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(57) Abstract: The present invention provides, among other things, improved anti-CCL2 antibodies characterized with high affinity,
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and/or inflammatory diseases, disorders and conditions. In some embodiments, the present invention provides methods and composi-
tions for treatment of scleroderma and related fibrotic and/or inflammatory diseases, disorders and conditions based on an anti-CCL2
antibody having an affinity of 10"* M or greater.
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ANTI-CCL2 ANTIBODIES 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. 61/650,149, filed May 22, 2012, 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 ASCILtxt file named “2006685-0330 Sequences ST25” on May 22, 2013.
The .txt file was generated on May 14, 2013 and is 2 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 cutancous scleroderma have a
relatively better long term prognosis than patients with diffuse cutaneous scleroderma.
Widespread systemic scleroderma can damage the 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
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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 improved methods and compositions for effective
treatment of scleroderma, in particular, based on improved antibodies or binding proteins that
can specifically bind to C-C chemokine ligand-2 (“CCL2”) with high affinity, potency, and/or
epitope diversity to achieve robust biodistribution and/or tissue-specificity. 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 et 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 et al., J Dermatol Sci. 2001 Jun; 26(2):133-9; Denton ct
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 ineffective targeting of CCL2 in
diseased tissues. To solve this problem, the present inventors contemplate the use of anti-CCL2
antibodies with high affinity administered in an amount sufficient to overcome the high levels of
serum CCL2 leading to effective targeting of CCL2 in desired diseased tissues. In particular, the
inventors contemplate “best in class” anti-CCL2 monoclonal antibody characterized with high
binding affinity, tissue selectivity, epitope specificity and/or long half-life. Such inventive
antibodies, once administered iz vivo, result in desired biodistribution and bioavailability such
that they binds and blocks CCL2 signaling in target tissues reducing infiltration, inflammation
and fibrosis, among other symptoms or features of scleroderma.
[0007] Thus, in one aspect, the present invention provides methods of treating scleroderma
comprising administering to an individual who is suffering from or susceptible to scleroderma
an effective amount of anti-CCL2 antibody, or fragment thereof, such that at least one symptom
or feature of scleroderma in a target tissue is reduced in intensity, severity, or frequency, or has

delayed onset.
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[0008] In some embodiments, the at least one symptom or feature of scleroderma is selected
from 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.

[0009] 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.

[0010] 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 cutaneous scleroderma.

[0011] In some embodiments, the anti-CCL2 antibody, or fragment thereof, 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.

[0012] In some embodiments, the anti-CCL2 antibody, or fragment thereof, is administered
orally.
[0013] In some embodiments, anti-CCL2 antibody, or fragment thereof, is administered

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

[0014] In another aspect, the present invention provides use of an anti-CCL2 antibody, or
fragment thereof, 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 anti-CCL2 antibody, or fragment
thereof, such that at least one symptom or feature of scleroderma in a target tissue is reduced in
intensity, severity, or frequency, or has delayed onset.

[0015] In some embodiments, the present invention provides use of an anti-CCL2 antibody,
or fragment thereof in the manufacture of a medicament for treating scleroderma as described
herein, wherein the anti-CCL2 antibody, or fragment thereof, is characterized by binding affinity
of stronger and/or greater than 10"'>M (e.g., greater than 0.5 X 10> M, 10° M, 0.5 X 10 M,
10MM, 0.5 X 10 M, or 10> M).

[0016] In some embodiments, an anti-CCL2 antibody, or fragment thercof, according to the
invention is selected from the group consisting of intact IgG, F(ab’),, F(ab),, Fab’, Fab, scFvs,

diabodies, triabodies and tetrabodies.
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[0017] In some embodiments, the anti-CCL2 antibody, or fragment thereof, is a monoclonal
antibody, optionally the anti-CCL2 antibody, or fragment thereof is a humanized monoclonal
antibody, optionally the anti-CCL2 antibody, or fragment thereof is a human antibody.

[0018] 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, having a binding affinity of stronger and/or greater
than 10> M (e.g., greater than 0.5 X 10 M, 10 M, 0.5 X 10 M, 10'*M, 0.5 X 10" M, or
107> M.

[0019] In some embodiments, the anti-CCL2 antibody, or fragment thereof, is administered
at a therapeutically effective dose and an administration interval such that the anti-CCL2
antibody, or fragment thercof, is distributed to one or more target tissues 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 anti-CCL2
antibody, or fragment thereof, is administered at a therapeutically effective dose and an
administration interval such that the anti-CCL2 antibody, or fragment thereof, is distributed to
lung and/or heart.

[0020] In some embodiments, the administration interval is selected from bimonthly,
monthly, triweekly, biweekly, weekly, daily, or at variable intervals.

[0021] In yet 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, at a therapeutically effective dose and
an administration interval such that the anti-CCL2 antibody, or fragment thereof, is distributed
to lung and/or heart. In some embodiments, the anti-CCL2 antibody, or fragment thereof, is
further distributed to skin, kidney, and/or liver.

[0022] In still another aspect, the present invention provides methods as disclosed in
various embodiments above, wherein the anti-CCL2 antibody, or fragment thercof, is selected
from the group consisting of intact IgG, F(ab’),, F(ab),, Fab’, Fab, scFvs, diabodies, triabodies
and tetrabodies.

[0023] In some embodiments, the anti-CCL2 antibody, or fragment thereof, is a monoclonal
antibody. In some embodiments, the anti-CCL2 antibody, or fragment thereof, is a humanized
monoclonal antibody. In some embodiments, the anti-CCL2 antibody, or fragment thereof, is a
human antibody.

[0024] Among other things, the present invention provides anti-CCL2 antibodies with high

affinity. In some embodiments, the present invention provides an anti-CCL2 antibody, or
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fragment thereof, having a binding affinity of stronger and/or greater than 10> M (e.g., greater
than 0.5 X 102 M, 10 M, 0.5 X 10 M, 10 M, 0.5 X 10 M, or 10°° M).

[0025] In some embodiments, an anti-CCL2 antibody, or fragment thercof, according to the
invention is selected from the group consisting of intact IgG, F(ab’),, F(ab),, Fab’, Fab, scFvs,

diabodies, triabodies and tetrabodies.

[0026] In some embodiments, the anti-CCL2 antibody, or fragment thereof, is a monoclonal
antibody.
[0027] In some embodiments, the anti-CCL2 antibody, or fragment thercof, is a humanized

monoclonal antibody.

[0028] In some embodiments, the anti-CCL2 antibody, or fragment thercof, is a human
antibody.
[0029] In another aspect, the present invention provides an anti-CCL2 antibody, or

fragment thereof, as described herein for use in a method of treating scleroderma comprising a
step of administering the anti-CCL2 antibody, or fragment thereof, to a subject, wherein the anti-
CCL2 antibody, or fragment thereof, is characterized by a binding affinity of stronger and/or
greater than 10 M (e.g., greater than 0.5 X 102M, 107 M, 0.5 X 10 M, 10M, 0.5 X 10
M, or 107 M).

[0030] In some embodiments, an anti-CCL2 antibody, or fragment thercof, according to the
invention is selected from the group consisting of intact IgG, F(ab’),, F(ab),, Fab’, Fab, scFvs,
diabodies, triabodies and tetrabodies.

[0031] In some embodiments, the anti-CCL2 antibody, or fragment thereof, is a monoclonal
antibody, optionally the anti-CCL2 antibody, or fragment thereof is a humanized monoclonal
antibody, optionally the anti-CCL2 antibody, or fragment thereof is a human antibody.

[0032] In yet another aspect, the present invention provides various compositions and kits
containing an anti-CCL2 antibody described herein.

[0033] 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 DRAWINGS

[0034] The drawings are for illustration purposes only not for limitation.
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[0035] Figure 1 illustrates an exemplary diagram depicting the Modified Rodnan Skin
Score. Locations on the body where skin fibrosis is assessed are indicated.

[0036] Figure 2 depicts an exemplary graph plotting serum and tissue concentration of
CCL2 following equilibration.

[0037] Figure 3 illustrates an exemplary diagram depicting CCL2 targeting in plasma and

in diseased tissue.

DEFINITIONS
[0038] 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.
[0039] 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.
[0040] 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 Vi 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).
[0041] 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
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(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” (V1) and “variable heavy chain” (Vi) 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 region to
produce F(ab)’,, a dimer of Fab which itself is a light chain joined to Vy-CH; by a disulfide
bond. The F(ab)’, may be reduced under mild conditions to break the disulfide linkage in the
hinge region thereby converting the (Fab’), 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 Vy::Vy heterodimer which may be expressed from a nucleic acid including
Vu- and Vi-encoding sequences either 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.

[0042] 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%,
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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).

[0043] 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 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 Vi::Vy, heterodimer which may be expressed from a nucleic acid including
Vu- and Vi-encoding sequences either joined directly or joined by a peptide-encoding linker.
(See, e.g., Huston, ef 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.

[0044] 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 CDR 1, 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
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have been defined differently depending on the system, of which several are known in the art
(e.g., Kabat, Chothia, etc.).

[0045] 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.
[0046] 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 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.

[0047] 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.
[0048] 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.

[0049] 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
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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.

[0050] 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 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.

[0051] 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 elements 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 in vitro or by somatic
mutation in vivo), for example in one or more CDRs and in particular CDR3.

[0052] 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 Vi, 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'),, 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

10
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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
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 CH,4 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 Vi and Vi regions.

[0053] 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).

[0054] 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 delivery systems comprising two or more
separate containers that each contains a subportion of the total kit components. The containers
may be delivered to the intended recipient together or separately. For example, a first container
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 contains 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.

11



WO 2013/177264 PCT/US2013/042196

[0055] 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.”

[0056] 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.

[0057] Nucleic Acid Molecule: The terms “nucleic acid molecule” and “polynucleotide” are
used herein interchangeably. They refer to a deoxyribonucleotide or ribonucleotide polymer in
cither 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.

[0058] 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 moicties 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.

[0059] 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, e.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

12



WO 2013/177264 PCT/US2013/042196

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

[0060] 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.

[0061] 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.

[0062] 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 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.

[0063] Treatment: As used herein, the term “treatment” (also “treat” or “treating”) refers to
any administration of a therapeutic protein (e.g., administration of an anti-CCL2 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 early signs of the disease, disorder, and/or condition. Alternatively or additionally, such
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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
[0064] The present invention provides, among other things, improved anti-CCL2 antibodies
characterized with high affinity, potency, tissue selectivity and/or epitope specificity, 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 provides
methods and compositions for treatment of scleroderma and related fibrotic and/or inflammatory
diseases, disorders and conditions based on an anti-CCL2 antibody having an affinity of 107> M
or greater.
[0065] The present invention is, in part, based on the unique insights observed by the
present inventors, that is, high affinity anti-CCL2 antibodies, particularly when administered in
high doses, allow effective inhibition of CCL2 in affected tissues despite high levels of CCL2 in
plasma. Embodiments of the invention include anti-CCL2 antibodies having an affinity of 10
M or greater. Antibodies of such high affinity are particularly advantageous. Because of high
circulating levels of CCL2 in plasma of patients with scleroderma, a large fraction of any anti-
CCL2 antibody administered is likely to be sequestered by circulating CCL2. Without wishing
to be bound by theory, a high affinity anti-CCL2 antibody can effectively neutralize CCL2 in
affected tissue, in addition to neutralizing circulating CCL2, partly due to its ability to
effectively compete off the receptor, CCR2, which has a binding affinity of 60 pM to CCL2.
Thus, a high affinity anti-CCL2 antibody (e.g., an anti-CCL2 antibody with a binding affinity
stranger than 60 pM) can effectively sequester CCL2 in discased tissue preventing the binding
between CCL2 and its receptor CCR2. As a result, less amount of high affinity anti-CCL2
antibody in diseased tissue may be required to achieve desired therapeutic effects.
[0066] 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

[0067] 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
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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.

[0068] 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 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.

[0069] 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 cascade worsens, 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

[0070] 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.

[0071] 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 many of the associated hallmark symptoms of scleroderma. As

fibrosis increases, permeability decreases. As a result, it becomes more difficult for antibodies
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to penetrate diseased tissues. Therefore, the affinity of anti-CCL2 antibodies becomes
particularly important to keep antibodies localized.

[0072] 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, 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.

[0073] 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.

[0074] 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.

[0075] 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, anti-topoisomerase antibody testing, anti-centromere
antibody testing, anti-U3 antibody testing, anti-RNA antibody testing, other types of antibody

testing, erythrocyte sedimentation rate, and rheumatoid factor.

Anti-CCL2 Antibodies
[0076] The present invention provides methods and compositions for treating scleroderma,
and related fibrotic and/or inflammatory diseases, disorders and conditions, based on

administration of anti-CCL2 antibodies, in particular, high affinity anti-CCL2 antibodies.
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CcCcL2
[0077] 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 CDS§
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.).
[0078] 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 containg

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)
[0079] 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, 1lama, 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%,
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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 CCL2 also retains substantial
activity of human CCL2. “Percent (%) amino acid sequence identity” with respect to the CCL2
sequence 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 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 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 ez 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.

[0080] Any of the above described CCL2 proteins can be used to generate and identify
mono-specific antibodies that specifically bind to CCL2. See the Anti-CCL2 Antibodies section

below.

Anti-CCL2 Antibodies
[0081] CCL2 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
antibodies include any antibodies or fragments of antibodies that bind specifically to any
epitopes of CCL2. 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 thercof. 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,
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conjugated antibodies (i.e., antibodies conjugated or fused to other proteins, radiolabels,
cytotoxins), Small Modular ImmunoPharmaceuticals (“SMIPs™), and antibody fragments.
[0082] 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 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.

[0083] Anti-CCL2 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 ef 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).

[0084] 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 antibodics 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
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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 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.).

[0085] 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 VA gene families. Following amplification, the Vk and
VA 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 Vy fragment.
The Vy and linker-Vy, fragments are amplified and assembled on the Jy 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, e.g., Jackson et al., Br. J. Cancer, 78: 181 188 (1998);
Osbourn et al., Immunotechnology, 2: 181 196 (1996).

[0086] 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:
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PRINCIPLES AND APPLICATIONS, Birch et al., (eds.), pages 137 185 (Wiley-Liss, Inc.
1995).

[0087] In some embodiments, antibodies suitable for the invention may include humanized
or human antibodies. Humanized forms of non-human antibodies are chimeric 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 (e.g, see
U.S. Pat. Nos. 4,816,567; 5,693,762; and 5,225,539), 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.).

[0088] Human antibodies can also be produced using various techniques, including phage
display libraries (Hoogenboom et al., Mol Immunol. (1991) 28(9):1027-37; Marks et al., 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
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observed, which closely resembles that seen in humans in all respects, including gene
rearrangement, assembly, and antibody repertoire (Fishwild ef 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 (N Y). 1992 July; 10(7):779-83). In some embodiments, human anti-
CCL2 antibodies are made by immunization of non-human animals engineered to make human
antibodies in response to antigen challenge; e.g., immunization with human CCL2 (e.g., see U.S.
Pat. Nos. 5,569,825; 6,150,584; and 6,596,541).

[0089] The use of high affinity anti-CCL2 antibodies to treat scleroderma is important. As
described above, the binding affinity between CCL2 and the CCR?2 receptor is high (i.e., 60
pM), and there is a high level of circulating CCL2 in plasma. Thus, majority of anti-CCL2
antibodies are likely to be sequestered in plasma once administered and only a small fraction
may be localized to diseased target tissues. Therefore, anti-CCL2 antibodies are unlikely to be
effective at competing CCL2 off of the receptor and inhibiting signaling in target tissue unless
they also have a high binding affinity for CCL2. Furthermore, as sclerodema progresses, fibrosis
increases and permeability of vasculature and access to target tissue decreases. The use of high
affinity anti-CCL2 antibodies ensures that the antibodies retained at the target tissues are still
capable of binding CCL2 and preventing interaction with its receptor.

[0090] Thus, in some embodiments, an anti-CCL2 antibody or fragment thereof suitable for
the present invention has a binding affinity of or greater than approximately 500 nM, 100 nM,
10 nM, 1 nM, 500 pM, 100 pM, 50 pM, 10 pM, 1 pM, 500 fM, 400 M, 300 fM, 200 fM, 100
™, 50 fM, 10 fM, 1 fM. In some embodiments, an anti-CCL2 antibody or fragment thereof
suitable for the present invention has a binding affinity ranging between approximately 500 nM
and 1 fM, between 500 nM and 10 fM, between 500 nM and 100 fM, between 500 nM and 1
pM, between 10 nM and 1 fM, between 10 nM and 100 fM, between 10 nM and 1 pM, between
1 nM and 1 fM, between 1 nM and 100 fM, between 1 nM and 500 fM, between 1 nM and 1
pM, between 1 nM and 10 pM, between 1 nM and 50 pM, between 1 nM and 100 pM, between
1 nM and 500 pM.
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Biodistribution and bioavailability

[0091] In various embodiments, once administered iz vivo, an anti-CCL2 antibody
according to the present invention may be delivered to various target tissues. Exemplary desired
target tissues include, but are not limited, skin, blood vessels, lung, heart, kidney,
gastrointestinal tract (including liver), esophagus, musculoskeletal system and combinations
thereof.

[0092] In various embodiments, once administered iz vivo, an anti-CCL2 antibody
according to the present invention may achieve therapeutically or clinically effective levels or
activities in various targets tissues described herein. As used herein, a therapeutically or
clinically effective level or activity is a level or activity sufficient to confer a therapeutic effect
in a target tissue. The therapeutic effect may be objective (i.c., measurable by some test or
marker) or subjective (i.e., subject gives an indication of or feels an effect). For example, a
therapeutically or clinically effective level or activity may be a protein level or activity that is
sufficient to ameliorate symptoms associated with scleroderma or related diseases, disorders or
conditions in the target tissue (e.g., CCL2 level). In some embodiments, an anti-CCL2 antibody
described herein delivered according to the present invention may reduce CCL2 levels by at
least 5%, 10%, 20%, 30%, 40%, 50%, 60%, 70%, 80%, 90%, 95% in the target tissue as
compared to an untreated control or the pre-treatment state.

[0093] In some embodiments, an anti-CCL2 antibody described herein delivered according
to the present invention may reduce the CCL2 serum level to less than about 1000 pg/ml, 900
pg/ml, 800 pg/ml, 700 pg/ml, 600 pg/ml, 500 pg/ml, 400 pg/ml, 300 pg/ml, 250 pg/ml, 200
pg/ml, 180 pg/ml, 160 pg/ml, 140 pg/ml, 120 pg/ml, 100 pg/ml, or less.

[0094] In general, once administered iz vivo, an anti-CCL2 antibody according to the
present invention have sufficiently long half time in serum and/or target tissues (e.g., skin, blood
vessels, lung, heart, kidney, gastrointestinal tract (including liver), esophagus, or
musculoskeletal system). In some embodiments, an anti-CCL2 antibody according to the
present invention may have a half-life of at least approximately 30 minutes, 45 minutes, 60
minutes, 90 minutes, 2 hours, 3 hours, 4 hours, 5 hours, 6 hours, 7 hours, 8 hours, 9 hours, 10
hours, 12 hours, 16 hours, 18 hours, 20 hours, 25 hours, 30 hours, 35 hours, 40 hours, up to 3
days, up to 7 days, up to 14 days, up to 21 days or up to a month. In some embodiments, an
anti-CCL2 antibody according to the present invention may retain detectable level or activity in
serum and/or target tissues after 12 hours, 24 hours, 30 hours, 36 hours, 42 hours, 48 hours, 54

hours, 60 hours, 66 hours, 72 hours, 78 hours, 84 hours, 90 hours, 96 hours, 102 hours, or a
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week following administration. Detectable level or activity may be determined using various
methods known in the art.

[0095] In certain embodiments, an anti-CCL2 antibody described herein achieves a
concentration of at least 20 pg/ml, at least 15 pg/ml, at least 10 ug/ml, at least 7.5 ug/ml, at least
S ug/ml, at least 2.5 ug/ml, at least 1.0 pg/ml or at least 0.5 pg/ml in the serum or targeted
tissues following administration (e.g., intravenous) to such subject (e.g., one week, 3 days, 48
hours, 36 hours, 24 hours, 18 hours, 12 hours, 8 hours, 6 hours, 4 hours, 3 hours, 2 hours, 1 hour,

30 minutes, or less following administration (e.g., i.v.) to the subject).

Treatment of Scleroderma and Related Diseases, Disorders or Conditions

[0096] Anti-CCL2 antibodies 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.
[0097] Various antibodies of the invention may be administered alone or in combination
with other antibodies or therapeutic agents. In some embodiments, antibodies 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, PUVA, relaxin, and cyclosporine and
anti-TGF treatments, and endothelin receptor antagonists.

[0098] In some embodiments, antibodies 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, ¢.g., The Pharmacological Basis of Therapeutics,
Goodman and Gilman, eds., Macmillan Publishing Co., New York. In general, effective
dosages are those which are large enough to produce the desired effect, e.g., neutralizing CCL2
and/or blocking the binding of CCL2 to its cognate receptor. 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
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of excretion, and the age, body weight, general health, sex, diet, and severity of the particular
discase-states of the host undergoing therapy.

[0099] Antibodies described herein can be administered in any dosing regimen that is
therapeutically effective. In some embodiments, anti-CCL2 antibodies are administered at
bimonthly, monthly, triweekly, biweekly, weekly, daily, or at variable intervals.

[00100] Antibodies 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.

Scleroderma
[00101]  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 cutaneous
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 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.
[00102] Insome 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
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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, inelasticity 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.

[00103] Insome 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 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, which is a characteristic of scleroderma.

[00104] Insome embodiments, treatment refers to partially or completely alleviation,
amelioration, relief, inhibition, delaying onset, reducing severity and/or incidence of fibrosis in
skin, kidney, gastrointestinal tract (including liver) , blood vessels, gastrointestinal tract,
musculoskeletal system, lung, and/or esophagus.

[00105] 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
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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 Figure 1 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 than 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.
[00106] 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-j,
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 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-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/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 than 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.

[00107] 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 than 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,
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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

[00108] In addition to Sclerodera, 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 diseases, disorders or conditions have disordered and/or exaggerated
deposition of extracellular matrix in 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.

[00109] NASH is usually a silent disease with few or no symptoms. Patients generally 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.

[00110]  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
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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

[00111] 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 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 mucocutancous 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

29



WO 2013/177264 PCT/US2013/042196

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 disease, IL-1 induced plasticity of hypothalamic neurons
and chronic stress hyperresponsiveness), ophtlialmopathies (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, 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 acrata, 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, cercbral palsy, septicemia, hypothyroidism, oxygen
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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.

Biomarkers or Indicators for Patient Stratification, Treatment Monitoring and/or
Optimization

[00112]  In some embodiments, methods and compositions based on anti-CCL2 antibodies
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 cutancous or diffuse cutaneous
scleroderma). 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-
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fold, 5-fold, 10-fold, 50-fold, 100-fold or more as measured by one or more methods, such as

method described herein.

Skin gene expression analysis

[00113]  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.

[00114] 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, CDC?2,
MCMS 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-lymphocytes and macrophages, which are similarly

expressed to the third group and include PTPRC, which is required for T-cell activation, as well
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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,
PARDG6G, PSEN1, PHOX2A, CENTG3, HCN4, KLF16, and GPR15G. 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 surrogator markers

[00115] 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, COL4, 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.

[00116] mRSS is used as one clinical marker of scleroderma. Typically, mRSS is assigned
as shown in Figure 1: 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..

[00117]  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
Health Assessment Questionnaire (HAQ - DI), Diffusing capacity of the lung for carbon
monoxide (DLCO), or Forced Vital Capacity (FVC).
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CCL2 levels
[00118] 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.
[00119]  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 HAQ - DI, DLCO, or FVC.

[00120]  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.

Pharmaceutical Compositions

[00121]  The present invention also provides compositions comprising one or more provided
antibodies. In some embodiments the present invention provides at least one antibody 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
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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.

[00122]  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).

[00123] 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.

[00124] 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 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 weeks, a
month, two months, or longer). In some embodiments, storage of antibody compositions for
longer than the specified time results in antibody degradation.

[00125]  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.

[00126] 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
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then, if necessary and/or desirable, shaping and/or packaging the product into a desired single-
or multi-dose unit.

[00127] 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.

[00128]  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.

[00129] 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, 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
Example 1. Preparation of High Affinity Anti-CCL2 Antibodies
[00130]  This example illustrates preparation of high affinity anti-CCL2 antibodies. As
described above, various methods are available to generate and select antibodies with desired
specificities and binding affinities.
[00131]  In this particular example, the anti-CCL2 antibody is composed of a complete
human antibody comprising two full-length antigen binding arms. Transgenic mice expressing

human antibody genes are initially immunized with purified human recombinant CCL2 in
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complete Freund's adjuvant via subcutaneous injection. Following the initial immunization,
cach of the mice receives an additional subcutaneous injection once a week for three weeks.
Splenocytes are harvested from mice with high antibody titres, as determined by ELISA, and
fused to a mouse myeloma cell line as follows. Single cell suspensions of splenocytes from
immunized mice are fused to one-fourth the number of non-secreting mouse myeloma cells with
50% PEG. Cells are plated at approximately 1x10°/well in flat bottom microtiter plates,
followed by a one week incubation. Individual wells are then screened by ELISA for human
anti-CCL2 monoclonal IgG antibodies. Once extensive hybridoma growth occurs, the antibody-
secreting hybridomas are replated, screened again and, if still positive for human IgG, anti-
CCL2 monoclonal antibodies are subcloned at least twice by limiting dilution.

[00132]  Alternatively, antibodies may be isolated directly from DNA encoding the Vi and
V1 domains of single antigen positive B cells from immunized transgenic mice (as described
above) employing flow cytometry. Briefly, the human CCL2 immunized transgenic mice is
terminated and splenocytes are harvested. Red blood cells are removed by lysis followed by
pelleting the harvested splenocytes. Resuspended splenocytes are first incubated with a cocktail
of human IgG, FITC-anti-mFc, and biotinylated human CCL2 for 1 hour. The stained cells are
washed twice with PBS, then stained with a cocktail of human and rat IgG, APC-anti-mIgM,
and SA-PE for one hour. The stained cells are washed once with PBS and then analyzed by flow
cytometry on a MOFLO™ XDP (Beckman Coulter, Inc.). Each IgG positive, IgM negative, and
antigen positive B cell is sorted and plated into a separate well on a 96-well plate. RT-PCR of
antibody genes from these B cells is performed according to a method described by Wang et al.
(2000, J. Immunol. Methods 244:217-225). The heavy chain and light chain PCR products are
cloned into vectors containing a human heavy chain constant region (e.g., IgG) and a human
light chain constant region (e.g., Ck), respectively. Purified recombinant plasmids having a
heavy chain variable region sequence and plasmids having a light chain variable region
sequence from the same B cell are then combined and transfected into a host cell line (e.g., a
CHO cell line).

[00133]  In addition to classic mouse immunization, other antibody screening methods based
on camelids or phage display can also be used. High affinity antibodies are selected using

standard receptor binding assays. Antibodies with affinity greater than 10"'*M are purified.
Example 2. Dose range testing

[00134]  This example illustrates a dose response study designed to evaluate effective dose

ranges of anti-CCL2 antibody for treatment of scleroderma.
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[00135] A bleomycin induced scleroderma mouse model is used in this example. Typically,
fibrosis is induced in mice by repeated subcutancous injection of bleomycin, polyinosinic-
polycytidylic acid and/or LPS into the dorsal skin. Specifically, osmotic pumps (7-day)
containing either bleomycin at concentration of 10-110 ug and up to 200 pg, LPS ata
concentration of 300 pg, polycytidylic acid at a concentration of 100 ug 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-p 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.

[00136] Dose(s) of an anti-CCL2 antibody or a control antibody of escalating concentrations

are administered into the mice via intraperitoneal injection.

Example 3. In vivo efficacy of anti-CCL2 antibody

[00137]  This example illustrates a study designed to evaluate the effect of treatment with
anti-CCL2 antibodies on inflammation and fibrosis in the bleomycin mouse model for
scleroderma.

[00138] 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 subcutaneously into B6 mice. Every two days, mice
will be treated via intraperitoneal injection with anti-CCL2 antibody at suitable concentrations,
as determined in example 2, or with a control antibody.

[00139]  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 TGF[} gene expression and gene expression levels of pro-inflammatory genes,
including but not limited to PAI1, COMP, COL1al, F4/80, IL-6, and TNFaq is measured using
commercially available primers (TagMan®) (TagMan). For histological analysis, skin fibrosis
is analyzed by microscopic examination of tissue sections stained with hematoxylin and cosin
(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.
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[00140] Tt is anticipated that treatment with anti-CCL2 antibody will reduce infiltration of
monocytes and macrophages, will reduce inflammatory gene expression (ex., IL-6, TNFa), and
will decrease TGFB-induced marker gene expression. This is expected to result in a general

decrease in fibrosis.

Example 4. Therapeutic modeling

[00141]  This example illustrates a model of CCL2 production and turnover in various tissues
and plasma to predict tissue target levels.

[00142]  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 have slightly increased average serum CCL2 levels. Patients
suffering from sclerosis typically have an average serum CCL2 level of about 250 pg/ml.
Patients suffering from limited cutancous systemic sclerosis typically have an average serum
CCL2 level of about 250 pg/ml. Patients suffering from diffuse cutaneous systemic sclerosis
typically have an average serum CCL2 level of about 380 pg/ml. Patients suffering from limited
cutancous systemic sclerosis typically have an average serum CCL2 level of about 250 pg/ml.
[00143]  The molecular weight of CCL2 is about 8.6 kDa, 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 60 pM- 2 nM. CCR?2 is primarily present on 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 (~ 75 pM) with whole skin involvement but without organ
involvement. A target profile showing serum and tissue CCL2 equilibration is shown in Figure
2, which predicts the desired amount of antibodies need to neutralize 3nM of tissue CCL2 and
competes it off its receptor. The illustrated model represents an extreme presentation of high

CCL2 levels.
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[00144]  Currently available monoclonal antibodies injected intravenously typically are not
effective because they bind CCL2 in plasma and forms a complex before they reach diseased
tissues. See Figure 3. By providing anti-CCL2 that is high-affinity, we can provide sufficient
anti-CCL2 antibody to bind CCL2 in tissue and compete with the 60 pM affinity for CCR2.

Example 5. Clinical design

[00145] Based upon the success of animal treatments, Phase I-1II dose ranging and single
dose studies of anti-CCL2 antibody detailed in Tables 2-6 are designed in healthy individuals
and individuals with different stages of scleroderma to evaluate the safety, tolerability, efficacy,
and pharmacokinetics of anti-CCL2 therapy.

[00146] A primary objective of Human Clinical Trial 1 includes determining the safety of 4
dose levels of anti-CCL2 antibody administered in healthy individuals. Secondary objectives
include evaluating the pharmacokinetics of 4 different dose levels of anti-CCL2 antibody
administered in healthy individuals. A detailed protocol synopsis of this clinical trial is shown

in Table 2.

Table 2: 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 (FPIto LPV) | 0.5 years

~ 6 weeks to dose

~ 15 weeks follow up for PK
Comments Single Phase 1 unit

[00147] A primary objective of Human Clinical Trial 2 includes determining the safety of 4
dose levels of anti-CCL2 antibody administered in individuals with early symptoms of
scleroderma. Secondary objectives include (1) to determine the pharmacokinetics of 4 different
dose levels of anti-CCL2 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 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 antibody as
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measured by the Modified Rodnan Skin Score (mRSS). A detailed protocol synopsis of this

clinical trial is shown in Table 3.

Table 3: 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

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
[00148] A primary objective of Human Clinical Trial 3 includes determining the efficacy of

a single dose level of anti-CCL2 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 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 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 4.

Table 4: 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
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Open-label extension

Primary: mRSS

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

120 subjects total

Trial Length (FPIto LPV) | 1.5 years

Comments Up to 20 sites to recruit within 1 yr

[00149] A primary objective of Human Clinical Trial 4 includes determining the efficacy
relative to oral cyclophosphamide of a single dose level of anti-CCL2 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 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 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 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 5.

Table 5: 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

[00150] Objective of Human Clinical Trial 5 include (1) determining the efficacy relative to

oral cyclophosphamide of a single dose level of anti-CCL2 antibody administered in individuals
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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 antibody administered in individuals with
carly symptoms of scleroderma and/or limited or diffuse scleroderma with lung discase as
measured by the HAQ - DI, (3) determining the efficacy relative to oral cyclophosphamide of a

single dose level of anti-CCL2 antibody administered in individuals with early symptoms of
scleroderma and/or limited or diffuse scleroderma with lung discase as measured by mRSS, and
(4) determining the efficacy relative to oral cyclophosphamide of a single dose level of anti-
CCL2 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 6.

Table 6: 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 Discase, depending on
outcome of Phase 2s

Endpoints as in Phase 2

# of Subjects 120 patients each

Trial Length (FPI to LPV) | 2.0 years

0.5 to 1 year enrollment period

Comments Treatment duration 12 months

[00151]  Patients exhibiting early symptoms of scleroderma treated with anti-CCL2 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 antibody are expected to demonstrate significant improvement of symptoms as measured
by the mRSS, HAQ - DI, and FVC. Anti-CCL2 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.

Equivalents and Scope
[00152]  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.
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[00153]  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, clements, clauses, descriptive terms, etc., from one or more of the
listed 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.

[00154] Where clements 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, ctc. 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.

[00155]  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.
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[00156] 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.

[00157]  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
[00158]  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 method of treating scleroderma comprising

administering to an individual who is suffering from or susceptible to scleroderma an
effective amount of anti-CCL2 antibody, or fragment thereof, such that at least one symptom or
feature of scleroderma in a target tissue is reduced in intensity, severity, or frequency, or has

delayed onset.

2. The method of claim 1, wherein the at least one symptom or feature of scleroderma is
selected from 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.

3. The method of claim 1 or 2, 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.

4. The method of any one of the preceding claims, wherein the target tissue is lung.

5. The method of any one of claims 1-3, wherein the target tissue is heart.

6. The method of any one of the preceding claims, wherein the individual is suffering from or

susceptible to limited cutaneous scleroderma.

7. The method of any one of the preceding claims, wherein the individual is suffering from or

susceptible to diffuse cutanecous scleroderma.

8. The method of any one of the preceding claims, wherein the anti-CCL2 antibody, or fragment

thereof, is administered parenterally.

9. The method of claim 8, wherein the parenteral administration is selected from intravenous,

intradermal, inhalation, transdermal (topical), subcutaneous, and/or transmucosal administration.

10. The method of claim 9, wherein the parenteral administration is intravenous administration.
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11. The method of any one of claims 1-7, wherein the anti-CCL2 antibody, or fragment thereof,

is administered orally.

12. The method of any one of the preceding claims, wherein the anti-CCL2 antibody, or
fragment thereof, is administered bimonthly, monthly, triweekly, biweekly, weekly, daily, or at

variable intervals.

13. 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, having a binding affinity of greater than 10™> M.

14. The method of claim 13, wherein the anti-CCL2 antibody, or fragment thercof, is
administered at a therapeutically effective dose and an administration interval such that the anti-
CCL2 antibody, or fragment thereof, is distributed to one or more target tissues selected from
the group consisting of skin, blood vessels, lung, heart, kidney, gastrointestinal tract (including

liver), musculoskeletal system and combinations thereof.

15. The method of claim 13, wherein the anti-CCL2 antibody, or fragment thercof, is
administered at a therapeutically effective dose and an administration interval such that the anti-

CCL2 antibody, or fragment thereof, is distributed to lung and/or heart.

16. The method of claim 15, wherein the administration interval is selected from bimonthly,

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

17. 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, at a therapeutically effective dose and an
administration interval such that the anti-CCL2 antibody, or fragment thereof, is distributed to

lung and/or heart.

18. The method of claim 17, wherein the anti-CCL2 antibody, or fragment thereof, is further

distributed to skin, kidney, and/or liver.
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19. The method of any one of the preceding claims, wherein the anti-CCL2 antibody, or
fragment thereof, is selected from the group consisting of intact IgG, F(ab’),, F(ab),, Fab’, Fab,

scFvs, diabodies, triabodies and tetrabodies.

20. The method of claim 19, wherein the anti-CCL2 antibody, or fragment thereof, is a

monoclonal antibody.

21. The method of claim 20, wherein the anti-CCL2 antibody, or fragment thereof, is a

humanized monoclonal antibody.

22. The method of claim 20, wherein the anti-CCL2 antibody, or fragment thereof, is a human
antibody.

23. An anti-CCL2 antibody, or fragment thereof, having a binding affinity of greater than 10"
M.

24. The anti-CCL2 antibody of claim 23, wherein the anti-CCL2 antibody, or fragment thercof,
has a binding affinity of greater than 10" M.

25. The anti-CCL2 antibody of claim 23 or 24, wherein the anti-CCL2 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.

26. The anti-CCL2 antibody of any one of claims 23-25, wherein the anti-CCL2 antibody, or

fragment thereof, is a monoclonal antibody.

27. The anti-CCL2 antibody of claim 26, wherein the anti-CCL2 antibody, or fragment thercof,

is a humanized monoclonal antibody.

28. The anti-CCL2 antibody of claim 26, wherein the anti-CCL2 antibody, or fragment thercof,

is a human antibody.

29. A kit comprising an anti-CCL2 antibody, or fragment thereof, according to any one of

claims 23-28.
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L —FA T B E R T, Ho A

) £ ) £ 5 MO AP 57 8B RO COL2 B s 1 B, 58 E b 4 o
I T )25 > IR SR ) 9 7 5 R A AU o LA R 0 R 1

2. MLARBURIEESR 1 B 07752, Hoob 7 ) 55 AR IR S i 1 P 240
AP 4 L2380 2 25 ) 40 2 PR35 27 40, ) 58 2 2 25 L B R

LRI

3 MR RCRITER 1 5 2 FFd 977355, Bk FBRe 4L i 1 phy LA R LRI <
Bk LB i 0 1 E B CBRE ) UL B R G A AL A

0. KR AR s A ORIV SR R 177, 3k Ik b2 S I

5. MARAURIZESR 1 5] 3 b ORI BESR Bk 17325, 2 b ik H AU .

6. KA T AR s A BRI B3R R 1177 v, e kA A 28 3 53 58 PR e
R

7. MR U B 3 b BRI TSR R 1 735, B o A R S 5 28 i e
R

8. MR 1 WU 3 A — ORISR B 177 3, oo B 0 CCL2 i Pk sl 3 Bt
By A5 0.

0. KRR RURI T3k 8 FFk (177155, 2o b Pk I B AN 15 i 1 TP 2 14 TR 22 2
(BT ) TR/ SRR

10. HARBURIZE R O i 1775, Hor Tk Iy B AN 5 Rk 1 42 15

L1 ARAERCRIZE SR 1 50 7 oo BORIZESR BT 17122, H bk it COL2 sl e B
SRR S0,

12, HEHE B KR 2R o A — AU 3R ik 1 77 3, o o R COL2 o 6 B
BB R AE A 0 S TR VAR VAR Y L AT o 3 7 4 5
[

13, — R R R, HA

o FE E 5 B P A S5 5 4 ST 107 9 COL2 Bk s B

L4 MR BRI SR 13 i 977, Eoob BT bt COL 0 P sl B 4 B DA S5 2300 ik ol —
S (R 50 T 5 15, AR BT CCL2 0 M B 40 15 51— 580 % i 14 LA F LK
FOBELELI FARILE < Bk LB i O B B I CARTAT ) LI R B LA L2

15, MLARBURIZE SR 13 i it977 5, Eoob BTidit COL2 0 Pk sl B 4 B B S5 2000 ik o —
S O 3 5 10 B 45 5, 45 TR B CCL2 Bk B 1 B 40 A SO /

16. HLARAURIZESR 15 Fk 77152, 2 bk 5 5 0F 160 10 2 1 9 — V4 3 — K
Y T T — Yk A T — VAR — U TS o 6O

17, — R RE R, HA

A R T 5 ) 10 45 0 5 S8 Fe £ A A S5 COL2 Bt
SCH B, B3 AT COL2 Bk 3 4y B4 15 SUIAT / 80

18. MARBCRIZESR 17 Rk 77355, B b Rk it COL2 it ol He H BdE 541 51 ek
1/ SR

19, M4 TR RUR) B2 3 b BRI TSR R 1 77, B P 0 CCL2 i ksl
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W H B LU H AR 523 1gGL F(ab’ ), F(ab),. Fab’ . Fab. scFvs. XX EeFifk . = fHe
Prs A DU Dy RedifL

20. ARIEBCFIZLR 19 Frik i) 773%, Horb prid 1 CCL2 HuAR sl i B2 B v B4 .

21 ARYERANZLR 20 Pk (07712, Horp prad 4t CCL2 HiiA sl It v Bojg N R B m FE 4L
(8

22. IRYZBCRIFELR 20 Frik iy 773%, Forp prid 1 CCL2 HuAR B i B N B3k

23. —FhPi CCL2 PUiksi L /B, HEA KT 10 "M L&k 1.

24. MRAEAUAN EESR 23 Frik 99T CCL2 Pk, Ho frid it CCL2 HLiR st BLRAT KT
10 "M 4 AR R .

25. MRPEAURIEE K 23 BY 24 Bk (4T CCL2 Hifk, Horr ik dt CCL2 PR el i BOZ ik H
H LR R 58 %% TgG.F (ab’ ) 2.F (ab) 2. Fab’ \Fab. scFvs. X I geHiiAR . = Dhge ik
AV Dy REHTAA

26. MRIZACFIZLR 23 F] 25 HRAFE—BOFZL R Frid 5t CCL2 Fudk, Hodr prid$it CCL2 Hifhk

B F BUR B LA
27. MRARBURIZESR 26 Prid )9t CCL2 ifA, Hrp prid i CCL2 HLiA st v B AL
LA

28. MRAEAUHIELK 26 Pk (9t CCL2 PUiA, H i firid it CCL2 iR sl Fr Boe ARpiik.
29. — R &, HAL S IRIEBUR ZEK 23 2] 28 FE— BRI ESR ik i3t CCL2 AR Bk
H A B
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T8 g B fmAv#n CCL2 Ffk
[0001] ) 15 Z AT
[0002]  AHIEZRMYE 35 USC § 119 (e) 3R 2012 4F 5 H 22 H AT 13 [ Ik i L F1 i
5 61/650, 149 5 HIBLE, BTk FE 2e I LA S5 -7 sOOF AR S
[0003] JEHIFE
[0004] 7K i B 45 42 A 2013 4F 5 A 22 H LLH# T & X AE N dy 4 N “2006685-0330_
Sequences_ST25”[] ASCIT. txt LRI WIFAIFK . ATk . txt CHYZAE 2013 425 H 14 H
AR HOR /N2 2KB.

B Gty
[0005] &

BREA

[0006] A B PEREACAE (BERZH ) &l PR b 57 B R4S 4 SR AE , 51 BRI BE AL AN K
HORRFAEAE TS PO AL L 8 10 05 AN 2T 4EAL 1) B B S R o 90 Rt o B R TE 1
BT FESE B ROE AR AE TR R . AR R A

[0007] 58 KO f W A R ARSI 2 T et (R A RS B P AR )« IR R
AR SR A O AE AREAR » E0 4 Bt~ BERRBEAL AN 5 B2 JER AR L 51 8 s a4
B A ) RECRIP IR R RO (% PR i . ) o B R T A SR A 1 274 <))
IR A B A 5 9 A7 2 P B2 JHRASE e 9 o o BR A B R ARE B v » 21 A B IR ) B A
T #0181k R SR B9 A& — A DR BEAT PR AE , FLFE M KT AR () B PO 451 3 — B2 N N
JE o R R BRAE B2 IR B 9 1) 58 5 S R P B JERASE B2 i 1) R84 A L BA A BE
TS o Tz A S VERE B T 4 0 BB S T8 SX T SRR AE T AT e R
REf F 93 1) R AT 1R B i LT A

[0008]  [AIIH, A 2 o i A PE B 95 (R, B R AL BLar Jm 2R . A£G E 4 50, 000 44
B, aMEHESPHEFWLRZEL 4: 1. SNRIT IR T X 58 Ao i fE e 2k
FRI I ACRE HORPRE VR 7 MVE PR (45 4 B 5 28 [ B . NSATD A G e 411l 2454 ( dam HY e AT A
BEEAY ) o WATTE RN 2 ol bRt g o PRI, 36 0 B IR B0 T AR A =
JEE AR 1 PR B 5 75 5K

LZBARE

[0009] A<k B B A 3k F 4 B0 R Piik sl gl & R ARG T8 R0a T I R 4 R 7
ERIH G, AT 4 0 B PUAR B SS & B AT LSRRI ) 3O R/ BER AT 2 B ARy S v
SELT C-C Btk R TR —2 (“CCL27) , T S Bl AR [ I 2E W A A AL/ B s . 250
CCL2 st Jz i R 22 B iF B Ak o« B 98 LR 7, i B 6 il 2 4 241 i 52 30 Y CCL2mRNA A
(R 2E i TR 2 A 1 T E RS R0 Bz ST B v, COL2 1 26 36 78 B 2T 4R 40 0  # J55 40 B AN B A% 4 i
ARSI 2, T AR IR R R AR A TR (k2 (Galindo) &N, K77 K 5 KIEH

4



CN 104487091 A Ww B B 2/99 T

(Arthritis Rheum.)20014E6 H ;44 (6) :1382-6 il (Distler) N, TR 5 XK
J95 2001 4F 11 A ;44 (11) :2665-78 ;M HARSE (Lioyd) S5 N, LI (Exp Med. ) 1997 4F 4
H7H ;185(7) :1371-80 ;11 A (Yamamoto) Z5 N, FAl2=2 & (J Dermatol Sci.)2001
F6 H :26(2):133-9 ;&40 (Denton) 28N ;HiZ 24 (Trends Immunol. ) 2005 4 11 H ;
26 (11) :596-602. 2005 4= 9 H 15 HHE-FHR ) o SR, 7EA K B Z 7, AR & R 2R T5t
CCL2 HUAA [P XA B2 0 A 0T 1 AR B N WSR2 3, I A 1 1Ry 7K1 CCL2 255 R ik N i
STHIPT CCL2 Pisk, G124 CCL2 IR AT A o 9 1 ik — [l i, A B N AE 3]
fif B A S22 A BT CCL2 Podk, LU DL @K~ Iy CCL2 &S, 51Xt i 75 B
LR CCL2 B R M) o BARR UL, A B NAB 3] “ A1 2R 2 5 1) Pt CCL2 H g fEdufk, H
FFIEAE T =45 G R AU VA ZURFNE RO R e AN / B3 ] I AR WA Bidk — B
RN 5k 5| B 7 AR oA A1 AP n] FYE, (045 He 45 & FF FH T B AR 2 23 i CCL2 15
SAL T, B T B Y BORER BURFAE LA L IR | 98 RE AR EAL

[0010]  [AILL, 7E—ANJ7 T, AR B3R BEIA 7 i B0 1 77 3%, FLAS &5 1) i AR B ) FE R 57 9
AR5 R BT CCL2 HiRE I 7 B, 1145 H br 4l 23 Al 5z 9 1) 22 20 — P R B8R
FIE (R 5 E 71 B R E 2 PRI B A S AR ) R A

[0011]  FE—Sesytafs] b, £ B2 1) 28 /b — Pl R BURFAIE /2 128 B P B2 40 M 40 403 ik SR i 2
AR I R R A IR AR A4 NIRRT A L L S AR R AR A A G

[0012]  FE—4Lsijtafs] dr, H R4S 0% 3 H LA N A REAL - Bk U il 0B B W
i (CEEN) WIRERRFU LA S, fE—supag]d, HArHEgUR M. 75— st
o, HARZE e

[0013]  7E— L5 o, A e AR BN B A8 =) PR 5 JERAE B 5 o 76— LSt 3] v, A e A
oY b BRI M 7 DA B

[0014]  FE—LSZjids] v, Ft CCL2 HfAEH v Be &M B AN 51, £ — et h, i iH
HMES IR EERIKA A RN A R (SR ) B2 T AL/ B KGR S o fE— e St fi] A,
W B M S RN .

[0015]  7F—L8sifafsrh, 71 CCL2 Fidk s B i M AR 5 1.

[o016]  FE—LSjis h, Ft CCL2 HIAABH v Be W H — IR BEH — IR = — IR A —
B JE — IR BE R — IR B A RT AR I ] [R] B& 455 1

[0017]  FER—TF I, A& R AW SC A it CCL2 Fifk el v Be g, A T
3 L v o B R s FH ) 2440, AR R 9 B B T R A B B R R R S A AE L
CCL2 ksl Fr B, 815 H b gl 23 Bl 52 1) 28 /20 — B DR BURFAIE 568 B L 7™ B 5 B 6
PR B R A 1EIR ) R A

[0018]  7E—YLsjffs o, AR BH$RAEPT CCL2 Bkl A B it A ag, o il an A e
FITid BB I6 7 688 593 FE R 2654, Hodh Bt CCL2 AR sl A BEFAFAEAE T 45 & 50 A0 15 T /
KT 10" M EEn AT 0. 5X 10 "M 10 "M, 0. 5X 10 "M, 10 "M, 0. 5X 10 "M B¢ 10 M) »
[0019]  7E—LLszjfifsl o, M4 A & WA HT CCL2 Fuddmli He Fr BO 18 H el DL R 4R B4 -
56#% 1gG.F(ab’ ), F(ab),.Fab’ . Fab. scFvs X INEEPLA = ThREPTARFI Y T e Pifa .
[0020]  7E—4E5jfslH, Hu CCL2 HuiRk sl Fr BOE B e BE PR, ARk i, 1 CCL2 ufkali
B NIRRT R BT, AT i, $T CCL2 PuiRkali L F B N Rdifk.
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[0021]  FE 5 —J7 1, AR SR HE VG T 68 K s 1 777, FLAL 5 m) i KR Bl 5 SR R (A
R 5T CCL2 Hifk sl B, Frik 4t CCL2 Pk sl BE &5 &2 f 58 T F1 / 8K+
10 "M (kT 0. 5X 10 M. 10 "M, 0. 5X 10 M. 10 "M, 0. 5X 10 "M B¢ 107"°M) .

[0022]  FE—2esLitafs|h, Bt CCL2 HiiR B A B LLYR YT A RGN & — € B #% 5 I 18] 8] B&
W5, 1459t CCL2 PR H v Be oA 2 — Bl 2 Mk B B CL TR A s BEAA I B ARZH 2R < 2
JR S I o0 B B i (TSI ) LR IR R4t DL R A G o AE — BB STt v, 1t CCL2
PURER I Fr B LLYVR 97 A G S A0 — s i 4% 5 B [a) B) B 58 5, (43 9T CCL2 Huik el i Fy BE oy
A FIHEFN / Bl

[0023]  FE—LLSjids b, 25 I (AR B2 ik H I H — IR H — IR =8 — IR — IR
B — IR OR — R BRT AR [ BT TR] T B o

[0024]  FE 55— J7 I, AR B IRHE VG T 68 K s 1 771, HoAL S LLVR T B ROH E A —E 1)
P55 I (1] 1) o 1) e 28 0 SR B2 i R4 59t CCL2 Hidk s v B, 4541 CCL2 Hifkuk
H A B AT B / Bt 78— L8 SEHf , T CCL2 Hiid sl v Bt — 54041 21 B ik '
A/ B

[0025]  7E 5 —J7 M, AR BRER AL W DL b5k S s A A 1 7 v, Hod gt CCL2 HitAk ek,
HABAZEE B LU ES 2 56 % 1g6. F(ab’ ), F(ab),. Fab’ | Fab. scFvs X IhfEHT
PR, = IhREPTAR R DY DhREPTAA -

[0026]  FE—LUsjtifsH, HT CCL2 Pk el v Br i B oa BEPuiR . 78— LLsSThtifs H, Pt CCL2
PR e B N R s e PR . A — e STt b, Pt CCL2 Hiik s i B N R Piik.
[0027] AR B ICHAR ML E A S M APt CCL2 Puik. 78— S5 v, A &k BH$E (bt
CCL2 HifR s Fr By, Has A op M 5 T A1 / 8K TF 10 M (4K F 0. 5X 10 M 10 M
0.5X10 ""M.10 "“M.0. 5X 10 "M 8% 10 M) ,

[0028]  7E— LSzl b, M A & WA HT CCL2 Fuddmli He Fr BO & 18 H el DL R 4R B4 -
568 1gG.F(ab’ ), F(ab),.Fab’ . Fab. scFvs X INEEPLAR = ThREPTARFI Y T e Pifa .
[0029] 7 —esijfafs] 1, BT CCL2 Puikml Il Fr B s s P pu i

[0030]  7E—esijfafs 4, BT CCL2 PuikslidL i Bo@ N R4k s v B pu A

[0031]  7E—Sesjfafsl b, $T CCL2 Ptk Fr Bo e N BHiik.

[0032] 753 — U7 1, A% B $ At A S b i ik T 96 7 B 2 1Y) J7 325 B9 4t CCL2 it
R E B B, BT 7 v 1A 2R B S BT CCL2 Pk sl A Be i 25 3R, H v bt CCL2 it
R B B AEAE T 45 A o5 M 158 T80/ 8UKT 10 M (1 Wk F 0. 5X 107 M. 10 M,
0.5X10 ""M.10 "M.0. 5X 10 "M BZ 10 M) ,

[0033]  7E— LSzl o, M4 A & WA HT CCL2 Fuddmli b Fr B 18 H el LR 4R B4 -
568 1gG.F(ab’ ), F(ab),.Fab’ . Fab. scFvs X INEEPLA = ThREPUARFI Y T e Pifa .
[0034]  FE—LSZjids h, Pt CCL2 HA BRI v B B e FE B4, (i b, Pt CCL2 Hifhnld
Jr B N e BE PR, ATk b, Bt CCL2 PuiR i 7 Boie N RPifk.

[0035]  FE 53— U7 I, AR R AR A5 A SO b ik B9 4T CCL2 Huas (1) % A 26 & 4 At 57

o

=)
IIT1L ©

[0036] AT WL ERFAE S H AR AN R 2 B A P AR St 5 3 P ORISR 2R 45 X2
M0 5 Fe PRI, S ER A, FLAAR S 5 3 B SN ZER AL F 7 AR 5 W AR 5 e 9 s S A i
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W75 305 ELJE R o AEAS i WV T A 18 2% R A AL RTAZ 0t T Pl AT KT B AR N 53 85
AT 5 W o

R3] 152 AR

[00371  EEI=URANH T 3B H i SRR i .

[0038] K] 1 7~ HY T e EA5 0 i) 2 1 m B ik o B s o1t PR X FBR T S AR VPl Rk
YA E

[0039] & 2 #i%: T L HIHE V4T 2 J5 CCL2 F LT AN 4 2Rk B i) o i v R 2K

[0040] &I 3 7 H T i 3R AR 2H 4 r CCL2 B [ Py 7~ 151 1 Pl =X

(00411 EX

[0042] N TAEA KR IHE 5 T BRMR, o Je 0t SR L RGBT 8 Lo DA ARE R B AR E R H
B SRR AN U

[0043]  SEANJy AnAMUE R TN, “OEF 7 R BARELR LS & T (a3 g & T ) H
AT BB AT/ B NI B 25 T R B & A . AR D, 2R
AR FUE—F TR T e R/ T V2 s, SRR R A R,
[0044]  SEFJTRGEAR) (BCEAIBEARIPUAR ) nASCH T, Fo2fa e H—8iZ 4> CDR
B — AR PR, Brid — B2 AN 5 ST S5 A B IR LR A R SR AR A A
EE S B0 ISR R 4 s AE — SE S8, SR AN ) BB B B B B R B g EE R
BUCEL B R BE R ISR AN 70 SN I A A v Je et B i 4 2 N ) 2 PR 7 o A —
Fred . Gl (Marks) 2 NAEWE R (BioTechnology) 10:779-783(1992) ffiikiEid v,
FV I 2 = AR SR AT T . CDR A/ BRMEZE R FL I BE AL AR DL T %3 ik . e
Hr (Barbas) 25 A 26 [H H & B2 B¢ 5 H) (Proc Nat. Acad. Sci, USA) 91:3809-3813(1994) ;
75 /R (Schier) % A 3 A (Gene)169:147-155(1995) ; HE /R i (Yelton) 2& A % J&
2 ¢ & (J. Immunol. ) 155:1994-2004 (1995) ; 7% % #b (Jackson) %5 N, % & % 7%
& 154(7) :3310-9(1995) ; LL 2 2 4 ¥ (Hawkins) 25 N, 0 T AW 2 42 & (J. Mol.
Biol.)226:889-896 (1992)

[0045]  Hifk WA SCHAT A, RIS “Pifk” B H8H—BE AN S0 b A Bk R R L
PR R B i i 2 IR G 2 1K iRl i S BR AR R RS k0 Ay ay v s
6. e Al w fHEXIERF DL ICE e BRE A ] AR X . BREEE AR « B N . EEE
BRI vy, a8 B e, HAE ARk S A 20 166, IgM. TgA. IgD 1 IgE.
A G EREE A (PUER ) S o O A5 DY SR A4 o A — DU SR Ak el 9 00 AR [R] 1 22 SR 2H it
X HA AR 7EE (29 25kD) FI—AN“H7HE (£ 50-7T0kD) o & —HEM N e BB
100 2 110 ANEE 2 A FZE A TTHUR BN Z LRI AT X . AIE AR RRaE” (V) F1en]
AAEEE” (V) o A X e R B A . PrAxT BARUR o] A RE T Pk syt E N
ST G A HETECYD « PUIRAE N 56 B o e Bk AR (1 BV E A5 FH 5 R IR i i Ak T 7= 2R 1 22
AR B BAFAE o DRI, 28450 R 0, 5 B I AE A0S X b | A B 1 7 W A peaA B
A F(ab)”, (—Fh EH B o8 XU EERE S V,-CH, AR BE Y Fab (1) 384K ) o TI7EIRANZAME T
R F (ab)” , DA IR BHE X rh W R SR IC3E MK (Fab’ ) , —BARSE AR Fab™ Hifk, Fab’ H
PRIEA b BA B EE X /) Fab ( 2 WA 4% %% (Fundamental Immunology), W.E. %
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% (W.E.Paul) %%, ALRF LA (Raven Press, N.Y.) (1993), &1 H & ik B
VRN ) o BN EFhPUER BRI 52 BE PR RV AL g S, A T i s B R N 5304 3
fEFITIR Fab’ Fr B AT LAk 27 sk fd B 5540 DNA 77 VE MRS . BRI, A s i B R AE
“YiiR” B FE B B AR B PUE A B {8 A = 2H DNA J7E A GK A R B
Bt E— LSt b, P LR BT, WiERAE Fv (scFv) $ifa, Forbng 48 514 Al m] AR i
( EEBUA ERT ) EEE - RUERIESZ K. 38 Fv( “schv”) 2Rk ER:
() Vs o V2 AR, T ML HE B 4 42 BN HH IR S A 4 4 V RV B T A A%
FREIL. (S WA S (Huston) 25N (1988) SEE E KRBk , 85:5879-5883, H
AR AR ) ZMEMAAER TR RBIUE V X P RAREHEL
2 b R) BE T 30 A0 BE B 2 IR BE B AL R scFv 20 7, BTk scFv 2> PR S s i B33 F
PURSE GO R =441t . 2 Wl 3EE LRI 5, 091, 513 5 AIEE 5, 132, 405 5 F1ES
4,956, 778 5,

[0046] K2y WA SCHFTH, RiE KL 827 fENH TR oGE R —E 2 MERN 21 5
JriR Z A AU« 7E LSt o] b, BRAE S5 AT U BB AN R SO 2 WL, 15 AR
ECORA7 B A RIeENTRSHENAE—Tim (KT )25%.20%.19%.18% -
17%.16%15%.14%.13%.12%.11%.10%.9% 8% 7% 6% 5% 4% 3% 2% .1 % B,
BN —RIUA (B 7 AR B ¥t 100% AT Ee1H ) o

[0047]  Z5G 5 ANARSCH T, RIE “ 6777 BREEG PR E b5 E BRI AEfTR A
TELE A B N LRGSR 2577, I A . “GA77 MR “4EEA". 467nk
PET RARAFAE PR B LA B NG TRENUE « 456 8 A EEE A7 nT R T-Puiimid &5 &
THREEPURE LY R S5 KAV (B inssh sdE ST B a A vnEtE ) SkRie e . 45
GEEE A B AT AIE A5 B 7 B e PUIAR B B AR A ) T AR XA R “Fy B Ho
BRI EFE A X KNS T E BN EA R Z KT ( “scFv ERA7) MR A X
F10) 2 o 1R 2 B 1 e /N TR I B AT o G AR ST i FH B RS 25 6 7700 T T T AR TR A B
P AR TR A B EE i A8 L 2H DNA 7 MGk & BB i B 7E— S s fs] o, P
SEHEEPUIR, WELEE Py (scFy) Pufk, A n] R E M A Re ( BEsuBd ikER 1) %
Bl — U IE RS L k. BsE Py ( “scFv”) 2R IEME B v, oV, 2 — B4k, Hay
04 B 1 B P O g B T BRI VRV RIS B AR 0k . (3 A Tk S it
(Huston) %5 A\ (1988) 2 [H [H K Rl2£Be e T , 85:5879-5883, H4a N & LASI A7 :IEAN
A, ) ZRERGAERTRRBIUE V X RAREE S RGN ERE L
IRBEH AL scFv 731, TR scFv 73 P4 B e i BT PR 456 0 s S5 K 1 =425
o ZWBHINZEEEF S 5, 091, 513 S FIEE 5, 132, 405 S FIE 4, 956, 778 5. fE—LL5Lj
i 4N A S BT R S5 G R ] G STR . 2 ILBTAR I E o

[0048]  CDR : A SCH T A, HORFEPUA TR X N I B AN R E X o 7E B4 A2 8 1) — ]
AR X HAH = A CDR, X TR —n 48 X, Ho Al Fi5 72 4 CDR1. CDR2 A1 CDR3. “CDR HJ4H” 8% “CDR
N7 RFRTERE 45 B U R R — 1] AR X HRAEAE I = ANBS /S CDR FEZH R % 45 & P s 1 [
5 R AN 4 T AR X 1) CDR. CDR [ FBR CLHL T R 4t AAS [R5 e S, 78 AT il 5 40 H 0k
e b CEni (R EEE (Kabat) JEHPAIE (Chothia) &%) .

[00491  ALEWMIFNZF] AE “AAEW” A1« 2557507 FEARS ] BHEH . HAEFRIEMRA

8
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AR AE RARAFAAE (RIA B A ) 1 WA R+ (IR 2 IKsi&E A i) A
HUETENL T B A (ngl s e B E s (JCH R Az, BH A3 ) 41
MIERH L) SR . AN — 5 TR TR G YIEE A
[0050]  XFHE A SCH AT, RIE “XT R BAT HAR NS5 IR 2 A LU IR AR 1 () A S e 2 A
) F S o JEHS , O HEFH T 38 0t o 25 A0 B DA A HA OC T B il A8 8 ) 5 10 SR o S 36 1) e 42k
FE— LS 5] o, o B 5 W s B B 23 AT (] B AT DABR At bR ) I R B o i e AE—
SERS R, A MR CRI, BT AR & ) o RS SRS rh, Ot RE ANHE A TR AR
FE— L ST H, ok I B SRR RISE AT ST B E 2, BB AT SRR EEEE R ) .
E—SE STt 5] 1, S5 e BCE 1 B B DA e 7 AR AE I i S o 0 HE T g BH P o) R s 9 42
X HE

[0051]  SRZG R “HRUATHR” (BURIT TR (EFTIRARTE LA S A48 FH I 2 38 % 1] b
FEIT [ B ) 2 X A 5 ) — A f & GBI — LR o fE— LSl 4, 45 G
ST R A MG 277 %, HATRe Lk — 2R . £ LSt b, 4 7 & 24
B, G AR () A — 348 AL ) 58 A () B8 RO B TR) B 5 7E — SR st fgi] v, 25 24577 /A& 257
2 DA (8] B A Sl 770 2 ) 22 20 R S AN [ B 1) B

[0052] 2 AnASCHRT AL, RIE “S W7 2 e B 7R MR 7 HE B (disease 8L
ailment) I HE. TEARKHRIEE T, “B &R E 5 B AL N &I —F s 24
(R RE < s AR 75 e AR B 05, S ) B R g I 28 ( RV 38 i B3 ) PR R IR 5 5 ) DA K
Tiff 7 S () TR B

[0053]  HRLE WA, RiE “HREE” 248 2 LU 2 T H 54 & e 2571 1)
e EAKMIEE T, H BRI B 87568 505 i R B IR A/ BRUE 22 BT B A Ry
TRIRAE A1/ Bz B2 LA B R 2k g I SR B AL R/ SRR AR5 0 R I A R
—BEREZANEIR A/ BONE B RRE R R oG, N/ Bvn Al B

[0054]  HEZRBRMEZEIX - 4nA SCH Bt A, HO2 389802 COR 1] A2 X 17 %1 KA CDR 41
AL B AN [F] R GEE » BT DA RS HAE 22 77 1 28 D AH X6 N HBAS [R] fif 152 . 7S~ CDR K L Fl 4z
W FRIREZE X KI5 s E PO AN 71X (FR1. FR2. FR3 i1 FR4) , H:dr CDR1 £i7 T FR1 5 FR2
2 [8],CDR2 i F FR2 5 FR3 2 [d], I H. CDR3 £ F FR3 5 FR4 2 [a], fEAK BARFXFEEN
FR1. FR2. FR3 B¢ FR4 HIEHLT , arid ik Hoe 32 A OHE 2L X ARER BN R ARA7AE S R BR AR 1
AT AR X N A ZH A FR. QAR SO TR, PR ARR UASFIX AR —3, FR1 Bl WA R i
Tl AR X B A A i HLAEXT T CDR1 19 5° M8 —HEZLIX, F H FRs AR AESE X 1+
X P B 2

[0055]  AZRpufhk AR SCH T, AT H AR R A MR @ sk & 17504 (BEEE )
[ AT AR X FIAE A X ) PefR . E—Lesf] o, Jidk (EiiRdl s ) il “ N7, REH
QIR 7 B ANAE — B2 > CDR F H G2 CDR3 A FFAs iy N ZRAETE R 08 BRE A 751
(B I35 7 2 2 S, il ] B (2 ) LB AR BE ML E w175 7228 B0E I 1 P A 20 P 58
B NFIFHNE T4 ) gahd kAL sontt .

[0056]  AZKAL anASiisH S, RiE “ NRW” H H TR ER 7o ek HAEIEANR
YR (BN ) TR AR SRR VANV X R BT ELLE B LS R 4 A R T A
CNERET (R, 5 AT R PR A 2R, ) BIAN T2 E Hiik i dits (sibifkd

9
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9 ) o FEEESLEE R, “ ASRIL” Pk (BB ) R e S I Hh A 5 BT OE DR
adtia, of HH AT B A Se it B an NPT i) 2 5 12 Fr 21 ALK 2 56 R e 1T AEZE (FR) [X
DL 28 SE B EANAE AN SSPUAR IR R IR e S B 8 B R 17 1) I B A R sE X (CDR) » A4
PUARE S S B M E DA IF Il & & A rl A28k (Fab.Fab’ (F(ab’) , FabC.Fv) , H
R AT S _E BT ) CDR DO A AR peek il A (BIEAA S BkE H ) 1Y CDR X,
I H A s i BT HESR DR NS BR B 3L R PP A AOAE SR X o A — 285 o, A
FUFIAEEE R EEEEX (Fo) KR —F7r, WS AR R ek i A1 E X 1
. LS B, NSRIPUIR & A 4R DL R 2 /D S nl ARSI . PLikIL AT
L5 EE AR E (XY CH, BEHE | CH, s CH, A S ARG I CH X o FE— 225 1], AN SSAEHTARIL S
ANRA VX AE 2 ] b, ASRAEHUIR ST AR V(X 7 S RS 1]
NFRAPUIE S NR VATV X

[0057]  $gven I KB A0SO BT Y, ARTE “ S s B R BRI BAEVE B RISERL
YEVATER 7 ARG T3 20 L, P I8 5 2 D0 B G AR (R4 AR AR DT SR A SR BT 3
J7 Z A EAS BAE X RN (B AR ) RAEAAFAEAR SR g iR T I 1
DUN AR X HEAMAR 72 5 iRy 1A 1A REORH ) SR ER AN SO [R) 7™ 258 10 s S 1)
AR, L5 PRI AR KBUH FE CANTTE ORI T 1A 5 50 BN B B B B2
ATEERT )

[0058] GG WA SO i L RAE “ BRI & R fe H ALY R AR R38R 5. g
38 R S8 T A0 35 FO VR N — NI 3 5y — A b U AT S8 i A 3 5 A2 W v B T 1 1K)
(BIINFEE A e T I FEIZH IR B SE ) A1/ BCCRAIT (BN g2 ist, AT 0 #1045
UL H5E) MRS 280k UL W & B — S S A MR R BGA / BEC R R
figbse (Bl ). ARl 21 EE M BCE 2001 A S 155 R
g8, b B e B A A A 2 KA. TR T UK b 2 s A% 8 45 T
M5 o 2B, 26— DS S0 T o B, 5 RS AR EK. R
o B T & AT SR e S A AR 25 S AL i %8 (Federal Food, Drug, and
Cosmetic Act) 2% 3K 520 (e) W% ] 2 & /I 70 B ¥ 5 7 071 (Analyte Specific
Reagents, ASR’ s) [IRAI&E, (HIFARIR T k. sk b, AEARE“ k70 & G AR A ]
BEPIABCE Z A0 IF IR S AL R G0, Prid 245 % B & 2 fulG & A 0 v 7 .
B, “HEXRFGE” RIGERDEST (FIIEFNE - TRATKEANET ) &
AITEHAD LB RG . AR “BGH&E” B2 8 A & kA a .

[0059]  IEH AUASCH BT HY, ARVE “ IR 7 AR I ARTE “AME 7 B Sl I R T
A BAT BRI B0 B HAB AN P B B DL R 4% 5 5 IR MR B AN AL . R “ 1k
HAEAR SO R I B A R A B2 TR B A IR A B b, 0 O
HIEYIFERL

[0060]  HZFR - QA SCH i IR TE “AZ IR /e fa % H IR X H IR A H IR A KL A B
BRIy, I HAE T R D SR BIOOURE ) 2k DA ZH B 5 Flabe s DNA B8 RNA, I HARER I (8l X
ko

[0061]  #ZFRIr T ARVE “IZIR IS 17 A ZRLHIR 7 AEA S Pl ] . Hog s 2 gl
BOUUHE I 3 i S0 B A% T PR A B AZ IR TR 540, JF HLER AR S AT UL Y, 15 U HL 3o 5 mT A

10
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5 RIRAFAE B R AR 7 =GR AE B AN RAMZ B R . Frid KB BA &
Jl 2 B AR FR A 45 44 LA ST B4 7=

[0062]  ER i — MR UL, “EE B R 2K CRY, B IR B eI 52 1) & /b AN 2 L R 1Y)
) o BT AT ERERRE IR ARy (Flanmr asE s ) A/ soa] DU T A0 T Ek
et BRI R AR N GO AR “ B A7 AT oA e A R AR ) e R 2 IR EE (B A
BAE ST, 8] Y HDREEA 7 o — R 1 13k — 22 PR B B A I PR35 497 2 el
— 2 R EE R sGE T e S A& AN UL 2 IR .

[0063]  Ff&h UIAR SCHET S ARIE “FE & 700 25 A VDR ISR AT AR o ARIE “EWRE
fn R CRE ST BT o AEPIRE S ] (fEBD T AERR S SE ) ) BLEE R RR AR AL
YA LR A BE R . (CSF) MLV 27K LT FRTR S 2500 L 3 B2 RE 5« B2 WRE i IR 4k
BT R SR BERE SR/ BOK B IESEE o AT AR WA B B 4l I S R
A FVEAEYIRE o AR 3 ] A G AT AT 4 B B ZRRAR AR (R HE TR R B R i
A, AT AN (AN SRS & 2R IR0 ) AR AT 40 H 2R Bl Es B Y R 57
B H SRR . AR —Le ST, 18 T A A B I AE PR R DA N TN R e LA e T
FATAZIR AT A B T 0 AR SC R B RS U PRI o A ] el P [ B 1R 2L 41

[0064] 2 WA SCH T, ARG “S2F 72 i NREUEMTHE NS (/K
BB 2R R R SR KRB ) . NREFE AT A S . RV 2 S
B, 2 R N 2R H 0, Ho e BRI BRI IR S k3 DU 2 W B 7
I RIECZIRE 7 FEAR R ME” 5 37 v A . 203 T e e g e
I8 BRPAE (H 1] B8 2 I ER AT BEAS 2 LT IR P2 95 BT RE (R IR

[0065] kB -k AR RE AT / BOR O (W B2 ) AR S WE Bk 0 i
FEFN / B GLEE 7N T IR 95 R IE A/ B O — B P IR

[0066]  Fj fE - 5y JE 7S50 IR RE AR/ BRI M AR 2 W BRI S RE AT/ B0 L
A/ BEAT BEAS R ILBT IR B  oRE AN / B LR o 7E—SeSTg By SR S RE AT /
BOROL (WA B ) MR IRHE T /E T UL R — B2 3 (1) ST e /
BORILR A RAFE R RS ;5 (2) 5 TR RER / 8O GLR A KRR R 2 & 5 (3)
AN/ Bk 5 AR B R IE R/ B LA R IR I IERIA AT / BEE T 5 (4) ST
P IRAE A/ BORILR B SRR IR / sl ETE TR 5 (B) BT B R AE AT / B0 L X
JERIP 5 5 (6) o JE LeAH 1 B0 B3 N 5 (7) i TR Le b 2 o 78— L8 seafol v, by e
T~ JPRE AN/ B DL A R R TR 00 S RE A/ BRI o E LSRR, B R
TIEAN / B I B AMAKG AN e Je B iR 9 o hE AT/ B L o

[0067]  VRIT WAL T, RiE “I697 (treatment) ” (I8 “VGJT (treat) ” BL“VRIT
(treating) ”) EIBWHEITHEEARMEMIRS (Hlandi CCL2 By kEHUABH RS & 7 BT
W5 ) HorBoE AR BARES RRERT / SRS (A fs 5 A EGERSORE ) B — Bl
FOIE DR SRR AR 2 A« D50 I A RE G A S PRI BB AN / B A . BTk iR T
AJ A A A DG P RE AN/ B3O 0 FIAE SR ) 52 4 VR TT A/ BRI 7 I
SEF / BRI H - IAME R 2 BRI . AT B AR E A AN, BT e T T AR R B SR
T JRE R/ BIIs O R — B 22 PR AR SZAE R B 32 R YT

11
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BASLHER

[0068] AR B U HARMURRFAEAE T w5 M 1) 88007 H SV B AT / s AL S E R &2k
R Pt CCL2 Pk, F1H G I F 967 158 5z 993 AU AH S LR AR/ BRUR 98 PR 5973 I E s o 1)
Flig& . (E—Ss2faf) dh, A & IR AEIE TS5 A0 008 107M 85 K AIPT CCL2 Hiikvh il 12
A RAFHEAL AN / BUR 98 VRS S o RE AR 0 1 7 VAN RS9

[0069] 7 HAE AP AR B b B T AR i W N WL %2 381 1) b 28] DL i, BT, v 516 A g 40 CCL2
PO ICHAE DL 71 2 3 5 0 0 VAN I 2% A 1 s 7K ST CCL2 T A 333 il 52 52 i 2H 2R i
CCL2. A% BA I S B AL 45 26 A0 770 107°M BE KT CCL2 k. Frid sisE 1 i difk
UHARN . BT8R B M2 CCL2 PG AT e, WO % 5 BTt CCL2 41t
A BRI AR PT RERE G A CCL2 TS & o« FEAAY BB IR R IS 0, =58 F 4t CCL2
PUARRR T HFER CCL2 2 AME AT A 28 b Az 52 4H 23 1) CCL2, 33843 A IR A 25k
TE B 2 AR CCR2 ( Hoxt CCL2 I 4h-G 25 A1 7178 60pM) HIRE /1. Rlitk, s it CCL2 it
& (s & 260 77581 60pM Pt CCL2 Fudhk ) Al A 808 & BIwR A R 1) CCL2, Py 1l CCL2
524K CCR2 Z (M 4h A . R, Bl 43 vl /g 75 B/ B 1 i s AL Uit CCL2 Pfhsk
SEMPT R IRITE

[0070] A& BH ) FhO7 VR ARG T DL R 35 H . 26799 148 F A AR PR 1 AR & B o
— B A N T AR AR T . fEARHTE 0, BrAE R AN, B0« B B S e
“R1/ BT

00711 i 5

[0072] A Bz Jg B 2 B 1A A A4 0 5 e A0 18 1k 4 B 1 ) 5 S e, LR A JE HAE T4
YELb BAEAL | I AR AR 5 ik . TEA A S 2B SR 50 T, B8 A B 42 B ok
PG IR R B S B BE R B S SO G REIT . ZR R, A R 0 (1) A R SRR AE T
220 PRLIP) 98 PR ST AT L s 2 44 4 B ) IR D B 1 il o 5 e iR B 1 s i
Ko HARKUL, 3EA BT EVEAI =42 TGF- B FI PDGF, oy 14 52 52 M0 [X 355 Hh (1)l 2T 24 41 i LA
PR R E IR R

[0073] T ZH AR ACA-T-th 36 3 3% A 15 e 200 L R 288 P T 4 4 e A A4 B TR 1) B BB 0 T 3
R —EEH. BT REEAZ AN, W LT 4E 40 i LT i 200 e R 4n i 5
EE B 52 520 X 35k 0 PR 1, BT 28 4 40 B R s 4t B R, B IR 4t B R - gt — 2D SR AR A U TR 1
FERL 2 PR AP, EH U 5| R R 28 1 1 JORE RN ZH 24 2fiAb

[0074]  JEH, BLAXANMG / EVRAHARAN T 24 Mo 7E A B s i R PR AN AL 2 A () 8 B AE A
PEHE TN o 2 2R 5 TR A e A 5 40 D R A A D T 5 40 7 A R 0 R S AL )
IS 2 — o UL 5349 FUREAEAE T P B 40 B 0345 228 EC TGS 2 10 A= 4 Jo I A% 4 B 7
I A B e A8 i B DA S AT 46 L/ T L ERAZ A BRI I o B e 98 R S AL, A AL
PN I 28 B 2844 25580 I A8 A i DA R TR e 77 A AR o = S . T I PR 2 R A 4 i
(R S B e AT e IO 4 Fr

[0075]  7E— LSyt ] v, i B0 A A0 Dk 25 4 2H 2 , FLRRE I8 7E T I A R AR G
TE 7 JRAT A H sk B AR R A 4 4 DL B 2 S

[0076]  FFad e ATV 22 I PR R IR i B I/ B A PR I 1 o 88 B s (1) e R 2 —
ST 4 o X PRI E TR A A B S P R A B A 0 . AR A I R Al 25 3%

12
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AR, SR BEZE IO, SO VE 2 P40 LI P R R S B AR I B A
AN IR E N BOE A YERE, 1X 51 A2 N B AL 70 e o IA DX — S A S (i gk 6 A8 Bz s B
FrHE UL B AR R AR AT o AL, DA RO 4 72 s B A L B R )
ML & R, IX AN Y e 3 BT 4R 4 BT A6 AP 22 68 B2 8 O AH S iR SRR . BEE 4
AEALIG TN, ZIEVERRA. DRI, PUiA2E BOR A ARG BB N X . PRt T CCL2 FiAk iR A1 /)
X ORI SR A R AR AT B

[0077]  FIrad 0 IV 22 i R R IR KA BN T S 4T AE A MO B R 15 o BRCET R4 )
T E Ty RE L 0 I 3 S 70 W A DR BT R AR SR YEF5 45 2 A 2 S5 K e Bk o T 4Rl i N TF 22
HEGRPEANELE (HE 51 ) , 226405 & ke 31 Z24E Bl O B2 sh b i i Wi 45 4 4L 21
YN, FRETYEANMAE LA B e B i, Bk T H A EANTE I B A 2 FE A

[0078] ¥ K yp A WA B A R BR M4 S VEASEAGRE / 58 B2 05 AT DR 18 1 4 B I BEALRE /
BE R o AE Sy PR R JDRAE 52 9 v, B JER Y 21 A R AR BR Al 30 i T A X el oy PR R
JRBE e R 1l 2 DI M B o B RN 2% B A5 4R A AE Jey BR A B g A8 3 i o gk R 42
18 o DRI PR RS B o S T8 8 42 5 A Ry PR AR 2 g A B R B PR I R R AN 2R B AT 4
AN/ B2 R SOREAT / B A SR PR A R g RT DA L R ) N A O

[00791  EFINAEFIMER (TR 4EA ) &0 B AH R T 2R A (g
K - A b fE K A. (Ludwicka—Bradley, A. ) &5 A Bz Jis [a) 51 fifi 5 o3 o £ sk AL A0 1 B G 2
(Coagulation and autoimmunity in scleroderma interstitial lung disease). =74
5 RIE L SCHE (Semin Arthritis Rheum), 41(2), 212-22, 2011) o 5| A B SSIET
FEIFRAERHE ((EANR T ) e O 77 38 8y L il i ML B 38 vy AR WSO B B HAR AT 2H 5
(00801 & R i fie i aH I A A B RS IR 2 W o 2 W I A (EARRT ) BRAT / B
F-BIk A B B M UK JH) x S 2 L il CT B P Lo 3y I PR 20 A B SR v s A I k. (455
FOZPURINA  Hid0 T 7 A BEHTAR AR P& 22 K Hi ARt 5t U3 HIat. 5t RNA Al
T B SR B PTG 2040 T PR 2 DR KR R T ) S

[0081]  $T CCL2 $ifk

[0082] A HFRMLEL T 541 CCL2 Hifk (AR =2k /40 CCL2 Hidk ) Rifyr il
B AR IR LT HEACAN / B RN IR RE AR O ) T iR A S

oo83]  CCL2

[0084]  CCL2 & i 2 A 4t M SR A = AL Kb IR 7. WOy Szt B2 5 -1 (MCP-1) .
CL N CCL2 & S R Gt Vi 2 A Ma SR AL 9 ) 5150, 4k (EARRT ) Bkx4i . CD4 Al
CD8 it4Z T bk EL4H A AN NK 40 A ( RE&F M. (Carulli, M. ) %5 A CCL2 I35 /K ~F A 75 4= B 1
T AL E A T XU 20 2 B R VAT S wiis 2 (Can CCL2serum levels be used in risk
stratification or to monitor treatment response in systemic sclerosis ? ) XJi&
PiE% (Ann Rheum Dis), 67, 105-109, 2008, 1A T. (Yamamoto, T. ) fiff jZ 9 — 95 £ A= B 2
(Scleroderma—Pathophysiology). KRiM Rz 2%E (Eur J Dermatol), 19(1), 14-24) .
CCL2 O J&7m Hife 3k 1 4 M 5 A B R R 8 , 25 B AE A a3k S A2 4 e ) I/ o) L v A P
([FE) o CCL2 O o thAEAR A K bR BT A4 rh (i ik 4T e A s A6 OF Bl T R R
B mRNA 3Rk . ERE R B DA B s A AL rh 2 o i CCL2 /K -F ot (A B ) o
T b, ZE A R B JEk o CUR s CCL2 Rk /K138 hn, I FLAERE RO e AF 4E At b C e 7

13



CN 104487091 A W OB P 11/29 7

CCL2RNA AR H s (A F) .

[0085]  ANKCCL2 2 & A 76 MR IAEMRILFEEN 8. 6kDa 2, HARIR T IR /RER 1 H.
o 2 Mpan 2 (U HAALTE B 40 i IS PN B2 0 M 1 LA B L e B Rz 4 ) 3RaA
It Hai & H 2k CCR2. CCL2 J& T+ CC IR 15K, Ho A BT i -tz iR vk Ak (4B
I MR BRI AESR | i TRIZE) «

[0086] 1

[0087]

AN CCL2 & A ¥ 5 | MKVSAALLCLLLIAATFIPQGLAQPDAINAPVTCCYNFTN
(GeneBank: NP 002973) | RKISVQRLASYRRITSSKCPKEAVIFK TIVAKEICADPKQK

WVQDSMDHLDKQTQTPKT (SEQ ID NO: 1)

[0088]  CCL2 tH & MNIAE NSERIE Aiifb . RAE . o [ 00 7 o EL AT PR 4 75 =07 A al AL 2
HRA B WARSCHRTH, RE CCL2 W L et (B (EART) MRV KRRK
KW HE G )12 4 E L BRI RIS ) RORAA AR R CCL2 ERE LA K 5
A& CCL2 525 b [R5 B — B A AF ] 51 2H 50 & fl CCL2. AE — LE St 7 i, 4n A% S vh i
ff) CCL2 T R4 5 SEQ ID NO:1 £/ 50%.55% .60 % .65% .70 % .75 % 80 % .85 % -
90%.91%.92%.93%.94%.95% .96 %97 % .98 % .99 % BL 5 £ [F] Y5 . {E — LL S5 jiti f51] 1,
A SR T CCL2 25 K915 SEQ ID NO:1 /b 50% .55% .60% .65%.70%75% .
80 % .85 %.90% .91 %92 % .93 % .94 % .95 %96 % .97 % .98 % .99 % 5L FH &£ — . H A
25 CCL2 S b [P B — 21 CCL2 & FlH IR B N2 CCL2 WS R PEVE 1 o A SO 48
A CCL2 FF AR Ut () “ R LR 7 21— Bt A 2 bb (%) 7 € XONAE LU XHF 21 B 2205 5
N7 B CASE IR K 91— B0 B 73 b, BASKEARART DR <3 BUARAE e 21 — Btk i — o 2 5
ik FpHh 5 CCL2 Fr 4| rh & JE IRk — UM B L IR R T B 40 b N 7 e 2R 751
— B [ J3 LC R L AT DUFE B & Aie ks 58 N 1 & Fh o RSB, 461 4n 4 o T A0 A ot
HHLAK A, 1 BLAST ALIGN % Megalign (DNASTAR) # A4, Fr J& A0 3s i) 1 AR N 53 v] #f o H
T & LT FIE Y 2, WS P LU P 81 4 K N S B R R B Bl 7 AR A B . ik
i1, WU-BLAST-2 8t FH -l € 2 FL iR 77 91— BUiE ( BRR &R (Altschul) 8N, BTV
(Methods in Enzymology) 266, 460-480(1996) ;http://blast.wustl/edu/blast/README.
html) . WU-BLAST-2 {88 &M 2R S50, Horp K50 9 W€ R ME . PTIRTTTZS B LT
HXE - ESEE= 1, HS5%=0. 125, 7 H{E (T) = 11. HSP 434k (S) F1HSP S2 &
Hoesh S B HEF B S8 €, BT BAR T 51 B2 R SR, S IME AT 228715 Hoan B2
feH R E

[0089]  FiA CCL2 & AE—3& 3T FH T AL S0 R e R 45 6 T CCL2 | B Re e ME Bt
. ZWEL TP CCL2 Hifk =T,

[0090]  $i CCL2 itk

[0091]  ASCHRTIAR) CCL2 H H B v BenT A T8 i & A ) 5 AR N 53 30 R | 7 v
vk, AT ETH, Bt CCL2 FuAR B35 Rr e 455 T CCL2 AR AL ATl HiAk Bt
R B WA, ARE“HuiR” NFT B X 48 € & Al BRI Fr B A R 7 I B
) e Bk EE DA S Bro 28R, ARE “ Pk ” U FE s B B e BEPUAA | 22 e FE DA L HLIE
Puis (a0 s Isgiig (B TgNAR B A B ) BA AR B ( REEH R I & A
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IR ) o EAMPUERR AR (EART ) AEPuik. RKEMPUER R E PR DU
PEPUIR R BUR GG Ptk (RD, 5HBE A 3G HEAn ] 40 i 35 35 45 & B & 4t
) NI HAL G % 25 (“SMIPs™”) DL HAR Fr B

[0092]  4nASCHTH, “Hufk B B AR SEBEDUAR I — 58 7, inPiiR rI P 5 45 & X BT A8 [X
Puik i B SE ) GG Fab, Fab’ | F(ab’ )2 DL Fv B s = Dhaedidg s DU DhReduis s &t
S BEEUAR Y o RIE“DUiE B IE B G IUE—FEd SR bR g & B E &9
SKALAE FH BT AT A B3 N T2 08 AR o 28R UL, PR BCE RG24 38 A Bt S
RV () T AR X ZH R “Fy” B By R RN B B T AR (X Il i K82 7 (( “ScFv &2 17) %
P2 1) E 4 B 22 K931 DL R RS o 7 DX ) B e ke 2 4 3 ) e /N TR 3 B

(00931 W] LAAS FH T J& 4 sk wh O Bt A e 1) J v R 7 AR Bt CCL2 Pk . 28K 5, TPk
FEAHI T RS (Harlow) FIZEREL (Lane), Pk :S25% 48" (Antibodies:A Laboratory
Manual), (1988) ik o P I & A 7E /N B KB R B B B I8 08 R 58 B M L EE Y
18 F A B, PURRTEXS R4S, 774 TgY 43 (UH4E (Schade) A, (1996) ALTEX
13(5) :80-85) o FE—LESLJt ] 1, i T A & PR T N R B R KRB Hifk . 2441
S, 7EB M P P AR VR 9T & FH AR )38 R BT LT 0 B AR B (Goldenberg) S8 A,
[ Fr & F A TFEREE WO 91/11465(1991) SANEH 2 (Losman) 28 A, EPrEiESE (Int.
J. Cancer) 46:310(1990) H . 7£— LSt o, 52 v B i A vl 4 FH 4 52 988 5 ki 2% CORZR B
H Milstein) MZEIE (Cuello), (1983) HHR (Nature)305(5934) :537-40) o 7E—LLSLjii ]
Hh, B RE RIS A E I A A (SR E L RIE 4, 166, 452 5, 1979) .

[0094]  Sidid B 4 7k A b= A B v BE AR AT OC BV 22 DRHME T3 st 50 P Wk 1 4 SR s 7
KIGHFEE (E. coli) F TREMOEFRIA TR BRI N TR SR B e BE DR
[T, 4G 1 e e Bk B 1 SO DA 2B S 3 A ORI R/ o B 2R SR R A28 P2 /)N BRI
IR L4 i B 24 3045 (1) mRNA SRAS FH 300 4% SR il 5 Bt cDNA.  HE B AN A2 B 5L (K] 43l @ o PCR
TG A BN B R e B R T . PR AR SR, — AN L H— 1A R
FER o MR — 3L A 40 B W TR 4 DNA, HLK B 85 A 7 41 52 G A — S H A0 3% DU il & 1
SR o W TR AR A A LI B AR A oDNA X, HLFE IR R AT T S 5 S PR R A 2K
G RIE « D T SR BT OGVE DU B PTAAR , BRI R AR S, B AR AE T3 i
Puik sy FEERE BT EAS . B UESR SRUH AR IC I PUR — RS, BEERG U LRI EE
SiATR. B3R ERBEN I SN S B S S PUR MPUA R BEE . & T RN
A B BR AR W B AR S 1) o B2 RN 8 A4 m] 451 At AN STRATAGENE e R4 ( nAil4& Je
JMFFFTE (La Jolla, Calif.) 3K15.

[0095] W] LASK FH RS NE SK 345 =3 A1 /) scFv. 2 W ik B (Vaughn) E 4R «A9HAK
(Nat. Biotechnol. ), 14:309314 (1996) . HA B KA K scFv 32 AT i A8 6 N T e
CUR1 Vi Ve RV A ZERIZE ) PCR 51 M) MR S NRAIAR Sy 25 V SRR MR . TR 12
Ja BV k AV N JZH A DB R — AN . KX B B B iR R AR . B scPv i HE
T (Gly,, Ser) & E|V B LUEE R B Vo T -V A By 386 BASRCAE J X b
BTV, BT -V BB B B R B A R o W5 R SC 2 AT A0 b S BT IR A A I A B A
A (Be AR (Nunc) sMaxisorp) ik . FMBL4h S ml i i A28 e 2 G A 9k XL 400 it i
Y A 2 A 1 S BR AR (1 S IR 7R L i R SR EERE (P. pastoris) HERIE scFv M5
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PRSI 2 DL BB R (Ridder) S8 N, ZEPIH AR (Biotechnology), 13:255260(1995)
FIAN, R B IE 2 scFv Z Ja, Al SRR J i g7 (40 CDR3 WA AIAE R ) KRG HA
B A SRS RS A B I R PR B S B A 7 itk (Jackson) 28 N, JE [E &4
Z:E (Br. J. Cancer), 78:181188(1998) ;BLHrAS (Osbourn) 2N, HZFi A (Immunotechn
ology), 2:181196 (1996) .

[0096]  H—IEAIFR T B2 gmid & — CDR fRIK. CDR Ik ( “H/NR IR ”) /] i 44
SUYw D BT G B R CDR AFE PR SRIR1S o P ik 25 DRI 491 Je st A5 ) 5 5 il i o e 92 5 Rl ok
H = A GO 4H L RNA B AT AR ORI %% . S W g Bw (Larrick) BN, ikl
TriEE1E (Methods:A Companion to Methods in Enzymology)2:106(1991) ;2&4F)JE — %
7 (Courtenay—Luck), “ETEBEHUAFIZEREEEIN (Genetic Manipulation of Monoclonal
Antibodies)”, B EPUA 724, TRESGEFIG RS F (MONOCLONAL ANTIBODIES : PRODU
CTION, ENGINEERING AND CLINICAL APPLICATION), H4F (Ritter) ZEAN (4w ), % 166179
T (@R kL (Cambridge University Press) 1995) s FfIVREE (Ward) 22N, “Pifh
HIE R AR IA (Genetic Manipulation and Expression of Antibodies)”, BATIREHT
A o JEFEFNR H (MONOCLONAL ANTIBODIES:PRINCIPLES AND APPLICATIONS), fHih (Birch)
FEN, (9a), 55137185 7T (oL - Al A" (Wiley-Liss, Inc.)1995) o

[0097]  FE—4Lsjtafy) H, 1& T Ak B I PTAR vT DLAEE N RER A Pifk. JE N BPiikm
NEWTE AN EHRKIFT AN Tg ME/NFHIRIRA 1g.1g 858 v Bt (4l Fv.Fab.Fab’ .
F(ab’ )2 8 Ab W HEPURE &) NPk BA —s 2 e NSRS
AR FE R . X e NSRRI IR R FAT AT ROy “ HE 117 Bk, LI 2 N “ gk 17 T Az
BERE . N SSAIm W5 5 3h ) B2 X (CDR) B8R CDR 7 41 BUACAH B2 A 2B 44 471 ke s
I (7S (Riechmann) ZE AN, HAR 332(6162) :323-7, 1988 ;Ffai B (Verhoeyen) ZE A ,
B} (Science). 239 (4847) :1534-6, 1988) . Jridk “ NJAL” Hifk i & Ab (HlanZ W H
LH%E 4,816,567 5.5 5,693, 762 S 5, 225, 539 5 ), Hedr sz i /b T 52 8y A K]
Ak L 2ok 5 JE N PRk AR R S AR . 7E— st b, N RAb Bk i & o — %% CDR
W B DL R AT e — L FR BR L ok E mE 5 3h ) Ab o SR AUAT S AR R BRI N B Bk . A
KUPiaiE B AR R UL R BB Tg (B2 mbik ), Kk g%
() CDR H5% 2k Bk H AR NP Rh (bR PTaR ) (/B KR E SR ) 1 CDR FIBR BB AR
E—Se oL T, AR HE N RARIEAREE N 2K T ) Fv HEZRAREL . N piiknT AL & fEH52
PR S 51N CDR BUAEZE 7 51 FR 3 AAEE R AR IE . — Rk ud, ARk & s
) 22 /D — AN I FLdH S Ay AR, Hod oREs 2 (i SRAZ BT ) CDR X 5 4E A28 Tg 1 CDR
XX R, HHKRE 7 CHHRAZFTA ) FR XN AR Tg FEFEFHIM FR X APk
WAE IgEEX (Fo) MERD—H 77, @HEAER g R8s (Ke2F%EAN, AR
332(6162) :323-7, 1988 ;i BIEN , B4 . 239(4847) :1534-6, 1988) .

[0098]  AZRPufaads vl H & Fh i A= A, B HE VR o AR Je s SO ( BEMRAT AR (Hoogenboom)
SN, TS (Mol Immunol.) (1991)28(9) :1027-37 ; By 5a i (Marks) N, 2> 74
Yook b (1991)222(3) :581-97) Ml & AR H e E DA (FHHWrFE /K18 (Reisfeld) 3§
/R (Sell), 1985, JEAEYA A (Cancer Surv.)4(1):271-90) . &fLih, n] LURFIR N2 Tg FE
BRI G IN IR Tg 8 PR L0 2 B 58 42 00 AR BE R sh k& N Bk . fEdid 2 Ja, W
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SNRPUA =, AR T A J7 T 518N 28 IR A% L2400, 045 6 PR 5 20 L 25 e DL R pi Ak
M (HFRURE Fishwild) SN, K E B8 5 I8 R i B2 RN SR ok 6 )
N 1gGx EETEEPIIA (High-avidity human IgG kappa monoclonal antibodies from a
novel strain of minilocus transgenic mice), HZR «A¥+i R (Nat Biotechnol.) 1996
E T H s14(7) :845-51 s FE{HA% (Lonberg) 55N, SR B AL 5 PUASAS [F] 3 RHE A1 B /) B BT
JE A S AR PR (Antigen—specific human antibodies from mice comprising four
distinct genetic modifications), H#R 1994 4£ 4 H 28 H ;368(6474) :856-9 ; FE/H %
FEAEE /R (Huszar), K HFIEF/DNR B ANZEPLAE (Human antibodies from transgenic
mice), EPFrHEIZES1F1E (Int. Rev. Immunol. ) 1995 ;13 (1) :65-93 ; & 7@ # (Marks) Z¢ A,
ged b Gl U R A ) N 2R P4 (By—passing immunization:building
high affinity human antibodies by chain shuffling). & % + K (4 2 )
(Biotechnology (N Y)). 1992 4E 7 H ;10(7) :779-83) . £E—Lesijififrh, AT CCL2 Fifk
I I G AN 2 TR 08 DS N SR BBt S5 2 AR NSRSk dil4S i an N2
CCL2 #Zsfiefh (5t W35 [E 4 F) 45 5, 569, 825 5 .5 6, 150, 584 S HI%E 6, 596, 541 5 ) .
[00991 i F B gt CCL2 HiARiay7 il e i R AR B2/ . 4 B SCFTiR, CCL2 &5 CCR2 %%
R (A 456 SR i (B, 60pM) , H7E I 3% R AEAE K PO B8 CCL2. BRI, K434t
CCL2 PUARIR P REAE 1R 5 J5 72 2K 2 A HAN — /MR 20 vl e e o7 21 B85 H AR 4. (R, 1
CCL2 PUARAN K AT BEA #4354+ CCL2 S FF 324k AN H bR 40 115 546 T, BrAEH ST CCL2
BB Em A G oR )] BeAl, BB R R, A1 4R 0 B B B A B AR 2
By o A8 R A 1B COL2 Uik O B A7 78 B AR 2R IPU IR R RE B8 45 & CCL2 FEB
1B S H2Z AR EAER

[0100]  [RILHt, 72— St 5] 7, 3& T A R B 4T CCL2 PiiR s i Be 4 &2k A ER
T %3 500nM. 100nM+ 10nM. 1nM.500pM. 100pM. 50pM. 10pM-~ 1pM.500fM.400£fM. 300fM.200fM+
100fM.50fM\ 10EM\ 1EMo 8 — LB STt ] o, & A< & B 4T CCL2 Hiik Bl Jr BRI 45 & 2R A
JIFEZ) 500nM 5 1M 2 8]\ 7E 500nM 5 10fM 2 [E] . 7E 500nM 5 100fM 2 8] 7E 500nM 5 1pM
Z 8]\ 7E 10nM 5 1fM 2 [A]\7E 10nM 5 100fM 2 [A] 7E 10nM 55 1pM Z [A] 7E 1nM 5 1M 22 [A],
7£ InM 5 100fM Z [A] . 7E 1nM 5 500£M Z [8] £E InM 55 1pM Z [A]\ £E 1nM 55 10pM Z [A] .7 1nM
55 50pM 2 [A] 7E 1nM 5 100pM Z [A] . 7E 1nM 5 500pM 2 [a],

[0101] AW oA A A o] A

[0102]  FEXFhSLiafyH, FEAR 4% 5 5, RHE A% & B BT CCL2 Pufd m] 4% 35 21 %5 Fh H bRl
gL nBIPERT T B A AR (AR ) BRI 0 8. B (AFEF) &8,
WLRIE I R UL E

[0103]  FE&FhSLiEfyl 4, FEAR %5 o, R34 & B BT CCL2 Jufk nl 7RG Y7 _FBE IR k-
SEIRAR S B IR 1% R H AR G A UK FEGEE . AR SCHR T A, 9T B EIG IR -
A BOKF B M2 2 UATE B AR 23 SRIG 97 F /K PBUE . Y67 7B F TR WL 1)
(P, Ay gt — e Ec e pn il & ) B M) (BY, 32l 45 HAE I FE R s 20E R ) .
A5 K, 1097 BB PR A 0K T 8E HE T O 2 BAGE B BR 4R S 0 9 B S R
I3 ~ T3 i B AT DR PPRER I B 1 B AP B PR (40 CCL2 K ) o 7R —SEsipitafs] v, AR5
A A 3 AR SCHR BT IR BT CCL2 ufk nl 4 B bRl 27 b 5ok &0 97 X B ERIG TT HIRES
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FHEL CCL2 KT/ 5%.10%.20%.30%.40%.50% .60% .70% .80%.90% .95% .
[0104]  FE— 2B ] b, ARAE A A WA 3 (R A SCHR BT 1978 CCL2 e I CCL2 Ik
7 95k 7N ZAIK T 29 1000pg/m1.900pg/m1.800pg/ml.700pg/ml.600pg/ml.500pg/ml.400pg/
ml.300pg/ml.250pg/ml.200pg/ml.180pg/ml.160pg/ml.140pg/ml.120pg/ml.100pg/ml B,
K.

[0105]  —MRUL, FEAR NS Ja , RIEA K B BIHT CCL2 HiiRfE B M / Bt H AR R (4]
R A SO B B il (BFE) B EELNE IR RS ) HEA BRI,
FE— LSt 5] v, MR AR & BRI 4T CCL2 HuAd ) e 3 B ] B 22202 30 4381 .45 73 %1.60 4>
BRL90 438N 2 /INEF L3 N L4 ZNESE LB ZNESE L6 ZNEF LT ZINESE L8 ZINESE L9 ZNESF L 10 ZNEF L 12 /NS
16 /INEFL 18 ZNEF 20 /B 25 ZNEF .30 ZNEF L35 ZNEF L 40 /NBE L ETIE 3 R ENA T R 14
R ik 21 REGEE—ANH o £ 2L ST o, AR ¥5 A & B 19t CCL2 Hiik n a4 5 Ja 1Y 12
/NI 24 ZNEE 30 /NI L 36 ZNIE 42 /NI 48 ZNIE L 54 /NI 60 ZNIEL66 /NI T2 /NI 78 )
INf 84 /NIFL90 /NI L 96 /N L 102 /NI B — JH 22 S AE MLIE AT/ B H b2 23 b R4 mT Al 7K
PSP ARSI K P B 1 R ASE P e s N R & B T R E

[0106]  7EHELLs 5 o, A% S0 b TR 40 CCL2 HUARAE (Bl ik ) H 5Tk 2k E 2
Ja (BlanfE (kN ) #8552 380 2S5 10— .3 K48 /INIF 36 ZNIF 24 /NP 18 /)]s
212 ZNEF L8 /NS 6 /NS (4 ZNEE L3 ZNEE L2 ZNEE L 1 /NEF L 30 B B B S ) A LT B [ 4
ARz ED 20 g/mlE 15ng/ml B 10ng/mlED7.5ug/ml ED5ug/ml &
2. 5ug/mlEA 10w g/ml BLEAD 0.5 1 g/ml FIHKSE.

(01071 i Bz Jos FIUAH SS9 T e B0 98 B VR T

[0108]  ASCHFTIR I HL CCL2 HLiknT F T4 R y6 o7 e 28 Bl &y S8 A Rz g BRAH ¢ A 44
RPN RE B DL M . AR SCrh i IR TE “YR97T (treat) ” BR“VGYT” iR HGE
— B MEAR , TRT BUAE 5% — B 22 FloRE R B & A A1/ B AH S50 T A B0 L ) — B¢
22 POREIR B 7™ HERE B

[0109]  AKRHIHI&FhHUATT DL el 5 HEPiiAsta T A G5, £ LSeps d,
A TR W HUAAR T B 5 Va7 (s TR 9T AR 4E A BUR 28 150 9 iE B0
SLERIT A ) diaRE. Frida T Aads (EABRT ) BB S MEE . NSAID. S ] 254
(5 G FR S M PA R B N ) /N T R R TR R bR i A 4e L 259 (BFE
D- H &L BHOKALB . PUVAFA S Z AIERA LR ) FOFT TGF B 59T LA R N B2 32 32 AR FE B
[0110]  FE—SLSZjids] v, A BTl B HiAA T A A 8 JR) B AL 38 T3 (anx T e ]
FCIEIT IR R ) #6555 107 & vl e sk i J& s R 2 AN B3 6 R0 R 5 B e 1
Eo Z WG IT F 1 25 F 2236 (The Pharmacological Basis of Therapeutics), &
B 5 (Goodman) F175 /K2 (Gilman) 4w, ALIHIZE 7 AK4e ik & (Macmillan Publishing
Co.,New York) . —MRid, A &05&EALA KB E =R FRAER (FlandFn cCcL2 #1 / sl
Wr CCL2 5 H[FEZAL G ) MHE. FIENMA KRB EA RAIER, a3k 758 M.
IR NS . REE RS I R R LG Tl S BRE € Biddk / 24550 0 1t AR AR e M A E
FREEIT (] 4% 5 A ORI 8] L 2590 206 HEE I 2R L DL RS AT I 7 VR I e R AR RS AR L —
F A AR IO 12 ) s £ DA S AR B o IR A B P EL S

(01111 AT ATk I HiAE AT LLIG T BA R BMEAT 45 2507 S5 . A8 — 2o septifel v, $t
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CCL2 Hifk LAWY H — IR B H — IR =8 — IR PR — IR A J — Ik B R — IR B DA AT 2% (1) B (1]
[ EEESP

[0112] AR PR A AT 35 7%, W B MR B M S 1842
1 B A A B FE ) i Bk N S SR S TR LN B2 T IR N AR N VN IR E N
PPN S P B B A iR . B B NSRS DR A B VAR VA& B B
N &ERIE 2R, # 5l E gy RS W EAY) (BRI ) RFERE RO
/ BRI RS HEAT

[0113] M 7K

[0114]  7E— &5, A SC A BT IR 16 75 v A A A 0 T F TR 97 i B BB BT A X
T B 9 1) S22, 04 ey B P 4 S PR B ALE /A R 5 DRI Pk 4 S PR R ALE /A R 5 DL
He . R PR A S PR AR / B R o5 38 5 0 Je L5 ) = B DA S TS 1 B2
T . H e R B LU T I RAEWHR N CREST 42 &0 45 R Ui . F 16 KL% (Raynaud’ s
phenomenon) « 818 D BeFEbG | i om Kz JRAE AL DL S B4R I 45K 3 Ak, Biisl ik v L% 7T REAF
ET Rk =02 — G, I H AR S 8 50 0 50™ B R ARE . 7R84 B AL
SiE /A8 R A RO 3R AT 1 L 52 i DK T AR R PR — B 22 A I, )R O B O A
e e A B i B0 45 4 B 11 0 Bz SR AL B B2 (systemic sine scleroderma) , Hiik
Z R JRARAY, (B LG A SRR I 5 DA s Bz JBk, AELAS 520 P I 6 A o Ry A T =X« B DR
VT DR 974

[0115]  FE— LS fil o, Y697 /2 18 5 R &6 I7 BN B EE I BPRES A B, 35070 8058 4 3
S0 7 A D) — B2 FORER e o5 D2 k) L IE 28 R AR S BRAR M B SR/ BRI
2, Irid RS (EART ) N R4 2R =88 4 ; 8 & R 4 iR i s 4F
el s NS B QLR L s MR R4 s 48 I SRR IR« SR AR IR 8 s F i ot
P s TR ARG ZE K T FIMIRA H I 548 B B IYTRRIER il i s B2 R AR 4 Ab s i s B2 k4N
RO s w2 R D s RIRRRE IR SR E UL T s R TTEE OC T
T £F el s B LR GEAb 5 DI LFGEAL s O AR 4EAL s R AR 4EAL s BF 4T 4itb SILIRN£F 44k
F0% SRR REAE s IR IR 5 il 28 sl 98 Wi S, s I S HEAK (AL S IEYE s MRl IR 5 i 53
MY 5K s EE R s B KA R EE O A e P BB A 5 B G UG RRORE 401 2% 5 UG R
IBYE I W vRiE N T s AR A s s TCHE 5 AE S o SRR SR N 5 S R g
iE 50 1o sl IR s 3 USRS s BT A

[0116]  7E—LLSjfafs] 1, Y5 I7 R T f A1 R4 5 7 B8 A Hh SR AR S 5 S RS S F A1) L RE 2%
VBB B AT / BRI R . WIARSCH R, RE“A4eib” R e ds B s A 2 aiid &
AL FEAA B BRI IR HE OU T, DN ER 4R PT Eh 255 8 pl 21 4 241 i 1
gl . RN 4EA M A RIE B HAT A R D RE, RIE 2 R —H RN« 281Kk 35, B2
Jok b2 B LSRR AT A 4 B A R 5 B R R LR R e G AR R B R B R R
JZ BT AR B 21 4 41 At = A TR A B SRR K = (1) 22 DO e B 1 SR B, 1 2 P X A% Ac 4
FSCA 4 20 B T A T B EDIRAS B4 T3 A BN R B o 75 T3 40 B Dy R A ), s 2 24 41 B 441
) )8 - 3545 1 AR 1SS AL DA B BUAR Ao T AL £ 4 40 i 7 2B 38 n 6 B A 3 A
A4 i JiR B A RN SR B R T . 7E R B B AN, 38 R 0 %2 B ) R AR R AT R TS AL
BN, B ECM A FE P2 AR . B H A BOM R ot B 7= A 2> 5| L 4T 4L, 76 28 B B
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R e B T 4 45 2 2R, X R 7 AR

[0117]  FE—Sesjiafpl o, o7 2 fe i bk B B igiE (CEHE) (i B %iE LR & %
ARG A/ B E AR 4E AR 4y 558 A MU OR AR L G DR L I RE LR R AE L PR
FER / B IAZE

[0118]  7E— &St ol b, VA 97 51 S B Tk 4F 2 A0 350 7 B 58 4 2% - SO L DR AR L F0 ) L 4E
SERANE PR R/ BURIR R . IR IR 5 R kAR JE B B BB IR. (451 4
PRI BUREIR S ) ok A —Sestafal v, Bz k4R 4k id i 2842 oo () %0 1 vl R ik 93 3
(Modified Rodnan Skin Score) ¥Pli. 28Rt , il 1 H s, R M B2 R4S T 04100
BRERRG T E 1 s AR RS T3 8 2 s A R B REAR JR 5 T 93 B0 3. AE—Lestfsl v, v
7 15 10T ARSI EG, 248 o) 2 4 e 1z Bk 0 AR 1096 VI 15% i 20%
I 25 % I 30% I 35% WIS 40 % RIS 45 % HE IS 50 % WIS 55% WIS 60 % A
1 65% I 70% It 75% it 80% it 85% it 90% (it 95% BT & . fE—Uk
SEHAG R 6T 5] D R AT 2 A 1 S5 T B

[0119]  FEAABEZHR WAL T, I N B2 828 b e 214 40 o 1 3% A0 o] B ad i
7 A A0 B RT3 A e S B 5Lk o A R B S dE ((HASFR ) TGF- B LCCL2., CTGF
ET-1. et 4 pAE K 8 1. IL-1. IL-4. IL-6. IL-12. IL-13. IL-17.MCP-1,MCP-3 A1 PDGF.
4t PR 5 0] Bl 9% 2R G A 98 1 A B = A, 9 v A ) T 20 B B AZ A R B 4 i, B
o MM R 0T BB R AR e A . (R AT 4E AT B TE AL I — N R R ]ORN S BN S IE R
T OQ B B B H B R A M 1 I ] R o A A B v AL i B R s e B S i
AL AR EAE RN / BOMLARTK 710 ERIE, 76— LSt o] b, MR AR J B ¥ T 68 B B 3 5 i
— B MR R AR T (AR SR TR IR ) 1 A kb o AR eSS T, YR YT SI
5 IEIT BORAS A B, 2 28 Mg f R 7 (540 TGF- B« CCL2. CTGF. ET—1. i 4F 44 2E &
[Af. IL-1. IL-4. IL-6. IL-12, IL-13, IL-17. MCP-1. MCP-3 fI / B PDGF) &/t 10% .
I 15% I 20% T 25 % T 30 % WHEIT 35 % WIS 40 % WIS 45% IS 50 %
It 55% I 60% It 65% L 70% It 75 % I 80% (I 85% It 90 % I
95% BN FE 2 o I 5 4 B DR - 7K ST (R 45 b v 2 i e A 2 6 ) 5 T T S AR i B
[0120]  7E—4&sjfs o, Y57 51 CCL2 MLiE AK-FFRAK. 78 —LsTi] 4, e Ir sl i 5ih
SRR AL, CCL2 ILIE /KT PRI 10% 8 15% iRt 20 % BT 25% #id 30% .
FEIT 35 % AT 40 % I 45 % W HEIT 50 % I 55 % I 60 % R IT 65 % I 70 % .
HEIE 75% AR 80 % (B IT 85 % AL 90 % AL 95 % B £ . 1E— LSl VAT 5
i CCL2 1M ¥ /K 7 1% T £ 800pg/m1.700pg/ml.600pg/ml.500pg/ml.400pg/ml.350pg/ml .
300pg/ml+250pg/ml.200pg/ml . 150pg/ml 8%, 100pg/ml. 7E—LEsLjifs , y597 51 #2 CCL2 IfiL
TE7KP 5 SEJi F A R AR08 Bk R B B 48 FexT B CCL2 I 7K~FAH 4 .

[0121]  £F4EA 500 T BRI

[0122] B 1 R 95 2 A, R4 A U B B D7 vE RV G0 0l 96 I 4R 4E A0 200 R B
B, B AR (EART ) 24 LF 4Eni bl B AR B rE £ B IR M 4 B 1 4F 2
1 B B SR MR AT AL S . D0 T B B M AP R E S (EANBRT ) et 4ith il
I S 2 A B g P B ZE VRIS L 4T 440 I A7 4R 4L . NASH 5. 5 2 4R 40 PR
I8 ~ 93 R B U AE 2 e 2R B TS P A/ BOBCR AN S TR . A4 n] 5 R AER
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K, BEE S AESIRAEIR HI, A1/ B FARRE P e a2 ol . REm &ML 4Ei T
TR Z A B SRR (R R , T8 A R N S5

[0123]  NASH 1% @ AERIR /D 8O SRR B 78 S ol o B R4, HAESRR
NGRS B A A i e I AN 6 H A R 5 AR BB AN TG D IRREAR o NASH )3 i W] FE I %k
L, ERECEE, PR A& E I BAE e oL T TR R B A LR E TR 00 B &
HUR 1Y% . 53 NASH 7T A8 AL, 1S G5 s A 44k IR HAE I AR SR . B 4R 4EA %Ak,
JHAEAL A e, Forp AR 1S P S S50 AL HANRE IR RIEH . JFA R I A NASH i A
HB R AL, (H— HAFAE ™ B A E e i1k, J LA nr v b pridat e . g Atk
AN NG P ARt B8 S L 22 4 Bt IR 33 o RS A 2 11 i 3 v P GG S0 A 40 P e
—J7v, HASHEALE BB NASH B9 N HR AT . 7ESE[E, NASH HEZZ AT A4k 1) 2 BL5 K] 2
—, TE TN BT SRR R 2 )5

[0124]1 B (') A4tb 'SP A4e S 2 1R S ER UG B A4 5 R B E K
R R ANGET. 2 H = X ENT B S R ) 753K . A g n] B AE 'S sAr (SR ThaesAir )
(R B R WA o3 v o 22 DR 2R AT o 1 B e, G 0 B B /N BRI B R AR
L. XN G AR B I M AR I B S AR W S50 o A T 0 A AR 3 2 ) AR A i 5 | S 22 b i R
AEIR A4t B R )7 A RSO AN R 5T - P A 2 T~ ) AR A AT e i3k 4598

[0125] L9 I DT BRI ¢

[0126]  7F—LLsTif 5l o, AR Hm A BH B 7 VE LGP T8 97 R 9 103 S o i B L
BFE (EARRT) &SP RRE L (SIRS) BT /RKIFER KA (Alzheimer’ s Disease ; FIAH
FIROUAREAR , ALFE B VEAH 2 SONE AP IR BTG AL I 2 I B3 0 AP RAEBETUE AL
AT N ) s LG R A AE (ALS) < 75 48 (RIAH ST L AR, B4 ((EANFR
T) B IRTT REPUR T I O 2 518 M bR CE 4 A FORR IR A DR B O R IR R
BEEFIIRTT R H D IRAT R ERBR M IS 28 B T & TG A BR B 75 3 1 o
RVEFERTE I RPERTT R ) BN (HUAH ISR AR, G363V B 5 1% 1 PH 28 1%
OB 18 BH 2 A 75 /D AR e A HRME MR B ) 5O B CRIAH R S AE AR
BIESI B s 5 5 B O NS 2 O ILER AR 78 M O 3 58t Tt IR B ke o UL
I AHCo JULAE P D RE R i, G0 - sk IE WLAn R E AL 5 O JULAH B9 T s A LAH B T e 1
Fo BT W8 PRI AR IR U ARE IR , L35 H B S B FRp G i 2 HOPE (1 78 ) B R
R PR P R T % W R e A0 PO S A5 R PR PE B A ) 5 B I 2 (AR S I Al
IR S 0 IR I A O s b VB MR i % e B UK (Crohn’ s disease) VR R VEM
WAL I R ) Bt JHAAE (W s A0 e 2R R 5% ) L] P A A A H 21 4 4L
HIV By (FIAH SR GUAREIR , G R A S L, PR 20 1R A S A HIV AH SC I8 A7 4 IR
(HIV associated Hodgkin’ s Disease))  JI|I& [GZEEE (Kawasaki’ s Syndrome ; A1AH <5
T R O, 0 F R R R R bk T 45 25 SRR bR L 58 el TR 20 o A2 7K b 48 1 40 4
TN AR BERT I R IR RIVE 295 G R A0 /NS 2 5 2 Rt BiiAk S B A8 ( FHAHE S22 0 Al
Jpg 100, AR PR T O AR | B R L S RS P 22 BRAK S 58 L S AR () R R IR
B AR E B IR L IREREE (Goodpasture’ s syndrome) L BIZE AT 28 A7 A1 B i IfL 7 Y 4%
P ) APERIRAT R (FAH B0 A O, B0 45 S ME i 2R AL 78 2 A A 22 R AL 11
W IL-1 MR AE L IL-1 ST w28 o m] SRS I ) vy IOBi e ) IR AE (AIAH

21




CN 104487091 A W OB P 19/29 7

IGO0 FE W R T P AL DX B A2 L 4% B R T IRIR B AZ (Graves’ opthalmopathy) A1
2] A B BBAARE ( MUAH S0 AR O 045 S Rl I i AR B BT i o 2k B
WRRAE AR e B R U IR R AR Bl PO R R ) B CRNEVIN L) JBE
2 BRI IR 98 o e (FAH B A OO0, G Rl N B L B BRI i B ) s i
FLAE S P il g < P2k 5B 48 L 3 HH RS SR AT STDS A AR lili s 5 el R 3 ik P A2 Bl HL e i
) R, ELFH 28 AR IS R L RIBAERT 22K [R/MA (rheumatic Aschoff bodies) .
R A 35 9 A0 R A o UL 28 5 FEOIR IR 98, 60 435 12 4 Ik E 40 B 2k HFOIR B 28 PRI TR 4L, A0 5
18 VLR Z1 B 2 AR 1B IR EE S IEM R AT e, BL4E B & S PEBR, Bt
H B G 28 0o L5 4% 58 R 7 IR0 A% B R BT HRG A8 B e Al AL E | 22 R PERREAL | 2 7 8¢ | 4= B
PR PEIRIE S 4 B PEREALAE « ORI (3 dan itk 298 4 HOIR IR (goiter and struma
lymphomatosa) (M4 FQHUIRAR % (Hashimoto' s thyroiditis) ibkEEHA@ME BRAR M ) ;fiE
R 5 A5 AP 98 55 2% B E AR IR CHERE R P B BB R AT 0% ) s A% B4 AR, ao il
24895 (Leishmaniasis) «FRX . EMH (Lyme Disease) EMECr %8 (Lyme Carditis) JJE
P RSP L I 5% S IE A SR I/ NVE TR B MR B 48 ), He gl e as (930 40 e 25
e % - LI (Epstein-Barr Virus) \ ASRHZZBRIEHA T IEGR 5 ) BUR A
Y (BIeEIEE R R CHER) SR a5 SN, BLFE I a4 (0 HE Hh KUNTGR I i %
73 A8 TR TR BB S I PR A% A R AN  STDS Ak X s HH . ) IR H AR AR (43
QOO AP RRE ) % (At v A 453 4% by B B o IR 2R A E S PRl PR E ) 0
WIDhRERERS , B BRMV AN RSG5 e 51 &8 (4510 5 JEEe v 28 B e Ry DT ) SRS il i
B A N RCR (BN G BB A2 T  F ARG RS SER ) B AT, B4
EEN= A WA 2Nt N It N R SR RN 11 T S S O TP L S A e = NN 1
PR BRIEE S T IR « FF PR R D) B ARG T SR« i i S TR PR 48 3 32 3 X RS AL ) s
(HEFEEEZ) A OB (R A IORE ) — MR JRE IBE S S PRI 18 s B 4
M 9 0E S L BIA% 5B RGBS BB R 98 1 S #4820 A IS R R R AR
HA L LR NE 295 5 Ik B S I BRI X3 i DL R s e A e

[0127] 35502 iRy7 WA / st e AE e br e s

[0128]  FE—2Lsitafs] v, A firak i 23 -9t CCL2 HUiR I kA& W] 5 A48 br
—H T EF S E a7 WA/ st . £ —LesuiE b, &G AR A %2 R
BRI ER . WIARSCH TR, RIE“H Z R AEMTa bR ” T8 R IE K V7 3 BB A 7
W32 (B2 IE A ) AoA T AR (R B 32 i (B R R 32 A
&) T FRIA KA B AN FE B AE B AR o PITIR AR TE I 1R 55 2k 7K T AN [R5 2. (R
Jey PR B JEK B R T 1 B SRR Kz 5 ) SR A T AS R AE YT bR . PR ARIE 3 — 5 a5 R 1A 7K
SPAESIR AN BB B (5] fn 4 i B 5 SR A Rz s B 152 g SR Al 1z 5 ) A B AN (8] BT AR 0 A
7= S FRIA WFE AV T bR I I B4 f R A B U o B DUAGE 22 o TR SCHE TR
R, A 7RI A Febs kel S B A 2 R R IE AR A EEH T2 8 o
WIRIT 3T R AR S8 1) 2 B AN RN H o A SR i A JF AT 22 e M 3R T8 1 A P4
P R 2R A 2] s S s 7 o s R o S 2R R Rz 9 I B RT A 7 e 9 s 7 L R R/
e SR 2E . HonT FAES 2% i DL LLEBORIZRAE R JE S A TSRt — 2013 BRE S o AR
Hh T R R T “ FRAIR R 2 TA 7K P S 8 anaill 1 AR SC b I 8] — B0 20 Ao 07 32 il 22, 338 PRI
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/> 10% 82, Hi0 20% .30 % .40 % 8 50 % .60 % .70 % .80 % .90 % B 5 £ , 5l & Fik
PR T 1 A%5.2 5.3 fi5 4 £5.5 5. 10 £5.50 5100 f5EE 2 o QA SO Bt F RIS “42 1
()2 IE KPR fR and il — B M7 (AR TR 7735 ) Frill &, ik m 220 10%
B %, 441 20% .30% .40% B, 5096 .60% .70% .80% 90 % B HE %2, B Rk m AT 1
5.2 453 1% 4 £5%.5 1% .10 1% .50 £%.100 5B E % .

[0129]  JZ IR ZRIA 0 #h

[0130]  ME i iz 05 £6 o A A 22 S Mo 3R IR I AR W) 4 b 140 25 b 7 3 2 T g Ak b 2L i HL
AT SEERA I o 28R 15, B Ik A DR 2 38 43 A 0 ) B 2 )t 1 B i) e B AR
SRR H AR PR AR R SR U nT A K TR . B — e st il , 7EbE j i iR & 2
Sre b R Y ) IR AT g b AR R A A 5 B s A AR P B SR it B B SRR R S . B Ab,
55 95 1 H R AH 5% 1) 1k DR e S mT 3 T 4 ot R R R I B ) A R R LR A R
Ao B SR AT @ IS AT AT A, i I Aok 2% (Mi lano) 5 N R 57 993 K7 Bk (1)
R FIEREH DT T4 Molecular Subsets in the Gene Expression Signatures of
Scleroderma Skin) ”( AFLRFEEIFIE <454 (PLOS One), 3:7, 1-18, 2008) ik, AT ik SCHk
R4 N 25 CA 5| F B9 77 SRIE AR 285K U6, PTAE R B EE 5k M B2 Ry R 1A A Bz
o BEE (50 SR SR AL R 0 N A8 B U8 B IR ) 1) B ARl R BRI B R (49
WIFTE RIS FAE ) EHATREES 8T SN 1 48 501 5 05 57 05 e e FEAH DG (R BE [A IR AE R
1] it 5 5 it AN R T B DA — B[R] IS A AR 2 TR e PT AR R R Ak AT 3 — B b R T 5
5 iz i 7 B S AH G 118 22 e M ik DR 3R 1) B2 43 W T FH T e 438 52 A 2 s 2 il P 1A

(01311 HEdl T, A 2 i oA 22 et R o 0 M L R mT SR 2R R 6 4H . 5 — H A HE R IR
15 A B2 BB 1 AH R AR R DS A v e R A W e BREE B R Y, B FE (HABRT)
CCR2. CCL4 F1 IGLL1. 25 —#FHAFENFEAR RS, CFE A AE A A o R KA R . fEIX —
SR R HH 20 1 o vy 2 AT/ 47 2 R B 1 B 2 ], i CKS 1B, CDKS2. CDC2. MCM8 Al
E2F7. SETEFRZEIAFAE SR B B RS R AT — 20 Frid ik 5 s H R 18 11 A 5z 95 2H 2R 1)
U2 o BEFE I N . B8 = 40 B 4 A R B AN B A R Ay, LR (fHASBR T ) COL5A2,
COL8AL. COL10AL. COL12A1. #5PYZHAFEIE T 5 T bk O 2H M A0 Bk 20 P 1) A7 B A DS O 2 AT
HEH =R RIA, HAAHE PTPRC(H A T I iE4LETRE ) LA CD2 A1 CDW52 ( HLAE T
MEGHMRE R ERIA ) o B A ABREETRIE A BRI R IA 2L A . X e R 7R H
BOE RS T R R kK B HAL S WIFL, PU%ERE & L IGFBP6 Al IGFBP5. fx)5—4H &5t
JoR 225 (R 0k TS, LA S PR il 57 o w5 vy LR /R PR R 1 74, L ((EAFR T )
UTS2R. GALR3. PARD6G . PSEN1. PHOX2A . CENTG3. HCN4 . KLF16 A1 GPR15G. & f5 %= Hih Rk
7S S PR R AR K 25 (Mi lano) &N “BE B2 B2 Bk R B (R R IR AR 25 1 70 F 452 7 (A3t
BB « 274, 3:7, 1-18, 2008) H, BT IR SCHR I 4256 N 25 LA BT I I AA S H
[0132]  ZIEHFIRBAE N TEIE AT

[0133]1  JERI R4 & nl FAE AT br. LW HE b S ) B9 7 9 PR O 25 3 41 76 48] v St
#) (Farina) 58 N, VU2 DRV A= W48 br 900000 9 32 14 Rz JBk 4 B P A A0ORE 28 38 1 B2 e (A
Four—Gene Biomarker Predicts Skin Disease in Patients with Diffuse Cutaneous
Systemic Sclerosis)” (KRR EXEH (Arthritis Rheum. )62 (2), 580-588, 2010) 1,
FITIR SCRik ) 458 N 25 LA 5 IR SCH . FHGR T O R7ERE B P &l i B bs (o
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TGF B AT ), LT 8 %0 1 WY BER AWdEhs, BLFGHE R CTGF. THS1. COL4 A PAT1. &
PRZH A ()X DU P L IR 2 o) 5 88 XU 2 A R B Bk 20 20 (mRSS) v B AH ¢ HL v FE Tl o 7
PEAE B o

[0134]  mRSS % FHAVERE 27 1) —FhIG R PR bR - mRSS 3B H AN 1 FrontsiE A& M R kg
ENEL O R ERRLE T80 1 s AR RS T8 2 s LA R E AR IR 45 T 0 8 3. @, A
T 0-51 JuFE A B mRSS 23 BT B TR AR I 17 &b R R IX 38 0-3 )5 R %€ « mRSS 7]
FAAVE s el 5 e 2R W e bn 2 A2 W A e T 48 7

[0135]  ZRALLIP) SREME W T~ S5 0 AN B E A B 98 BRIV (EAR S AR WD da bm o D) I U0, o 40t 25 )
RAERE 7 5 H 22 TE 1 B A7 M R T P 2 R A S R MBS A S K, T 6l 5 R T
s PR Fi o 3¢ e 55 A 20 32 IR e S 22 DR e S 2EL & B AR W b o B8 T mRSS 2 4, AT i A
He R iebr, Wi FEIEE R AR HAQ-DI) . —F LB 4 BRE /1 (DLCO) B Jy MG &
(FVC) .

[0136]  CCL2 /K°F

[0137]  CCL2 7K~F- (f5l4n CCL2 MLy /K~ ) AT AR F -0 5E i = S5 2 ds B I I 4%
TE VAT R 0 R AN R I N B AE IR AR B R R . O T E CCL2 KPR A A TR
FREFER 7, DU 5E 35 PP B AR 17 0 (1) 58 58 R0AS 52 52 10 R A2 74D L7 A 1) CCL2 7KF-o 3X m] i
R ELTSA 43 A1 s o CCL2 & F/K -V REAT, H S A e a8 T (B Wil 1
BB ) WAMK. mEETTERREREFR (Carulli) % ANXIBHIF % (Ann Rheum
Dis)67:105-109, 2008 .

[0138]  AFAE T4k H G R ) B R AN / BMLTE HH ¥ CCL2 /K-FiE AT 5 mRSS B B IR R FE AR
( 41 HAQ-DI . DLCO 8% FVC) #H%.

[0139] &P LM An ol LA & B ] B AL 5 IG R IZWideds (40 mRSS) — 2 A, M
T 25 T8 2 5 ) 7 B RN R 0 2 L IR I TV B A 2 07 B VATV B A | Bk
TIE IR S SL T S i R DA Sl & 32 i FR R i e . 8 FE AT AR R AN
— B2 NI ) SN B2 R AT 0 AR MR D E & G AR FR bR KT (Bt B AR S
JIT IR ) 25 P 22 e i 3R A B B DR (R IR 2 DL R e AR bR CCL2 /K ) BN —EiZ AN H
BB A] SR B A2 KRR B . 2801k UG, AR TR AR K o AR VR T I AR 2 AT B AR VR YT I
FEFF AR & o AEPFR bR /K Al FEEE MR 7 I FE 1) — B2 AN [B) N B 5 7E36 97 2 |l
SOk B VAT I RE MR (] 5 AP AR bl S S BO%E E MYR T, B B R B R T AN
/ BT RO A RN R R v 8 T AR 4R A R DAk i DA o

[0140] [RZHEW

[0141] ARG IRMEAE — 2 M RENPUARI A EY . £, 4% g
fras /b —Phhi iR 2D —Fh R 24522 BTz MR BTl B2 245 40 & W T AT e A — B
ZREEIRTIEEY A ) S HA AR S .. £ SSE e g, Brid gt E 24 A s A
T2, 1E—2LsTiff] , Fri kiR 245 20 -G W TE IR T BRI B Rz 95 B 55 R 7 5 S R B AR
K S F M & AR RTIE 2570 (RIS ) o 78— S sha ) o, rfe fh i s 25 41 & 9iE A
TRTT YRR, 491 G 7 8RR B B SRR R IR AN A R o FE— LSt R R 24 2H A YDA TR T
HT 85N,

[0142] 245K, 1X BT SR AL R 250 A4 ml LAJC TR nl v g =0 (0 ani& T J S VST B
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FEK 0 ) $R AR 281K UE, 75— LSt b, R 25 20 A1) DLIE T S A 7 2
Peft, 7R LSy b, ERAAHEW DN R (BT / BCKE R R ) BUTE e R
NP, AR S 2 BT KRR (BIn/K il shia sy ) BIR. 15— sl
W, BE 2541 A A K EAL BN T R BN TE T 2 FF VA T R SR 22 v S K S R R R AN /
B R, E— S, Ry R N R R S KRR FNE S (BIINAED ) -

[0143] 7 —SBSLj ) A, Bt b iIE 25 &Y & — B2 PP 245 22 b ] 35 52 F IR 57
5 T 75 g 700« T PR RE 5] 2 ) R TV MR AN/ s LA B )4 ) o AE B S 45
W ERAH GRS E P E . 7R STRR G, B2 H S AR B E

[0144]  FE—LEsjtifi] b, R ZGZH-A Y LA A AN / BOA R R . 75— LSt fy)
= 25 H G AN TT Vgl A/ BRAA R T AR (it o 76— Se St 9] v, 2 S5 AR VR / BSR4 71
RIE R 2 5 WA — E IR B (l4n 2 /B L 12 /N .24 /NI L2 K5 RGT RL10 K
) I b = N = 1A SR S I =539 R 1 R Y NS e L 8 IO =Dt I A BRI N
51

[0145]  VRARFIZLAN / SR RIS RAE S 2 BT nT A S RO R / B B, 7 — LE ST ]
G SRR BRI AT/ B SRR I E 2 SRR TR PR B, AN A T

[0146]  ARSCHRFTIR [ BE 2540 A W0 R 2 A 0 ml i ik 24 BE 2 A b L s JE R IR AT AR
T3 iE 2% o 1 — SR h, BT ) 4 7 VARG DL PR S MR S B AR TR A
/ BB R T N 4, HLAEE B AN / BTN, K B A/ B B By
R FE A

[0147]  ARFEA K WA ) 2 245 4 AW mT LRSS L DL — AT R B R U / B DA 2 A B — B fir
AT A & B2/ BB . AR SR BT A BRI AR L T e T I R A Y R
BV PR R B S TR S 32 E B E A/ BT 1 5 (5 4y
B, B pTid R & 2 —B =02

[0148]  ARHE AR WA (1) = 25 40 & W is VR R o BR 2525 BT822 R E IR/ BT A e
R4 BIAR & AT AR, BT iy 1323805 1 S S RN / B DU R/ B TS 4
HEVIER. ENZB], AEYTEETE 0. 1% 5 100% (w/w) 8 FITEPE RS«

[0149]  AKHIRIERZH A Y] 7ML & B 255 BT 822 IR A, Han AR scd pr AT A
) RIS 1IN R = | N W N o 1 = S 1) N TR 8 e N |
AR B FL A TR 577 T3 790 AR A 700 S I 7R S5, & T BT R AR . R B G 2 2 R A
S (Remington’ s The Science and Practice of Pharmacy), 28 21 it , A. R. IRNZ
(A. R. Gennaro), ( Hy 5L 2% M| EL 7R 1 B8 R R ST R AR B B A 30 A g /R 2 T A =] (Lippincott, W
illiams&Wilkins, Baltimore, MD), 2006) AJF | F T HEC L& 25 4054 89 & AP T 77 A T
Hil & S CAIER . BRABATAAT U SR B A 5490 50 5 LAT AE AR 2%, iRl 7= AR AT A
AEFT T A FH, B A5 B 25 41 S W AT A e 28 4y DA 55 7 XA AR A 75 T 90 49 3
{5 FHAE A K B TS L A

[0150] S5

(01511 sifol 1. il & =R Jit CCL2 fifk

[0152] S5 U5 BH iy 2 A 9T CCL2 Pk Myl o 0 bSO, &Pk n] F T A2 FF ik
BB P T e AN g B S A AR
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[0153]  7EIX —HF & L4, $iL CCL2 Fuik AL & A K P 456 8 1 5e B Kk
Y. Fak NI IE IR ) e 5 RN BR B M 488 4liAb i NS EE 4 CCL2 1) 58 4 3 IR A% 77
(complete Freund s adjuvant) £ FES . EWIGREEMZ G, B—/NMN—H
— RSN R NSRS = . WNRIEE A B s BUAR R (amidid ELTSA 7€ )
I HRAEAE, TR N5/ R B R A bk a & . R 452 /)N BRI R 40 R 1 PR gl i 277
W55 2 — 50 W EHE /N RE BSR40 iR 5 50% PEG filh . 4 LAy 1X 1074 / FLEz
FiE TR B e iR, 2 JEE — . ANl @ ELTSA ik N 2851 CCL2 #3g
B TgG Pufk. — BRI 2 BIA A8 A, i e Fh o Wb oAk i il 60988 , T4 32 JF HL
FXFF N TG ATHERBH M, AB-A Pt CCL2 H og B o i ik PR 1) B v WP e o 22 /D R UK
[0154] B3, PUAA AT R AR NI AR MR B & i 2 /N (i ESCRrid ) spr)a
FHE B 94U A4 A VATV 300 DNA B350 35 T R UG, B A28 CCL2 Hus 4% 3k IR/ B
A BEH WS IR AR A . 8 AR 2 WAL BT USCER R B B Sk 2 BR L0 4R B . P B O B e
2t 5 N 1gG.FITC- Ht —mFc MIAEMIZEAL N3 CCL2 (IR-EY)— 2 E 1 /M. 4t i 28 i
PBS PRk Wk, 15 P N B K B 1gG APC— 4 —mIgM A1 SA-PE [IVR-& Mgt — /N o Yt
140 F PBS s — K, FEHz35 il it 3 040 B AR 7E MOFLO™'XDP ( U 3% & i /R A 7] (Beckman
Coulter, Inc.) FA3Hr. 20k i 4F— ToG FAE L TaM B PEFI40 I FE P ) B 40, FE5 Hedph 5|
96 FLAR b1 —FLH . Sk HIX L B 40 f i B R SE R 1) RT-PCR AR (i £ (Wang) 25 A (2000,
Yo g )72 & (J. Inmunol. Methods) 244:217-225) iR 74T . B B BEAE 55 PCR
Ao B T B R A N EEEE X (Bh0 1gG,) FKREEEEE X (Flin Cx ) Mk
W BB SR R — B 40 1 B A HE RS AR X 7 A i 2 Ak L AH TR AN LA R T AR X
FIR SR 2 A FE L G B 15 E A0 pk (5140 CHO 40 Pkk )

[0155] B 1 SLAY/INER S i b 2 A, i v IR T 08 0 (camelids) B TR 4 e 7= )
CPURTHIE 75 M FAREZ AR S & Wik B mn A b . 4liAbsB /KT 1070 fI4E
(LN

[0156]  <2fi] 2. F1)E 3 FEI

[0157] ARS8 B 28 BT LAVl FH 38 7 58 52995 B9 Pt CCL2 P i R &3 Bl 1 77 2
SN FT o

[0158]  1#3KEEEK (bleomycin) 5 5 IHE B i /N B ZY A AR Sl . J8 %, i@ g 1Sk &
F 2 RN - FREBRA / 8L LPS B B Ty BT M TR AR AE /N R 5 3 4 41k
Wi, B S E IR N 10-110 1 g PA R ik 200 v g FTESERE R VIR E A 300 1 g Y LPS K
FEJ9 100 v g (R AR RREL PBS HLMPREER (T R) K THEAE 10 R B6 MRAAH . f£1X
—/INERABE Y i, B ) 2E 20 B AR A B D) ALl AR A R 9 R ORI L P 2H 2 B A AR AL
AR AZ A MR B DL S TGE- B Atk R 73Rk H i 2 Ja R R R e T IR AR i 8 1 R S AL
AT AR 2 PR AR TR ) B R AR A . /N BB BRI A B AR AL R 5

[0159]  CK§ish VR BE Bt CCL2 Hufd vt BR 04 ) 771 B 26 b IR MBS PRy 9 S 45 5 BN R A
[0160] S5 3. % CCL2 Hidk fifA iy Thik

[0161] A< S350 BA 2 e it LTt FH 30 CCL2 FiAdya T ot FH 11 iz s 1 1 35 25 25 /)N B R 7Y
HH ) 98 E AT 4R AR R F ORI 9

[0162] &7 PBS FAAMELE 10-110 1 g LA S miih 200 v g 315 2 1 PBS 1) 7 5 28 RiZi&
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TR AR B6 N BRI R 28 R IR P v S A S5 2 A Bl s ()0
HIRFEERIHT CCL2 Hrik sl A RE A b 3

[0163] FE7 K (f£7 RBBEENT ) 528 K (1£28 RBBEINEN T ) Z )5, Bk
2 AL U T3 s A ZH 422 40 7 o B BLISA &4 406 P i) CCL2 2R /Ko 5
T AT, MR IR ZH 2R B RNA, LA B 43 A 38 5 O 20 B AR 43 B9 1 RNA i3 AT
SE B E I S -PCR. A AT W ) 514 ( TagMan®) (35508 (TagMan) ) & TGF B
FERR B KA R PEEE R (BFE (HASPRT ) PAT1.COMP.COL1al\F4/80.IL-6 1 TNF a )
LR RIE Ko TR0, i@t B A E AR AL (hematoxylin and
eosin, H&E) YLt (AR B ok A3 b B Bk er 4 fb . (8 B H&E Yt W 52 20 23 TR 45 02 i Ak
WO R RO o s 20 2RA 22 Tl 0 R B A A FH T Ak s R R B B A R
SEMEPT FA/80 HURERI AL 230 Fr ok 5 B A% IR o

[0164]1  FHHHF BT CCL2 Hrad ya ¥ K a2 oA 240 i A 5 e 240 92 900, 0 ik D> 9% ik 258 R ek
(B11 TL-6.TNF a ) , H¥4 FEAIK TGF B 5 T bR IC R R ZRL . FUHAIX 2= 5| A 4F 44 1) ah [
ik,

[0165] =24l 4. JRI7 PEEA

[0166] <S5 15 B & P4 2R A3 CCL2 72 A R 2 (AR 28 LT 20 283 B A5 7K
[0167]  CCL2 3 779 ZH 4 rp 77 AR 14 Wb B i 3 o FEAE AN, B2 kP i) CCL2 & i
BARBASTTRLI o CCL2 A 1Bl 35 IE 52 520 FII 52 5200 iz JOK A 2 v 1) e B2 s B i3 m, 51 7
IM3E CCL2 ZK~F3En. IfiE CCL2 K-Fh# 28 B 5 St — 01 . @ REAMA K313 CCL2
Kl FEKTZ) 100pg/ml. A BRI EE KNS (Raynaud’ s phenomenon) /M 1
I CCL2 7KW fult 3 hn o 8 R AR Ak 1) KB ()~ 34 1LY CCL2 /K -F- 38 2 24 250pg/ml . ffE
B R PR 7 4 B MR ALRE 1 BB 3 1S3 3 CCL2 /KPIB T &2 250pg/ml . FE AR5 1
k4 By MR ALE A ER 3 T RA LTS CCL2 7K Pl /24 380pg/ml . i £ =) PR i bk 4 &
PR AL IRE 1) 28 25 IR F 340 137 OCL2 7K P34 2 4 250pg/ml .

[0168]  CCL2 )43+ & &4 8. 6kDa, izt /N T2 50kDa [1)'5 /N Bk g BAE, 51 &P
I Ko CCL2 @i vl 1 2 4R/ S I N AT )4k CCL2 45 A H 52 4k CCR2 By LAY kd /24
60pM—2nM. CCR2 == ELAFFE T bk EEL SR YR 4H B ATk B P Rz o TR BRE 17 3 £ < g it Jig B A 5 | e
M AEBZE VRGN, X SOV CCL2 AR 7 MEBU AR 7E 8] J5T 5 137 2 1) 1) S i PR P . BRI,
CCL2 FAJ L - 32 HAZE Tk B /N BRUFH S IR & 20 10 4308 T0UHA CCL2 Ifid > 3 BATE N2
FERAL . XA BE A R YF CCL2 M AH LR B i & B (FIanfEL 2 /N ) TE 5
i (R ) o E—SUIB0L N, M CCL2 /KPAEREA T KU B T 28 B ¥ K 15 R ]
REILF) 1000pg/ml () 75pM) o JE 7 ML AN ZHL 4 CCL2 ~F-47 A H ARUSFAE b 28 J o AE B 2 o, B
Tl H A 3nM ZH43 CCL2 H 5 H e 4 B HZ M R PiiArw &, Frid BB AR S
CCL2 7K~ BB g £ 3

(01691 H B T LA FH P i ik P 9 S R0 B o P 0 4R 08 5 AN 20, (R R LA JHE 3138 AR 20
Lz AT G MK I CCL2 FFRME A 2 WK 3. @it it m B Myt CCL2, FAi 1T
FRAL R HIPT CCL2 Pid k&5 G402+ 1) CCL2 H-LA 60pM 2E A1 /)55 4+ CCR2.

[0170] S 5. IGPRETT

[0171]  3EFShWiRIT BT, 7848 BN A B A AN [B) [ Bt iz 995 19 AN b B E 26 2-6
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HRPEIR 9T CCL2 PR T-TT1 H57 5 3 B AT B 5 s ik 70, AT PR 370 CCL2 T i 22 4 1k
i 52 P TR 259 8l 112

[01721  AZBImREREE 1 28 — H A e R MA R 35 1Pt CCL2 HLik i 4 Fh
=Pt 3T HAREIE VPSR AME TR 1 5 Pt CCL2 Bk 4 AR E K
P2 115 X IR RIS VRN 77 KN E/RTER 2 .

[0173] 3R 2 : NRImKRIASE 1

[0174]
H 13
o =] 1
YN B &R
RIS BRI 28 55, B, e
F£—: wehH
%:: PK
ZAEHE 457
20 n=4
Bt 16 M2RE
RIS FFEEM A (FPI®| LPV) | 0.5 4F
716 B5Z
2115 JiBaET; PK
TERE H— 1 HH AT

[01751  ANZBIGPRENES 2 128 — H AR G HE i e 78 B A B B2 i FE WPE IR A ip 358 5 1 bt
CCL2 Fufkiry 4 PRI 4tk . 38 = BAnaFE (1) e 7E B AR R 0 5 PR A
PR 5 $T CCL2 HLiAR R 4 BRI R KR Z598h 115 5 (2) 8t A i 4 Jz ks ko
F18) 25 PR 3 SRl B A Rl 2 7 R R AN X 70 CCL2 HiAA ) 4 FhoAS [R) 77 & 7K1 245 3%
5 (PD) I 5 PA K (3) N B A Al 2 - BHRE R B AN Bt CCL2 FLAg i 4 PpAS [ 551 &K
PRI PR B B, T3 ek 28 A2 A0 2 4 i B JER 0 8 (mRSS) Mo X — I RIS PR A 77 R K
PREIRTER 3

[0176] 3 3 : NRiImR A5 2

[0177]
H 1/2 #H
A3 B 1
JECpIER LN HH OWAEFH RIS (RP) SRR AERL<2 4
priE P SSe
mRSS > 15
TRIS BT A2 ESnli-erisii
XUE 22 R 0 R
TRITEFEENH]: 6 N H
4 il E K
[0178]
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£ et

%:: PK

PD N CESE 7 bk L R Rk -2k, 4 ), 6
A

IR ™. (mRSS)

ZREHE 457=H

B n=10 (8 MEMHEF2 A~ ZE )
BAE 40 M2RAE
RIGERLEME] (FPLE| LPV) | 1.54F

R 76 1 N RIS 8 M s 54
[01791  AEIm RS 3 28 — H AR W HEIE £ B A F IR 5 he R A~ b #5251 bt
CCL2 P i B — SR F /K P I DR, Wil i 248 20 2 1w 5z Bk 702 (mRSS) W= - 56 — H A
ALFE (1) e A2 2 A 5 AR R e AR A4 3 5 14T CCL2 Fuak it B 7 & /K~ Zh K, 4n
R A A R - R RETRE L (HAQ-DI) & A0 (2) WE 7E B A FHAME Hz g etk 1
HRES BT CCL2 PUAAR i B 71 KT I Th A%, a4 B RE S PR VAR I o X — IR PR RIS
M BRNERIER 4 .

[0180] & 4 : NRIERAL 3

[0181]

H 2 M
RIEEE 1
BE TR FH OANEBRH KIE (RP) FERKEAERE<2 F)
7Ri% 1% SSc
mRSS > 15
RIS VLTI 28 55, 1 5 &EKF
RE B RESPAT A
TR ER ) 6 D H
HIFRZEIE K
/5:%‘#: mRSS
% . HAQDI. #EHRIEIAE
XA EHE 2:1 FEALAL
MIE 120 MEIRE
RIS EFLEM A (FPIE| LPV) | 1.54F
R 78 1 AE N TR 20 M Hb s 3R

[0182]  AZRIGIRIALE 4 195 — H b B 560 75 B A R R B0k 8 M A5 7 993 11 A it 119
AR F S T CCL2 B 1 8551 /K P AR - 0 BRI B I e ) Th R, it e 7 M v
(FVC) Mi& . B HAraHE (1) WE e B 5 PR PE RIS PERE R 5 £ s 1AM R s
(P4t CCL2 AR i B 551 7K P AT 11 IR A 9 e 1 D 3%, nidisk HAQ-DT Wil & 5 (2) g 7
SR R PR B R 98 P R R R A I A R S T CCL2 HUA (1) 7 = /K~ AT 1
PR AT Bk i i Th 2k, i@t mRSS Wl 5 LA (3) W5 7E BB AT J IR M B o 38 1 el 7 5 £ A
I3 IR HR 5 4T CCL2 AR 1 B 751 B /K SF AR 1 IR PR R ok e (1) Th R, i ik — &4k

29



CN 104487091 A

" BB B
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Bk AT e 7 (DLCO) W B o 3X— I PRI O VRN T R RN AR AER 5 s

[0183] & 5 : NKIERIAL 4
[0184]

H 2
o s 1
SN J& BR PR B3R P SSe A it -
FH HRCT 4 5E 135 PR 28
MIE RP SEMR R AEAE<T 4F
TR FVC<85%>45%
RIS LRI 28 55, 1 FIE K
XU A P47 A
Eb#edl: SoC (I RFRRABE L)
YR IT FRERI TR 12 N H
FR2E e
-—: FVC
% . DLCO. HAQDI. mRSS
A EHE 2:1 AL
MIE 120 MZIRE
RIGERLEME) (FPL®| LPV) | 1.5 4F
TERE 76 6 N H W ES 10 M S sE4E

[o185] ARl PRIRES 5 1Y HARELAE (1) 952 22 R A B K I RE IR AN/ B BR 28 Bk
T8 PR 7 95 1A T 998 1 R R 5 5 (BT CCL2 Bk i) B 751 it 7K P A 6T 1 R PRl B e 1 2
20 GniE I Y R (FVC) TN 5 (2) S A8 AT 5 B B IR IR AN / BR) PR P B i ik
R B o3 PEA T FR A4 5 5 BT CCL2 FAAR FR 57 B 7K 1 ARG T 11 AR A BB I e ) T 2%
4n3E I HAQ-DT A 5 (3) WEAE H AT B M ARAN / B J= BR Ak i 188 A1 s R A T
TR IR 55 T CCL2 LA FR) B57) B KRS T 1 ARA BRI 1 Dh %, i i mRSS )
BB (4) W 7R BRI R SRR/ ) R A s 7 3 P AR R P A s F A Ak
B S HIPL CCL2 HLiA ) TR E AR T 1 ARA BB L 10 D&%, il DLCO & . X — Ik
PRSI PRAH T SRR 7R R 6 T

[0186] & 6 : NG RIREE 5
[0187]
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A 3 M

I E %1

RIS VLRI 28 A5, BFIE K, 7654 dSSe B SSe i KT —2
B PR Sk k S SoC Lb#s, HEUkT 2 M
g
W12 AP

2 EHE %120 NEE

RIS EFLEM A (FPIE| LPV) | 2.0 4F
0.5 2| 1 33

TERE TEIT FRseRtiE 12 N H

[0188]  FH#L CCL2 HUAAiG 7 fE TILATH Bz J - SUPRE IR 1 28 3 70 0 < Fee 7w i HK 1) 8 25 205,
i mRSS AT HAQ-DI & A BT CCL2 HUARTETT AT o BRI vk 8 PR AR 7 03 115 it 1 i
A2 R ) 4535 038, Wil mRSSHAQ-DI AT FVC & . #i CCL2 Hiia i ALE 18T
LA R R i - BARE IR B A ) B A B R 98 1 A 7 9 £ A it s 1 2 5 B Rl It fie B A 2
U3 i mRSS HAQ-DI A1 / B FVC & .
[0189]  “&WFIN
[0190]  FfrJ@ 4038 A 4 AR N 53 T 22 g P o 00 S B R R 531 B R 08 1ff e A S i 3k 1) 4% i A
) HAR STt 91 R VF 22 55 30 - AR R B IRYE L ANAT SR PR T BA_E U B 5, s fom b2 an By By
BRI ZE SR A5 v e 3
(01911 FERCRIE SR A, BRARAH S LR 7~ B 3 A AN B TR SCR T &5 W, 15 a0 “—A> (a/
an) ” F“FrR” B A ] ge B fE —ANE— N EA . R, 28R, $R K — APk R 2
AFTR PR, T4 A FriR 4 i ” G X TR AURE AR N A A — S 2 AN sE .
A SR 7R B 3 A BT ST S5 W, A5 W A SR — A — AN BA B BT A 2 R R A AE
T4 = BT IEF B A NS HAA K, IBALEREAL M — B2 AN B DR 2 [ AL 45 “ B 1AL
FEE SR A Bt B 2 o AR HBEFES T — MEH A AE T 4558 77 st BT
ER AN A GRS . AR HERE A UL LB E IR R AR T4 e
FE B VR B A AN S A RS . Ak, SRR AR R B o Aok B — B2 AN A
PR EL SR 1) — 8 2 AN BRI R L 25Kk R M AR S5 4 51N 31 53— BUR SR vh i BT i A8 4L
WA HE UULAS o 251K UG, MY & T 55— SR ZE SR (AR AT BRI 2R AT 2848 e LB 5 72 B
& T 7] — R AAUR 2 3R (AT ART H B BRI SR iR mT LA — B2 N PR . eAb, FERURIZE R 5]
2R G, BIBEAE, BRAE 55 A8 B, B0E BR AR T 8 AU BoR N GR B 2 Mo e AR
A —2 BEFEH T AT AFRE— B ERHASY R 7, BAFERYE A+
Fr A FF BT — i3 77 VA BT & sk L B e 7 VA& A R 7 v
[0192]  TEERAENEHR (FIU LS EVE#EZE Markush group) ) IR, B3 @ Fry
RERMSFHW AT, HARTm R o WA A Lbr . NEE, — R ul, 7548 K B EL
AR W R T T RR N B2 BB CRF AR S5 I, A R B B4 B B 1 7 T ) S 2 S e 451
PR B 2R VR IE SR A A B 32 Bl AT IR B3R VR AE SR 2 R o T 1T S 0 A I St 45 1 R
L[ DUIX ST R AEA S . REAR H, ARE RS TR TN H R B AN E R
IR
[0193]  FEZ5 HVERIR, BAEL S HhAh, RIELARERAE 7 AR B E A 4B R SCR T & 0L HL
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N I B8 AT R B N 53 P BERL A, 75 U 2 a2k D 91 TR AL ) A D5 U ) A [ S5t 451 o >R ik
V0L TRl A AR AT 2R S A B 1 Y [ T B P 33 Bl T BR G  +70 2—, BRAR BN 3R 41
AL -

[0194] 53 4bh, MR, Ak T I BOR A 5 B AR AT H AR S 4] m ] DA AT — B2 AL
AESR AW EHRER . BT P SERGI GO 2 T IR U BN 53 SR, S nT kR
IS iR HE R AE A SR IR R W ek . AR W RO AL S VDA AT LA SEfts] (B anfE AT HCV
SR/ WA ARAA] HCV FUR AR AT RAL AT B 25 S V) AT S J7 ik ARATVR T YRR H
S5 ) ] AR SR R AT — B2 MR R HERR, T8 AR AT HR 515 .
[0195] AL B3O IR H BT 5 A SO 2 T A F HAEA HF = 1 HE H Z T2
TR o ARCREASCH AR N B RN AN K BN TERUE TR T Se T AT & Rtk
NIFAE

[0196]  HESLtifh

[0197] PRSI BARN 5305 5 T BRI SCDURERAS R W R R e Uik SE ]« AEANT 25
01t BSOS SR A5 38 A 5 W Y T B G 0 T R SR e AL 5 1 HY 5 b A2 e AE
R
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[0001]
R lIE
110> BI/R AL EIRYT 7
120> HHTRYTHE R R M HCCL2 34k
<130> 2006685-0330
<150> 61/650, 149
<151> 2012-05-22
160> 1
<170> Patentln version 3.5
210> 1
211> 99
<&12> PET
213> AA
<400> 1
Met Lys Val Ser Ala Ala Leu Leu Cys Leu Leu Leu Ile Ala Ala Thr
1 5 10 15
Phe Ile Pro Gln Gly Leu Ala Gln Pro Asp Ala Ile Asn Ala Pro Val
20 25 30
Thr Cys Cys Tyr Asn Phe Thr Asn Arg Lys Ile Ser Val Gln Arg Leu
3h 40 45
Ala Ser Tyr Arg Arg Ile Thr Ser Ser Lys Cys Pro Lys Glu Ala Val
50 58 60
Ile Phe Lys Thr Ile Val Ala Lys Glu Ile Cys Ala Asp Pro Lys Gln
65 70 76 80
Lys Trp Val Gln Asp Ser Met Asp His Leu Asp Lys Gln Thr Gln Thr
85 90 95

Pro Lys Thr
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Abstract

The present invention provides, among other things, improved anti-CCL2
antibodies characterized with high affinity, potency, tissue selectivity and/or
epitope specificity, 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 provides methods and compositions
for treatment of scleroderma and related fibrotic and/or inflammatory diseases,
disorders and conditions based on an anti-CCL2 antibody having an affinity of
10"'? M or greater.
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