatic acinitis, periodontal disease (and associated diseases and conditions, including
adult, early onset and diabetic); pulmonary diseases, including chronic lung disease,
chronic sinusitis, hyaline membrane disease, hypoxia and pulmonary disease in SIDS;
restenosis of coronary or other vascular grafts; rheumatism including rheumatoid arthritis,
rheumatic Aschoff bodies, rheumatic diseases and rheumatic myocarditis; thyroiditis
including chronic lymphocytic thyroiditis; urinary tract infections including chronic
prostatitis, chronic pelvic pain syndrome and urolithiasis. Immunological disorders,
including autoimmune diseases, such as alopecia aerata, autoimmune myocarditis, Graves'
disease, Graves opthalmopathy, lichen sclerosis, multiple sclerosis, psoriasis, systemic
lupus erythematosus, systemic sclerosis, thyroid diseases (e.g. goiter and struma
lymphomatosa (Hashimoto's thyroiditis, lymphadenoid goiter), sleep disorders and chronic
fatigue syndrome and obesity (non-diabetic or associated with diabetes). Resistance to
infectious diseases, such as Leishmaniasis, Leprosy, Lyme Disease, Lyme Carditis,
malaria, cerebral malaria, meningitis, tubulointerstitial nephritis associated with malaria),
which are caused by bacteria, viruses (e.g. cytomegalovirus, encephalitis, Epstein-Barr
Virus, Human Immunodeficiency Virus, Influenza Virus) or protozoans (e.g., Plasmodium
falciparum, trypanosomes). Response to trauma, including cerebral trauma (including
strokes and ischemias, encephalitis, encephalopathies, epilepsy, perinatal brain injury,
prolonged febrile seizures, SIDS and subarachnoid hemorrhage), low birth weight (e.g.
cerebral palsy), lung injury (acute hemorrhagic lung injury, Goodpasture's syndrome,
acute ischemic reperfusion), myocardial dysfunction, caused by occupational and
environmental pollutants (e.g. susceptibility to toxic oil syndrome silicosis), radiation
trauma, and efficiency of wound healing responses (e.g. burn or thermal wounds, chronic
wounds, surgical wounds and spinal cord injuries). Hormonal regulation including
fertility/fecundity, likelihood of a pregnancy, incidence of preterm labor, prenatal and
neonatal complications including preterm low birth weight, cerebral palsy, septicemia,
hypothyroidism, oxygen dependence, cranial abnormality, early onset menopause. A
subject's response to transplant (rejection or acceptance), acute phase response (e.g. febrile
response), general inflammatory response, acute respiratory distress response, acute
systemic inflammatory response, wound healing, adhesion, immunoinflammatory
response, neuroendocrine response, fever development and resistance, acute-phase
response, stress response, disease susceptibility, repetitive motion stress, tennis elbow, and

pain management and response.
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Biomarkers or Indicators for Patient Stratification, Treatment Monitoring and/or

Optimization

[0180] In some embodiments, methods and compositions based on anti-
CCL2/LOXL2 bi-specific or mono-specific molecules (e.g., antibodies, fynomers,
aptamers, fusion proteins, or protein binding domains) described herein can be used with
biomarkers for patient stratification, treatment monitoring and/or optimization. In some
embodiments, suitable biomarkers are differentially expressed biomarkers. As used
herein, the term “differentially expressed biomarker” refers to a biomarker whose level of
expression is different in a subject (or a population of subjects) afflicted with scleroderma
relative to its level of expression in a healthy or normal subject (or a population of healthy
or normal subjects). The term also encompasses a biomarker whose level of expression is
different for a different disease subtype (i.e., Limited cutaneous or diffuse cutaneous).
The term further encompasses a biomarker whose level of expression is different at
different stages of the disease (e.g., mild or early scleroderma, severe or late scleroderma).
Differential expression includes quantitative, as well as qualitative, differences in the
temporal or cellular expression pattern of the biomarker. As described in greater details
below, a differentially expressed biomarker, alone or in combination with other
differentially expressed biomarkers, is useful in a variety of different applications in
diagnostic, staging, therapeutic, drug development and related areas. The expression
patterns of the differentially expressed biomarkers disclosed herein can be described as a
fingerprint or a signature of scleroderma, scleroderma subtype, scleroderma stage and
scleroderma disease severity and/or progression. They can be used as a point of reference
to compare and characterize unknown samples and samples for which further information
is sought. The term “decreased level of expression”, as used herein, refers to a decrease in
expression of at least 10% or more, for example, 20%, 30%, 40%, or 50%, 60%, 70%,
80%, 90% or more, or a decrease in expression of greater than 1-fold, 2-fold, 3-fold, 4-
fold, 5-fold, 10-fold, 50-fold, 100-fold or more as measured by one or more methods
described herein. The term “increased level of expression”, as used herein, refers to an
increase in expression of at least 10% or more, for example, 20%, 30%, 40%, or 50%,
60%, 70%, 80%, 90% or more or an increase in expression of greater than 1-fold, 2-fold,
3-fold, 4-fold, 5-fold, 10-fold, 50-fold, 100-fold or more as measured by one or more

methods, such as method described herein.
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Skin gene expression analysis

[0181] Various methods for identifying differentially expressed biomarkers in
scleroderma patients are known in the art and can be used to practice the present
invention. For example, skin gene expression analysis can be a powerful tool for
subsetting patients, identifying protein biomarkers and indicators of responsive patient
subsets. In some embodiments, genes that are differentially regulated in patients with
scleroderma can be identified by comparing transcriptional profiles of skin samples of
healthy individuals with those having scleroderma. Further, gene transcripts that associate
with severity of disease can be identified by including scleroderma patients at various
stages of degree progression. Transcriptional profiles can be analyzed by microarray
analysis, as has been described, for example, by Milano et al. in “Molecular Subsets in the
Gene Expression Signatures of Scleroderma Skin” (PLOS One, 3:7, 1-18, 2008), the
entirety of which is herein incorporated by reference. For example, microarray analysis
can be performed on skin samples (e.g., forearm and back samples) from patients with
diffuse scleroderma, limited scleroderma, morphea (a disease similar to scleroderma with
no internal organ involvement) and healthy controls. To identify genes most highly
associated with scleroderma, the genes that are most internally consistent between
replicates and sample sites, while being the most variable between individuals, are
selected for further analysis. Cluster analysis based on differential gene expression
correlated with severity of scleroderma can be used to select genes affected by

scleroderma.

[0182] It has been reported that differentially expressed exemplary genes in
scleroderma can be clustered into 6 groups. The first group includes immunoglobulin
genes expressed highly in a subset of patients with diffuse scleroderma and in patients
with morphea, including but not limited to CCR2, CCL4, and IGLL1. The second group
includes proliferation signature, including genes that are expressed only when the cell is
dividing. Genes showing increased expression in this cluster include the cell-cycle
regulated genes such as CKS1B, CDKS2, CDC2, MCMS8 and E2F7. The existence of a
proliferation signature is consistent with reports from skin biopsies demonstrating that
cells of diffuse scleroderma tissue undergoing increased proliferation. The third group
includes collagen and extracelluar matrix components, including but not limited to
COL5A2, COL8A1, COL10A1, COL12A1. The fourth group includes genes typically

associated with the presence of T-lymphocyes and macrophages, which are similarly
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expressed to the third group and include PTPRC, which is required for T-cell activation, as
well as CD2 and CDWS52, that are expressed on the surface of T lymphocytes. The fifth
group includes genes showing low expression in diffuse scleroderma. These genes show
higher expression levels in other biopsies and include WIF1, Tetranectin, IGFBP6, and
IGFBPS, among others. The final group is a heterogeneous gene expression cluster that is
high in limited scleroderma and a subset of diffuse scleroderma, including but not limited
to, UTS2R, GALR3, PARD6G, PSEN1, PHOX2A, CENTG3, HCN4, KLF16, and
GPRI15G. Additional differentially expressed exemplary genes are described in Milano et
al. in “Molecular Subsets in the Gene Expression Signatures of Scleroderma Skin” (PLOS

One, 3:7, 1-18, 2008), the entirety of which is herein incorporated by reference.

Multi-gene signature as surrogate markers

[0183] Combinations of genes may be used as biomarkers. Exemplary methods
for biomarker identification is provided in, for example, Farina et al., in “A Four-Gene
Biomarker Predicts Skin Disease in Patients with Diffuse Cutaneous Systemic Sclerosis”
(Arthritis Rheum. 62(2), 580-588, 2010), the entirety of which is incorporated herein by
reference. Starting with targets such as TGFB and interferon known to be regulated in
scleroderma, Farina identified a four-gene biomarker, including the genes CTGF, THS1,
COLA4, and PAI1. The transcription of these four genes in combination was found to be
highly correlated with Modified Rodnan Skin Score (mRSS) and highly predictive of

diffuse scleroderma.

[0184] mRSS is used as one clinical marker of scleroderma. Typically, mRRS is
assigned as shown in FIG. 2: uninvolved skin is assigned a score 0; mild thickening is
given a score 1; moderate thickening is given a score 2; and severe thickening is given a
score 3. Typically, a total mRSS score ranging from 0-51 can be determined based on a
grading of 0-3 at 17 skin areas of a patient. mRSS can be used as indicators for diagnosis

and monitoring treatment alone or in combination with other biomarkers..

[0185] Similar strategy can be used to identify and validate potential signature
biomarkers for scleroderma. Specifically, gene transcripts identified as positively or
negatively regulated in scleroderma are tested alone or in combination to identify
biomarkers comprised of gene transcript(s) or combinations of gene transcripts that are
most highly correlated with clinical markers of scleroderma. In addition to mRSS, other

clinical markers can be used, such as the HAQ - DI, DLCO, or FVC.
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CCL2 levels

[0186] CCL2 levels, for example, CCL2 serum levels, can be used as biomarker or
indicators for determining disease severity, organ involvement, selecting appropriate
treatment, monitoring disease progression and patient response. To determine CCL2
levels as biomarkers or indicators, CCL2 levels in the serum of patients at a variety of
stages of scleroderma and unaffected individuals are determined. This can be done by
assaying CCL2 protein levels in serum by, e.g., ELISA, and correlated with skin and other
organ (e.g., lung, liver, kidney, oesophagus) involvement. Exemplary methods are

described in Carulli et al. Ann Rheum Dis. 67:105-109, 2008.

[0187] CCL2 levels present in skin, such as from a biopsy, and/or serum can also
be correlated with mRSS or other clinical markers, such as the Health Assessment
Questionnaire (HAQ - DI), Diffusing capacity of the lung for carbon monoxide (DLCO),
or Forced Vital Capacity (FVC).

[0188] Various biomarkers can be used alone or in combination, or alternatively,
together with clinical diagnostic markers, such as mRSS, to stratify patients based on
severity of scleroderma, selecting proper therapy or dosing regimen, evaluating the
effectiveness of a therapy, monitoring responsiveness to therapy, prognosis for disease
course, and measurement of disease progression in a subject. Typically, in such methods,
levels of suitable biomarkers (e.g., such as those selected from various differentially
expressed genes described herein and other known markers such as CCL2 levels)
determined for a biological sample obtained from the subject from one or more time points
are compared to the levels from the subject from one or more other time points. For
example, biomarker levels may be measured before or at the beginning of a treatment
course. Biomarker levels may be measured at one or more time points throughout the
course of treatment and compared with the level before the treatment or from an earlier
time point of a treatment course. Identification or selection of appropriate treatment,
determining if a patient has positive response to a treatment and/or optimization of the

treatment can be determined based on the evaluation of biomarkers.
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Pharmaceutical Compositions

[0189] The present invention also provides compositions comprising one or more
provided molecules (e.g., antibodies, fynomers, aptamers, fusion proteins, protein binding
domains). In some embodiments the present invention provides at least one molecule and
at least one pharmaceutically acceptable excipient. Such pharmaceutical compositions
may optionally comprise and/or be administered in combination with one or more
additional therapeutically active substances. In some embodiments, provided
pharmaceutical compositions are useful in medicine. In some embodiments, provided
pharmaceutical compositions are useful as prophylactic agents (i.e., vaccines) in the
treatment or prevention of scleroderma or of negative ramifications associated or
correlated with scleroderma. In some embodiments, provided pharmaceutical
compositions are useful in therapeutic applications, for example in individuals suffering
from or susceptible to scleroderma. In some embodiments, pharmaceutical compositions

are formulated for administration to humans.

[0190] For example, pharmaceutical compositions provided here may be provided
in a sterile injectable form (e.g., a form that is suitable for subcutaneous injection or
intravenous infusion). For example, in some embodiments, pharmaceutical compositions
are provided in a liquid dosage form that is suitable for injection. In some embodiments,
pharmaceutical compositions are provided as powders (e.g., lyophilized and/or sterilized),
optionally under vacuum, which are reconstituted with an aqueous diluent (e.g., water,
buffer, salt solution, etc.) prior to injection. In some embodiments, pharmaceutical
compositions are diluted and/or reconstituted in water, sodium chloride solution, sodium
acetate solution, benzyl alcohol solution, phosphate buffered saline, etc. In some

embodiments, powder should be mixed gently with the aqueous diluent (e.g., not shaken).

[0191] In some embodiments, provided pharmaceutical compositions comprise
one or more pharmaceutically acceptable excipients (e.g., preservative, inert diluent,
dispersing agent, surface active agent and/or emulsifier, buffering agent, etc.). In some
embodiments, pharmaceutical compositions comprise one or more preservatives. In some

embodiments, pharmaceutical compositions comprise no preservative.

[0192] In some embodiments, pharmaceutical compositions are provided in a form
that can be refrigerated and/or frozen. In some embodiments, pharmaceutical

compositions are provided in a form that cannot be refrigerated and/or frozen. In some
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embodiments, reconstituted solutions and/or liquid dosage forms may be stored for a
certain period of time after reconstitution (e.g., 2 hours, 12 hours, 24 hours, 2 days, 5 days,
7 days, 10 days, 2 wecks, a month, two months, or longer). In some embodiments, storage
of antibody compositions for longer than the specified time results in molecular

degradation.

[0193] Liquid dosage forms and/or reconstituted solutions may comprise
particulate matter and/or discoloration prior to administration. In some embodiments, a
solution should not be used if discolored or cloudy and/or if particulate matter remains

after filtration.

[0194] Compositions of the pharmaceutical compositions described herein may be
prepared by any method known or hereafter developed in the art of pharmacology. In
some embodiments, such preparatory methods include the step of bringing active
ingredient into association with one or more excipients and/or one or more other accessory
ingredients, and then, if necessary and/or desirable, shaping and/or packaging the product

into a desired single- or multi-dose unit.

[0195] A pharmaceutical composition in accordance with the invention may be
prepared, packaged, and/or sold in bulk, as a single unit dose, and/or as a plurality of
single unit doses. As used herein, a “unit dose” is discrete amount of the pharmaceutical
composition comprising a predetermined amount of the active ingredient. The amount of
the active ingredient is generally equal to a dose which would be administered to a subject
and/or a convenient fraction of such a dose such as, for example, one-half or one-third of

such a dose.

[0196] Relative amounts of active ingredient, pharmaceutically acceptable
excipient, and/or any additional ingredients in a pharmaceutical composition in accordance
with the invention may vary, depending upon the identity, size, and/or condition of the
subject treated and/or depending upon the route by which the composition is to be
administered. By way of example, the composition may comprise between 0.1% and

100% (w/w) active ingredient.

[0197] Pharmaceutical compositions of the present invention may additionally
comprise a pharmaceutically acceptable excipient, which, as used herein, may be or
comprise solvents, dispersion media, diluents, or other liquid vehicles, dispersion or

suspension aids, surface active agents, isotonic agents, thickening or emulsifying agents,
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preservatives, solid binders, lubricants and the like, as suited to the particular dosage form
desired. Remington’s The Science and Practice of Pharmacy, 21st Edition, A. R. Gennaro,
(Lippincott, Williams & Wilkins, Baltimore, MD, 2006) discloses various excipients used
in formulating pharmaceutical compositions and known techniques for the preparation
thereof. Except insofar as any conventional excipient medium is incompatible with a
substance or its derivatives, such as by producing any undesirable biological effect or
otherwise interacting in a deleterious manner with any other component(s) of the
pharmaceutical composition, its use is contemplated to be within the scope of this

invention.

EXAMPLES

[0198] The present invention will be further illustrated by the following non-
limiting examples. These Examples are set forth to aid in the understanding of the
invention but are not intended to, and should not be construed to, limit its scope in any
way. The Examples do not include detailed descriptions of conventional methods that
would be well known to those of ordinary skill in the art. Unless indicated otherwise,
parts are parts by weight, molecular weight is average molecular weight, temperature is

indicated in Celsius, and pressure is at or near atmospheric.

Example 1. Preparation of Bi-specific Anti-CCL2/LOXL2 Antibodies

[0199] This example illustrates preparation of bi-specific anti-CCL2/LOXL2
antibodies. As described above, various methods are available to generate and select bi-

specific antibodies with desired specificities and binding affinities.

[0200] In this particular example, the bi-specific antibody is composed of a
complete antigen-binding arm against CCL2 and a complete antigen-binding arm against
LOLX2. Specifically, a mouse cell line producing a humanized CCL2-specific
monoclonal antibody is fused to a rat cell line producing a humanized LOXL2-specific
monoclonal antibody to produce a quadroma. Supernatants of quadroma cells are tested
for binding to target cells by FACS analysis. Antibodies are purified from quadroma cell
culture by protein A affinity followed by ion exchange chromatography.
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Example 2. Dose range testing

[0201] This example illustrates a dose response study designed to evaluate
effective dose ranges of bi-specific anti-CCL2 and anti-LOXL2 antibody for treatment of

scleroderma.

[0202] A bleomycin induced scleroderma mouse model is used in this example.
Typically, fibrosis is induced in mice by repeated subcutaneous injection of bleomycin,
polyinosinic-polycytidylic acidand/or LPS into the dorsal skin. Specifically, osmotic
pumps (7-day) containing either bleomycin at concentration of 10-110 ug and up to 200
ug, LPS at a concentration of 300 pg, polycytidylic acid at a concentration of 100 pug or
PBS alone are implanted subcutaneously into groups of 10 B6 mice. In this mouse model,
histopathological changes in the skin closely resembles that seen in scleroderma. Early
mononuclear cell accumulation and upregulated TGF-3 and chemokine expression is
followed by dermal fibrosis characterized by thick collagen bundles and accumulation of

activated fibroblasts. Mice also manifest evidence of pulmonary and renal fibrosis.

[0203] Dose(s) of bi-specific CCL2/LOXIL2 antibody or a control antibody

escalating concentrations are administered into the mice via intraperitoneal injection.

Example 3. In vivo efficacy of bi-specific anti-CCL2/LOXL2 antibody

[0204] This example illustrates a study designed to evaluate the effect of treatment
with anti-CCL2/LOXL2 antibodies on inflammation and fibrosis in the bleomycin mouse

model for scleroderma.

[0205] 7 or 28-day osmotic pumps containing either PBS alone or 10-110 pug and
up to 200 ug bleomycin in PBS will be implanted subcutancously into B6 mice. Every
two days, mice will be treated via intraperitoneal injection with anti-CCL2/LOXL2 bi-
specific antibody at suitable concentrations, as determined in example 2, or with a control

antibody.

[0206] After 7 days, in the case of a 7 day osmotic pump, or 28 days, in the case of
a 28 day osmotic pump, skin and lung tissue will be harvested for transcriptional and
histological analysis. Levels of CCL2 protein in tissue samples is measured by ELISA.
For transcriptional analysis, RNA is extracted from skin tissue and the isolated RNA is
subject to and semi-quantitative or quantitative reverse transcriptase-PCR using techniques

commonly known in the art. Levels of TGFP gene expression and gene expression levels
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of pro-inflammatory genes, including but not limited to PAI1, COMP, COL1al, F4/80,
IL-6, and TNFq, is measured using commercially available primers (TaqMan®). For
histological analysis, skin fibrosis is analyzed by microscopic examination of tissue
sections stained with hematoxylin and eosin (H&E). The use of H&E staining to visualize
tissue morphology is well known in the art. Immunohistochemistry is used to quantify
monocyte infiltration by microscopic examination of tissue sections probed with the

monocyte specific anti-F4/80 antibody using techniques well known in the art.

[0207] It is anticipated that treatment with anti-CCL2/LOXL2 antibody will reduce
infiltration of monocytes and macrophages, will reduce inflammatory gene expression
(ex., IL-6, TNFa), and will decrease TGFP—-induced marker gene expression. This is

expected to result in a general decrease in fibrosis.

Example 4. Therapeutic modeling

[0208] This example illustrates a model of CCL2 production and turnover in
various tissues and plasma to predict tissue target levels. The illustrated model represents

an extreme presentation of high CCL2 levels.

[0209] Typically, CCL2 is produced in disease tissues and secreted into plasma.
In healthy individuals, CCL2 synthesis in skin is low or undetectable. CCL2 synthesis
increases with involvement of total skin in both non-affected and affected skin, leading to
increased serum CCL2 levels. Serum CCL2 levels further increase with organ
involvement. Typically, healthy individuals have an average serum CCL2 level of less
than about 100 pg/ml. Individuals having so called Raynaud’s phenomenon has slightly
increased average serum CCL?2 levels. Patients suffering from sclerosis typically have an
average serum CCL2 level of about 250 pg/ml. Patients suffering from limited cutaneous
systemic sclerosis typically have an average serum CCL?2 level of about 250 pg/ml.
Patients suffering from diffuse cutanecous systemic sclerosis typically have an average
serum CCL2 level of about 380 pg/ml. Patients suffering from limited cutaneous systemic

sclerosis typically have an average serum CCL2 level of about 250 pg/ml.

[0210] The molecular weight of CCL2 is about 8.6kDa, which is much smaller
than the glomerular filtration threshold of about 50 kDa, resulting in rapid kidney
clearance. CCL2 is internalized by active receptor mediated internalization. Typical kd

for CCL2 to bind its receptor CCR2 is about 60pM- 2nM. CCR?2 is primarily present on
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lymphoid-origin cells and lymphatic endothelium. It is contemplated that scleroderma
causes increased vascular permeability early in disease progression, which permits
substantial equilibration of CCL2 and any therapeutic antibodies between interstitium and
serum. Therefore, serum half-life of CCL2 is about 10 minutes based on data from mice
and rabbits. It is expected that CCL2 serum half-life in humans is similar. Relatively
permeable tissue allows CCL2 reach equilibration from tissue to serum (half-max)

quickly, for example in about 2 hours. In some cases, serum CCL2 level may reach 1000
pg/ml (~ 75pM) with whole skin involvement but without organ involvement. A target
profile showing serum and tissue CCL2 equilibration is shown in FIG. 3, which predicts
the desired amount of antibodies need to neutralize 3nM of tissue CCL2 and compete it off

its receptor.

[0211] Monoclonal antibodies injected intravenously typically binds CCL2 in
plasma and forms a complex before they reach diseased tissues, resulting in wasted
monoclonal antibodies. Bi-specific mAbs allow us to sequester mAb in diseased tissue
with a “free”” anti-CCL2 arm to bind to tissue CCL2, which provides tissue specific
targeting of CCL2 (See FIG. 4). We can design the affinity for CCL2 such that it does not
bind to serum CCL2 but binds tissue CCL2. Furthermore, we can also compete with the
60pM affinity for CCR2 by increasing dose. Thus, this approach allows us preferentially
inhibit tissue CCL2 as opposed to plasma CCL2, resulting in highly effective treatment of

scleroderma.

[0212] A preliminary set of results from modeling bi-specific binding proteins are
shown in FIG. 5 based on the following assumptions: Anti-LOXL2 arm has a kd of 1pM
or better; anti-CCL2 arm has a kd ranging between 500pM and 1nM; and LOXL2 bound

mAD is not internalized or degraded.

Example 5: Clinical design

[0213] Based upon the success of animal treatments, Phase I-111 dose ranging and
single dose studies of anti-CCL2/LOXL2 bi-specific antibody detailed in Tables 3-7 are
designed in healthy individuals and individuals with different stages of scleroderma to

evaluate the safety, tolerability, efficacy, and pharmacokinetics of anti-CCL2/LOXL2.

[0214] A primary objective of Human Clinical Trial 1 includes determining the
safety of 4 dose levels of anti-CCL2/LOXL2 antibody administered in healthy individuals.

Secondary objectives include evaluating the pharmacokinetics of 4 different dose levels of
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anti-CCL2/LOXL2 antibody administered in healthy individuals. A detailed protocol

synopsis of this clinical trial is shown in Table 3.

TABLE 3: Human Clinical Trial 1

Phase Phase 1
# of Trials 1
Patient Population Healthy volunteers

Trial Design and Endpoints | Single dose, dose escalation
Primary: Safety

Secondary: PK

# of Subjects 4 dose groups

n=4 each

16 subjects total

Trial Length (FPI to LPV) | 0.5 years

~ 6 weeks to dose

~ 15 weeks follow up for PK
Comments Single Phase | unit

[0215] A primary objective of Human Clinical Trial 2 includes determining the
safety of 4 dose levels of anti-CCL2/LOXL2 antibody administered in individuals with
carly symptoms of scleroderma. Secondary objectives include (1) to determine the
pharmacokinetics of 4 different dose levels of anti-CCL2/LOXL2 antibody administered
in individuals with early symptoms of scleroderma (2) to determine the pharmacodynamic
(PD) response of individuals with early symptoms of scleroderma to 4 different dose
levels of anti-CCL2/LOXL2 antibody by assaying gene expression in sequential skin
biopsies and (3) to determine the clinical response of individuals with early symptoms of
scleroderma to 4 different dose levels of anti-CCL2/LOXL2 antibody as measured by the
Modified Rodnan Skin Score (mRSS). A detailed protocol synopsis of this clinical trial is

shown in Table 4.

TABLE 4: Human Clinical Trial 2

Phase Phase 1/2

# of Trials 1

Patient Population Early (<2 yrs since non- Raynaud’s Phenomenon
(RP) symptom onset) diffuse SSc
mRSS > 15

Trial Design and Endpoints | Multiple Dose Escalation
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Double-blind placebo-controlled
Treatment duration: 6 months

4 Dose levels

Primary: Safety

Secondary: PK

PD response (sequential skin biopsy gene
expression — baseline, 4 wks, 6 months)
Clinical response (mRSS)

# of Subjects 4 dose groups

n =10 each (8 active / 2 placebo)

40 subjects total

Trial Length (FPIto LPV) 1.5 years

Comments Up to & sites to recruit within 1 yr

[0216] A primary objective of Human Clinical Trial 3 includes determining the
efficacy of a single dose level of anti-CCL2/LOXL?2 antibody administered in individuals
with early symptoms of scleroderma as measured by the Modified Rodnan Skin Score
(mRSS). Secondary objectives include (1) determining the efficacy of a single dose level
of anti-CCL2/LOXL2 antibody administered in individuals with early symptoms of
scleroderma as measured by the Health Assessment Questionnaire — Disability Index
(HAQ - DI) and (2) determining the efficacy of a single dose level of anti-CCL2/LOXL2
antibody administered in individuals with early symptoms of scleroderma as measured by
organ specific assessments. A detailed protocol synopsis of this clinical trial is shown in

Table 5.

TABLE 5: Human Clinical Trial 3

Phase Phase 2

# of Trials 1

Patient Population Early (<2 yrs since non- Raynaud’s Phenomenon
(RP) symptom onset) diffuse SSc
mRSS > 15

Trial Design and Endpoints | 1 dose level

Double-blind Placebo Controlled Parallel Group
Treatment duration 6 months

Open-label extension

Primary: mRSS

Secondary: HAQ DI, organ-specific assessments
# of Subjects 2:1 randomization

120 subjects total

Trial Length (FPI to LPV) | 1.5 years

Comments Up to 20 sites to recruit within 1 yr
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[0217] A primary objective of Human Clinical Trial 4 includes determining the
efficacy relative to oral cyclophosphamide of a single dose level of anti-CCL2/LOXL2
antibody administered in individuals with limited or diffuse scleroderma with lung disease
as measured by Forced Vital Capacity (FVC). Secondary objectives include (1)
determining the efficacy relative to oral cyclophosphamide of a single dose level of anti-
CCL2/LOXL2 antibody administered in individuals with limited or diffuse scleroderma
with lung disease as measured by the HAQ - DI, (2) determining the efficacy relative to
oral cyclophosphamide of a single dose level of anti-CCL2/LOXL2 antibody administered
in individuals with limited or diffuse scleroderma with lung disease as measured by the
mRSS, and (3) determining the efficacy relative to oral cyclophosphamide of a single dose
level of anti-CCL2/LOXL2 antibody administered in individuals with limited or diffuse
scleroderma with lung disease as measured by diffusing capacity of the lung for carbon

monoxide (DLCO). A detailed protocol synopsis of this clinical trial is shown in Table 6.

TABLE 6: Human Clinical Trial 4

Phase Phase 2
# of Trials 1
Patient Population Limited or Diffuse SSc with lung disease:

Active alveolitis by HRCT

<7 yrs since non-RP symptom onset
FVC <85%>45% predicted

Trial Design and Endpoints 1 dose level

Double-blind Controlled Parallel Group
Comparator: SoC (oral cyclophosphamide)
Treatment duration 12 months
Open-label extension

Primary: FVC

Secondary: DLCO, HAQ DI, mRSS

# of Subjects 2:1 randomization

120 subjects total

Trial Length (FPIto LPV) 1.5 years

Comments Up to 10 sites to recruit within 6 months

[0218] Objective of Human Clinical Trial 5 include (1) determining the efficacy
relative to oral cyclophosphamide of a single dose level of anti-CCL2/LOXL2 antibody
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administered in individuals with early symptoms of scleroderma and/or limited or diffuse
scleroderma with lung disease as measured by Forced Vital Capacity (FVC), (2)
determining the efficacy relative to oral cyclophosphamide of a single dose level of anti-
CCL2/LOXL2 antibody administered in individuals with early symptoms of scleroderma
and/or limited or diffuse scleroderma with lung disease as measured by the HAQ - DI, (3)
determining the efficacy relative to oral cyclophosphamide of a single dose level of anti-
CCL2/LOXL2 antibody administered in individuals with early symptoms of scleroderma
and/or limited or diffuse scleroderma with lung disease as measured by mRSS, and (4)
determining the efficacy relative to oral cyclophosphamide of a single dose level of anti-
CCL2/LOXL2 antibody administered in individuals with early symptoms of scleroderma
and/or limited or diffuse scleroderma with lung disease as measured by DLCO. A detailed

protocol synopsis of this clinical trial is shown in Table 7.

TABLE 7: Human Clinical Trial 5

Phase Phase 3

# of Trials 1 each

Trial Design and Endpoints | Single dose level, double-blind head-to- head comparison
with SoC in either or both early dSSc or ~ SSc Lung
Disease, depending on outcome of Phase 2s

Endpoints as in Phase 2

# of Subjects 120 patients each

Trial Length (FPIto LPV) | 2.0 years

0.5 to 1 year enrollment period

Comments Treatment duration 12 months

[0219] Patients exhibiting early symptoms of scleroderma treated with anti-
CCL2/LOXL2 antibody are expected to demonstrate significant improvement of
symptoms as measured by the mRSS and HAQ - DI. Patients with limited or diffuse
scleroderma with lung disease treated with anti-CCL2/LOXL2 antibody are expected to
demonstrate significant improvement of symptoms as measured by the mRSS , HAQ - DI,
and FVC. Anti-CCL2/LOXL2 antibody is expected to be more effective than
cyclophosphamide in treatment of patients either with early symptoms of scleroderma or
with limited or diffuse scleroderma with lung disease as measured by mRSS , HAQ - DI,

and/or FVC.
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Example 6: In vivo efficacy of anti-CCL2 and anti-LOXL2 Combination Therapy in

Bleomycin-induced Fibrosis

[0220] This example describes the effect of treatment of inflammation and fibrosis
with a combination of monospecific anti-CCL2 and anti-LOXL2 antibodies in an animal
model of scleroderma over a two-week time course. The evaluation of monotherapy using
ecither an anti-CCL2 or an anti-LOXL2 antibody and combination therapy (both anti-CCL2
and anti-LOXL2 antibodies) in a murine model of fibrosis was performed. A chronic
bleomycin 14-day mini-osmotic subcutaneous pump was used with skin and lung fibrosis
as outcomes for drug efficacy. As shown below, combination therapy with both

antibodies demonstrated a significant effect in both skin and lung fibrosis.

[0221] Briefly, a bleomycin 14-day pump murine SSc-skin and lung fibrosis model
was used to test the efficacy of the drugs. Groups (n=5; 8-10 weeks) of female C57BL/6
mice were exposed subcutancously to bleomycin (90 U/Kg) or PBS (n=3 mice) via
osmotic pump for 7 days with skin and lungs harvested on day 14. Bleomycin exposed
mice were treated intraperitoneally with anti-CCL2 (dose 2 mg/Kg/2x/week), anti-LOXL2
(dose 15 mg/Kg/2x/week) or IgG-control (dose 17 mg/Kg/2x/week) twice a week starting
on the day of the pump insertion until day 14. Treatment groups are set forth in Table 8.

TABLE 8
Treatment .
Group Description
PBS mini-osmotic pumps with PBS only
IgG mini-osmotic pumps with bleomycin, 1gG/IP/2x/week
anti-CCL2 mini-osmotic pumps with bleomycin, anti-CCL2/IP/2x/week

anti-LOXL2 mini-osmotic pumps with bleomycin, anti-LOXL2/IP/2x/week

mini-osmotic pumps with bleomycin, anti-CCL2 and anti-

Both LOXL2/IP/2x/week

Outcomes measures for cutaneous fibrosis

[0222] To determine drug efficacy in dermal fibrosis, skin was analyzed by
hematoxylin-eosin (H&E) and collagen deposition by Masson’s trichrome staining. In

addition, the presence of ulcers was assessed clinically and the skin thickness was
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measured by the maximal distance between the epidermal-dermal junction and the dermal-
subcutaneous fat junction in four different skin sections from each mouse using Olympus
DP70 camera and OLYMPUS® Micro Suite Basic software. Tissue sections were

analyzed by a blinded investigator.

Outcome measures for lung fibrosis

[0223] To determine drug efficacy in lung fibrosis, histology and gene expression
were analyzed. Insufflated lungs were fixed in formalin, embedded in paraffin, and
stained with H&E, Masson’s trichrome staining, and Arginase-1. The Aschroft score
(Ashcroft et al., 1988, J. Clin. Pathol. 41:467-470) was blindly analyzed in all groups after
Masson’s staining. Arginase-1 staining was also blindly scored from zero to four in at
least four sections per slides. The average of Aschroft and Arginase-1 scores in each

mouse was used as the final score.

Statistical analysis

[0224] Comparison of gene expressions, histological analysis of specific staining
and lung score was analyzed by One-Way ANOVA and Bonferroni’s multiple comparison
post-tests. Two-group comparisons was analyzed by Student T-test. Microarray analysis
followed standard false discovery rate (FDR) of less than 10%, comparing treated samples

with controls. P-values less than or equal to 0.05 were considered statistically significant.

Results
Cutaneous fibrosis
[0225] The surgical procedure to implant the mini-osmotic pumps was overall well

tolerated in mice. One mouse in the PBS treatment group died after 18 hours, which was
likely attributed to anesthesia. FIG. 6 shows the percentage of skin ulcers observed in
each treatment group. FIG. 7 shows the thickness of skin tissue samples measured for

cach treatment group.

[0226] As shown in FIG. 6, none of the mice treated with PBS developed skin
ulcers. In contrast, all the mice exposed to bleomycin and treated with IgG (control) or

anti-CCL2 developed skin ulcers, while only two mice exposed to bleomycin and treated
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with anti-LOXL2 developed skin ulcers. In the combination treatment group, none of the

mice developed skin ulcers.

[0227] As shown in FIG. 7, skin thickness was strongly suppressed in both mono-
and combination therapy (anti-CCL2, anti-LOX2, Both) groups as compared to control
(IgG). The average fold-change for each group is set forth in Table 9.

TABLE 9

Average fold-change

Treatment group skin thickness

PBS 1.07
IgG 1.64
anti-CCL2 1.30
anti-LOXL2 1.34
Both 1.21 (p<0.001)
Lung fibrosis
[0228] Lung tissue samples were scored using the Ashcroft method (as described

above; FIG. 8). The Aschroft score was blindly analyzed in the lungs of all five treatment
groups (Table 8). The average of the Aschroft score for each treatment group is set forth
in Table 10. Using the ANOVA analysis for all treatment groups, only the combination
treatment group (Both) was statistically reduced as compared to control (IgG; p<0.01). A
Student T-test comparing control (IgG) and anti-CCL2 groups was not significant,
whereas control as compared to anti-LOXL2 treatment group showed a trend (p=0.07).

Control versus combination treatment group was reduced (p<0.01).

TABLE 10

Treatment group Average Aschroft Score

PBS 1.5

IegG 5.76
anti-CCL2 4.87
anti-LOXL2 3.38

Both 2.64 (p<0.01)

64



WO 2014/190316 PCT/US2014/039437

Arginase-1 lung staining

[0229] Staining for Arginase 1 (Argl), a specific marker for macrophage
activation, was also performed on lung tissue samples for each treatment group (FIG. 9).
The inventors have previously observed that the bleomycin chronic model deomstrates a
strong activation of macrophages in the lungs based on CD163 staining, which is almost
abolished in CCL2-deficient mice. Therefore, since the peak of cell influx into the lungs
is known to happen on day-14 of the bleomycin model, analysis of CD163" expression in
lung cells from all bleomycin-exposed groups after treatments was performed. Strong

expression of CD163" was confirmed in the lungs after exposure to bleomycin.

[0230] Arginase-1 expression was blindly quantified in at least four sections in the
lungs of each mouse. The average Arginase-1 score for each treatment group is set forth
in Table 11. Arginase-1 staining was strongly correlated with Aschroft score (FIG. 10).
FIG. 11 shows histological sections of lung tissue samples stained with Trichrome. FIGs.
12 and 13 shows histological sections of lung tissue samples stained with Arginase 1

(Argl).

TABLE 10

Treatment group  Average Argl Score

PBS 0
IgG 2.82
anti-CCL2 3.32
anti-LOXL2 3.05
Both 2.01 (p=0.06)
[0231] As shown in this example, all mice in the IgG and anti-CCL2 treatment

groups contained skin ulcers. However, only 2 of 5 mice in the anti-LOXL2 treatment
group contained skin ulcers. Interestingly, the treatment group that received both anti-
CCL2 and anti-LOXL2 antibodies did not show any ulcers in the harvested skin tissue (see
FIG. 6). Analysis of variance (ANOVA) confirmed that the reduction in skin thickness for
both mono-treatment (either anti-CCL2 or anti-LOXL?2 alone) and combination treatment
(anti-CCL2 and anti-LOXL2 together) was significant as compared to the IgG treatment
group (see FIG. 7). Therefore, treatment of fibrotic disecase by combination therapy with
anti-CCL2 and anti-LOXL2 antibodies was effective to stop the formation of skin ulcers,

and effective to reduce the thickening of skin tissue, in mice treated with bleomycin.
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[0232] Further, ANOVA also confirmed that combination therapy with anti-CCL2
and anti-LOXL2 antibodies significantly reduced the degree of fibrosis in lung tissue
samples (Aschroft score of about 2) as compared to the IgG treatment group (Aschroft
score of about 6) (see FIG. 8). Combination therapy with anti-CCL2 and anti-LOXL2
antibodies demonstrated the lowest level of macrophage activation in lungs of all four

treatment groups (Argl-staining, see FIG. 9).

[0233] Taken together, these data demonstrate that treatment with anti-CCL2, anti-
LOXL2 alone or in combination in the bleomycin 14-day murine model showed reduction
of cutaneous and/or lung fibrosis with the strongest effect in the skin and in the lungs
observed when treating with an anti-LOXL2 antibody or a combination of anti-CCL2 and
anti-LOXL2 antibodies. Thus, anti-CCL2 and anti-LOXL2 antibodics can be
administered in combination to effectively treat and/or ameliorate one or more symptoms

of a fibrotic or related inflammatory disease (e.g., scleroderma), disorder or condition.

Equivalents and Scope

[0234] Those skilled in the art will recognize, or be able to ascertain using no more
than routine experimentation, many equivalents to the specific embodiments of the
invention described herein. The scope of the present invention is not intended to be

limited to the above Description, but rather is as set forth in the appended claims.

[0235] In the claims articles such as “a”, “an” and “the” may mean one or more
than one unless indicated to the contrary or otherwise evident from the context. Thus, for
example, reference to “an antibody” includes a plurality of such antibodies, and reference
to “the cell” includes reference to one or more cells known to those skilled in the art, and
so forth. Claims or descriptions that include “or” between one or more members of a
group are considered satisfied if one, more than one, or all of the group members are
present in, employed in, or otherwise relevant to a given product or process unless
indicated to the contrary or otherwise evident from the context. The invention includes
embodiments in which exactly one member of the group is present in, employed in, or
otherwise relevant to a given product or process. The invention includes embodiments in
which more than one, or all of the group members are presenting, employed in, or
otherwise relevant to a given product or process. Furthermore, it is to be understood that
the invention encompasses all variations, combinations, and permutations in which one or

more limitation, elements, clauses, descriptive terms, etc., from one or more of the listed
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claims is introduced into another claim. For example, any claim that is dependent on
another claim can be modified to include one or more limitations found in any other claim
that is dependent on the same base claim. Furthermore, where the claims recite a
composition, it is to be understood that methods of using the composition for anyone of
the purposes disclosed herein are included, and methods of making the composition
according to any of the methods of making disclosed herein or other methods known in the
art are included, unless otherwise indicated or unless it would be evident to one of

ordinary skill in the art that a contradiction or inconsistency would arise.

[0236] Where elements are presented as lists, e.g., in Markush group format, it is
to be understood that each subgroup of the elements is also disclosed, and any element(s)
can be removed from the group. It should be understood that, in general, where the
invention, or aspects of the invention, is/are referred to as comprising particular elements,
features, etc., certain embodiments of the invention or aspects of the invention consist, or
consist essentially of, such elements, features, etc. For purposes of simplicity those
embodiments have not been specifically set forth in haec verba herein. It is noted that the
term “comprising” is intended to be open and permits the inclusion of additional elements

or steps.

[0237] Where ranges are given, endpoints are included. Furthermore, it is to be
understood that unless otherwise indicated or otherwise evident from the context and
understand of one of ordinary skill in the art, values that are expressed as ranges can
assume any specific value or sub-range within the state ranges in different embodiments of
the invention, to the tenth of the unit of the lower limit of the range, unless the context

clearly dictates otherwise.

[0238] In addition, it is to be understood that any particular embodiment of the
present invention that falls within the prior art may be explicitly excluded from any one or
more of the claims. Since such embodiments are deemed to be known to one of ordinary
skill in the art, they may be excluded even if the exclusion is not set forth explicitly herein.
Any particular embodiment of the compositions of the invention (e.g., any HCV
genotype/subtype, any HCV antibody, any epitope, any pharmaceutical composition, any
method of administration, any therapeutic application, etc.) can be excluded from any one

or more claims, for any reason, whether or not related to the existence of prior art.
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[0239] The publications discussed above and throughout the text are provided
solely for their disclosure prior to the filing date of the present application. Nothing herein
is to be construed as an admission that the inventors are not entitled to antedate such

disclosure by virtue of prior disclosure.

Other Embodiments

[0240] Those of ordinary skill in the art will readily appreciate that the foregoing
represents merely certain preferred embodiments of the invention. Various changes and
modifications to the procedures and compositions described above can be made without
departing from the spirit or scope of the present invention, as set forth in the following

claims.
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We claim:

1. A bi-specific antibody comprising a first antigen-binding site that specifically
binds to LOXL2 and a second antigen-binding site that specifically binds to CCL2.

2. The bi-specific antibody of claim 1, wherein the first antigen-binding site

specifically binds to LOXL2 with a binding affinity of 1pM or greater.

3. The bi-specific antibody of claim 1 or 2, wherein the second antigen-binding site

specifically binds to CCL2 with a binding affinity ranging between 500nM and 1fM.

4. The bi-specific antibody of claim 1 or 2, wherein the second antigen-binding site

specifically binds to CCL2 with a binding affinity greater than 500pM.

5. The bi-specific antibody of claim 4, wherein the second antigen-binding site

specifically binds to CCL2 with a binding affinity greater than 1pM.

6. The bi-specific antibody of any one of the preceding claims, wherein the first
antigen-binding site comprises a first full length heavy chain and a first full length light

chain.

7. The bi-specific antibody of any one of claims 1-5, wherein the first antigen-binding

site comprises a first Fab fragment.

8. The bi-specific antibody of any one of claims 1-5, wherein the first antigen-binding

site comprises a first single-chain variable fragments (scFvs).

9. The bi-specific antibody of any one of the preceding claims, wherein the second
antigen-binding site comprises a second full length heavy chain and a second full length

light chain.

10. The bi-specific antibody of any one of claims 1-8, wherein the second antigen-

binding site comprises a second Fab fragment.

11. The bi-specific antibody of any one of claims 1-8, wherein the second antigen-

binding site comprises a second single-chain variable fragments (scFvs).

12. The bi-specific antibody of any one of the preceding claims, wherein the first and

second antigen-binding sites are linked by a peptide linker.

13. The bi-specific antibody of claim 12, wherein the peptide linker is > 5 amino acid

long.
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14. The bi-specific antibody of any one of the preceding claims, wherein the first and

second antigen binding sites are configured such that they form a single polypeptide chain.

15. The bi-specific antibody of any one of the preceding claims, wherein the first and

second antigen-binding sites are associated via chemical cross-linking.

16.  The bi-specific antibody of any one of the preceding claims, wherein the bi-

specific antibody comprises an Fc region.

17.  The bi-specific antibody of any one of the preceding claims, wherein the bi-

specific antibody is humanized.

18. A pharmaceutical composition comprising a bi-specific antibody of any one of

claims 1-17 and a pharmaceutically acceptable carrier.

19. A method of treating scleroderma comprising administering to an individual who is
suffering from or susceptible to scleroderma a bi-specific antibody of any one of claims 1-

17.

20. The method of claim 19, wherein the bi-specific antibody is administered at a
therapeutically effective dose and an administration interval such that at least one
symptom or feature of scleroderma on a target tissue is reduced in intensity, severity, or

frequency, or has delayed onset.

21. The method of claim 20, wherein the at least one pathological feature of
scleroderma is ameliorated, including but not limited to, endothelial-cell damage,
proliferation of basal-lamina layers, perivascular mononuclear-cell infiltration, fibrosis,
derangement of visceral-organ architecture, rarefaction of blood vessels, hypoxia, and

combination thereof.

22. The method of claim 20 or 21, wherein the target tissue is selected from the group
consisting of skin, blood vessels, lung, heart, kidney, gastrointestinal tract (including

liver), musculoskeletal system and combinations thereof.

23. The method of any one of claims 20-22, wherein the target tissue is lung.
24, The method of any one of claims 20-22, wherein the target tissue is heart.
25. The method of any one of claims 19-24, wherein the individual is suffering from or

susceptible to limited cutaneous scleroderma.
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26. The method of any one of claims 19-24, wherein the individual is suffering from or

susceptible to diffuse cutancous scleroderma.

27. The method of any one of claims 19-26, wherein the bi-specific antibody is

administered parenterally.

28. The method of claim 27, wherein the parenteral administration is selected from
intravenous, intradermal, inhalation, transdermal (topical), subcutanecous, and/or

transmucosal administration.

29. The method of claim 28, wherein the parenteral administration is intravenous

administration.

30.  The method of any one of claims 19-26, wherein the bi-specific antibody is

administered orally.

31.  The method of any one of claims 19-30, wherein the bi-specific antibody is
administered bimonthly, monthly, triweekly, biweekly, weekly, daily, or at variable

intervals.

32, The method of any one of claims 19-31, wherein the bi-specific antibody is co-

administered with one or more anti-fibrotic agents.

33.  The method of any one of claims 19-32, wherein the bi-specific antibody is co-

administered with one or more anti-inflammatory agents.
34. A method of treating a fibrotic disease, disorder or condition comprising

administering to an individual who is suffering from or susceptible to a fibrotic disease,

disorder or condition a bi-specific antibody of any one of claims 1-17.

35. The method of claim 34, wherein the fibrotic disease, disorder or condition is
selected from the group consisting of skin fibrosis, kidney fibrosis, liver fibrosis, lung

fibrosis, heart fibrosis, muscle fibrosis, and combination thereof.
36. A method of treating an inflammatory disease, disorder or condition comprising

administering to an individual who is suffering from or susceptible to an inflammatory

disease, disorder or condition a bi-specific antibody of any one of claims 1-17.

37. The method of claim 36, wherein the inflammatory disease, disorder or condition
is selected from a group consisting of psoriasis, rheumatoid arthritis, atherosclerosis,

epilepsy, Alzheimer’s disease, obesity, lupus nephritis, general kidney inflammation,
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multiple sclerosis, Crohn's disease, asthma, discoid lupus erythematosus, inflammatory

bowel disease, or systemic lupus erythematosus.

38. A method of treating scleroderma comprising administering to an individual who is

suffering from or susceptible to scleroderma
an anti-CCL2 antibody, or fragment thereof, and
an anti-LOXL2 antibody, or fragment thereof.

39. The method of claim 38, wherein the anti-CCL2 antibody, or fragment thereof, and

the anti-LOXL2 antibody, or fragment thereof, are administered simultaneously.

40. The method of claim 38, wherein the anti-CCL2 antibody, or fragment thereof, and
the anti-LOXL2 antibody, or fragment thereof, are administered sequentially.

41. The method of any one of claims 38-40, wherein the anti-CCL2 antibody, or
fragment thereof, has a binding affinity of InM or greater.

42. The method of any one of claims 38-40, wherein the anti-CCL2 antibody, or
fragment thereof, has a binding affinity of 1pM or greater.

43, The method of any one of claims 38-42, wherein the anti-LOXL?2 antibody, or
fragment thereof, has a binding affinity of 1pM or greater.

44, The method of any one of claims 38-43, wherein the anti-CCL?2 antibody, or
fragment thereof, is selected from the group consisting of intact IgG, F(ab*)2, F(ab)2,
Fab’, Fab, ScFvs, diabodies, triabodies and tetrabodies.

45. The method of any one of claims 38-44, wherein the anti-LOXL?2 antibody, or
fragment thereof, is selected from the group consisting of intact IgG, F(ab*)2, F(ab)2,
Fab’, Fab, ScFvs, diabodies, triabodies and tetrabodies.

46. The method of any one of claims 38-45, wherein one or both of the anti-CCL2
antibody, or fragment thereof, and the anti-LOXL2 antibody, or fragment thereof, are

humanized.

47. The method of any one of claims 38-46, wherein the anti-CCL?2 antibody, or
fragment thereof, and the anti-LOXL2 antibody, or fragment thereof, are administered via

same administration route.
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48. The method of any one of claims 38-46, wherein the anti-CCL?2 antibody, or
fragment thereof, and the anti-LOXL2 antibody, or fragment thereof, are administered via

different administration route.

49, The method of any one of claims 38-48, wherein the anti-CCL?2 antibody, or
fragment, is administered intravenously, intradermally, by inhalation, transdermally

(topically), subcutancously, transmucosally, and/or orally.

50. The method of any one of claims 38-49, wherein the anti-CCL?2 antibody, or
fragment thereof, is administered bimonthly, monthly, triweekly, biweekly, weekly, daily,

or at variable intervals.

51. The method of any one of claims 38-50, wherein the anti-LOXL?2 antibody, or
fragment, is administered intravenously, intradermally, by inhalation, transdermally

(topically), subcutancously, transmucosally, and/or orally.

52. The method of any one of claims 38-51, wherein the anti-LOXL?2 antibody, or
fragment thereof, is administered bimonthly, monthly, triweekly, biweekly, weekly, daily,

or at variable intervals.

53. A method of treating a fibrotic disease, disorder or condition comprising
administering to an individual who is suffering from or susceptible to a fibrotic disease,

disorder or condition
an anti-CCL2 antibody, or fragment thereof, and
an anti-LOXL2 antibody, or fragment thereof.

54. A method of treating an inflammatory disease, disorder or condition comprising
administering to an individual who is suffering from or susceptible to an inflammatory

disease, disorder or condition
an anti-CCL2 antibody, or fragment thereof, and
an anti-LOXL2 antibody, or fragment thereof.
55. A kit comprising
an anti-CCL2 antibody, or fragment thereof, and

an anti-LOXL2 antibody, or fragment thereof.
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GELSEM 1 CCL2 Fr itk 454

[0032] fE—UEsSTji B, B PRGN A AT - KESNE -2 KRR, £—
BE St T 2, PR S S SR B — Fab B . fE—Sesuiy B, A —Hu R A
RAEE SRR X B (scFy) .

[0033] fE—UEsTj B, BB PR AN A A A KESNE e KR, £
He s g 2, B R S S S A s T Fab BB, fE— MRS R, B R A

7
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RUEL R AR AT AR X B (scFv) o

[0034]  7E LS B, 55— M58 PR S5 S0 S m IR g . fE S R
o R3S = 54 (BT, 6 D7 A8 9 AN 10 1T A 12 AN 13 AN 14 AN 15 .20
25 NEEZ AN ) BIERAK . 7E— 2L STty R, B — RIS R 45 A A S A DA
YR — 2 K .

[0035]  fE—Uesijfi &, 5 —RIEE RS S AL A b TR .

[0036]  FE—LLSji Ty ZE i, ARG A & B B RURe e R4S 6 00 ORURE et piAd . AE— 285K
Tt 77 S AU PR AL Fe X

[0037]  FE—Uesijii &, AURE S M BUR 2 N

[0038] 3 — 5 1HI, AR BISR AL 1 T-V6 7 8 B 0 1 U7 v R I A AR SC BT B RURE SR 4
a3 Bl 7 54 ) BB B G SRR R 1Y) 2 A = R R A TP
IR, Hodr Frid R S 45 A T 8 5 LOXL2 5 45 A 1 58 — PR 45 &A1 ;S AT CCL2
SV A PR S A

[0039]  7E LSy A, B — PR 45 A A A DL 100nM B8 & (5140, 10nM 355 /& 1nM
By 5 5. 500pM B 5 57 100pM B 5 i3 50pM B 5 75y« 10pM B4 5 vy« 1pM Bl 5 5y 500 £M B 5 5
400FM B 5 757 . 300 £M B 5 5 . 200 M B 55 . 100£M 25 5 =5 . 50 £M B 5 = . 10£M B 5 = . B 1EM
B ) WS GRS LOXL2 Frmthgs & .

[0040]  7E—LLSfE 7 R, 38 PR &5 A AL A LA 29 500nM AT 1M 2 8] (fil4n, A+
500nM 1 10M 2 [a] /T 500nM A1 100EM Z [i] A>T 500nM F1 1pM Z [A] . A~F 10nM F1 1M 2
[8] . 41F 10nM A1 100£M 2 8] /~F 10nM A1 1pM 2 [A] . /~F InM AT 1EM 2 [8] . 4F 1nM A1 100£M
Z [ AF 1nM A1 500EM 22 8] A~F 1nM A 1pM Z 8] < ~F 1nM AT 10pM 22 [7] . 41F 1nM A1 50pM
Z 1B AF 1nM A1 100pM 2Z [8] «AF 1nM A 500pM 2 7] ) HIS5E 55111 5 CCL2 Hr e th4h & .
1E— 25t 77 2 vh, 58 TR 4 A A s BAR T2 500nM (1 4, 15512 500nM. 100nM. 10nM,
1nM.500pM. 100pM. 50pM. 10pM. 1pM.500£M. 400 M. 300£M. 200£M. 100£M. 50£M. 10EM. 1£M) K]
GELSEM 1S CCL2 Fr itk 454

[0041] FE—Uesjii B, B —PiRg AN AT H - KERNE -2 KR, 71—
BE S T 2, PR S S SR B A — Fab B . fE—Sesuiy B, A — B R g A
A E R X B (scFv) o

[0042] FE LSy B, BB PRGN A A e KESANE e KR, £
He St Ty 2, B R S A S A s T Fab BB, fE— MRS T R, B R A
RUEL R AR AT AR X B (scFv) o

[0043]  7E LSl B, 55— M58 PR S5 S0 A m R g . AE S R
o R3S = 54 (BT, 6 D7 A8 N9 AN 10 A1 A 12 AN 13 A 14 AN 15 .20
25 NEEZ AN ) BRI 7E—2e STty o, S5 —FNEE R 45 A S A DU
W — 2 K .

[0044]  FE—Uesjfi o, 55— RIEE iR S5 S AL & b TR & .

[0045]  FE—LLS 7 ZE i, ARAE A & W B RURe e PR 45 6 0 ORURE et piAg . A — 285K
it 7 S AU PR AL Fe X

[0046]  7E—LLsijii )7 S, AU R PR N R I 75— L8 SE 7 S, XU e P A 4

8
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N o

[0047]  F—J7TH, A R BHIRAL TV TT AR 4RO  IE BUIR B 5 v Ha s R A B G
JER AT YA 5975 I E B R 10/ il PR G0 AR ST RIT I (R 0URE S P 5 6 1 (B, U S
PUAg fynomer EACLIR A& EFE A E AL S L)

[0048] 555 I, AR K BHERAL T WA ST IR I 0URE S 1 45 & 4 T 78 T 4R A 00
i SRR IR T B 24 700 A2 7= i A s, L b BT IR VR T L ) R B S B AT AL A B
TR BIANA G SURE S PR 45 5 o F L TR XU et RS 5 LOXL2 R E 4 B 15
— PR A AL RIS CCL2 R Itk 456 3 PR 45 G0 R

[0049] i —T5 I, AR BAERAL T H 1697 47 4E A0 - 95 RE SRR IR 19 77 925 HR R 0URE S 1
a3 BT 77200 4 ) BB AT B 5 TR A A AL 5 03 TR B0 IR PR ATt FH SUR e R 45 6 2
(25 B8, Horb BT IR US4 8 5 LOXL2 45 e 45 & 1 58— PR 45 & 67 SR S CCL2
SRS A A PR S S A

[0050]  7E%/N STt 75 &, AR AEAL R o I BUR IR I B R R AT 4E 40 B E £ 440 IE
AR AN R AW i R A AN N ER R AN E R

[0051] 73— TH, AR BHFRAL T V8T 28 MBI o3 i BURRR (1 7 7%, BT il 7 V2 B0 46 1) BB A
B 5 8% 98 PRI P E B IR ) Bt FE 0 A SC T I B SRS S e S5 5 4 F o

[0052] S35 I, AR R BHERAL T WA ST IR IR 0URE 57 14 &5 & 43 170 R 5 L OE
BURCRIATT W25 AE 72 v 1 B ag , e B v o7 B0 4 1) FR AT B 5 TR 98 PR 5 9 E B IR
AT P XU e VR 45 6 40 e T XU e e 7 & 5 LOXL2 Fe S5 6 1 —Pt
JR &AL S CCL2 Ry 45 & 1S PR g5 A0 .

[0053] 3 —5 I, AR BAERAL T 9697 48 4E A0 S 99 RE SO IR 19 77 925 HR R 0URE S
a3 BTIR 77 200 4 ) BB AT B 5 TR A A AL 5 03 IR B0 IR PR A ATt FH SUR S R 45 6
(A5 B8, Horb BT IR US4 5 55 LOXL2 45 e 45 & 1 58— PR 45 & 7 SR S CCL2
SRS A PR S S A

[0054]  7E5NSLHf 7 S, 28 M0 e O TR e 1B i 0 « 28 XU 4 D% 15 46 B ik ok
FEREAL VIR BT R 72 1 B0 (Alzheimer’s disease) IR JRIEPE ' 45— M 1k B JUE 28 o6
Z KRR 75 2 BUKIR (Crohn’ s disease) 2N  SUIRZL BRI L 48 1 fp s nl 4= B M40 B
RIE .

[0055] 5 — 5 I, AR BASRAR 1 V67 R R0 1 7 v, FLALHE ) A B 5 B 7 5 (1 A
Jitt P CCL2 Hikal e A BEA P LOXL2 Pk el A B

[0056] 53— 7 [, AN K BIHRAE 7T CCL2 Hiikel i Befndt LOXL2 Hifk sl v B e A T
FEIR AT B2 AE 7= A i P& , e rp BTl v 7 B 1) BB AT B 5 SBR[ 4k it P Bt CCL2
PoAR sl H Fr BORIHT LOXL2 ik el e A BU 5 3%

(00571 535 I, A& BAERAE T F ¥R 97 R 57 995 0 77 v I T COL2 Bk sl Jr BE AL
LOXL2 sl = Fr B, BTk 75 vk G4 1) KB A B 2 SR 17 3 IR A it FH Bt CCL2 A sl i B
AT LOXL2 PR BB 3K

[0058]  FE—Lsijii )y 27, Pt CCL2 HufRk sl v BeAn Pt LOXL2 Pk iy Be[RIm it A o 78
— LS 7 R, B CCL2 PRI Fr BRI BT LOXL2 PR sl v B Vit FH

[0059]  7E—ULsjifa /5 &+, Bt CCL2 HUAREI Fr Br A InM 8RRy (471201, 500pM 55
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100pM B8 5 755+ 50pM B 5 /5« 10pM B 5 5 « 1pM B 5E /55 500 M B 5 iy« 400 £M BB 1 . 300 M B
B+ 200 M B vy 100EM B 5 5y 50 M BB ey LOPM BGHE v LM BB /5y ) IS & o).
[0060]  7E—LLsijifi S, Pt LOXL2 HTiRE I 7 Bt A 1pM BURE s (540, 500 1M BRE &
400£M B, 51 =7 300 M Bl 5 =1, 200 £M B 5 155 . 100EM B 5E /& . 50EM B 5E /&7 . 10£M B8 /57 . 1£M B
W) MgEERmMIT.

(00611  7E—HUsjti /7 %, Fit CCL2 Hifk s H v Bridk B 5% 1gG.F(ab” ) 2.F (ab) 2. Fab’
Fab. ScFv. XU HTA « = BEPTARFI U SEHTAA .

[0062]  FE—HUsjti Ty S, Pt LOXL2 Fuik sl H v Bk H 58 % 1gG.F (ab”) 2.F (ab) 2.Fab’ .
Fab. ScFv. XU HTA « = BEPUARFI U SE DA .

[0063]  FE—LUsti Ty S, Pt CCL2 Puf i H Jy B A4t LOXL2 Hiig i v B it — ek iy
P NJEAL o

[0064]  FE—LUsti T S, Pt CCL2 Jui sl H Fy BOA 4t LOXL2 HiAg sl v B4 e AH [A] it
BN . FE— ST e, $U CCL2 PR sl H fr Be it LOXL2 HiikelH Fr Br 4 thAS [F) it
gt

[0065]  7E—LUsLitiJ7 S, fit CCL2 FiAAE )y BR& ik N B N BN V& R (R )
Fe R SRR /B0 IR

[0066]  7E—LLSji T S, Hi CCL2 Fuii sl H v BeRe A~ VB B = L BE 9 A B
5 H B DA ] A% 1] it FH — IR

[0067]  7E—LUsCitiJ7 S, i LOXL2 ik Bi )y BRAFHIK N B2 N VI RN & B2 (JRidh )
Je R SRR /B0 AR

[0068] £ —LESLt U7 S, HU LOXL2 Pk el H v BR s i A B H VB = B A L &
J A H B DA AT A% [ o it FH — K

[0069] 53— THI, AR BAFRAL T V69T 4F GEAL 0 i RE SRR 1 77 v, FLELHE 1R A B0 S
TR YEAL IR I E BORER (M F BT CCL2 Hi4A B A BR Nt LOXL2 HifkmliHe 1 B
[0070]  J3—7J7 M, AR WHIRAL 79t CCL2 Juik sl Fy Bo A4t LOXL2 Hiigk sl i BefE T 4F
YEA I 3 I BORE AR VG 9T B 245 AR 7= R i 38, A BT IR VR T L ) R B G SR A 4L
I TP IE B R BN F Bt CCL2 Bk sl i BE At LOXL2 Bk s i B B .
(00711  F—J71H, AR BIFEME 7 H TI6 7 - 4500 o iE SO IR 11 75 76 R 4t CCL2 Bt
PRECH Fr BEATHT LOXL2 Piik L 7 B, BTk 7 6 B0 4 n) J8 G B 5 IR A AR A 509 9 i B
R B T CCL2 HTiRE I 7 Bt LOXL2 Bk st i BB Bk .

[0072] 55— 10, A BRFRAL 1 V09T RMEBNE IE BUW AR 7%, Frid i s ) A
e 5 A MBI I AE OB IR AN A0 FH Bt CCL2 Podd sl e Fr BORIHT LOXL2 P el A B
[0073]  J3—J7 M, AR HIRAE 79t CCL2 Pufk sl H Fy BOAI 4t LOXL2 Hiigk sl v BefE FH TR
IT 9 P90 o3 0E BOPRR 1 24 7 A = HR R 38, b BTIR YA TT L FE R) FEAA B B I8 A M
JoE BIPR R B4t FH BT CCL2 HiAA Bl v Boft LOXL2 Hifk s i BL 8 3%

[0074] 55— THI, AR BAFRAL T H T8 97 2P i E BUR IR 0 75 ik HR BT CCL2 ik
S BORI BT LOXL2 HUAR s I Fr By, BT IR 77 v A0 35 n) 8 A B 2 J8% 4% 1 94 I E B30 IR 1)
AN T CCL2 Huik s A BE NPT LOXL2 Hiik s H A BB 38 .

[0075]  SH— 5, AAFFHAE T E S HT CCL2 Pk A BEAIHT LOXL2 FuiR s A BL) ik
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A&

[0076] K BHRIHERHIE . B AR 7R LR IR | B B AR 2Lk B &5 W SR,
I3 AR R IR | B BEIFNBURIEE 3R, 76 38 7~ A A BH 1) SI2 it 77 58 B IRV, A LA B, 1 1R IR 1 A9 5
G H o TEAR R BIYE A IR 8PP AR U AIME SO T- AR 83 B RN K A8 45 817 2 .
(00771  FffE ik

[0078]  ASCALHEMT DL T B A s B B O A 7 Ul B H 1, T AEBR

(00791 & 1A-1F ¥t 8] 7 i Zon v HT CCL2 At LOXL2 XURs S tEHik i fai

[oos0] K 2 BB T 22 0 R 1) Rodnan JZ IR1F 4> RoR BIMERRT . 48 HH T Sk B VP4l B2 Bk
YA E

[o081] & 3 % 1 e P4 5 CCL2 LI AN ZH 4R B o o) 1k R 2

[0082] &1 4 TiBH T i 3% AR 2H 4 rp CCL2 BB [ P 7~ 451 1 15 P

[0083] &1 5 Hfi%x 1 fifiE H $t CCL2 ( H ) Bt CCL2/LOXL2 ( B ) Ak B f5 IR i A% A4 2 1]
CCL2 ¥R FE Iy~ 5114 B, U T W10 WU S P A s SR

[0084] K 6 /nH THEL TGPt CCL2 Pifh Bt LOXL2 HLiRsPt CCL2 Fpt LOXL2 ik kb3
f¥) C57BL/6 /)N B8, AW %2 3] i) Jz Jpk 97 11 2 b o PBS < B IE . BOTH : F #71 CCL2 ik Fid
LOXL2 ff 2l A AbFE .

[0085] K 7 onH THEL TGPt CCL2 Pifh Bt LOXL2 HLiksPt CCL2 Fpt LOXL2 ik kb3
(1) C57BL/6 /N B, H WL 2% 2 11 B2 ik JE B A5 408 4k o PBS < B 4% . BOTH < FH $7T CCL2 Bk AT
LOXL2 ff 2l A AbFE .

[0086] & 8 /nHi T4 1gG.HT CCL2 Hitk . $i LOXL2 HiiAknkiHt CCL2 A4t LOXL2 HiiAab# i)
C57BL/6 /)N ER Il ZH 2R i ) Asheroft 353 PBS :BHYEXTHE . BOTH : T CCL2 HufkFid
LOXL2 ffi 2l A AbFE .

[0087] P 9 - T4 1gG.$T CCL2 Hitk i LOXL2 HiiAnkiHt CCL2 A9t LOXL2 HiiAab# i)
C57BL/6 /Nt 20 it b RS = BR Bg 1 (Argl) Byff. PBS :BHAXf M. BOTH : 4t CCL2
PUA YT LOXL2 Fiik 2] & a3,

foos8] K] 10 7~ T R4 16 Pt CCL2 Pifhk ft LOXL2 PifkEdt CCL2 it LOXL2 Fiffk kb
T ) C57BL/6 /N BRIl AL ZRE S P 1 Asheroft 1540484k, KW R BelE 1 (Argl) Geto ke etk
K. PBS :[{¢ExFHE . BOTH : 4T CCL2 Fifk A4t LOXL2 HifkH & ab B,

[0089] W& 11 /- M T AT &AL B AH B/ BRU T 5 7E AX IR 2 R & =432 (Trichrome) %Y
2R RE L AR R R YT F o T54T :PBS (/2 ) JIgG (A ) . HIAIAT 31 CCL2 (/2) Wi
LOXL2 (47 )« JRAT 3t CCL2 AT LOXL2.

[0090] K] 12 7nHh 100 T % AbERZH /N BRUIT 5 SRS R 1 (Argl) B urifili 4 236 5 1)
RFEMWELALY) . TAT :PBSC L ) 1g6( A ) AIEAT U CCL2( A ) PLLOXL2 (£ ) o i
1T + Pt CCL2 FIHT LOXL2,

[0091] W 13 7R H T F TG AbERAH M F 7E 20X ( /£ ) A 40X (£ ) BUKMEEU T &R AR
B 1 (Argl) Gttt gl 23RE i AR T B o

[0092] & X

[0093] A T AR 5 TH#, & e w X 7 HEARTE, wWHPERER 7T ARG
EARE I E o
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[0094]  SEFNJY < IR WA BT AT, “SR A1 777 @ xR e ok 5 AR 256 (i, JE3E4h
26 ) WS/ BUREE IR AR A 2 B Ze B Y BE . TE A AR A i
B A AT — P a] H F e A ). TRV 2 5007 b, SERU RN R R g A
i)

[0095]  SEFA 7R (BOSE AN ) iR ) A SCH B A, 2R AR H — N ELE AN CDR
B — AN ECE AN HUR, Bl 5 A B A L O 1 S AR PO AR A B PO AR G BT D 1) 2 A
JIHE R PUA . 7E— S St 7 v, SR 77 BB AR X B T I B A gl BE R a2
B BE IR RGN J7 0 SR AN D7 B EGET AR ATl I AR A R ) R R R AT AT — b AR
. Marks %% BioTechnology 10:779-783(1992) #i i& 7 i i VA V &5 F I8¢ ot 41 )
3 M ) B #\. 1 Barbas % Proc Nat. Acad. Sci, USA91:3809-3813(1994) ;Schier %%
Gene 169:147-155(1995) ;Yelton %% J. Immunol. 155:1994-2004 (1995) ;Jackson 2§,
J. Immunol. 154 (7) :3310-9 (1995) ;#1 Hawkins &, J. Mol. Biol. 226:889-896 (1992) ##i& T
CDR 1 / BRHEZE AR I I FEAL S

[0096]  FUAA WA SCH AT, ARAE “Pufk” 48 HIEAR b i e Bk a8 o R R B A s Bk B
B A BB — A2 Z AR Z K. AR R E T ERARE oo A, a,
Yo 6. e Flou fHEXIER, LR B BERE DX ER., BEEEE SN « 58N
HE@ETE N y.u. a8 B e, M0 e LT RPEEREE 1280, 1gG. IgM. IgA. IgD
Fl TgE. CnsZ 6B ekE A (il ) Gt sonm & ISRk, &N TU SR 4R B % AH [H]
L IRFE R, B — % B — 4% “4% 7 55 (%) 25kD) Fl—2%k “F 7 4% ( 49 50-70kD) . HF &5 (1)
N- S PR 2 T EEATTHUR IR AL 100 £ 110 M H 2 ANR R TR X . RIECATARR
B (V) FCn]AEEEE” (V) /e fE X iR A o . PUiR IR PR AR . Pk
B 0 N A AT G AR o DURYE 50 B G BRER 1 BSUE Do dd st 5 P DK 7 0 2 ik
AR 2 R AFRAER Fr BAEAE . BRI, 40, B 8 AR B0HE X N I A~ 5 W AR LLAE
% F (ab) ” 2, A & yilad s 5 V,-C 1 MR EER) Fab 1 54K, F(ab)’ 2 nJ7EIRAN
A I8 SR AR IR B X P ) B, ANTTCKS: F (ab) ” 2 3R AR AL Fab” B4k, Fab” H
PRFEA o AT B X (1) Fab O T Hee Bk i BE S VR4l 1) 538 , 2 WL, Fundamental
Immunology, W. E. Paul %, Raven Press,N.Y. (1993)) . BRI SEIIEFIHEAE X T %
PR Fr B, (E R AU B @ B AR 505 IR B 62K Fab” i B &40 % 5 L BOR FH E
2 DNA J7iEE BTG Rl BRI, ARAE “Hidh”, WA B A, b0 458 i se B BT e 1 A= i)
Bl 5 B2 DNA J5 VA EE 5 & BT b B o 75— R8s 75 2 b, Uion SR B, 61 an 3
A AR RN ] AR R R i ( B BGEE IRk ) DU EGE S 2 K HEE Fv (scFv)
ik BBE Fv (“scFv”) ZIKNFEOERERT V,: oV 3R, HOAT l A0 4% BRI e sl 1 ik
Gl S ) V- RV - GBS R AR R R . (20, B 40, Huston 5§ (1988) Proc. Nat.
Acad. Sci. USA, 85:5879-5883, H A N 2l 1L 51 FH HAARSL) « fAAEVF 2 4544, LUKk B T
Puik V X B RIR A, (H A2 0 55 1) 22 IR B R0 JE B 6 A O 3T B il AR B 2R AL BT
GEE AL RS ) =AM scPv 3. 2 WL, 5, 28 E& R 2 5, 091, 513 F1 5, 132, 405
% 4,956, 778 5.

[0097] K&y WIARSCHFTH, RiE <KL 8“2, BB — AN B2 A H brER, 2155
THESHEIME. (ERLEST T g, BRAE R A ME A SN B S B & W (Brak
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AR R AT REAEL YT 100% ) T RIS “ KL 78 “ Ly A AR i1 £ CRTFBUVNT)
EIEESEEN 25%.20%.19%.18%.17%.16%.15%.14%.13%.12%.11%.10% .
99%.8% 7% 6%.5%4%.3% 2% 1% B /NEEN K — R IIME.

[0098]  Z5G 7 ANASCH T, RIE “ A7) ARG ESA DR B H B AR AT R
1 A B FE R TR R, B A . “G8 7 BN “GEEE A", 87 E R
AFAEM PR A & TR . 456 A B0A T BT Pifkd i 55 R PR 456 LAY
WE A HE G AV B (), B sds e e EEtE ) iR/EH. gEeRsEan
FLFE 4> B R B oA 25 B A 110 T AR X AH R IR “Fy 7 R B G A A e R i T A X
I RSk R AL PBE 2 k2> ( “ScFv BR ) A IR R s A5 X AR i R i 3 4 A )
/NR BB TT o WA SC A BT F AR TR 25 45 771154 P A0 45 18 5 52 BEHT A& 1 A 1 B P e 2
DNA J7 LT 6 iR B o AE— S8 STl 75 8, iAo S i AA, 491 0 H whn] A% B A
AR i ( EREEsad KBk ) DU GES: 2 IR 555 Fv (scFv) Pudk. HEE
Fv( “scFv”) Z NI ERER VH: VL 2% 564K, HoAT b A0 46 B 2 82 a1 ik g i 223k
HEFZ) VH- A1 VL- Gy 2 R 2L . (00, 40, Huston 5% (1988) Proc. Nat. Acad.
Sci. USA, 85:5879-5883, HA# N AL 5| FHIF AR ) . FAEVFZ 450, IR B T-Huik
VX B R AR I, (B A0 205 B 1 22 BRI D B BE L AL B I S e A BRI T HiR S &
LR G R B = 4E S5-I scFv 73 1o 2 WL, Bl an 36 B & R 55 5, 091, 513 A1 5, 132, 405
4,956, 778 5 o f£ L5t 77 ZE b, WA B ARG 45 & A rT e 4Ebidk . 2 Wik
[0099]  XMURF S WA SCH AT O ARAE “ XU R 17 2 T A AP M AR 4 &% 5
PEo @, RS S0 TS A2 0PRSS &AL, HE— N5 AR PR sER A
FEMELE Ao US> R, a0, URE S PSR fynomer GERLAKRELA ERHVEHS A
SERIER . A A BURE SR iR R B R (BRI, Z56 AN BL BT EER AL 1
Re /1) Mo+ (B, Jifk. fynomer ERCAR AL G EE EAS A EMEBIHES AR,
WRRAZ R T

[0100]  XURFSEMEPUR Q0A ST BT FH B ARGE “ XURF S pe AR 7 st g b 20— AN IF s s
TE NS A A B B PUAR AL 4 B BRI SRR S P55 4 o PRSI R OURE S PR B
SERTEARIE P O, 75— S8 ShE 7 B, XU PR A S B S PR A o B B A
MGG ER I ELAE VAT / BV XA — S SRSt T S, V1 / BRV | X R AERE IE B FE T
PR ORI VA / BV X o A URE R BRSPS PR 2 53 45 6 5 o 1 — Se S it
T, AN A AFER B T AR B EGUAR VA / BV X,

[0101]  XURF RS &0 T AT it F IRIE “XURE e R 456 7 R iR B A S R
SEEAY A SAFRARE A2 IR 7SSt B, SRR A TN —
Z K AE— LS 7 R, AU R I S A o TR B B AR — S SR S Ty ZE R AT B, 4 niE
AT AN LA S5 A 2 N IK . FE— R8Tl 7 2, WU 45 A 0 T I AN 45 A3 7 iR
FAHFEEEAR (a0, R ) ARG (B, AL ) 75— 5 b, EATHRBIAN [F #E
Bro FE—SES0HETT 2, RURs 46 0 T REE S AN R S5 10 I P BEAR R 45 5 o

[0102]  CDR : i A LA it FH R TE “CDR” S2 R ik il AR X P (1) Bk g X . 7E B4 A%
BEHIREAS AT AR X A AFAE =A™ CDR, X TR AT ARIX M & , 93 %€ 9 CDR1. CDR2 A1 CDR3. “—41

13
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CDR” B “CDR 41”7 J& 45 —H = AN BN NE R 45 A B B9 5 T AR X Y L) CDR B RE % 45
AP [R5 BB A AN 3R B v AR X ) CDR. VAR PR FLrh JIANE ARSI i R4 (i,
Kabat. Chothia 5 ) A[FHLE X T CDR Hyi4 5.

[0103]  #k& WA T “iE 7Pk, & & AHEEE — MM HUE, JLikmkssh
PR B AN RE X (CDR) AT AR S5 Ry 48, T fidd 43+ 1 e S5/ 3B00E B\ Pk B 1E € 45
IR EAE A AT BRSNS, A DU BE E g5 BT IR B e Y, 41 ansth s
)L R 5 R 4

[0104]  WHAE WAL A “HE” IR —F L BP0 / 80369755 (Flan, $i
CCL2 HLARFIHT LOXL2 Hifk ) o A FHARIE “HA " AR m) 55 52 605 it H TR A1/ BURTT
IR o o —FBEEA T 77 (Bl4n, $1 CCL2 Hiik ) wI7E [m) B 523 it FH 28 — i 8k
J7R) (lan, It LOXL2 Hifk ) 8 (Flan, 5 734015 738030 738045 8 1 /NBF 2 /N
4 /NS L6 ZNBF 12 ZNES (24 ZNBE V48 ANEF T2 /NEEL96 ANEF LT L2 L3 L4 L5 RN 6 .
8 JHBEL 12 JAZ Hi ) R Bz f5 (10,5 708 15 73830 738 45 438t 1 /NISF 2 /NN L4
/NS L6 /N 12 ZNEE L 24 /NI 48 N T2 NS L96 ANERF LT RS2 JE L3 R L4 R L5 R L6 .8
JHE 12 B2 )5 ) it .

[0105]  ALEWFNAF] ARAE G 7 MGG EASCP A R AT . AR BT RIR
FEAEB AR RN (B, B REREA ) 1501, Bl Ko+ (a0, #5882 IKEE 5 ) |
BB T BCH AV R g B ) R s (CRenl 2 FLah Y, BN ) 4ii
BZH 2R 2 IR . P &Y mT N p g 1= D R o TR G IR A
(01061  FH4H AnASCH AT FH RIS “HH 4 17 A2 18 b 15 1 2 05 2L D25 VF ELRRAS 1)
SRR BN G I (BEZ4) KA. fE—Sesi )y &4, UM 2 4%
PR B IR R AEAE T 22 Pl A A [R] AR AE AN — i AN [F] AR o AR 4003k Hh ()3t i 5 AR
N TOFs B R B 2 H AR RFE AR T 2 0% B N 2R A g 3 A _F A (] PR AR AAE B 2 0 A 24 1)
CAPRAETE 2 2 AN [ S5 A BRI T 3R A5 1 245 S BOW 82 2 I B 5 1) 22 S5t eh T S AN [) P AR A1 1)
AT RE BB T B LEAS [R] R R AE AR ) A BRAE 18

[0107]  XJHR :GnAST AT A, ARG 0 I B FL s o BEAR VR s 45 R 5 2 A ELEL )
PRAER) & o 38, ok I 38 5 43 B A8 5 1T 39 in SIE A6 1) S BE A DU AR ORISR AR B 1Y
S50 FE— LS T S, 6 R 5 e S N B i [R] B gE AT DASR AL B 1R s B B
FE—AS2se A, N 9567 CRI, B AR & ) o FE5H —ANSRIG R, “XF IR 7, R R 4 AR &
FE— LS 7 2, o R B seonk I BRI, S Eingh AT it al e sl 5 (1) Hg skoot e, Bl S mi cn
RS IR ) o 75— Sst 7 28 b, o) I BB 2 B R Bl DA 77 sURAE D % . XTRRAT N
IoH A 0 FHEL B o e

[0108] 524577 %  IEWIZARTEEASP T, “BA 7" (8“RIT T R”) ZiE TR
— BN TR], (A 32 ki i — H AR R (Il A — DR ) o BB B, 4
EIRIT R REA T EE —ABE N RIRNEES TSR £l B, 524 7 ZEHE
S BB I B AH (R B2 IS R] B B 22 AR & s 7 — S8 St 7 B, 42 2577 R aFE 2 A E
[i1] o LU 2 1) 22 2D P S AN [ B ) B o

[0109] 2 AT T, ARG “i2 807 2248 B IR T8 MM 2 15 32 500 BN T 4
RN RE . FEA R BHR LR SCH, R R s W 2 B AR T LU —IEZ T A
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B 5 AN 75 2R B2 95 BT T B, 48 e i B P Y (RIT, SR8k S PR AR 7 A 7 9 ) R o
TZIBI  ELRERE

[0110]  ARLE AR, R “HRE” 2 fa A EiliR e DLSe I Tl 5 /1)
o fEARKR I B SeHd, Brids B ], B < R B 0 R DR sl IR AT/ Bl IR BT
B3 B 5 55 A 50/ B ek % B 1A R R ) g i L I B BB AY AN/ B R v A
K —FhEk Z FREAR F0 / BRG] RRAE B iR R B ek, A/ BR6 R 57 5

[0111]  FEZEBGHEZLIX A SR T, 248 AT AR IX sk 2 CDR B3 %1 . K24 CDR 2 ] i i
ANF R G € , BT UL [RIRE HOHE B2 77 1) 52 20 AH B AN R fRRE o 6 ) CDR K BB AN 255 F I HEZE
X 4y N4F k4% F) 4 X (FR1. FR2. FR3 11 FR4) , .1 CDR1 fi7-F- FR1 #1 FR2 2 [a], CDR2
A7F FR2 1 FR3 2 [a], 3F H. CDR3 £7F FR3 F1 FR4 Z [a]. Joi¥ 4% € 7 X 48 & N FR1. FR2.
FR3 B FR4, HoAtt N FrFR HE SR [X F7m R SRAFAE 1) S e B3R B B 1 T AR X N I 4H & FR. 2
AT, FR Fon 4 ANF X2 —, 40 FR1 387 fie 5 3T 7] A% [X [ 88 35 A St AR X6 CDR1
(1) 5” I —HEZRIX, IF H FR RIS RRHEZE X AN B 241X

01121 APtk AR, H B/ OF BA BBk E A7y R (BdEs) T
AR X AIE E X g . fE— et 77 2, Jufs (Biiiiad sy ) RIS H IR 751, ] e
—ANELZ /N CDR F13F HIJCHELE CDR3 A A4 Al th N AEFH R )% 3R 8 117 41 g i 1) ke ik
oot (B, BFE A0 5, BN el Re (] ) S i AR v B L a7 2 e 1 75 AR BliE
TR R GH I R AR 51N PRI AE S ), AT “ N7,

(01131 AJEAL « IE WA A BT, AR “ NV 1@ % TR H Ry adEka T
FEAEANDF (B0, N6 ) Hrm RIS HEDUAR VRV X781, (H RIS TS5t
IRLE IR Ly b B AE S T “ADUN 7, REFE R N A8 R A2 e A1 s i i pide (Bl
RISy ) o AE—ReSTE T R, NJEA” itk (BibiiRdl sy ) 25 B Andu R s e 1k 45
G HEAE S5 ANPUAE IR 752 A AR R RTFIHESE (FR) XA S53EA
PR R R IR 7 71 5 A AR R 2R R 7 21 BoAb g X (CDR) Bk . AJsfiiat s
Fb— I HlE AT AR LE K (Fab. Fab’ | F(ab’ ) 2. FabC. Fv) H3EA 43, Hr
A AR A CDR X S5 N Bk Er 1 (B, ARG BRER 1) 1Y CDR X AHXS B I H.
AR TR XN N S BREE LA P RE SR X . 72— e si J7 2, NJEAL
PrikicF sk E A EE X (Fo) MZED—I5, BHE AN sk E qEE X2 Db —
oo AE LS 7 o, NIEALPUAR S A B aE D & /D BB T AR S5 . Prid biikid
A] LG H B E E X1 CH, 8 BE  CH, CH AT IR, CH X o 7E—Sesjifi /7 &, NJRLPuik
A NIEAL VUIX o 75— 28577 A, NIRAHUARA S NIRAL V(X o FESEEE St 7 2,

NSRS A NI VR VX,

[0114]  Fynomer : WA SCH T, R1E “ fynomer” ;2 8 ¥ H A\ Fyn W1 Src [FJE (SH3)
SErE R A EE, Hoad H 63 N Rk A M N E E (D. Grabulovski %5 J. Biol.

Chem. 282, 3196 - 3204 (2007) ) . Fynomer 7] LS5 HuiA+H R 2 A1 ARe et 58E 0 456
Fynomer A 7E4H B H DA = AR o 10 HL, 7% H2 JLAS Fynomer DA A2 A 2 Fh 45 6 4 7 1
MEH.

[0115]  $pm ek b anASCH T B, ARGE “3R 7 8 Bl 7 BB RS R,
ST AR AT T 3L 2 £, 91 o 75 A SC AT 6 97 H UG 2 3T AE A AR A I &, BREE AN AR AE AR
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SRR YT IRHERT REAMA (B AR ) IR . X BN 2 5 523 M
HHRIZRAY HK L AR [ ™ R FEE (R s N BT B 55 520 MR SR AR A ( LI R 3206
AR FEA AR A2 0 IR B BOZ AR 241 )

[o116]  BFIE QA SR i, ARAE “ BRI &7 2 1 T Esis AR AR M8 R 5T, B3k
L R GRS o VE N — AL E B ) — AN B A AT I8 S B S A2 W R ST R (1
n, FEEIE A e T I SEZH IR RS ) AN/ BB RE (Bhn, 2 2B 4T 0 e i) 45
4R34 ) ARG, B, WA &R EA RPN/ BB R — 4> 8 Ao
7o (B, &)« WASCHh T, R« Bad A& 2 e &% A ag e ol & A0 11
8 PN BIE 22 ML RS (IR R YL Pk 4% vl — L B HGE I 25 FUM H U - 6
U, S — AT AR T 5E T e, 1 5 AR AN ER TR, KRB “HBRIRFE” B
A o A AR IR TR B i 28 R iR 58 55 520 (o) B B I A 05 280slR) (ASR) gk
A HRAR T . S2br b, A8 5% B AN aGR S 4 0 0558 7 KA BUE 2 AL s
RS RS EFREARE D BOHE" N MR “AERE7 R ER N EaR T
wWTA A (Bl ERNE TR ENEMITRES ) KIEERS. RERXHE” 0
I3 BRI AH & iR e A

[0117]  IE® QAR A, RTE “ %7, S B ARE “ MR B 526l I & 45
BT RE PRI BUR IR IF H AL Fr iR o BOm IR IR 4541 3 (AR Bl — A . RIE“IE®”
AR T PR E IR BB A R AR B2 AR 73 B A A RS AR B i, 49140 < D W AR RS
[0118]  AZIR QA SCAR i FH, ARAE “RX IR 7 R AR T A% IR A% IR B 2 A% IR e e P BLal s
93, ¢ HAEE A] Dy LR BONUEE , I HLAR AT B s SCRE ) 2k PR ZH B35 R ) DNA B RNA.
[0119] IR 1 ARVE “RRIR I 17 A ZRLHIR 7 AEA Pl B . e fe 2 5
R BB M 3R il S A% T PR B B A% IR TR 54, OF HLBR AR S A7 W » 165 DU ot mT 4%
5 RIRAFAERIRZE RIS 7 2UEE/E Y A R IRAZ R 1) ISR o 2 AR i R 5k
B IR IVZIR PS5 , AR 3874 o

[0120]  E|EH &, “EA7AZIL (BRI, — 818 PR L i) 2D AN R ) o
A AT RIS BRI IR M o (a0, ROREER ) A/ Bn] DL E DT 0 LEdE . A
AR B SR OR RS R A Oy I E A R R e B 2 kEE (e fE S
FPa1) ), BRI RERR 73 RN SRt — 2D SR B E A I AT RAE — 2 BLE, Bl
ML AN B A TR B i e U5 UG B 2 IEE

(01211 Af&h WA SO BT L ARTE “FF it i i W E VDRI ER A AR T RE o ARTE“ AR
i 7 R RR 7 AT AT o RAARBRA TR SEBITT 5 A PORF b AT G4 BOR AL 23 BT IR LA
FELHLZR T S 2 23 B BBV (CSF) < LV = 7K LTS  FR S S AT S R B i« BEBRAE i BT AL
T KB IR TG TR AP B BEAE A/ BB o AR AR AR DR i A R B SR P e m]
MIAEEIRE o AEVIRE S B AT, B A0 MAE AT 28 B BRAL IR AR dh (BRI ) R b
A ), AT A (R ACHH M B R AR ) B AR AT A A G B SR A A A R TR A
ARG AL LESCHE T S, 1E T AR W R AP0RE & e A B TR ek AL B U5 30
FEASAZIR AT T A A STk RO I RO i o A1 P o FH T mve PR L2

[0122] 323 WASSCAR T AL, RIE “ 520l 72 fe NBARATAE AN ZDY (B, /N B R R
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T MM AR SRR KRG ) o NEFESRIA P R, RV 2 ST
ZIRE NN ARG AN, B R R IR BT SR AL T AT A2 Wi Ba T i N
RAECSZARE 7 FEAR SRR 5 AR B 8357 3 AdT o S2 i3 AT S22 008 B0 i i 4T B8 B
Ty JRIB I BOPTAE , (E2 7] BE B 0T Be AN R 7 HA BT IR 593 B0 i AR IR

[0123]  FBAT «“HA 7B REERD / BOpk (i, 88520 ) FIAMER T2 W BUR R
B iR B8 e AN / B IR i — Pl 2 Ptk o

[0124]  FJa -« 587 S i hE A/ BORR BIAME M RS B AT/ BT BE R R I H Frid
PSP SREAT / BR FRER o FE— S8 STl A, Gy OB AN/ BORIR (4, g Rz
) R DR — I a2 TURAE < (1) 5 PR e A / Btk 1) A e AH DG 1) &
BRI RAE 5 (2) 5 FTIRENR REA / BURIR I & R AH SR AR 2851 5 (3) S AT 50 i i
A/ BURIRAR B B R FIFRIA AN/ BOEPEF R/ BRI 5 (4) S5 FTIR P e A / BR
TR R A B TR/ B T 5K 5 (B) FTIRB5m  RE A/ BRpSHR () SRR 52 5 (6) %
FELCAH TR B B IOV 5 (7) 0F S84l 2 i (1) R g o 7E — LU ST R, 2 SRS T RE AT /
BOPTIR A AR A SR BRI S8 AN/ BOIR o FE— LSt 7 S, By SR i e AN
/ BOPIR M A 2 Je ORI S50 TR RE AR/ BOR

[0125]  VRIT WA T A, RiE “I697 (treatment) ” (4 “VGYT (treat) ” BL“VRYIT
(treating) ”) RZH48HER/ BT 2R OGS G2 ] ZEIRRF A i e AT/ BOmAR (A1
A B9 R AR B AORE ) B — Fh a2 AR BURFAE A AR, BRARH P SRR FE A/ BRI
RIRZE BIT P o BART - (4540, XURe J: %4t CCL2/LOXL Hifk eyt CCL2 Hre BEPLiA
BOHATR E5 G B LOXL2 8o BEFU AR s L P IR 456 v B[R] s sl O L Rt A ) o ot
FIRIT ] BA KRR A IS IER / B IR AR 523035 A/ BRI BT iR =
T TRIE AT/ B IR ) EAARAE 2 . TR ER S Ak, SRR YT T A R A O
T IRRE A/ BRIR I — AN B AN E AR E I 321

[0126]  KEAVER

01271  AKRBFRMET (K7 H e LA ) $t CCL2 A LOXL2 F B 72 7, B A FEEAR
BRFPifAk. fynomer & HCR B & E A E A S A (B0, I H 2R E A 4555450
) K, U TR T R RO AR DGR A AN/ BS PE0  98 E ARE R 1 FH &
FE—LeSET 7 R, AR R fR AL T AR T R R M BT CCL2 AT LOXL2 43+ (fFltn, Hidk )
(PIEH G T V67 0 R o FAH S A AL AN / B VRS0 S o RE AR B 7 VAN S 40

[0128] A BHER 79 3 T A R BN W S2 21 (P A DA s B, OURE S5 12k 207, B dEPL iRk Bl &
T, oV CCL2 HIZH 2R S PSR 1), T ANIR 9% i 28 A BBt CCL2 2ol an ok, 51 e X A iz
TR YT « AR B SLiE T R A5 5 CCL2 F1 LOXL2 P 45 & XU etk ifk . Retg
L5 CCL2 11 LOXL2 456 M SURE S P B AA (1) A A R 2 AR AE T A A MuRe i Al LU ek 5 H
BAT B 10 B A R 0 A1 AR A RN 98 5 K B3 7. RN LOXL2 X T 454 Rk B 1 &
e EE B, BT LAT LOXL2 4557 1 AT FH 00 S 8 1n) 5028 58 FoA AN K E I 45 47 A 2 24
21, [FIFEH, BT LOXL2 454 1t vl TR ) B s 8 HAA i g5 4 2 AU e A1 21 s, 1
WAERE Rz s i g2 21, 1 B, HT LOXL2 Hiikdft 1 P Elvay7 as kb, BRI sicrp A LOXL2
D T 32 A B I S 2R, T BRI T 45 2 A U8 b T 46 20 3R - LOXL2 FiAA i
TBYT 2 AL TN ZURE e M ] 5 A RIS CCL2. PR S B T4 197 200RH 256 LA Wl IR 388 1) 288 SR 5 ik
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D EF AT . IX b R A 1A E B A e T AR R 9 45 KDV T R R S B, X TR LOX
SEE Pl CCL2 PiiapRadn If Horkh 7 H T2 44k 51 & 12 0&E 1 K.

[0129]  FELA T &R PRI 7 A K & A T7 1 . fFHE RS RGIA K. &
ANFE IO T A K AT T T . CEAS BTG A, BR AR A HE , 75 WS “ B o “
/ B,

[0130]  Ff

[0131]  HH IR EL R A VAL B B BN FHIEE T (B T H BN ) A4efb ez | i 5
MBI PR G E SR, A HEIS 2R, VR R A B BN
ISR G 8 PR o A FE VR BRI B B S8 [ RL 1A o A5 T, A58 57 95 (1) 4 2R SRR AR AE T B A% A
1) 98 VIR, 3 T T A S LS5 A TR Rt 4 A i A i DR B 1 RGBS AR DG o BLARTT S S U
1 By B AH B AR i TGF— B 11 PDGF, 3 Ak 52 52 M [X 355 A 1) s 41 24 4 A DL A= jlfeoR 52 1R D 2
=

[0132] T 40 A ACL-T- tho 3 3 3% Ak [ s 00 L R B B8 S 46 R 1 4 A o 40 i DR~ T o e o it
FERERVEA . BRI IR SR A1, TG IR 2T 2 20 AL T A 1) 52 5 1) X 33 73 s 5 A R S 4 P [
- BB 28 P 20 B ) R, S — 0 55 A R TN AR R 1) 98 1 4 AL, AT 5 B RE AT 4
A YA SZE

[0133]  JEH, 7EAE R AE 2 A A AN ZH 2 rh B RZ A M / WAt B A T 40 it 72 £l s AE AL
¥ IN . A SR B R I A R PR AT R L SR, X R R g s ML ) A
12— o WU S AL AE T P B2 200 0 45342 32 5 2 48 7 L 7 e w47 R L PP A% 200 i 14D 41 4R
FRE AIGE S FRAZ N BRIR I o B JORE SR S S AK, DAAF R4 PO IS B 45 R AL
M A BT, S RIS A 32 o BT 3K 8 R 25 I A% 40 B PR AN 7 33 SR (1 R A1 4 Ak ) 4 5
[0134]  FE—UL5ja J7 S Hp, B R0 B A B8 B REAIE E T B JHR AN P 08 B 4 o 2k
JoR R ek R R L 453 A G2 e (1) 45 4 AL 2R 0

[0135] A AP B IV 2 I R R I 2290 IV SR (1) O o B8 R 1 e FAE R 2 — A
ST o FEANIX PO E B G 2 51 A R AR N . P55 A I P R Al 2> 3%
A, FECBEA M AES BN R, SOVE R A M R i R AR AR U RE N . 4
NI 2 (R R 2 B N B2 iE AL, BN B AR IR o H 45 X AN i AR 2 (0 A A R
FEE PP R BT LS B ) I A S e S RN AR A AN, A AR A 4 1 R B P ) A%
A I A5 IR T, BRI IR 2 s R A A 4 B A S L T B A R R A O SRR
[0136] I H NN FTIRBIE IR VF 22 I R I 2 200 AT 4EAH M O o 4T 4E 2 M ) 32 22T
BE AT A AN 7 23 W06 200 L A/ 356 S5 ) T AR 24 o 435 23 AL 43 PR 4 ) e B v o BT 4T B R i 2 L 21
PRAL T AEAESE (FET ), 747 DA Hhok 3 R F 9 HOR sh b i LI 45 2 L 2R 4t
FSCAT S 24 AR 5 FL A7 B AT 1 LA R AN E T S AN 5T

[0137]  A77E W 5 B (R Rz 5 2 20« SR PR BB R G i Ak / 6 Bz s RN k8 2 R G M AL, /
B R 9 o 7 J PR R B It 7 95 v 5 B2k PR 4 4 A 3d 3 PR T 20 3 A0 i X 3k . A ) PR 28 R ok
T 7 995 1 BB S 2 D I 4535 o R BN B8 B 41 AL I8 75 Ry R R 7 05 1 R 3 b i
SRS . A RIS R R I R R A ) b AE R IR AR B ot e R ) R AN AR AR 44
R/ B AR IZ B ARAERN / B LG AE Ry R 2R R 95 BT 1 1) B P B I PN SRS R
[0138]  J& & I\ A T B A 4E Ak (1) 8] 5T 1 B e R B R W AH O FE TS 1) 32 BE R A
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(Ludwicka—Bradley, A. 2 Coagulation and autoimmunity in scleroderma interstitial
lung disease.Semin Arthritis Rheum, 41(2),212-22,2011). ¥ % S8 RwAHIIET:
FR) AR L FEAE AN R I8 « 0o 7 32 38 L i I ik v . B 3 vy A IR A B A B HAR AT 25
(01301 8 ¢ g i e A I A A B AR TTT 12 W o 12 W B8 AL FRAEANBR T~ IR AT/ BT
For A R I ASE WU B x— 't iR CT 8 A5 0 3l B R Aar o R JBR I A R I v Asr M, B, 45 47t
it il Hidh b S A BRI PTG 22 s piAR A il T U3 HTAAAa I L 5t RNA FeA s il
BENSE SEItYOEAR Y el R A1 DM 2 P 1B SR RITAPS R e

[0140]  XUHFF: 4t CCL2 AT LOXL2 43

[0141] AR BIFRAL T 3L Tt 45 & CCL2 A1 LOXL2 W3 14> 1 J L A2 URE S 4 4t CCL2
HILOXL2 73 Fl 1697 B8 B2 I FUAH LR 4EACAN / B AR T RE AR IR B 7 VR A2 540
FE— LS 7 S, BURE SR 7 T N IR , BN OURs e M IR & e AE — LB St 7 =
BURE S AR B, ISR SRl & 88 B S RO N R A 45 B S5 M 38 76— 285t
7, SRR PE T 5 SRR PE fynomer. 7E— RS2 5 S8 HF, XURF S M4 A5 XU
FEPEPIAR . E— ST S, 1 T AR BRI e PE PR 45 5 LOXL2 H e PE4s & 156
—PURG S AR COL2 R & SR PR G S (ZHE D .

[0142]  CCL2

[0143]  CCL2 & 1 &-Fh 4 2R 21 A sl b R 1. RN Sz 4i i B 3 -1 (MCP-1) .
CLAN CCL2 X T4 y% R GL IV 2 4B 2R A, 0 F5EANBR F F k% 40 i . CD4 A1 CD8 322 T k2
M B AN NK 4l R 5 2 A 2051 57) (Carulli, M. %5 Can CCL2serum levels be used in
risk stratification or to monitor treatment response in systemic sclerosis ?
Ann Rheum Dis, 67, 105-109, 2008, Yamamoto, T. Scleroderma - Pathophysiology. Eur J
Dermatol, 19(1), 14-24) . CZUESE CCL2 S ek AT A i3 ) j2 02, B 1 A i ik
BRI A R R VR (R L) o 18 CUESE CCL2 2 it it i £ 24 4t A i) 3 Ak H. 1A
PRAN R B BSCET 440 T I B 1 T Y mRNA ik . AR SAE A B B2 1) 8 b O BLAJ R
FERE J7 R s A b CCL2 /K F Tt (LR ) o Bopfhh, COZF SEFERR B 3 K2 kb CCL2 RiA
K38 5 9 B AR S A R0 AT 44 i CCL2RNA A =3 n (A F ) .

[0144] A CCL2 2% H 76 MR IR IRE N 8. 6kDa FE 1, R 1 Fnth 7 HEALIKR T 4.
CCL2 H1 &Mt iU S8 Y i, FLrb G35 FRAZ 4B | 1L PN B2 4 L -V L0 P L e | R 4 i
I B4 HAZ2 K CCR2. CCL2 J& T CC IR 75k, Hos A A A e iR ik 3 (12
® 1 AR R R I A T RIZ ) .

[0145] K1

[0146]

A CCL2 & &A MKVSAALLCLLLIAATFIPQGLAQPDAINAPVTCCY
5| (GeneBank : NFTNRKISVQRLASYRRITSSKCPKEAVIFKTIVAKEI
NP 002973) CADPKQKWVQDSMDHLDKQTQTPKT (SEQ ID NO:

1)
[0147]  CCL2 t L M\FAE A SRR Al AL  FRAE 5w B 00 /37 3 B v] 81 2 AR sl 6 il AR
SCH AT, RIS CCL2 36 55 75 Fo e W, Mg 25 501, AR E AR T/ R KR R RK K39,
B MR VAR R S IR L SRR R ARAFAE AT AT CCL2 2R H, F15 N CCL2 A | [H]
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VB A — M E A A BA i CCL2. FE—L8sSEhti /7 2, tnA SO T I CCL2 EH AR S
SEQ ID NO:1 %/ 50%.55% .60% 65%.70%.75% .80 % 85%.90% .91 % .92% .93 % .
949%6.95% .96 %97 % 98 % 99 %6 B 5 /= [RIYRVE P 1) o AE— LS 7 S+, WA S i
f{) CCL2 FE 1 A 5 SEQ 1D NO:1 %/ 50%.55%60% .65%70%.75% 80% 85% .90 % -
91%.92%.93%.94%95% .96 % .97 % .98 % 99 % & 5 = [F) — P P 4 . @, 5N CCL2
FeA FRIHEL A — /) CCL2 M fR%E T N CCL2 HFEATE .

[0148]  _L3RfEAa] CCL2 2& ¥ v] F T AE AN 4 52 5 CCL2 i S 1 45 & 1 Pl S MR AN/ BRXL
R tEdifk. 2 WL oL CCL2 HUAARFINURE - PEdt CCL2 AT LOXL2 Hifk 15,

[0149] LOXL2

[0150]  LOXL2 2 {7 st 7Y fide S Ao g 1) it 2 ot SA AL B R TR B R B o AN BES2 BB 03,
NN LOXL2 i 4b 12 5 2 1 20 0 Ik 5 s B 1 2 20 (0B 1D SR AR 52 10, T A o 4 i 1 255 o
(ECM) HhifixsedEH . 1k 2 s, N LOXL2 I Z kP A4 R 1T 3Rk .

[0151] £ 2

[0152]

ALOXL2%&# MEGYVEVKEGKTWKQICDKHWTAKNSRVVCGMFGFP

.37 GERTYNTKVYKMFASRRKQRY WPFSMDCTGTEAHISS

(GeneBank:  CKLGPQVSLDPMKNVTCENGQPAVVSCVPGQVFSPDG

AAD34343)  PSRFRKAYKPEQPLVRLRGGAYIGEGRVEVLKNGEWGT
VCDDKWDLVSASVVCRELGFGSAKEAVTGSRLGQGIG
PIHLNEIQCTGNEKSIIDCKFNAESQGCNHEEDAGVRCN
TPAMGLQKKLRLNGGRNPYEGRVEVLVERNGSLVWG
MVCGQNWGIVEAMVVCRQLGLGFASNAFQETWYWH
GDVNSNKVVMSGVKCSGTELSLAHCRHDGEDVACPQ
GGVQYGAGVACSETAPDLVLNAEMVQQTTYLEDRPMF
MLQCAMEENCLSASAAQTDPTTGYRRLLRFSSQIHNN
GQSDFRPKNGRHAWIWHDCHRHYHSMEVFTHYDLLN
LNGTKVAEGQKASFCLEDTECEGDIQKNYECANFGDQ
GITMGCWDMYRHDIDCQW VDITDVPPGDYLFQVVINP
NFEVAESDY SNNIMKCRSRYDGHRIWMYNSHIGGSFSE
ETEKKFEHFSGLLNNQLSPPVKKPAWSTPVFRPHHIFHG
TSPQQLSLNECHVPSPSPAPTLSRPLQLCLSSGGKGPSH
HSWGAAT (SEQ ID NO: 2)

[0153]  LOXL2 tH 8 AN AR ASRIF AL, A | 3 3 -0 5 H o] = 40 AR sl 22 6 . AR
SCHET L, ARAE LOXL2 380 75 75 e M0, B 25 50, A3 HAN PR T/ B OR R R KB40
FERGH)IE ARAE E  BR TR SEIN DR TR R IRAAAE B4R AT LOXL2 22 1, A5 N LOXL2 J:4 E
[R5 B[R] — A B 4 B i LOXL2 o 7E— L85 5 A, AR SO BT A LOXL2 S B
5 SEQ ID NO:2 %/ 50% .55% 60%65% .70% 75% 80% .85% .90% .91 % .92% .93% .
949%6.95% .96 %697 %698 % 99 % B i FIYEME )T A1 . A — St 7 R, A S
FHI LOXL2 I B 5 SEQ 1D NO:2 £/ 50%.55%60%.65%70%75% 80 % 85 % -
90%.91%.92%.93% 94 % .95% .96 % 97 % .98 % . 99 % B, 5 i [7]— 1L [ 7 41 . 3B, 5 A
LOXL2 FEA | [F]YEk [ — 1 LOXL2 & AW ARRF 7 N LOXL2 F2E A G

[0154]  L3RfTAr] LOXL2 & (35 AT FH T AL s 45 52 5 LOXL2 RS PR 25 A 10 BT 7 B e 5 1 A
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/ BRI PUR . DL ELR BT LOXL2 HTARFIRURE S PEHT CCL2 F1 LOXL2 Hifk & 5.

[0155]  AHXS T A SC 4 € ) CCL2 A LOXL2 e 8l 1 “ & M r A Rl — M a o b (%) 7 &
SR VRT3 3F HoAnAG 0 2L, ik B g s 7 410 R — P 8 2 Bt 5 NS4S, B ASKAT A
PR 53 1 BUARAR N e 91 ] — R ) — 38 4, fige ik 1) Fh &5 CCL2 B¢ LOXL2 J 1) H 1) 2 2k I ok
F[F— MR IR IR I T 7 e A T e 2 IR 7 4 IR — 1 B 29 U B X AT 42 76 A 45
ARG 2 P 25 R SRS I, 94, A5 S S AT A R TR SRL AR A 4n BLAST ALTGN B
Megalign (DNASTAR) . ASS A AN 51 0T FH Tl & LX) 1938 9 240, B 4E e A bt
B PP 31 A Kb SRR O T 5 B 5025 o A0 46, 5 FF) WU-BLAST—2 #5042 R S 1R
A [E— (Altschul %%, Methods in Enzymology 266, 460-480(1996) ;http://blast.
wustl/edu/blast/README. html) . WU-BLAST-2 i Fi JLAME R S5, Hodh K2 BN ERIAE .
AASHERCNUL MY (R E = 1, ES54= 0. 125, HFHBME (T) = 11. HSP 54 (S)
FUHSP  S2 ZHUNBNAAE FF H AR 7 A B AR5 457 2 137 41 10 2EL R T 7 e » SR 7T, /M BT 3 9
Hanbh LR iE .

[0156] P CCL2 FIHi LOXL2 HLfp Pk

[0157]  WIIEIE A E AR N G2 AT KN 75 A8 A SCAT IR 1Y) CCL2 A LOXL2 g [ Bl
F BUE AR . AR BT AL T CCL2 By e M HUAR B 45 5 CCL2 AR AT RALART 7 1 45 6 1Y
TEATPUA BT B F bt LOXL2 B e iR 46 5 LOXL2 BT A e e 1 45 A AT
PR EUAR T B WA SO AT, RIE“Buik” B R 2 A EUREH F BA R
PR L S BR R 1 e H R B B, ARE “PiiR” G e B B FE HUAR . 2 PR | B Ah
ik (1, & g s BTk (a0, TeNAR BH B ) Ak i By, R H R
B A DIE I . A I8 PR IS B AR T A Piig . R KR PR G DUk  0UR vk
Poik NPT ABBCBUA (B, 5B E A G ERR S 408 8 2 M B E R & ik )
ANEH A2 (“SMIP™” ) Ak A B .

[0158]  4nASCH T, RIE “Pidh 7 B AFE e B HUR I —&8 2, Bl inde ik i 454
BRI AR X . HUAR T B SEAGI 04 Fab. Fab’ | F(ab” )2 F1 Fv Jr B s =8k  DUsEHiIR 48
PEPUA s FREEDUIA N T RIB “PuikF B IS BRI B 55 R PR 4 & UE R E &9
IR —FEAE I IR & BB R AR B o 9 2, fiA b BB 40 B8 10 v B H B A
BRI AR X A B “ By Fr B A A B A R B T AR X PRk S B A R 2 I T
( “ScPv EH”) HT AR AR X ) 2 L R ke 5 4 1 1) e /N TR 3 BTG

(01591 W] fif FH A 45035k ok BT J& 00 040 77 9% 2B R R S M BU Ak, 9 41, Harlow A Lane,
Antibodies:A Laboratory Manual, (1988) ##iiA T Pk T . @, o] LAE/DN K
B B B R 0 S eI TR L e B E A IE B 1E AR PR . PTIE R, ATTERXS TR AR
4, HERR TgY 23T (Schade %5, (1996) ALTEX 13 (5) :80-85) » 7E Y455 &, & T A K
B AAR N R N RSB PuR . 9 an, 7E o o 7= AR 367 A I PR i — e R vT BL 4
1 Goldenberg £, E FrEF| A4 5 W091,/11465(1991) 5 H FILE Losman %%, Int. J. Cancer
46:310(1990) H#E]. {E—LLSTji 5 %, nI S H 225898 T ik 2 B e BE PR (Milstein
H Cuello, (1983)Nature 305(5934) :537-40.) . {E—S852jfiJy 2 b, 1o A] 38 i 25 40 7 v2:161]
FHSEDUA (1979 4, 2 E LRI 4, 166,452 %5 ) o

lo160] @I A A WE A s, 72 KRIAT B (E. coli) A TREAL AR IA Bk A BOrT LU e IR
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55383 B 40 7k A A AR R R S BE BT A R BV 22 R X o AR ER [T s D S PR T R AR
TS BR AT VA ORI AU E A R IR RS o — P i 7R S ) FH DA A28 /) Bl PR bk L2 4 i
B RN A5 ) mRNA DA FH 300 4% S 5 Bl ¢DNA. BB AR Bk 25 R ik PCR Bty 18 0%
PR A v B A T . AR AS R SR, — AN R T — SRR,
/S 3 O DNA, 3 LY T AT B U — D G0 e U R L& S
AR BAR B A — X BENLE) HEEE AR BE cDNA Jf BAE KA B B Y J5 i T PUAARBE 7L 2R g 4
WIS . N IR B AR HUR PR, BERh R A SCEE , IF HAG RS AR AR R Bk o 1 5%
RS . BT bR IE PR B i gEas, RS VR LR B ARG SRR, U A
R ERBUREBE S E A G A PR PUA DR . F T A N S R BR R R B
RS 1) v B RN B B AR AT 4, I STRATAGENE 7 f% 2248 (La Jolla, Calif.) $K75.
01611 1] K F 25 0L 58 W& Ok 3K 18 & 2% M JJ scFve & L, 9 t, Vaughn &, Nat.
Biotechnol., 14:309314(1996) . W]l I H 5 flr A k0 Vis VANV Jk RSO0 X N
PCR 51 NFE G e N R AHEAK S B8 V R DR R A i A BOKIE ) scFv SCEE . §7 3G ), 4 v,
Vot H A AE A — ANl IR L8y BOE e B ok AR R . SR JE 4 scFy #25k, (Gly o,
Ser) o, MEFLRIWR BRI VO B Bl Vo AESL -V R EREYT IS JH X B
13V Bk -V BOSE R RWR g R B b W A B IR i JE RS Bufd A A (Nunc
Maxisorp) e Wi BRI SO o 30 F Ao 72 A 1 U T2 4 i i J 24 Ay 2t e 2 3R B VA 5 S
i It H B i 7E B ARE2 RE (P. pastoris) HERIE scFv M, AT LA BIZRBIZE H. S0,
1, Ridder %, Biotechnology, 13:255260(1995) » 73 4, 73 B53& 24 scFv J&, w] i@ i 2 Al
77 A R 451 G0 CDR3 75 A ANV B 40 3R 45 B A B w45 6 SR A1) SR ik 28 T 28 1) A
B, 2L, 1, Jackson £, Br. J. Cancer, 78:181188(1998) ;0sbourn %%, Immunotechnolo
gy, 2:181196 (1996) .

[0162]  Pufk A B 55— Fh B a0 0E gmfid B — CDR Ak, ATl A 2 4w i H AR Pk i) CDR
R LRI 3R 45 CDR Ik ( “de/NIRAIE T ) o 40, a4 58 & B X B B P A4 A Rl 4
0 1) RNA & Bl ] A2 X, il 2 L 2R FE K. S 0L, B 4, Larrick %%, Methods:A Companion
to Methods in Enzymology 2:106(1991) ;Courtenay-Luck, “Genetic Manipulation
of Monoclonal Antibodies,” #E MONOCLONAL ANTIBODIES:PRODUCTION, ENGINEERING
AND CLINICAL APPLICATION H, Ritter % (%W ), 2F 166179 Ui (Cambridge University
Press 1995) ;A1 Ward 2%, “Genetic Manipulation and Expression of Antibodies, ” fE
MONOCLONAL ANTIBODIES:PRINCIPLES AND APPLICATIONS #,Birch 2% (4% ), %8 137185 1
(Wiley-Liss, Inc. 1995) .

[0163]  7E—LE5t 77 b, & T AR B B PR T 3G N IR AL s AN Bidk . dEAPUERIA
BN SRR EAEN I KR/DNFHIRKE 1g. g # 8 B (140 Fv, Fab, Fab’
F(ab )2 8¢ Ab M EHRLE G TFH) ) o 85, NIEWHUAREA NAEARIE S A —A4
BN AR R X R N G A Rk A T W PR “AHP R AR, Il A H <A
K7 AT AR S R . 38k FH W A Bl A Bk g g X (CDR) B CDR 7 41 BUAR N 70446 1) AH
M Ak s BN B 46 (Riechmann 28, Nature 332(6162) :323-7, 1988 ;Verhoeyen £,
Science. 239 (4847) :1534-6, 1988. ) . MK “ NJAL” HLiA ik & Ab (1989 4, 3 [H L A5
4,816,567 5 ), Kot & R H T3 NVMR A B Z1 R T B AR AN KR S8 B8 1 N AT A
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Ghikei . 7E—LeSht Ty =, NIRATTARE H Oy b — 26 CDR BB S A g — 28 FR AR B0k
H T W5 55304 Ab F i R AR EE AR APk . NIRPTAETE N Te(ZE R ),
Horbok H 13238 CDR MR EZ Kk H T B P e e 1k SRR D Mae D e Nl (3t
) BN R OK R BRI CDR fsR L B4, 75— S0 T, AERIAE N SR IE B e N Tg 1)
Fv MEZEIR AL . NIEAL SR AT AL 5 BERAE 3238 BiAR R AE AP K i) CDR BUAHEZE e 1) b R 51 )
WAk, — MRS, NP AL 20— 3 Hal W Oy A aT AR S g3 i 2 A | 428, 3
k28 (5AE4ER ) CDR X 59E A Tg B CDR X AR HoK 2 % (5 AF4HB ))FR X N
N Ig FHFFI FR X o ANJEAPURIE a2 Tg HEX (Fe) W Z/Db—H5, W N
N Ig I &> —E8% (Riechmann 2%, Nature332 (6162) :323-7, 1988 ;Verhoeyen %, Scien
ce. 239(4847) :1534-6, 1988. ) .

(01641  th A] fiff H &% AP R, B 48 g B 48 & 78 3C . (Hoogenboom &5, Mol Immunol.
(1991)28(9) :1027-37 ;Marks &%, J Mol Biol. (1991)222(3) :581-97) Fiill#& N oo
&k (Reisfeld fl Sell, 1985, Cancer Surv.4(1):271-90) £ A$ifh. Sl vl R 71 3
NI Tg BEPR & H70 BUE 4 KIS R L R B 5 AN Tg Bk & ATk . BE)5E,
M B NP 28 pl, IX 75 B 07 1, A48 L PR B HE L A e Fnpuad i, #5E 55 2840 T 76 A ot
LRI PR (Fishwild 28, High-avidity human IgG kappa monoclonal antibodies
from a novel strain of minilocus transgenic mice, Nat Biotechnol. 1996 4 7 H
14(7) :845-51 ;Lonberg %, Antigen—specific human antibodies from mice comprising
four distinct genetic modifications, Nature 1994 4= 4 H 28 H ;368 (6474) :856-9 ;
Lonberg fll Huszar, Human antibodies from transgenic mice, Int.Rev. Immunol. 1995 ;
13(1) :65-93 ;Marks %%, By—passing immunization:building high affinity human
antibodies by chain shuffling. Biotechnology(N Y). 1992 4 7 H ;10(7) :779-83) »
[0165]  7E— LB S Jy 58 H, T AR W B L S It T COL2 AR BlCH: B BT v eliss 1
K #3 500nM.100nM. 10nM- 1nM.500pM. 100pM- 50pM. 10pM. 1pM.500£M.400£M. 300£M. 200£M-
100£M50£M\ 10EM 1M &5 & 26 1 g o A2 — L8t J7 22 v, & T A% K W1 ) By S PR Bt CCL2
ook sl A B AT VE AT K20 500nM A1 1EM 2 18] ~F 500nM AT 10£M 22 8] A~ F 500nM A1
100EM 2 [8] . 4-F 500nM AT 1pM 2 [8] . 4~-F 10nM A1 1M 2 [8]./~F 10nM F1 100M 2 8]/~ F
10nM A1 1pM Z [8] A F InM AT 1EM Z [B] . /F InM A1 100EM 2 [8] /T InM 11 500£M 2 [&] A
T InM A 1pM Z [A] A~F InM AT 10pM 22 8] /~F 1nM A1 50pM 2 [8] . /~F 1nM A1 100pM 2 [8] |
S+ InM F1 500pM Z [H] [ 45525 R0 )

[0166]  7E— LB U7 S H, 1 T AS A B ) B S R AT LOXL2 FiAR BCH Fr BO R A v Blim
T K %) 10nM. 1nM.500pM. 100pM. 50pM. 10pM- 1pM. 500fM. 400£M- 300£fM. 200£M- 100£M. 50£M-
LOEMLIEM IS5 G 5% /g o AE— B85t 77 S, & T AR WA I SR S e T LOXL2 P sl fy
B EAVEREA T K% 10nM A 1M 2 18] . >F 10nM A1 100£M 2 8] . >F 10nM A1 1pM 2 [8] 4
T InM AT 1EM 22 [8] /- 1nM A0 TOOEM 2 [A) 4T+ InM AT 500£M 2 8] ./t InM Al 1pM Z [A] |
JrF InM A1 10pM Z 8]\ /T InM AT 50pM Z 8]\ /F InM AT 100pM Z [8] /1T 1nM #1 500pM
Z IS5 G 2R M)

[0167]  XURER: 44T CCL2 A LOXL2 Pk Flfh & 2 A

[0168]  fE—UsLiti J7 ZEH, AR IR ML T XURs 2 1% 47T CCL2 At LOXL2 Foa N / st & &
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o ARSI, ARAE “XURE e Pu iR el & & 17 5 &0 BA R R 20 w4t
S G AL R BPUR ZS AR FAETPUA Al E B B B B0, & T AR R B B RURE S
CCL2 F47i LOXL2 HUik sk il & 2 115 A 5 LOXL2 Br R ME 5 & 1 2 /0 58— P R 45 & 7 i A
L5 CCL2 Fe itk &5 & M 2 /D88 iR 45 &AL S BVE
[0169]  XUHKE S M B A i B — J L 0 5 45 A A s B3V 35 ] 0 FLARr S 1tk 4 A i b (49 2
CCL2 B, LOXL2) B A AT fR&s &o M ). 15—y &b, PR &5 & A0 88 DU a1
K %9 500nM. 100nM. 10nM. 1nM.500pM. 100pM. 50pM. 10pM. 1pM.500£M.400£M. 300£M. 200£M.
100fM\50fM. 10FM. LM &5 & o5 115 CCL2 R e th s & . 78— SRSt 7 b, PrR &S &40
RUEVE DS A T K20 500nM AT LEM 22 ] /T 500nM £ 10£M 2 [A] /T 500nM F1 100£M
Z 18] AT 500nM 1 1pM 22 [8] /T 10nM A1 1M 2 [8] . /rF 10nM 1 100£M 2 [&] . /rF- 10nM
AT 1pM Z 18] 4 F InM AT LEM 22 [8] 4T 1nM AT 100EM 22 [A] 4 F 1nM AT 500M 22 [&] . AT
InM AT 1pM Z [8] . A~F 1nM A1 10pM Z [8] A>T 1nM A1 50pM Z ] .4~ F 1nM A1 100pM 2 ] /1
T 1nM 1 500pM Z [A &5 G5 M )15 CCL2 R kg & 7 — 2oty 9, Prs 45607 3
BUE DL ER S TR0 10nM. 1nM. 500pM. 100pM. 50pM. 10pM. 1pM.500£M.400£M. 300£M. 200£M.
100fM.50fM. 10FM. 1M F 45 &35 1) 5 LOXL2 Kr e thgh & . 7 —Susfii 5 = vh, PR 45 &
A s BE DLYG T K2 10nM A1 1EM 22 [A] /1 10nM F1 100£M 22 [A] /1~ 10nM F1 1pM 2
[ AF InM AT 1EM Z [E]AF 1nM AT 100EM 2 [8] A~ InM AT 5006M 2 [8]/~F 1nM A1 1pM
Z 184 F 1nM A1 10pM Z [8] 4-F 1nM A1 50pM 2 [8] /~F 1nM A1 100pM 2 [8] T 1nM £l
500pM 2 [A &5 A oE AL 5 LOXL2 e MRS & . AR IR B XU S fU iR 5 B BT
SEG 2R A JIHT CCL2 FI9T LOXL FLJR &5 A BB A & . BRI S , XRF Pk ] &
A LA IpM B i [ 45 B 2B A 5 LOXL2 5 St 4 & 10 28— Po s 45 O B0 A LIS LAY T
500nM F 1EM Z [A] (&5 & 2B A 5 CCL2 25 A 2R —hUR & AL s B8 . HART 5, SRR
PEHUR AT &4 LL 1pM B8 & R 45 &S5 A 55 LOXL2 4 SR 45 & 1 58— PR 45 & 7 i sl B A
DA T 1pM IS5 &30 115 OCL2 S5 15 —HiR 455 S s .
[0170] XK BRI AN PURSS A A S B m M oy e BHUR G &8, fE &K E i
AR AR5 Fab FrBE BAETT AR X Fr BE (scPv) BB TR R IPUE T By 7 — s 77 58
b, AT RS A R AR AR R HT CCL2 I LOXL2 F BRL Stk e Ak 1) 4% T 3 0 Ji 45 & A
B, S8 5 4 A IS T 7 Pt CCL2 AT LOXL2 HUR 45 AL s B8 LA BT 78 XURs S P . 15l
n, AT F AR B S R S BE BT 43 55 L o HH B E Y A BT RE T CCL2 Bt LOXL2 Ll 45 &
BBV o AU R PR PR 45 A A B BT DL 2 e T IR WAL R B 4, [ ORER
HPR 4 & s I r 5 MBS
[(0171]  E&EMIXURE M P UAR Bl & 8 (1 AT DL 2 35 A OSURE S P B 20, B FE(EA BR -1
V524 S8 8 A 2 R AR A A8 FH 326 5 e U SR A 45 g 3 P L A A S AR ER A B /D i R
G AR N RS B A AR . — T 5 S DUVR ST LR R e B b, (H2 A
AWFARMPURSE GE . HARg A sy I T A R 2808 (s 4n B A= Hiik r ik
AR TR (1)) A0 B R4 20 PR R 7, 5 b 24 0 988 A4 o 2 e PR B s FE AR (49, it
CCL2 Bt LOXL2 By FEHLAR ) o AT IE I P 25 AN [F) e 4 2 0 2 1°) il LI 0T A B B AT B
TIURSE A (Flhn, fr CCL2 Fngt LOXL2) HIRURE Ftt Pifa « 25 B A e Bixd 732 ml FH T-sb
B C R P D R AU S PR PR . a0, BRORTOK BR 2 AR A 3R AT A AR IA AL S 1
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BEFECH HURF € TeG MR R CBEDTIAR . A4k, P AN R DU EEE ML Se o xt @I A TeG1
[¥) CH3 53 Y SR B8 52, AR “Jie AL (knobs—into-holes) ” Mg S o

[0172]  DYRZRASIRE B & A 7T LS Fe SZAM BAE R Fe Xo Rk, BA Fe #1401
XURFSE PR AR =5 A VED AR . B85t 7 S, DURR SR I Fe B nl 2l U &5
B, P AEXURE A F (ab”) , CGE AR AE RPN 2% TUR S &8 ) « H 40, It
JR 2 A o i BB T 22 AR I S Bl L P pT A SO B R — AN B AN ERER], B
PRI I BRI R R

[0178]  FE—SBSji Uy S, wl A R AN [R] ) B 5 B AR BRPTAAR v B il S Xy
BB AC BT (0 A0 S B SR A ROOURE S PR BT o 49, /NS (R 1) Fab” (470448 6 BN 0 JiR 45
EE ) AR BEE MR BR IR AL A DUE T A SR R R 1 A A S B U R AL
it (14 S 451 A 5 EAS PR N- BE BB 0 i -3 (2- b & —#iAR ) RIS ) (SPDP) L 1- &
B -3-(3- “HEENR) R (EDC) .5, 5 — T HRAC - (2- A 2k 7K R )
(DTNB) I8 37 ik — L SRR PG MU e« s — M« — S URR i T80 L /N I 3 — ke, — okt
MO G A BREGE T e ik — St — - FEE . L (2- mbmE AR ) FROR (SMPT) .
N- BRIABL AL HE -S LW, - BiAC LR (SATA) MHA G

[0174] £S5 S, B ARE ROR —IRAR AR LE B 1 45 s ] T IE T AR R
B2 IR SRR o — DSBS A ANF Fab” BUREE (se) Py (RTAZX R BL) 9t
A Fr BRI I i i O 5% S D)1 Fos AT Jun B S 2R BE S5 A3 7E — SRSt T P Uik
TERE X A H38 C e A CHL AIAXE Fos Al Jun — RALSE IS T AE 40 B ) K B 1 v 2Rk
MUAF PRI AER LSSt T ST, B 1 A LA, ISP S5 & A B T 22 v GST (4%

BEH Ik S #eAslg ) mb i A Ot IR R P L PDZ IR A5 K4, FK-506BP ( 45 &8 H ) 8L
H RS RIREN T HRE - Feffy — w8 — A4 kg3l (Bt pb3) iR H A B 5

BRI GBI BT 4 o AE SR EL S 7 S Hh, AN PR S5 607 i BV AT & S5 /MR I 4
A EARE TSR G . i, AN PR 45 &AL B8 T S A SRR BT O H = F B 55
ISR AR BAER

[0175]  FE—SUsCit J7 S8 H , RURE 3 P B4 A4 P AR IR SUBE BT AR A B K B By R k. 3
Y, X LI IR U S PEHUAR S AS A PR 45 & A 5 PR RER R B B s/ i A
FPAR e BN PUR S5 S AL U8 0 50 >k B T oA sRVR P S5 BE 1 fe /D Vi TV S R
FEXEE ST, —DNPURSEE A RV S i aE s Ik Bk 5 5 — PR S S A SV S
BWOEH I B ZTRR . B E K scFv U RUR: et i if s s E s e — Sl e e
PERREE S P ANV Vo 75— 285007 7, BB scPv f @ 4R ] LLAE Ref% IE 6 3
B VYA IELER S PR V X I L3018 4 2Rk . D ReRUR: 7 M B KSR B DAk
WA RE TR EIEWR I B0 2 IR S R bR A i SR AN 1, e i RS HERH (3
A AL . B IE I IREEEL PR AT IR S5 S AL R VS A R AR 751 . fERL L
SEHETT S EE RSN T2 34 NS A6 T A8 A9 AN 10 M EE 2 A
ALK

(01761 B AL 19 % A 07 V5 A B BRI 2 A [ ARE S P A RURE S 40 1 P
I 5E KUK S B0 o B2 (R A7 AE R T VA FE A s 0, B0 4E MR I ELTSA M (20, i,
Suresh %% (1986)Proc. Natl. Acad. Sci.USA 83, 7989-93 ;Koolwi jk Z& (1988)Hybridoma
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7,217-225 ;1 De Lau% (1989) J. Immunol. 149, 1840-46) . t 54 /& % & (KA Nt 5 7T H,
U] SR SR ELTSA

(01771 |3 XURE 55 M 0 4 1) % PO RE S8 5 V24 7R 3 350 Ry S M DL B XU S PR P AR T i
(i, ¥ A AR IR P ) o R AEIXFPE LR, AT I oV [X 43 P o 2 25 Foh A e o
[T — P i 7 AURE S Ve 5 B e MR 0 B . HESRAR P 4R R AN R T A 25 284 L
7RG 1 TR s T e e P2 A 2 990 0 B0 4% o 5 R R0 AR, 91 G B - A8 48t HPLC B0V it e R 20 3 9
(Z W, ltn, Kreutz 25 (1998). J. Chromatography 14, 161-170) . H4k, 8 —HiJHi 45 &
RUEE T AN [FAR AR, FF FLIE i 0UER 2 A8 3 ks XER bR 10 R S R S R —d
R SR S

[0178] S 4MA A B Al AL RN R AR AU 7 1 PR 1) 7 VR AR AU R 0 o491 s i 38 18 &)
% 5,601, 819.6, 004, 555.5, 762, 930.6, 060, 285.6, 010, 902.5, 959, 083.5, 807, 706 5 F!I
EE LR AT 2002/0025317 F T A, AL REE 5] IR,

(01791 W]t FH AR Ai3ek O 0 A b 4 07 325, LG AR SRR (1) 25 P O vk gt — D AS A0 BT 75 0URE 57
PEBL CCL2 AIHT LOXL2 Pufdk DAAE Bk & « ANJEAL A N XURE SR B

(01801 A8 B o FHAH DB o hiE B IR IR T

(01811 A SCHA IR 1 0URE S 1t A/ B0 H 4 = M Bt CCL2 AT LOXL2 43+ (45 4, Pt
fynomer & FL A fill & 25 [ BUER 456 45 0380) T H T8 R ia 97 BB A B85 5 I Al 57 3 B
FHICEFLEAL 28 M9 09 R B IR AN . AR SO BT, KRB “9897 (treat) ” 8L “VRYT
(treatment) ” f& Fi 503 AH IS o hE B R A — P B8 22 FloRiIR , PRI BE IR —Fal 2 Fh
SRR AE, T/ BRI — B 2 oo bR 1 ™ B R P i

[0182]  ARRHIRIS A 4> F Al el S it A o 75— S8 St 7 R, AR A R WA VR 97 T
YRRV W) 5 BB YT B 2R e A SCHER XUy e 7o TE—SUS 5 R rh, ARTEA K
B BIYR T 73258500 1) 75 BV TT 0 523038 it FH A SCRE IR Bt CCL2 AT LOXL2 B it pifak
BH B . U CCL2 At LOXL2 e S Hi A B H: i B mT 28 ] A R BAS [F) it FH s 4%, [) ) B
M A -

[0183]  7E—LBSLJf 7 S, A SCHEIR I 43+ nT B EGE [F) H B v6 97 71, B AnFE V6 T 41 4
MBS T P RE BORIR HR A R TT R — i o SRR YT B R AR AN PR T B o 2 [
B NSATD GBI 254 (45, 22 A AR IR L NL ) /N o T S 1 5 T 3 2 Akt
LAY 254 (B4 D- FENL FOKAER . PUVAFAS R IR EE & ) Pl TGF B ¥AJT
FUFI N B 25 SZARFE DL o

[0184]  7E—Lbsijifiyy b, W FH H RGR B A6 7 vk, 9 oo e AR M B iR T R IR
(180551 2 R 326 7 v it FH AR S IR () 73 7 o AT I AR ST EE RN 53 L R 7 o it
HEIFE. =W, %, The Pharmacological Basis of Therapeutics,Goodman 1 Gilman
g5,Macmillan Publishing Co.,New York. —KI & » A R & A& R 08 K 7228 Bt 75 B0E,
fgi e A CCL2 1/ B LOXL2 A1 / BEPH T CCL2 1 / B LOXL2 5 H: [R5 3244 (1 45 & 1 71 &
B S5 & A R0t K PAECT 51 A R EIEH , Gl a0 A b 22058 ORI iU N5 . 2255 &
) PR 25 60 4 B 2 0 I e e e oA/ ) v P AR e P R A FH B it P A5 R B
6] 2502 G S HEME R ] 28 52 Y6 97 1078 5 I AR08 L R 35 L S AR R TR IO 1 3310 A £ R 58
PRSI EFRE
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[0185]  ASCHEIR I 4+ LG T A BHMEAR 45 2477 St o 76— L850 77 %8, Pt CCL2/
LOXL2 XURE 5 1 Bl S e VE D TR BRI H VBE H VB =8 A 9 8] B 8 L 5 H B0 B AT 22 [A]
it — K

(01861 WIS FATART it H J7 A 46 1% B Ab AR R B 40 it s A2 e F A KR i 70+ I B
AR, B a0 ER K A SRR T TERIK A LRI S B2 IR RE NV VB I N
PPN 0 s N B B RS ISR . B B ANE RS, B0 1, B 2 B iR LW 5 B
T8 VIR . W ATIE & S RS B (B IS ) R sofn / Bl ik 5 e
F o 8 $T CCL2 A4t LOXL2 HiAk it 40 & INF, AT 28 BHoAH [F] 7t FH i A2 B2 FH A 9] i FH i 422 Tt
FI470 CCL2 A4t LOXL2 4%

[0187]  fifl f7

[0188]  7FE LSt /7 &, AN SCHIIR I 7V E A G F 1697 1BA 805 BT T2 U
Bl B2 9, B4 SR PR AL SR R4k, / A B ki A R g e / A B 9 A L 7% =) e B
2R . JRIRBY R G TEREA / i B 0518 0 A0 B RS0 TF E FN T A A R IR R I . AR
PLR FE & AEWHFR N CREST ZEE 1L A5 UTERE i RIS (Raynaud’ s phenomenon) « 18
DIl Frum LA B MY K. S £ 2B =02 — & P KA sh ks %, 7
B XM 2R A Rz 95 B ™ B 1R 9 RCRE © ki Y SR G A AL / A Rz s 3 e i 5 LR oK
TR ) B A — FhEl 22 Fh N BB B, 5 9 B I B 08 O AN IRES . L 1 =X AR A Bz s
FEBA B R AL, (H 2 RGN RIA R G o 5 Ak iR Bl B 3, % 52 ) J2 ik, (H R AN 52
i P50 2% B 100 PR A R A T 2 R R R A DR AR Rz 6 o

[0189]  FE—LBSLJti 7 i, 1697 & T8 5 R 1GIT BN R EGIG T FIPR S AH B, 3875 B2 42 9k
B2 URRE GRS R 8 A O ) — AR 22 PR, ZEIR R AR PR E AR A/ BOR
I 2, BT IR AR B FEEAN IR T P9 52 g a4« 28 i = B9 5 I ) PRz i iR i) S 4R 44 W Y
A28 B S5 ML AR B SREE T 48 T SRR K | DU R Jakn FE VA FR R A
Ko U1 5 B I 4 HE T BRI i 0 Jok v e« B R AR 2 A 5 e B2 R KA R B AR L L5
DU O FR 0B R R S SRS AE LS J7 R S T B A L B A 4R fb B e A 4
1 DB A-4EAl S O E LR EA AT - 4E4L IR AR 4EAL WL ZF R4 1% S R IRCR AR I f PR
ME UGl 98 T 2% g S OO IS S (SRR VS A MR PR X | B 32 I ok B IR VL B LR
RAFIREE S i~V A PE B A WS B8 2 A R 22 4 F A 90 o2 1 4 58 7 MR R g
1 Jo s T AR I 3 RUE G SRH B P I A T i O 7 3 0 I 30 ik s I ' e o T Ui
PEAG B AR (T S .

[0190]  FE—ULSLji 7 ZEh, ¥BIT S B ER 4 BT IR L O L S TR AR ARk, B IR R
VEVRARH = AR EAN / BRI Z . WARSCR T, RiAE “ A 4uil” SIRE & H AR P E
Bt B A GEVES A 2. AR BB B BL LI, PRI AR AEA AT HH 2 i 2 24 40 P v
eglde . CHEIAN R Y ) a2 2k 2 i RIS AE S 2 b AT AN R DR . foilan, Bk B2
() ZL SR s 2T 2 20 o A= Rl 2 e SR B R 9 HL R R S TR R, 1ok B T B2 R IR B R
AR A E 40 i A R IR S5 i AR =8 M 2 el L 5B BE (versican) , 3 H AR #E PR ff A%
Wk o AT R0 i AT Ak TR A B VAL B AN RIBY B o 7 1R A A FH A TR] , Bt 4 48 A 451
e B 4540 AR AR E A AR 05 D G o WA B AT 4R 4 B AR i B 22 (R 4 B A1 B 4H 4
0 IR AR 5 Bl o E A A RO A e 8 8 B AT AR i v AL 22,
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A ECM I FE AR Bl T8 AN ECM IR Floct B AR s 51 e 4F 44k, 28 B B 2R i &
LR AEPEZE S 2, IX SR A R I ARRAE

[0191]  FE—SLSLji Ty S, 697 /2 4830 70 B0 A0 oG SR A 0] Rk B A A
il A/ B TE AR AL, REIR R A  PRARH M HAR A/ BURTR

[0192]  FE—ESLji Ty Zv, Y697 5| R iR 70 B iR oG L G2 F ) B R A kAL, (iR
HRAE AR = E AR REA / BURIRZE o TR, R AR5 R PR3 J5 A A Bl R (491
i, PR BURe A FIR S ) A OC . fE— LSt 7 22, dl T 2l R 1 Rodnan B2 RAS 73 VAl 52 ik
A, Bilan, WKl 2 Frid B, KR BRI IRG T80 0 52 B ES T30 1 SRS
TA35) 2 I HP-E R 45 14970 3. fE—L8SLiti 7 =, V897 91 &2 R () Rodnan JZ JIk1553
5697 Bk A AH EL BRARGEETT 10% GHEE 15 % R 20 % 481t 25 % iBid 30% T 35% .
I 40 % I 45 % T 50 % T 55 % W HEIT 60 % WHE IS 65 % WIS 70% WIS 75 %
I 80% It 85% It 90% It 95 % BRFE £ . fE—LESTH T Y, Va9 Il B R AR 4EAL
KIETHER

[0193]  ANAy B2 BRIR LI, 3B A il J i £83 vh Rl 21 4 24 1 vty A Pl 3 ek 2 Rl A e TR 1
PO IR SN 51 A . AR B R 1 S A R ASBR T TGF- B CCL2. CTGF. ET-1 i 4f- 4k 4
MoA: KA+ IL-1. IL-4. IL-6, IL-12, IL-13. IL-17.MCP-1.MCP-3 11 PDGF. ZHMuX 1 7] i
o 8 B G S PE 20, 90 Ty A B4 T 200 O BELAZZ 200 i B IV 0 i A R B, R e, 40 i IR
T b R A AR e R SRR AT 4 2 PR v A ) — N DR 2R AT S R A i A 7 Y R AR D 1)
TR F LA A A BRI o B AR B A B R A A A B A T S S A P A 3 S A
HAEHA/ B BRI, 7E — e S 77 S8 7, RO AR e BH 6 R Rz 9 B 3 R YE T 9 kS
— Pl 2 P 2R A DR 1, 91 G0 A SO R (R4 28 PR A A DR i A b o AE — SEST T
FErh, VI BRI R MR (Fltn, TGF-B . CCL2. CTGF. ET-1. £ 44 fo A KK 1~
IL-1.IL-4.1L-6,IL-12,IL-13. IL-17.MCP-1.MCP-3 #1 / B PDGF) 5447 B IR ASHH H s>
I 10% I 15% I 20% T 25 % HEIT 30 % WIS 35% WIS 40 % (IS 45 %
13 50% it 55% I 60% I 65% I 709 IS 75% it 80% I 85% IS
90% HEIL 95% BT 2 o Wl 2 IR - 7K1 B 8 AT VA AE A s b LN I HL AT T SR oA
K.

[0194]  7F — &S 5 22 1, VAT 51 2 COL2 I i /K “F PR A% .. 78 — L8 St 75 2, YR 97 5l
i CCL2 MM /KT 5097 AR A E R 10% It 15% i 20% iEid 25% il
30% It 35% I 40 % RIS 45 % I 50 % I 55 % It 60 % I 65 % R I
70% IS 75 % I 80% AR 85 % AT 90 % EHIT 95 % B £ . fE— LSt K, VR
J7 51 2 CCL2 I3 /K Pk F %) 800pg/m1.700pg/ml600pg/ml500pg/ml400pg/ml350pg/
ml.300pg/ml.250pg/ml.200pg/ml.150pg/ml B 100pg/ml. 7E—LEsLf 7 &h, 167 5]
CCL2 IfiF/K -5 HeA FAH R BUR B B B HIE B B CCL2 G 7K-FAH 4 .

[0195]  ZFZEAL BRI o9 B IR

(01961  [Ad 57 973 A1, AR B8 A A BH 1 7 VR AL A W0 mT 19697 SR 4EA0 B o i Bl 1K, 38
AT EA R T 2 A R LR 4R AL B R s MRS AR P rE £ VB R E R G A i R
REE PEAFEALSE o Ul BIVE RS B R 08 1 2T 4R A0 R L FEE AN PR T I 45 4R Ak B 3 ik v s ZE ik
PELT Ak 20 A2 1 B ZE VR T 45 4E 4k B £F 440 . NASH £5. V522 £F 4R 50 I i BR
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TIRTEZ R IR B TP A/ B sk A M AR 28 TR o AR 4edb T 5 98 REAH O, 1
DRFERIZEE FPE R L, A/ B AMR AR B O G gl . Rl 44 nr &
LA B B A A RROR, B O RIR Y .

[0197]  NASH @ % & B AR s A MR U B 0 « B 8w /e RGO RirH H R A
— B 5 M BT R R A AR AR — 1 a0 57 AR E kR A RE 55 . NASH F i
JE vl DA B, B2 BT i e DUE IR B, 75— 250 N R e T, AR
ReFTUR H B 1Y% . B NASH R] @8 AL, 51 EEAE T IE P ROR T A e H IR R . B
AR HEABAL, AL A R, FLrp AR AS P B R M AR AN RR IEH/EA . FFEA NASH
(R REAN B 5 0 R R TR AL, (EL — ELAEAE 7™ 35 FRUR TP R BB AL, SR AR 2D v 7 m] LA A by
it . AN PR B LR 248 i A v . SRS AR G
5 1) RS 30 B A g e — vk, I HLBRSRER 22 Hb /e NASH O N R b7 R2 48 . 75 € [E NASH %1
R TR B JHF 8 FOIPA P 0 S R AL ) 32 B R R 2 —

(01981 B (B ) £F4Efb B 'S kb &R gt g gr 2 B R 51 . B E AR 41k 5]
ORI R ZRAGET 2 I H R B ENT 8B AR R 22 . AR 4Een] UK AT B A (8
IZhRE AL ) B PR EE RIS 7 A o 22 DR 3R TR B IR i, AR5 ) ' /N Bk g
() B SR AP () AR B A 2L o XA T T OB R (A e A T e I A A . BN
A2 B — R YA T 30 VR 2 AN B A 3RS TR A R R R A 2 T PR T LSRR R B AN
AR A4 8 1 R DARI TR T o

[0199] R M i hE B R

[0200]  7E— %S 5 LA, AR HE A R B 1 7 VAR AW 0] 196 T 9 P00 Ak B
R AFEEART A5 RIE RN (SIRS) BT /R K IFERSE (R CHRIR AR, CFE gk
FRES JERE PR B BTG AL s/ N I 3G 0 s # 22 R BRI 1 s RIVE T OB ) s L2 4 %
il (ALS) 515 9 (CRIAH DS IR FISE AR, BLFEAEAN PR T - 2R OG0 J0E P o S o1y
9% 5512 P bR EXL 200 M FECRR R 98 A 9% R 91T 48 S SRS 3 1 DT A8 B AR TR ST 4 s R
PEOGTT 83 B -1 28 TG AR BR B 75 5 MR DG 28 B A DT 8 738 S O RUME O 1 48 ) 1B i
( FOAH IR AVREIR , B HE « SO BN 5 12 P H 28 P S8 S 5 12 1k P 2 12 it s 4 4 7Y
W P A RO R R W ) 5o MBS 500 (A S IR ARRE AR, LB Bh Bk ks RE A AL s B 5 S %
O LSS P o I AR A 78 LA O 70 3 i e R B Bk 9 o JUL93 R0 U 400 L ) e P 5, £
5 E B WA RIS AL 5O IE 40 R IR T 5 000 JUE 48 AR ) g 1A G2 W15 5 B PR AR AH 5%
TR AVRE AR, CLHE B B o2 PERE O TR S Z AR M (1 B ) % PR B PR F A 9% Bl R
93 T2 R V) 5 2 R PR 1 6 ) 5 B W3 E (R SO R A AR, 45 FLBE VS 9 « AH 5%
BTk D 1 g T 5 e B TR RAYE MR AN R W 5 ) 5 B s R 28 5 451
95 25 AL e A BT A L E 8 E 45 4 R0 BT 21 44k HIV BeSe (FIAH 955 IR AN FE AR , 60 45
IRATYE S BE H Z2 1R AT 1 S B AN HIV AH G AT 28 42 IR0 (Hodgkin' s Disease)) I ZR4E
fit (Kawasaki’s Syndrome) ( FUFHICH IR IR, CLFE MR S itk T 46 8 S AIE L 3500k 2 450
A2 ARSI AL KM e T 4H s 22 R FE T AL BRI K292 S5 IR 20 /N
% s 2 RVEREAG B (FIAE SR AR, CLFE B PR M B « AR B 2k 1 /N Bk
PR 98 22 T BTV 28 RIEPE S 28 L BB IR T 2R A 1iE (Goodpasture’ s syndrome)
I3 325 A A A7 IV Sl RE V45340 ) AR AT R (ORI S 53 R IR, B0 48 2 Pk
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ZIR . EZ M A IBATPEE R IL-1 105 3. [L-1 35 5 09N o i #0486 28 14 F0 i 1
JE 7778 [ S ) S BRPE (R A D 08 AR K ELHE B PR 1 A0 I 5 A | 4 B 9 17 D IR g
(Graves’ opthalmopathy) F17H %) B 78 B BB AAGE (RHAH S B AUpIR, B F5 AR L BB
Bed HMET B R RBUR AT AL ERA KEFIRAERBERAE) FHR
CHRNEIN L) R 78 R R R 48 2 J s ( FAH i AUtk A8 e« - BRI A
PRI ) 5 0, /60475 18 M i 00 5 s i P e 52 % L 328 WA s RSN STDS v B s etk 5
Jok B H B I RS AR B A AR s KB AL G SR XA 577 28 KB T4 2K /M (rheumatic
Aschoff bodies) « KRR M T A1 XGEE PECo UL 8 5 HF R i 28 05 15 1A 9k B2 4 i 12k AR iR 48
PR I I 45 1 P T A0 R 8 1 B P SR B AR A PR A o e, L FE B & S 1k
P, I BE T « B B G MO LA L 4% 7 I 00 D A% 8 R0 EQHRG & s B A AL 2 R 1
AL B G  B MEABEIRIE . R G MRk S IR R (5] dar TR i A R0 9k B2 988 4 B IR i
S (AR CHEIRAE 2 (Hashimoto' s thyroiditis) - WkEE4HAE M BR AR )  BERRFEAS A0S
PG 57 25 G R SRR CHERE s 2 BlOhE PR AR DGR ) o 0 AR i B (491 40 5 4 s 25
6 R EE B IR WA - BUR KT (Epstein-Barr Virus) . A s HpEm 5% U 5 )
R A (A e SR AR ) SR B B, B R4 2 (Leishmaniasis)
R SR (Lyme Disease) UG (Lyme Carditis) JJESRRAVER E % 56
PAH R I NE RIS 22 ) WUtk I3 O, B FE I A (A b U R AL i 2%
IR TR B B A 403405 K B e s R . STDS Ak X B R HH IfmL ) ARG H AR AR EE (4 T K
RS ) R (e H PR S 4 o R b B 2R S AR S SR SR e FRE V) L B ERME AR
Bey5 4w gl i iy o WL ReRErg (A5 it 25 9 25 A (R0 1) 20 Bk ) s B 45 e A 01
AN IR (B hn e B el #hGd B 4% 10 84S 1 PR 5 DURPE AL ) o« S
AT /AR e B R AR S PR R AT AR 9T AORE , S AR AR AR
R JRRIEE T L5 PR AL A Rl AR SRRt P T2 L VR SR AR . 2 X RS AR 1 S
RE (CHERRERIESZ ) « AR S (9 1 3 s ) 4 B P — FREIR 9RE S B U PR P 3
7 A B 9NE RN A ARG IE | S SORE SO A 48 PN 73 A SO FAI R F AT
SV SN S NS BT B SRR I MR TE B N RS R 9 R SR B S

[0201] RT3 570 )2 a7 IR / sk i AE b SV BB AR

[0202]  7E—LEsjii g G, BT A SCHEIR I HT CCL2/LOXL2 XURE S PR B e S 1 43 (9
Wi, YAk, fynomer ERCAR FlG & A EUER A 45 A 45 M3k ) BITERIA G Wn] 5 Ebr £
—H T EBE S E R IRIA / Bt . 7E— STty B, S IE R AR YN ZE R
RKIEWEIARED . AT T A, RIE“Z R RIS AR ED” A Fa A T H AR5
R 2AE (Bl R al ik SR G B ) BRI IR, 1B S A R A B 1 32 (8-
ZRE R ) P HRDACFARBAEDIREY . ZARE RSN T ARZERTA (B, )5
PR Y 57 R BRI Y B2 bR ) T 5 BRI KA [E I AE bR B o 2 ARAE IR 55 75 BTl 598 (AN
[ B (5, 4 R Bl S B AR 57 05 B B B MR 7 0 ) SRR AKCEA R A b . 2
s VRIS BAEE AR SV R ] B R AR E e E U e & R, Wb
AU IR , 22 e 1 R I8 I AE bR £, B El S Hoe 2 R RIS AR EMA S, H T2
W53 B0 G IT S 29T R AR S e B Z2 BN [RI L o AR SCA B 2 e Rk I A W bs
EW ) F IR AR AT DA IR R iz 75 Al 7 995 STV 7R A R 9 4 S R 7 o 7 SRR FE AN/ Bk
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JR TR S ENIE . HAT UHAESH s DL SR AE AR FIAE S I R R T 2 A5 B IR . R
T “CRIBACE AR, WASCH BT, R fR @i A SCHIA I — M el 2 Mo ikl &, RIA PR R
/> 10% B E 22, 111 20 % .30 % .40 % BY 50% .60 % .70 % 80 % 90 % 5L 51 %2, Bl ik FAML K
T 152 f5.3 5.4 £5%5.5 f5.10 £%.50 £5.100 5B E £ . ARIE “RIEK PR, A
B, R fa s it —Fhak 2 For v, B AR SCRER I 5 &, R &2 /D 10%8E £, 4
U120%.30% .40 % 5% 50% .60% .70% .80 % 90 % B £, SRR IAHE = KT 1152 £5.3 5.
4 4% .5 4% .10 1%.50 f%.100 fFEE £,

[0203]  JZ JRFE[RIFRIA 0 Hr

[0204] %55 A 7 78 KB TP I 22 S MRk 0 AR bR B IR & Fh 5 VR TR AR S R I B
AT SEBAR R B o 9, 57 IR DRI 30 AT ] Sy 1 A VA 6 e i 7 2 A A )
HAEDIAR EV AR AR A ) T H . 5 — LSt J7 S b, nlm o bl s i jE A 5 6 Al R i 1)
AR B I RE it ) e S v SR 5 5 FE A B R ) BB 3 T sz 22 e TR T 2R R . i — 2D, T
T A TR R SR AN TR BB () e 7 95 A 5 LR A PN SR 48 e 5 9 s 7 B R R O Pk A
sk re ). anf i i Milano S87EIEIS 5| AR AR “Molecular Subsets in the
Gene Expression Signatures of Scleroderma Skin”(PLOS One, 3:7, 1-18, 2008) H1 L4
IR, AT IS B o B SR 2 BT G S o 5, mTESR B A R8O B S PR R R
WEBERT (AL T-08 50, T P B4 B 3R S PR is ) 1R A5 3 AR o) B P e IR i (49, iy
B G E RS ) BHATTRRES M. D% e 50 7 98 B v FEEAH O B 2R (R, 2 B R ) o IR
a2 ) B P E — B8, T AR AR ) e B o] AR R R R b AT 3 — 20 i o 28 T 5 0 i g 7™
R PR AH O 1A 8 DR 22 e 1 0K B BR B 40 M ] FH T e 458 2 B 52 5 52 i ) S A

[0205] LRI B R 5 P 22 e it R IA R B PR R DR A SR AR 6 M. S —HBFEER
w2 R R e 1) B 2 AR R RIE A R B 1) B s B R IA I e BR AR 1 2R A LR (EON
PR CCR2. CCL4 F1 IGLLL. 2 —ZH B ¥EMFEENC, fFE RAA 40 M 7 R Rk 5 A . 7
XA G T i B ey 2k () DR 955 4 i ) A 9 5 B X491 4 CKS 1B CDKS2. CDC2. MCM8
A E2F7. 358 ENC A7 £E 5 2Rk B T B i far i 4 oy — 25, 1F B o i Y A B 9 2H 23 1 44 i
KPE 2. = HOHE R R & A Ak B A 5y, B FE (AR T COL5A2, COL8AL,
COL10A1.COL12A1. 55 VUZHEL45IE % 5 T bk 4 Ao Al 5 Vg 40 B A AE EAR R 32 ], HE5 55 =
Y kAT HALFE T 40 M iE 4k i 75 B9 PTPRC, DA A2 AE T bk B2 40 R 26 1 253 ) CD2 A CDW52,
5 A AL FELE RIS R A K7 95 A R s AR SRR I 28 TR o X b B PR R B e A B R
[ 22k K-35 HH b3S WIFLL U3 R (Tetranectin) « IGFBP6 A IGFBP5. #itJg —41/2&
1 J5) B 2R R R g 0 7 18 A 2 i SV A H s v 110 S U Ok R SR A AR A, B0 4E (H AN PR T~ UTS2R,
GALR3. PARD6G. PSEN1 ., PHOX2A . CENTG3. HCN4 KLF16 A1 GPR15G. Milano 457F i 5| H %k
FANARH] “Molecular Subsets in the Gene Expression Signatures of Scleroderma
Skin” (PLOS One, 3:7, 1-18, 2008) H iR 1 73 4P ZE St R IR (R s ol 1 3£ A

[0206]  ENEACHRER 2 EH B

[0207]  JERRMAA o] RIS EW . 1, Farina 55, 7RI 5] FH AR H N AR “A
Four—Gene Biomarker Predicts Skin Disease in Patients with Diffuse Cutaneous
Systemic Sclerosis”(Arthritis Rheum. 62(2), 580-588, 2010) 424t 7 H T4WtrEY
SR BN BIETT . N C RIS TR B2 95 P S 1 ISR AR B a0 TGF B A 3R R T4, Farina
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Y T ARG CTGF THS1.COL4 F1 PATT (VUL R AEMbr E4 . LI DU AN 58 (R i 20 5
k5 R Rodnan R kA7 (mRSS) v FEAH IC FH H i FE PN 97 3 2 5 B i o

[0208]  mRSS FVERE S () —FhilG R bR S8 . 8%, W 2 FT7~$R 52 mRRS < oK B 1 J ik
TRE1S 7 0 LG T8 1 s RS RS T35 2 JF HHIES T80 3. 8%,
AFFE T 0-3 SRl e B 17 AR IR XA YE I 7E 0-51 [ mRSS J 43 . mRSS A B al 5
BEYIbR B A A FAE S W ARG IT RS .

[0209] W] g FH S ALL SR MG 455 o R 36 UF B 57 0 R0 76 Bl AR bR B . Bkttt bt al 2
1 A R0 5 e N TE A R s v 52 D ) B A7 ) 1 4 1 22 DR 4 S ) DA e b 5 R 9 I PR
P A B v A G ) 5 DRI e s 7 W B ik DR e s WD B AH 6 AR A= AR 2540 o B mRSS 4b,
A B R AR &4, 45140 HAQ - DI DLCO X FVC,

[0210]  CCL2 /K

[0211]  CCL2 7K~F-, il 4n CCL2 MLid /K-, T AR e s = B AR RS VB8 B B8 M IR 3808 2497
V2 B g 33t J RN A I B AR bR BB R bR . IIE CCL2 AR A4 Ybr &t
B, DAE T Ak T-H5E 57 995 22 4N B B 1) 2 35 0 AR 52 52 Ml ) AR ) I35 AR 9 CCL2 Ko X mT Jd et
4 ELTSA 52 iy Hh i CCL2 25 H/K-F-2EAT, I H5 I e de w (90, i FH ik
B EiE ) B AAHRER. 7E Carulli 25 Ann Rheum Dis. 67:105-109, 2008 Hi#ik T 745
PETT

[0212]  FERZHE (Blansk H T4 ) A/ B - i CCL2 /Kt AT 5 mRSS B & I AR AR
BV OCIE, il g B pEAG &R (HAQ -DT) i — 4tk (DLCO) B Jifitivg & (FVC) .
[0213]  E-FhAWpbr B o] o B S, BT, 51l PR W bR B A, 140 mRSS
— R, DA A R ) P AR SR N B 2 IR R A S BT VR AT &, VRN ITVA I
A, BT VR R ROSEE, R RE U AR A 2 R R b R . @, AR R TTTE
R N — AN B 2 AN ] 500 ASZ IR SRS I AR WA S DU e RIS A R bR S KT (4
W1, Qe AR ST IR I 22 S 1 TR 2 R IR AR Db B AN B C AR SN CCL2 7K )
5 M—ANEEZ A B SR B T 520 B b filan, w7es7 R 46 2 37 8O 46
IO B A VIR EADIKF o TEREAN TR B — AN B AN ] S = A bR B K9 H SR
7 Z AT ECR B T97 72 5 0] S AP b e . Bl e T S e Bk, e B AR
WHEIT BA R NN/ BGST B TT 3T A Vs S PR E

[0214]  Z4MHEW)

[0215] AR BIEFEML 7 & —FE 2 Fh TR 1 (B4n, Pidk. fynomer & ELAA . @l
HERAVEASAEENE) MAEY. £ —Riy £9, A RKHEE T2 0—MoF iz
b — 2 b AT IR IE AR . RGN A W) v AT Ik ML B — Fh a2 Fh B IR T i 14
JRAN /85 —MpE 2 M e T IS R AL A A . 7SS T R, SN 2 A
I T 255 H . e —2e sy ZH, SR AL R 259 25 W A0 B 7 5 B -S5 BE 7 9 A DQ B ORI 1Y
B 7 SR T BRI A AR T 7 (R, v ) o FE—Sesiifi )y o, 2 2564
PN 7 BB B Z) S R 3 1 A e, B TR TT R o E— 288t 77 2, B 25 M 4L 6 4 H
T Nt

(02161 {1, pLACIRBE R 25 G W] SO E SR (B, 1E T 52 T v 5 B ik
AR R4, Bilhn, 78— LSt 7 S, 29 A BOE T AR B R . AR —
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st B, 29 SRR (B, 5T/ BUKEE ) Rt AT RS, HAEE
S H KRR R (90, 7K il SRV VRS ) B . £ —SESThti T b, 29 E )
TEIK S AT T BR BNV T K FF BV L B R SR 22 v S /K S P R R AN / BRI . 72— 1k
SEHETT e AN S K ER R AR RS (i, ARG ) .

[0217]  fE—LE5upti 7 B, S 29 WA S W & — Ppal 2 M 2l 5 1 nT 8 52 1 IROE 7
(A, B 700 T PERRORE A 23 BIGR R G PRI AN / B A S R4 ) o fE— S8 S
E, M EYEE —FhEZ MBI R — LS B, A A S DR
[0218]  FE—ULSIE 7 &, AW G YR AT R / B RIIE Rt . 7E— eS0T
ZEh, GYHEM BT / B R A Se it . 7 — LSt T =, SO/ 851
AR R T E R I A7 — BBy 1a] (i, 2 /NBF 12 /B 24 /B2 KRB RLT RA10 K
2 JAN— M H A HEEK ) o 7SS0 7 2, B S B it A7 BRI I TR) B K 2
A Nm il a8

[0219]  VEARFMIBIAN / BRI IRAE I 2 B AT A 5 oRi i A/ AR . A — LRSI T
Zrp, SR A EGEMR AT/ Bhn S i8S AT A ORI 5T AN RLASE I

[0220] W3 gk 24 2 2 A I O R0 B S R B ART 7 2 ) % A SO IR B 25 V0 4B A W)
R o FE— LS 7 S, BER I & T i B A5 1S P Bl o 5 — Fhal 2 MR 71 A/
B — M e 2 R B R AR AR WA B/ B K S R AN/ B A
it LR 2 R A P R

[0221] MR K BHPIZWH G YT 25 AE R —BALR M/ SiE A2 A R — AL
FIEH A A/ B . AR L AN B R TS B TS TR R I 25 2
G BB o TEVE R I BRI S TR i 45 32 5 R B A/ Btk SR B A R
B il an it R E R =2

[0222]  FZMEAKR M Z9MA SV IEYE RS 255 BTS2 TR IR/ BT B
3 AR B T AR 38 52 96 52 3R HURFIE S K/NRD / BB AT/ BR B3 e FH i A & 9 1 i& 15
M. 2860100 5, Frid A&V E T 0. 1% 8 100% (w/w) Z I8 & VE RS .

[0223] ARG 7 M E 24527 b mT 4252 RO 71, oA SC e A, TR 741
Al DL B3 T P 7 R TR B A R 43 B/ R A B TR B VAR B ) 43 B R
B30 SR TH i ) SR B5R)  SEAR FR EAL AR BT R R ARG A 7R TS 7SS . Remington HY
The Science and Practice of Pharmacy, 2 21 fix, A. R. Gennaro, (Lippincott, Williams
&Wilkins, Baltimore, MD, 2006) 2~ 1 Fl B il 254 & W0 ) A IR 57 B H: EL R ) 26 5
Ko BRAARATAL GEOE R 52 51 2 R = A AR AT AS R AR 22 RN B8 3 40 AR 35 7 SN E 2924
BT e A5 AH BAE R S B s AT AR A ZS , &5 W25 RO 70T o1 1 FH i AR
AR EEEZ N .

3K it 151

[0224]  CRE3E I LA AR BIR ) St 1) 3k — 20 i WA R B o B HH X S St A1) A2 Dy 1 I A
AW AR 5 A DA A7 2CRR ) H e B I HASRLERE Dy DE 5 CRR ) LV o i sg
it A5 AN 458 %o AR s S AR N 53 AR T A R RO AR R PR IR o BRAE F3 bR, A5 0
ONEES, 77T ENTE T8, BERRIRERR, I H IR s KA.
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[0225]  SLjfafs] 1. OURFS: 14T CCL2/LOXL2 Pk il %%

[0226]  IXANSZi5] 5 B T XURR ST CCL2/LOXL2 FuAR il & . i b Fk , & Fh 5 ]
FAE IR TR B BT 75 R RN 4 B 2 R T Ry S P A

[0227]  FEIXAMFE St o, XURE S BT AR BBt CCL2 1) 58 B4t I 45 A B At LOLX2 (1) 58
BHRSE A A FARHL, A s N JRAL CCL2 557 1 B 57 B AR 1K) /D BRI R 5 A8 IR
1k LOXL2 457 7 14 5 v FE AR 0 K R A0 i Z k& DAL= AR DUYR 2R 5898 - I FACS 43 #r ks DY
TR IR A EIE W SRS A . B R A SERTEIE I, B I A i ek
VO Y5 2% A2 95 4 B % 0 Th A AL B

[0228]  SEZffifs 2. ¥ E R

[0229]  IXANSHB G R T At B T A T B B SURE S 1 BT CCL2 At LOXL2 Hifk i
A 0GR Y T T 5 R R AL

[0230]  FEIXANSLta s o FH S 55 2 15 T IO A R s /s BROBE Y o 38, J et ) 7 350 R K B
BN NS ECEE R RV R - FIRERAM / 80 LPS 75/ Rk S 44itb. EAkHh, )
% 10 RHIZ2 4 B6 /N T NG WRE A 10-110 v g Mk 200 v g IR 2= VKN
300 1 g [ LPS I FE Y 100 v g (SR MU R EGHA ) PBS B IE R (TR ) o FEXAN/IN AR
w7 R HR R AR5 B A AR AR R AL TR R O B A B AR A . R A% 4H
HUAR 2R S TGF- B FE R+ 3RIA B 5 2R AEAE TR 5 8 1 AR R A (1) R 4 4 41
AWM E T A4, /N R RI RS A 4e L il &

(02311  ¥RFEIZD T i OO S M CCL2/LOXL2 i A ml ot FE i A4 1 75 2 28 b G s PN v 50+ 1)
N -

[0232]  SEjifsl 3. XURF %Pt CCL2/LOXL2 Hiik A N Thak

[0233]  IXANSKHEHEI ULHA 1 At v 88 BRI 5 A CCL2/LOXL2 FifA iy X R =R
/DN ERVB AR A (1) 98 RE AN 24 A0 ) 52 e 1 15 T H T AL

[0234]  ¥4[h] B6 /N R AN BBk PBS B 10-110 g ik 200 u g T PBS Hr i f#
KRN T 28— RBIER. &2 K, BN NES HseiEs] 2 3 prill e riE 4k
F Bt CCL2/LOXL2 XUt PP A i o B a7 /N B

[0235] 7E 7 RBIERMIEOLT, £ 7 KRG, 87E 28 RBIERIIEI T, 1£ 28 Ka, IR
JHR T 20 23 T 3 s R AH 240 M 35 ELTSA P4 23R8 i OCL2 /A RIKF . *T
B AT, MR IR ZR A Y RNA FF HL A5 FH A 80308 & O A B AR A8 43 25 1 RNA i3 AT 2 o =
ol g B RS SR PCR. A FH 73 W R 3145 (14 51 0 TaqMan® ) I & TGF B 3 [ R IE AT A %
PR, AR EATR T PAT1. COMP. COL1al.F4/80. IL-6 Fil INF a fJFEHFFIAKTF. T4
LR, 8 B A TR A LL (H&E) Yt i ZR T Fr 20 M7 B SR 27 44k o HRE Y
8 FH T 20 SRS AT ALK P FH 3 78 AR 33 AR BT ) o {58 FH 928 20 24 2 30 5 I Al e s il
FH AR S35 A% BT ) 560 B4 A A% 40 B e S 1 B F4/80 HLARRIN ¥ 2H 210 1 ok B4k F % 4
L=

[0236]  Tiiit FHHT CCL2/LOXL2 A E I7 5 ok 2D A AZ 24 B AT ok 248 G R0 92 30, 92 28 i
FENFIE (Fltn, IL-64 TNF a ), I R TGF B i S AR icE N F k. HikiX 255
R YA 30 PRI

[0237]  SEjfsl] 4. 697 EAE
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[0238]  IXANSHf A B 7 F T T 4 ZRBE AR 7K S B E &-Fe 2H SR I 2% AR Y CCL2 AR Al
SRR . i B AR Y SR IR iRy CCL2 KPR o 2 20

[0239] %, CCL2 FEBIRAL L AL I i B I v . FEMBEREANMA A, B BkAR Y CCL2 &
FSCBAR BN PT3535 e 1 S 520 9 52 JER H CCL2 & Jsd B s B2 JBk 1Y) 2R S T B4 o, 3
i CCL2 7K-F34 . i CCL2 /KFihffds B R AR MG . @, @R MEEART
£1100pg/ml FISF3I3E CCL2 Ko HA Bkt 75 1 ICEL S 10 /M LA W8 A i 1~ 3 1
& CCL2 /K. HE R AL ) H il B B %) 250pg/ml {35 L CCL2 /KF. Hof R R A
Ik 2 G R4 ) BB 3l EL A 2 250pg/ml T HA LI CCL2 /K. BB RIS I I ik R 4t
PEREAL I H B B 2 380pg/ml KPP I CCL2 /KF. B JRPR AL Bk R et AL i
B A Y 250pg/ml I F3 IfIE CCL2 7KF.

[0240]  CCL2 14> T8N 8. 6kDa, L 2] 50kDa (115 /NER I 8 BB /NS 22, S 300 bRk
JHFR. CCL2 B iHMEZ AN SN ALE R T A4k, CCL2 456 H 52 4& CCR2 i #L A kd A%
60pM-2nM. CCR2 =E ELAFFE T 90k IR 2 A AN bk B35 P 2 - o 285 58 B0 B 05 75 5 173 10 g 44 51
I JE I PR RS N, 3X 51 CCL2 FHATART Y6 7 1t HU A4 78 18] J53 2H 3R I 375 2 [A] i AR P47
I, FE Tk BTN R dE, CCL2 iG] 8 20 10 708 FvHE S CCL2 If
TR WAL AEXT ATVRIE AR A YF CCL2 WA R RIS (k) BRsis BIF47, 5 1
FEL) 2 /N . fE—S8 150N, I3 CCL2 /KPRl ik #] 1000pg/ml ( ~ 75pM) , 4= 5 JZ ik B8 &%
EEHRE R L. B3 HRH 7B MEAAL CCL2 T4 B Ax i 28, T 1 F AT 3nM 2141
CCL2 F HE Z 5e 4 s H 2 T/ E M P T R &

(02411 i kv S 0 R v B P ARl o &5 6 I 2% PR 1 CCL2 I HL7E L 3108 95 2H 42 R T Ik
&Y, SRR TIETRIR S . XU M mAb R VFIRATTH “ B B 7 Ht OCL2 B ¥ mAb [ 4a1E
BRH LT DL G CCL2 454, XRER AL T CCL2 MIZH LU R tEst ) (B 4) o FRATTA]
PAA CCL2 W iT2R A1 77, A HAN 5 Iy CCL2 &5 G H 2 45 5 4143 CCL2. hAh, FATiem L i
B & LA 60pM SE AT ) 564 CCR2. ALk, X Fh 5 v e R BRAT AR e ) 5 ¢ CCL2 AH X (1)
R CCL2, T UM 57995 I i R TT

[0242] P 5 HEETF LU RSN TRE ARG RS A E O EBEN Ay D4R 4t
LOXL2 B HA 1pM B AEMR kd ;P CCL2 & B A LRI T 500pM A1 1nM Z [8] 1) kd ;FF H4h &
LOXL2 FtJ mAb K Ak BY A

[0243]  SZjfsl 5 :llm IR T

[0244]  JEFZNWIRYT IO B, 75 (B FEAN RN HAG AN [B] B BE RO A B2 93 1 AR B 1k T 3R
3-7 FVEIR IIHT CCL2/LOXL2 XU SR FLAAR T-T1T S50 36 BB A B35 B 97 LR 47t 0CL2/
LOXL2 [ 22 4 i 52 1 T 2548 8h 712 .

[0245] NI PRRES 1 0932 H BALFE I e 78 4g e A it FH i 3T CCL2/LOXL2 ik 4
IR a . B H B HE PR 7E M AN it A 19t CCL2/LOXL2 FLk i 4 4
AFEFIE KPR ZARS) 15, 32 3 i 7 aX Pl RS VR4 07 SRt 2E .

[0246] 3% 3 : NIIEARIAEE 1

[0247]

R (1 |

[0248]
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X IR R L 1 X%
B AR EERE
Rt Ao & PHE. HEHE
FRAM: &K
KEBHH: PK
ERERE RN TE 2
&4 n=4

B 16 &2 RAE
K0t K (FPT 2] LPV) | 0.5 %

TR Z5~6 JE

~15 A3z PK
X< 1 g —F4
[0249] NI PRiAES 2 19 3 2 H BB 36 I € 78 B A 68 B2 5 30PRE IR 1A 44 ot FH i) Bt
CCL2/LOXL2 HiiA iy 4 ARl /K- 24ttt . REH AR (1) W5E £ B A 6 5 p 5 A
R Bt B BT CCL2/LOXL2 Hidd i) 4 MAS[EFIE K248 J1%, (2) @it R S:
B Ik A vl i (R Rk SR N s B A e s B SUPRE R B N6k Bt CCL2/LOXL2 Fufa i) 4 4
ARG R B 2588080 715 (PD) WM& (3) 1IEWHE L X R 1 Rodnan fZ k187> (mRSS) Fr
D&, I 5 B AT A R 395 5 SRR AN CCL2/LOXL2 HiAA i) 4 ANAS R 75 B /K - i i R J
Fio 34 o T IR MG RS ) TE A T B

[0250] & 4 : NlfpRitEs 2

[0251]

P8 1/2 #5

REV SR 4 1 X

e FH( A AFF i RILF(RPYER KM AR<2 F)iRiE A
SSc

mRSS>15

Rt AL & %R =g

IUF 4R 5t R

BTSN 64N/

4 A=K

FRHEM: 24K

KEHH: PK

PD R (EZE B EAREIREAL- LK. 4. 6/M1)
% Jk RS (mRSS)

TRARE 4 A=A

&M =10 (8 L4 T HFMLH L2 L% T /)

[0252]

Bk 40 & XA
K3 et K (FPI % LPV) | 1.5 %
AR 1 A5 AR A

(02531 Al /AR atSe: 3 /) E 2 H A6 45 a0l 2 R # Rodnan k457> (mRSS) Bl &,
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D5 7 B A A 7 95 7 AR bR ) A 4 A e FH I CCL2/LOXL2 Hifs () B AN 77 & 7K~ B D 3K
RE MY (1) s g R vrah &R - DhsefaS a2 (HAQ -DI) Frill =, I 75 B A7 fif
S 975 5 JURE R B9 AN A e FH 0470 CCL2/LOXL2 4k i BN B K T I sh R K (2) 1E it
A% BRI VRN B BT &, W e LE BT A R B R ) A4 bt A i HT CCL2/LOXL2 it
RPERAFIR AR IR, 3R 5 Homth 7 X Pl R I 7R 4 7 SR 2E .

[0254] & 5 : Nlf/RikEs 3

[0255]
Br& 24
Rk 1k
EE K FH( A AF F 3 KILF(RP)E AR A AF A R<2 )7k
%A SSc
mRSS>15
R ik i Ao 4 1 AN AP

IEH R 2 BT

BT HE N 6 AN A

NTFFRET R

£ H6: mRSS
KEBH: HAQDI, BE4HFHIFE
TIRERE 2:1 AL

Bk 120 &2 RKE

R I K (FPI 8] LPV) | 1.5 %

EX =2 1 W %3k 20 A2k &

[0256]  AIfPRIRES: 4 092 B M AHE IE g H g & (Fve) prill&, W A 5
P 25 B8 7k 32 2R A 1z s P it 308 9 FX) 4 o i FH ()T CCL2/LOXL2 A4 B A 71) B /K P AH T
T ORI BN Th . RE B EFE (1) 1IEiEst HAQ - DI Frill &, e 7E B A R R
BT IE 2R A 17 5 AR e 50 5 99 %) A4 it FH R 40 CCL2/LOXL2 HiAs (1) AN 551 B 7K P A -
MR B ) T 2%, (2) R4 i mRSS Frilll & , I 5E 75 A 5 R 284 Bk 18 Y A Rz g A it 55
P59 FR A A2 Hh i FH 4T CCL2/LOXL2 Hi 448 B BEAN 77 5 7K - AHOGE T 11 IR ATl 19t e 1) T 30, %
(3) IEfmid I il — AR E R (DLCO) Frilll &, I 78 B AT JR PR B sl o/ 18 24 Al R 9 A0 it 18
P9 FE AN A it B B9t CCL2/LOXL2 FoAzk iy B AN 5 /K 1 AT IR PR It e ) Bh k. 3%
6 Hon T IR R RS B R4 T RN

[0257] % 6 : NI 4

[0258]
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Vg2 d 2 35

RIS K EK 1%

Bk BN By PR A R FR% A SSc Ao il 2k 5 -
i@ id HRCT M 2 69 &5 548 K
8 JE RP 2K & A k<7 5
FAM FVC<85%>45%

KIp R i Ao B 1 ANF & KR

U A IR P74

st F s SoC( IR FR AR Bk 1)
BT HFS R 12 /N A
INFERRE T R

FE2H: FVC

X% HB&: DLCO., HAQDI. mRSS
TIREHE 2:1 FALiL

B 120 2 %R E

KA K (FP1Z LPV) | 1.5 %

B 6 NHA RSk 10 MRk &
[0259]  AIGPRERES 5 09 HBEFE (1) IEan@Ed H g & (FVC) Bl =, e /£ B A i
B0 L HRE RN/ B3 PR 28 B/ 32 2L s R AR it 8 2 9 1) A 4 A i FH BT CCL2/LOXL2 it
A4 B AN T B 7K AEDO T IR B i i T 2%, (2) 1R gnadad HAQ - DI prill &, Wl e £ B
T 52 93 FLSUPRE IR AN/ B3Ry PR Y B Rk 38 ) s iz s AR i 50 5 Js 1D 44 v i FH 9 4T CCL2/LOXL2
PR AN B A AR T D IR B e i 2h 2%, (3) IEfnid s mRSS prill &, W EfE R A
T B2 9 FLSUPRE IR AN/ B3Ry PR 2 B /R 38 L s iz s AR i 50 5 J 1T 44 v i FH Y 40 CCL2/LOXL2
PUAA R B AN 5 B 7K P AH O T AR I i 1 Th 28, fe (4) AR dnsd@ ek DLCO Frilll &, Wl 72 7E
HAG R 7 95 L PRE IR AN/ B3 PR 2R ml R 32 PR R 1z 9 AR it 3508 95 95 1) A4k i FE A Pt CCL2/
LOXL2 Hi44 (9 5N 71 B 7K1 A T IR 1% Jre 1 B 285

[0260] 3% 7 : NIIEIRIREE 5

[0261]

M £ 3

SEVE S 4 &1k

KB RAA R | AR ERF, AR5 2 B4 RAEFH dSSc & SSc M
FHRE—F R FF L5 SoC WFE—LE
52 P AR 64 5

TIRARE & 120 & &#

X 3% i K (FPI 2] | 2.0 %

LPV) 0.5 % 1 %48 % 4

T BT HS R 12 N A

[0262]  iiit FHHL CCL2/LOXL2 Hiikva 7 B2 Bt Al B g 5 B () 28 3 2 e Hh IR i@

I mRSS A1 HAQ -DT Frilll & 1) B e IR k3 » ik T CCL2/LOXL2 HiikyGyr i B A & PR Y

YRI5 FR A R 7 0 S 1Y) BB 2 s HY IE A i mRSS HAQ - DT A1 FVC & () BH S22

RE . Wit IE i@ S mRSS. HAQ - DI A1 FVC Frilll &, $t CCL2/LOXL2 A /e B A il 5 F.
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SRR B BAT R PR AR 57k 18 A R o AR it 8 1) S8 VAR 9T v LA I e BE AT 2
[0263]  SLiitiffl 6 «fEMESEE 2 1A S LT 4L P 3t CCL2 ML LOXL2 41 &7 i i 1A Y D 2K
[0264]  IXANSEHEAGI IR T AERE K A PARE AL v F BLRR S PR T CCL2 AT LOXL2 HifA it 4
BIRYT G I RE X 28 RE A AR SR AL I So . R AT E AR 44 BR SRR R B T CCL2 BT
LOXL2 FUiA ) B — 7 i ML &7 (T CCL2 AT LOXL2 ifk =3 ) MIPEAT . f3 I8 1k 1 3
BFE 14~ K P ERBIE R I LR A4 4 A N 29 h 3 45 K. W R R, [
LR () 2E A 7V R SR ANt 2 A A Fe st 8 38 AR

[0265] i S bt , Al FH 3R K 14— RIEEA K SSc— B RANI &8 £ 4 AL B AL I 254 (1 2
Mo 24 (n=5:8-10 ) HEPE C57BL/6 /N HIBIER I ik THKER (90U/Ke)
B PBS (n = 3 /IR ) 7 K, 7R3 14 RWGR BRAMIAS . MIRHR A 2RI iR, 28k T 35
R 1/ R4 M8 i T CCL2 (77 & 2mg/Kg/2 X/ J& ) <Pt LOXL2 ( 75 15meg/Kg/2X/ i ) 8%
TgG- %M (FIE 17mg/Kg/2X/ i ) HFE AWK, EE 14 Ko % 8 ol T hbFd.

[0266] %8
[0267]
At 3E 4 14K
PBS X4 PBS e 4 &%
IgG K% 5%, 1gG/IP2x/ AW HES ER
4% CCL2 HHEEE. L CCLUIPRX/ A MBS ER
# LOXL2 AR EE. L LOXL2/IP2x/ A thth = 5 &R
b At EEE . CCL2 Foit LOXL2/IP2x/ B 69 %3 % %

[0268]  JJHREAF4Efb )2k R &=

[0269] gl 7F B Bz A AEAL I 25 D, 1@ IS TR AKE — AL (HRE) RSBy, Jd it &
HRIK=1f 4tk (Masson” s trichrome staining) Z0#T . BAN, FElmR FiEAL 55 B
13 HAEF 0lympus DP70 AHHLAT OLYMPUS® Micro Suite Basic #fFidid k5 T4
RN A NAF R 3R e - B A AL B — Je SR Ak 2 1a) ) e K BE 2
SR & B2 R JERE o FHAS R 2 R AT 2R U] o

[0270] iRt 2Efb ) 2 R =

(02711 DRl 72 A 4E Ak R B 25 P DI R, 43 BT 2L 2R 2 R PR SRk o RN ) s 38 76 A /1
AR A e, A A HA HRE . 2R IR = A A AR 2 IR -1 ot 2RKEEEE
R T 4 Aschroft 1343 (Asheroft 5%,1988, J. Clin. Pathol. 41:467-470) . fE&ETK
BB AN R 0 B 4 KRR -1 e HEVEFr . 8RN Aschroft
KRB -1 159 1P E A E & 45 57

(02721  Giil4r T

[0273] it #L[KZ ANOVA Fll Bonferroni % 8 U fE 4656 70 BT 3L (R 3R 1A PU AR Ao o8 e
(R ZH 2R 5 T RGBS 45 o I 24 T RIS 0 S AL EL I . T2 40 M 4 FRAIG T~ 10 %6 B AR
HEAS IR K ILZE (FDR) , # A FEAE & 5 0 R Al b A . PAE/N T ST 0. 05 MUNTESR T LR 3%
[0274] &5
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[0275]  JZJkReA4Efb

[0276] ML ANTUEZIE R FIINEFFARLE /DN R A BRI 52 R 4F . PBS AbFRA H 1 — HU/NRAE
18 /NI JEAET, X AT BEVA R T BRI . 1] 6 7t 1 7ERRAN A B A oW 52 38 1) 5 k35 1 T 4
too B 7 7t T O REAS A BEZE I B ) R R A AR R

[0277] 40P 6 B, A 48 PBS AL ER 1)/ UK J R kit . MR, 5 T HISEE R IFHE
TgG () Bl CCL2 A3 B /N BR 38 J J R it , AN P R 2 iz TSR B R - HE it
LOXL2 AbH () /N B R B e i« AR S AR FRZE b, 35 /N BROR B 977

[0278]  WIEE 7 o, X (1g6) MHELAE R — R G971 (i CCL2. Pt LOX2. % )
F kIR RE 2 s 2ddmdi] . K 9 ol T RN H BSR4

[0279] 9
[0280]
FIHiE TR
M )
AL R
PBS 1.07
IgG 1.64
. CLLY 1.30
# LOXL2 1.34
Gk 1.21 (p<0.001)

[0281]  JifiFlef 41k

[0282]  fiiF Ashcroft ¥4 (Wi EATIR & 8) A AL MIFr. Bikarait 5 Mt
PRI A SR Y Asheroft 54r (£ 8) . 3 10 HF|H T HENEFRZ Asheroft 1547 115
Ko 0T AT AL ERZE T 4 A ANOVA 4347, AN & b #R 4 (P ) 5 XTHR (16 5p<0. 01) #H
FEL7ESG it LK. ELET R (IgG) AT CCL2 ZH 224 T A I AS 238, 1T X BE 541 LOXL2 Ab
HIHAHEE Bos A (p = 0.07) o XRS5 4G B AHAH LEFFAIK (p<0.01) o

[0283] K 10
[0284]
A rgin F34 Aschroft /5%
PBS 1.5
IgG 5.76
# CCL2 4.87
# LOX1.2 3.38
ke 2.64 (p<0.01)

[0285]  FHZIRHEE —1 Flidf e ta

[0286] X T-HFAN Ab 3 4H 17T 5 0 il B 4L 2R i R AT MR A R VS AL T R b B K R IR
1 (Argl) M4t (B 9) o K NFel U E RS AR AR AL T CD163 GL i 7E fifi 48
J&E 7 H R AN I B R A TS AL, IXAE CCL2 SRBA/N R JLT-VH R . R, R R O nadh A i 1)
A0 MR N B VA AR T R R AR 2 14 RORAE, Pt DLBEAT 0 >k B T3 5 P A sk R
IR ARG P CD163 FRIE I /b R 8r T 13RS 2 5 il 1 7Et 4 CD163 "1 iR
TR
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[0287] HEEA 7R R/NRIEKE D 4 M)A PSR R -1 £k, £ 11 T3
T RN B P II R E RS -1 18 . FERIREE -1 Y5 Aschroft 14350 AHK (
10) . 11 Rl T &=k g n i A2 S AR T . B 12 F1 13 /- T 2R R R
fiff 1 (Argl) Getb it 4 206 S L2300 o

[0288] £ 10
[0289]
LUE AN ¥ Argl 54
PBS 0
1gG 2.82
dn CCL2 3.32
#u LOXL2 3.05
E 2.01 (p=0.06)

[0290]  GUIXANSEHERIH AT, TG AT CCL2 ALER AL R i BT /N R & B vtz . SR, 9t
LOXL2 AbERZA M 5 HU/NRR AL 2 H & R jkitdz . A BRI, 85241 CCL2 APt LOXL2 Hiik iy
AL B AR SR R IR 2R A R B 7R AT (S LKL 6) o J7 2245081 (ANOVA) fffiA kY
FH— b B (B AOHT CCL2 BEHT LOXL2) FIZH & ALFE (T CCL2 FIdt LOXL2 —it2 ) 15 &
JRJE R 198N S TG AABRAAHEL B2 (S 0LE 7)o R, @i 3t CCL2 Fidt LOXL2 Hifd )
A ITIEIRIT A A0 75 22 1 3E 55 3 AL HE 1) /N BR PP A 200 1 B ki B TE 1%, 3 B 3%
WD T R R E
[0291] 33k — 25 Hb, ANOVA & A iA B 1t CCL2 AT LOXL2 HiiA M 4H A7k 16 Ab ¥ 40
(Aschroft 34 %) 6) AH LU 2 35 1 FRAIK 1 Il B 20 2K it I AR 4L FEE (Aschroft 19434
212) (Z WL 8) . HHL CCL2 FIHT LOXL2 HUik IZH &7 AR A 4 AN b BEZH i il fe o
AR E A IS LK (Argl Jefi, LK 9) .
[0292]  EFIRUG, IX B UE B R SR 8 R 14— K RS o A B ) BT CCL2 37T LOXL2
BB VRYT SR B JRRT / B ER AR 4E A AR, 24 APt LOXL2 Hifhakdt CCL2 AT LOXL2 Hifk
(R ZHL A VT B E B JHR A0 s 08 W ¢ 1) i 5 SR« PRI, 70 CCL2 ANt LOXL2 i fAk vT 4H & it FH
DL Ra T A/ B A 4E A B SC R A (9, A B2 5 ) e B AR ) — Fofr 22 ol
[0293] &7 FANYE H
[0294] ARG F AN GRS FHANER H ML S B TR 2, BRER IS T 8 ASCHEIR AR
)RR 8 ST R 2 S 0T &R . AR B BE B IR B AE R T LA U6 45, 1 A2 4 By B
BRI EE SR BT I3
[0295]  FERCHIE K, BrAEF HAH BB 55 4 B ST 55 L, 75 00 5 4] g« — 7.« —
(/N7 F“prg (i) 7 arEde—AE—/ N0 k. TR, i, 528 “ —Fhbiik” B 2 Fhotk
Kyl ¢ H IR 2Pk 20 ff 35 52 B0 A BOR N G LA — Pl 2 M i, 5555 R
AEFE A R B AN N SO 5 I, B AE— I — AN B AN 2 TR HE B IR
BUOREUIR, FEAZ A — A — AN PL BB R AR T4 8 e L2 e s A5 4
SE T EL T2 ARG, BN 2 o AR BB R VI A — AN ROR AR H TR
FEVIEL T2 B 5 A S 4 e PR ER L 2R DR I St s 5 . AR IR ELRE ARz i — AN A L
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BT BORAEAE S T45 P el L 2R 8 5 A 5 25 5 = el T 2AH S St 7 2. kAt
7 3 A AR i B IR 2 G Rk BT BT A BRI 2 SR R I — T ER 2 T ) — N B A PR B R
MA]HER EARIESE 5N 3 — BRI EE SR A ) pr AR Y Al A AHES . ol an, A& T 5 — AR
BLSR AT AT BRI L3R 35 W A& 2R B0 48 72 M T AH [7) 35 AR 22 3R AT A e BUR) sk
RILE)—AELZ ARG o teAh, U ZER AR —FhZH A0S, BRAE 575 40 H B AR A S
R AR N 53R T 5 DL P AR P I BRAS — B, 75 S A SRR B iR S T A
SAFFAE— B W8 771, H HAFERLE A LA T B 45 7732 8O s b 2 0 i Hee 07 v
[RIAT—Foi il 2% BT i 25 0 7 v

[0296]  YEEE L 5F, Hlan L L FETE R Markush group) R I, NI EB AT T
FriR B R I8, JF B o] UNFTR BEA AP L BT R . NERAR, @5, 7R K B EA
R BT 7 TR FR O A0 o 2 3R R A S5 I, 4 R B BRCAR i B 11%) 77 T P 4 A S5 e 7 € P B
FEAR b ISR VR SE AL R 9100, D T TR B LA AR SR S v e A L A [ s TS e s
7% MR HRAE “BE” B NI HE VPR & M N2 R 8P 3R .

[0297] &5 YO RIS, Kg iy R EOHEAE N o b AR, REER AR R AR 53 A48 HH AR Sidak A ) B i 4R
NIRRT ST 55 WL FF HERf#, 75 W) 227 9 Bl A48 AT DALE A J B I A [ S it 07 8
HH SR FH I S ) P AL A e e A B Y L B AR R SO SRR E 75 IA B Bk Y
TRy 2

[0298]  Jy4b, MEERARVE NIUA F A0 B A 0 A 2 B R AR ART R 5 S8t 7 58 T B Ay b ABSCR
BURIE— I 2 BUHERR . RO M 28 St 77 S A0 A s 1 a4 R N B3 20, Pt A
BRI 8 A SC A B i o R o R P LUK L HERR . AR B A AT A R e SE i 7 2 (i,
AEAT HCV &R Y / NEAY ATART HCV HUAR ATATRAL AL 23 AN AT A 077 AT AT IR
SRS ) WL TR IR A, ol 2 1 S HRAAER ¢, # n] AT ] — IT Bk 2 T
B ZE R HERR

[0299] DAl RN IE SCIE S AT iR IA 1 H BRSBTS B AT THE A g 328 H 2 i 19 JF 8 25115
PRt AFFREA AT N B AR AN R BN T8 /i A H 1 B AUE T 1R AT

[0300] L& SLjiti 7 &

(03011  AR4FiIER Hh 5 RN 510K 5 F R R B R P AR R A R W 1 3 e 1 S e
75 WA T ACHE SR A Bl , FEANT B8 AR W RS A 509 BB A A3 1wl X IR e A2l
RV R I
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