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Description
Technical Field

[0001] The present invention relates to a method for determining a very small amount of keratan sulfate contained in
a sample at high sensitivity and high specificity and to a kit for use in the method. The invention further relates to a
method for detecting a joint disease employing the determination method, to a kit for use in the detection method, to a
method for assessing the effect of aremedy for a joint disease or a candidate substance therefor, and to a kit for assessing
the effect.

Background Art

[0002] Keratan sulfate is a glycosaminoglycan and is present as a side chain of proteoglycan or keratan sulfate
proteoglycan such as aggrecan, keratocan, or lumican, in limited tissues such as cartilage and the cornea. Keratan
sulfate is an acidic polysaccharide having, as a basic sugar chain structure, a disaccharide recurring structure formed
of N-acetyl-D-glucosamine and D-galactose, and sulfated with various degrees. In the cornea, keratan sulfate is an
important component for maintaining transparency thereof, and in cartilage, keratan sulfate is an aggrecan component
serving as an important extracellular matrix for maintaining the structure of cartilage. Particularly, since serum keratan
sulfate levels of patients of joint diseases such as osteoarthritis and rheumatoid arthritis are known to vary, keratan
sulfate is a candidate substance as a marker for diagnosing joint diseases.

[0003] Keratan sulfate is categorized into keratan sulfate-I, originating from the cornea and mackerel skin, and keratan
sulfate-l, originating from cartilage, intervertebral disks, and pulpous nuclei. The mode of bonding of keratan sulfate to
the core protein varies between keratan sulfate-l and keratan sulfate-Il. In keratan sulfate-1, an aspartic acid residue is
bonded to a sugar chain via N-glycoside bonding, while in keratan sulfate-1l, a serine or threonine residue is bonded to
N-acetylgalactosamine via O-glycoside bonding (Seikagaku Jiten (3rd edition), published by Tokyo Kagaku Dojin). Re-
garding the structural features of keratan sulfate, keratan sulfate-l has a main structure including four saccharide moieties
and three sulfate groups, and keratan sulfate-Il has a main structure including four saccharide moieties and four sulfate
groups. That is, keratan sulfate-l has a sulfate content lower than that of keratan sulfate-II.

[0004] One known antibody against such keratan sulfate is 5D4 (name of clone). The antibody is known to recognize
(or bind), as a minimum recognition unit, a structure including five sulfate groups with respect to six saccharide molecules
(Non-Patent Document 1) and to react with a keratan sulfate having a relatively high sulfate content. This antibody is
commercially available from Seikagaku Corporation and is widely employed in research.

[0005] Examples of currently employed keratan sulfate detection methods include cellulose acetate membrane elec-
trophoresis, high-performance liquid chromatography (HPLC), and immunological assay (e.g., ELISA). Due to poor
sensitivity, cellulose acetate membrane electrophoresis is disadvantageous for the detection of a micro-amount of keratan
sulfate in a sample. One known HPLC method is a method by Miyauchi et al. (Patent Document 1). In such an HPLC
method, keratan sulfate contained in the sample is digested by keratanase, which specifically decomposes keratan
sulfate, and the formed disaccharide is analyzed. Although the HPLC method exhibits high specificity and higher sen-
sitivity, the sample must be subjected to preliminary treatments such as digestion by protease, crude purification, and
digestion by keratanase, generally making this method disadvantageous for the treatment of a large number of samples.
The ELISA method is suitable for the treatment of a large number of samples and is highly operable. Examples of known
ELISA techniques include a competitive ELISA method employing 5D4 (Patent Document 2), and the sandwich ELISA
method employing 5D4 (Patent Document 3).

[0006] The competitive ELISA method, which employs only one type of antibody, exhibits low specificity in the assay
system in some cases, and is thought to be affected by a substance co-existing in the sample. Thus, the sandwich ELISA
method exhibits higher specificity. The keratan sulfate assay method through sandwich ELISA employing 5D4 is useful
for the detection of keratan sulfate in a sample. Actual measurement results obtained through the assay have been
reported for a serum or synovial fluid of humans, dogs, horses, and rabbits, and a synovial fluid of guinea pigs. However,
there have been virtually no reports on the assay of rat-derived and mouse-derived samples, which are thought to contain
a very small amount of keratan sulfate. Thus, even at present, keratan sulfate assay encounters difficulty, and there are
many biological samples in which the presence of keratan sulfate is undetermined.

Prior Art Documents
Patent Documents

[0007]
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Patent Document 1: Japanese Patent Application Laid-Open (kokai) No. 2001-57900
Patent Document 2: Japanese Patent Publication (kokoku) No. 1994-84971
Patent Document 3: WO 90/07120

Non-Patent Documents
[0008]
Non-Patent Document 1: Eur. J. Biochem., 157, 385-491 (1987)
Summary of the Invention
Problems to be Solved by the Invention

[0009] Objects of the present invention are to provide a method for determining a very small amount of keratan sulfate
contained in a sample, more particularly, such a determination method which enables high-sensitivity and high-specificity
determination of the total keratan sulfate including keratan sulfate-l, which has been difficult to determine through a
conventional technique, and a kit employed in the method; a method for detecting a joint disease employing the deter-
mination method; a detection kit for use in the detection method; a method for assessing the pharmaceutical effect of a
remedy for a joint disease or a candidate substance therefor; and a kit for assessing the effect.

Means for Solving the Problems

[0010] The present inventors have carried out extensive studies for attaining the aforementioned objects in consider-
ation of reaction specificity of an antibody to keratan sulfate, and have found that a very small amount of keratan sulfate
contained in a sample can be determined at high sensitivity and high specificity in a simple manner by use of an anti-
keratan sulfate antibody which sufficiently reacts with keratan sulfate-l, having a low sulfate content, and with keratan
sulfate-1l, having a high sulfate content, and which exhibits a small difference between reaction specificity to keratan
sulfate-1 and that to keratan sulfate-1l. The present invention has been accomplished on the basis of this finding.
[0011] Accordingly, the present invention provides a method for immunologically determining a keratan sulfate level
comprising:

bringing an anti-keratan sulfate monoclonal antibody into contact with a biological sample, the anti-keratan sulfate
monoclonal antibody exhibiting a relative reaction specificity between keratan sulfate-l and keratan sulfate-II repre-
sented by IC50KS-VKS-Il of 0.4 to 5, to thereby provide a signal; and

detecting keratan sulfate contained in the biological sample from the signal (hereinafter the method may be referred
to as "the determination method of the present invention").

[0012] Inthe determination method, IC50KS-VKS-Il represents a value obtained through dividing a 50% inhibition keratan
sulfate-l concentration (ng/mL) obtained in a predetermined competitive immunological determination method by a 50%
inhibition keratan sulfate-ll concentration (ng/mL) obtained in the predetermined competitive immunological determina-
tion method. The terms "50% inhibition keratan sulfate-I concentration obtained in a predetermined competitive immu-
nological determination method" and "50% inhibition keratan sulfate-ll concentration (ng/mL) obtained in a predetermined
competitive immunological determination method" respectively refer to concentrations determined through the method
described in Example 1 given hereinbelow. As described in Example 1, commercial products of keratan sulfate-l and
keratan sulfate-ll, i.e., KS(BC) (available from Seikagaku Corporation) and KPS-1 (products of Seikagaku Corporation)
may be employed. These keratan sulfate products generally have the following characteristics.

[0013]

KS-I: disaccharide analysis: (Gal6S-GN6S)/total = 36 to 44% GPC analysis: 13 kDa to 15 kDa
KS-II: disaccharide analysis: (Gal6S-GN6S)/total = 95 to 100% GPC analysis: 12 kDa to 14 kDa

The above analytical data may be obtained through the following methods (1) and (2), described hereinbelow along with
specific results of the measurement.

(1) Disaccharide compositional proportions in KS-1 and those in KS-II

[0014] The compositional proportions of
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2-acetamido-2-deoxy-4-O-(B-D-glucopyranosyl)-6-O-sulfo-D-gulcose (Gal-GN6S) and
2-acetamido-2-deoxy-4-O-(6-O-sulfo-B-D-glucopyranosyl)-6-O-sulfo-D-gulcose (Gal6S-GN6S)

were determined through HPLC according to the method disclosed in "Analytical method to determine keratan
sulfate in the serum using HPLC. Kurahashi Y, Masuda H, Miyazaki K. Rinsho Byori (2008) 56(5), 373-378." Table
1 shows the results. Each proportion is represented as a ratio of the amount of each component to the total amount
of the two disaccharide units.

[0015]
[Table 1]
Disaccharide proportions in KS-I and KS-II
KS Lot Gal-GN6S | Gal6S-GN6S
° (%) (%)
A 57.9 421
KS-l B 59.8 40.2
C 59.2 40.8
A 1.2 98.8
KS-II B 2.3 97.7
C 3.3 96.7

(2) Analysis of molecular weights of KS-l and KS-II

[0016] The molecularweight of KS-I and that of KS-Il were determined through GPC according to the method described
in "ldentification and functions of chondroitin sulfate in the milieu of neural stem cells. Ida M, Shuo T, Hirano K, Tokita
Y, Nakanishi K, Matsui F, Aono S, Fujita H, Fujiwara Y, Kaji T, Oohira A., J. Biol. Chem. (2006) 281(9), 5982-5991."
Five chondroitin sulfate species, which molecular weights had been determined through the method disclosed in "Eval-
uation of Molecular Weights of Hyaluronate Preparations by Multi-Angle Laser Light Scattering. Chikako Yomota Bull.
Natl. Health Sci. (2003) 121, 030-033" were employed as analytical standards. Table 2 shows the results. The molecular
weight is represented as a peak molecular weight.

[0017]
[Table 2]
Molecular weights of KS-I and KS-II
KS Lot Molecular weight
° (kDa)
KS-] A 13,837
i B 14,157
KSHl A 13,432
i B 12,834

[0018] The biological sample is preferably a blood sample or a synovial fluid. The term "blood sample" includes, for
example, serum, plasma, or whole blood, etc.

[0019] Examples of the "anti-keratan sulfate monoclonal antibody exhibiting an IC50XS-/KS-Il of 0.4 to 5" include BCD-
4, BCD-7, BC-261, BC-703, MK-172, MK-202, and EFG-11 (described hereinbelow).

[0020] Inone preferred embodiment of the determination method of the present invention, there is used a solid-phased
anti-keratan sulfate antibody in which an anti-keratan sulfate antibody is immobilized onto a solid-phase support or a
labeled anti-keratan sulfate antibody in which a labeling substance is bonded to an anti-keratan sulfate antibody.
[0021] One exemplary keratan sulfate immunological determination method includes the following steps:

[step 1] a step of bringing, into contact simultaneously or sequentially with a biological sample, a solid phase to
which an anti-keratan sulfate monoclonal antibody has been immobilized, the anti-keratan sulfate monoclonal an-
tibody exhibiting a relative reaction specificity between keratan sulfate-l and keratan sulfate-1l represented by
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IC50KS-I/KS-1l of 0.4 to 5, and a labeled form of the antibody, to thereby form, on the solid phase, an immune complex
of the antibody and keratan sulfate contained in the biological sample; and

[step 2] a step of determining the keratan sulfate level of the biological sample from a detected value obtained from
a label signal of the immune complex.

[0022] In one preferred embodiment of the determination method of the present invention, the solid-phased anti-
keratan sulfate antibody and the labeled anti-keratan sulfate antibody may be derived from the same anti-keratan sulfate
antibody or from anti-keratan sulfate antibodies that are different from each other.

[0023] The present invention also provides a kit for carrying out the aforementioned determination method of the
present invention; i.e., a keratan sulfate assay kit for use in determination of the level of keratan sulfate present in a
sample through an immunological determination method, the kit comprising, as an anti-keratan sulfate monoclonal
antibody, a monoclonal antibody selected from the group consisting of BCD-4, BCD-7, BC-261, BC-703, MK-172, MK-
202, and EFG-11 (hereinafter the kit may be referred to as "the assay kit of the present invention").

[0024] The present invention also provides the aforementioned assay kit of the present invention, wherein the mon-
oclonal antibody is a combination of BCD-4 and MK-172 or a combination of BCD-7 and EFG-11.

[0025] The present invention also provides a method for detecting a joint disease comprising the following steps
(hereinafter the method may be referred to as "the disease detection method of the present invention"):

[step 1] a step of determining the keratan sulfate level of a test specimen through the determination method of the
present invention;

[step 2] a step of comparing the keratan sulfate level of the test specimen determined by step 1 with the keratan
sulfate level of a normal specimen and/or keratan sulfate levels of the test specimen determined through a plurality
of measurements with an interval or intervals;

and

[step 3] a step of assessing the joint disease, on the basis of the comparison of step 2, as positive when the keratan
sulfate level of the test specimen is higher than the keratan sulfate level of the normal specimen, or as progressive
when the keratan sulfate level of the test specimen determined by one measurement among said measurements
is higher than the level determined in the preceding measurement.

[0026] Similar to the determination method of the present invention, the disease detection method of the present
invention enables assessment of a joint disease particularly when the test specimen is a blood specimen (the same
meaning as blood sample) or synovial fluid.

[0027] Examples of the joint disease include osteoarthritis and traumatic arthropathy. The disease detection method
of the present invention can easily detect deformation features of an osteoarthritis which cannot be detected by an X-
ray examination.

[0028] As used herein, the term "deformation features of an osteoarthritis which cannot be detected by an X-ray"
refers to a state in which radiological findings of the diagnosis of arthrosis according to the method by Kellgren and
Lawrence (Ann. Rheum. Dis. 1957, 16, 494-502) include Grade 0 or Grade | state and some conditions such as pain
and swelling are observed and in which deterioration or damage of the articular cartilage such as change in color tone,
fibrilar feature, or fissuring are observed under an articular endoscope.

[0029] The presentinvention also provides a detection kit for carrying out the aforementioned disease detection method
of the present invention; the kit comprising, as an anti-keratan sulfate monoclonal antibody, a monoclonal antibody
selected from the group consisting of BCD-4, BCD-7, BC-261, BC-703, MK-172, MK-202, and EFG-11 (hereinafter the
kit may be referred to as "the joint disease detection kit of the present invention").

[0030] The present invention also provides the aforementioned joint disease detection kit, wherein the monoclonal
antibody comprises a combination of BCD-4 and MK-172 or a combination of BCD-7 and EFG-11.

[0031] The presentinvention also provides a method for assessing the therapeutic effect of a remedy for a joint disease
or a candidate substance therefor, characterized in that the method comprises the following steps (hereinafter the
method may be referred to as "the remedy effect assessing method of the present invention"):

[step 1] a step of determining the keratan sulfate level of a test specimen through the determination method of the
present invention before and after administration, to a subject, of the joint disease remedy or a candidate substance
therefor (hereinafter may be referred to as "remedy or the like");

[step 2] a step of comparing the keratan sulfate level of the test specimen before administration of the remedy or
the like with the keratan sulfate level of the test specimen after administration thereof, the levels having been
determined in step 1; and

[step 3] a step of detecting, on the basis of the comparison in step 2, the extent of a change in keratan sulfate level,
sais change being from the keratan sulfate level before administration of the remedy or the like to that level after
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administration thereof, to see whether there is any tendency toward a normal level, to thereby assess the effect of
the remedy or the like based on the extent of the change as an index.

[0032] The present invention also provides a kit for carrying out the aforementioned method for assessing the phar-
maceutical effect on a joint disease; the kit comprising, as an anti-keratan sulfate monoclonal antibody, a monoclonal
antibody selected from the group consisting of BCD-4, BCD-7, BC-261, BC-703, MK-172, MK-202, and EFG-11 (here-
inafter the kit may be referred to as "the pharmaceutical effect assessing kit of the present invention").

[0033] The present invention also provides the aforementioned pharmaceutical effect assessing kit of the present
invention, wherein the monoclonal antibody is a combination of BCD-4 and MK-172 or a combination of BCD-7 and
EFG-11.

[0034] As used herein, the term "immunological determination method" refers to all the methods employing antigen-
antibody reaction and is the same as immunoassay. The term "competitive immunological determination method" refers
to a method including causing a substance to be determined (test antigen) to be present in a system containing a labeled
antigen and an antibody, to thereby react the labeled antigen and the test antigen with the antibody in a competitive or
inhibitive manner; performing B/F separation through an appropriate technique; and measuring a signal of the labeling
substance. The term "sandwich method" refers to a method including forming an immune complex from a solid-phased
antibody, an antigen, and a labeled antibody in an assay system; performing B/F separation through an appropriate
technique; and measuring a signal of the labeling substance. That is, the sandwich method is a non-competitive immu-
nological determination method employing a solid phase (immunometric assay). Among these methods, such a method
employing an enzyme as a labeling substance is called a sandwich ELISA method. The term "protease" refers to a
protein-degrading enzyme (proteolytic enzyme, peptide hydrolase) and is a collective term of enzymes which can break
peptide bonding. The details of the definitions of these terms are disclosed in, for example, "Biotechnology Jiten, published
by CMC (1989)" or "Seikagaku Jiten (3rd edition) (1989)."

Effects of the Invention

[0035] Through employment of the determination method and assay kit of the present invention, keratan sulfate-l,
which has been difficult to determine, can be detected at high sensitivity, whereby a very small amount of keratan sulfate
in a biological sample can be detected at high sensitivity and specificity in a simple manner. According to the invention,
a very small amount of keratan sulfate present in a variety of animal samples, which has been difficult to detect, can be
specifically detected, whereby keratan sulfate in a variety of samples can be detected. As a result, in the biological and
medical fields, particularly in articular studies, development of the related pharmaceuticals and diagnostic reagents
become possible on the basis of evidence obtained from animal models or in vitro models. Thus, the invention enables
provision of very useful test tools for research and development and diagnosis.

[0036] According to the disease detection method and detection kit of the present invention, variation in microlevel of
keratan sulfate in a test specimen is correlated with a joint disease, whereby a new useful index for a joint disease is
provided. Such variation has not been detected through a conventional technique. Specifically, damage of cartilage in
the knee joint or other joints can be detected at high sensitivity. Furthermore, the pharmaceutical effect assessing method
and assessing kit of the present invention enable assessment of the established effect of a remedy for a joint disease
in the clinical setting and the effect of a candidate substance of a remedy for a joint disease through screening by
detecting the keratan sulfate level in a test specimen at high sensitivity.

Brief Description of the Drawings
[0037]

[Fig. 1] Fig. 1 shows the results of study on reactivity of each anti-keratan sulfate antibody with keratan sulfate-I or II.
[Fig. 2] Fig. 2 shows reaction curves of keratan sulfate obtained through sandwich ELISA.

[Fig. 3] Fig. 3 shows correlation between keratan sulfate levels of serum samples determined through a BCD-
4/MK172 assay system and those determined through HPLC, the samples being pronase-treated or pronase-non-
treated.

[Fig. 4] Fig. 4 shows correlation between keratan sulfate levels of serum samples determined through an
EGF11/EGF11 assay system and those determined through HPLC, the samples being pronase-treated or pronase-
non-treated.

[Fig. 5] Fig. 5 shows visual observation scores of meniscectomy model rats.

[Fig. 6] Fig. 6 shows keratan sulfate levels of synovial fluid samples obtained from meniscectomy model rats.
[Fig. 7] Fig. 7 shows keratan sulfate levels of synovial fluid samples of rats having an adjuvant-induced arthritis.
[Fig. 8] Fig. 8 shows keratan sulfate levels of plasma samples of rats having an adjuvant-induced arthritis.
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[Fig. 9] Fig. 9 shows KS levels of serum samples of papain-induced model rabbits.

[Fig. 10] Fig. 10 shows blood KS levels of healthy people groups, OA groups, and TA groups.

[Fig. 11] Fig. 11 shows ROC curves of blood KS levels of healthy people groups and OA groups.

[Fig. 12] Fig. 12 shows ROC curves of blood KS levels of healthy people groups and TA groups.

[Fig. 13] Fig. 13 shows blood KS levels of healthy people groups and early-stage OA groups.

[Fig. 14] Fig. 14 shows ROC curves of blood KS levels of healthy people groups and early-stage OA groups.

Modes for Carrying Out the Invention
[0038] The present invention will next be described in more detail.
[Determination method and kit]

[0039] A characteristic feature of the determination method of the present invention resides in that the anti-keratan
sulfate monoclonal antibody employed in the method sufficiently reacts with two keratan sulfate species; i.e., keratan
sulfate-l (hereinafter may be referred to as KS-I) and keratan sulfate-Il (hereinafter may be referred to as KS-Il), and
exhibits a small difference between reaction specificity to KS-I and that to KS-II, that is, the relative reaction specificity
between KS-I and KS-Il represented by IC50KS-/KS-Il'js 0.4 to 5, preferably 0.4 to 3.8. As mentioned above, the "IC50KS-I"
refers to a KS-I concentration at which 50% of the reaction of the anti-keratan sulfate antibody with a biotin-labeled KS-
| is inhibited by KS-I in competitive immunological assay (e.g., competitive ELISA), and the "IC50KS-II" refers to a KS-II
concentration at which 50% of the reaction of the anti-keratan sulfate antibody with a biotin-labeled KS-I is inhibited by
KS-II.

[0040] No particular limitation is imposed on the method of producing the anti-keratan sulfate antibody exhibiting a
small difference between reaction specificity to KS-I and that to KS-II, so long as the aforementioned antibody can be
provided, and any known method may be appropriately employed for the production. For example, the antibody can be
produced by use of an antigen (a matrix component derived from the cartilage, the cornea, etc.; proteoglycan, or keratan
sulfate proteoglycan such as aggrecan, lumican, or keratocan; or purified keratan sulfate or a keratan sulfate derivative)
through a technique such as in vivo immunization, in vitro immunization, cell technology, or genetic engineering technique
(J. of Biological Chemistry 258, 8848-8854 (1993), Biochem. J., 234, 31-41 (1986)).

[0041] Specifically, the anti-keratan sulfate antibody exhibiting a small difference between reaction specificity to KS-
| and that to KS-Il which antibody may be employed in the determination method of the present invention may be produced
by producing a hybridoma which produces the antibody, and culturing the hybridoma or proliferating the hybridoma in
the body of an animal. Alternatively, the target antibody may be genetically produced through the phage display technique
by use of mMRNA obtained from antibody-producing cells.

[0042] The production of the anti-keratan sulfate monoclonal antibody employed in the determination method of the
present invention essentially includes the following steps:

(1) immunization of a heterologous animal with an immunogen such as human articular cartilage; (2) separation of
antibody-producing cells from the heterologous animal; (3) cell fusion of the antibody-producing cells and myeloma cells;
(4) selection of a hydridoma; (5) proliferation of the hybridoma; and (6) separation and purification of the antibody.

(1) Immunization

[0043] The immunogen employed in the invention is preferably cartilage, proteoglycan, keratan sulfate proteoglycan,
aggrecan, or a digested or undigested product thereof with chondroitinase A or ABC. The animal species from which
the immunogen is derived may be any of bovine, horse, sheep, goat, rat, mouse, guinea pig, dog, pig, rabbit, monkey,
dove, chicken, etc. In particular, human and comparatively large animals such as bovine and pig are preferred. The
immunogen is preferably prepared from a material which is a tissue containing an immunogen such as the cornea and
articular cartilage taken from the aforementioned animals.

[0044] No particular limitation is imposed on the heterologous animal (non-human animal) to which the immunogen
is administered, so long as the animal is different from the animal from which the immunogen was derived, and any of
bovine, horse, sheep, goat, rat, mouse, guinea pig, dog, pig, rabbit, monkey, dove, chicken, etc. may be employed.
Particularly, mouse, rat, guinea pig, rabbit, goat, sheep, etc. are preferably employed. Among them, mouse (BALB/c) is
the most generally employed animal for immunization.

[0045] Administration oftheimmunogen to such animals may be carried out through a routine method. In one exemplary
procedure, a suspension of the immunogen in an adjuvant is prepared, and the suspension is intravenously, intraperi-
toneally, hypodermally, or intradermally administered, or administered to the planta, the spleen, or the lymph nodes.
Examples of the adjuvant include Freund’s complete adjuvant, Freund’s incomplete adjuvant, alum adjuvant, aluminum
hydroxide adjuvant, Bordetella pertussis adjuvant, TiTer Max, Titer Max Gold, and RIBI adjuvant system.
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[0046] The amount of the immunogen administered to the animal is appropriately predetermined in accordance with
the type of the immunization animal, the immunization injection site, etc. When the immunization animal is a mouse, the
immunogen amount is preferably about 0.01 to about 10 mg/mouse.

[0047] After completion of the first immunization, booster is performed once to about five times with intervals of 1 to
4 weeks in a similar manner, whereby production of the antibody to keratan sulfate is induced in the animal body.
[0048] The antibody titer of the serum of the immunization animal is repeatedly determined through ELISA or a similar
technique. When the antibody titer has reached the target level, the immunogen is dissolved in an adjuvant, physiological
saline (0.9% aqueous sodium chloride solution or PBS), etc., and the solution is intravenously or intraperitoneally ad-
ministered, or administered to the spleen, the planta, etc., to thereby complete the final immunization.

(2) Separation of antibody-producing cells from heterologous animal

[0049] Antibody-producing cells such as splenic cells, lymph node cells, and peripheral blood lymphocytes are taken
from an immunized animal through a routine method. The antibody-producing cells taken from the animal are preferably
splenic cells or lymph node cells.

(3) Fusion of antibody-producing cells and myeloma cells

[0050] The myeloma cells which are to be fused with the antibody-producing cells (in this section, the cells refer to
splenic cells or lymph node cells obtained after immunization) are cells of an established cell line derived from human
or a variety of animals such as mouse and rat, which cells generally available by those skilled in the art. Preferably, the
cell line employed has drug resistance and cannot be live in a selection medium in an unfused state but can live only in
a fusion state with the antibody-producing cells. Typically, an 8-azaguanine-resistant strain is employed. The cell strain,
having a defect of hypoxanthine guaninephosphoribosyl transferase, cannot grow in a hypoxanthine-aminopterin-thy-
midine (HAT) medium. Preferably, the cell strain does not secrete immunoglobulin; i.e., the cell strain is of a non-secreting
type.

[0051] Specific examples of the myeloma cell strain include mouse myeloma cell strains such as P3x63Ag8 (ATCC
TIB-9) (Nature, 256495-497(1975)), P3x63Ag8U.1 (P3-U1) (ATCC CRL-1597) (Current Topics in Microbiology and
Immunology, 81, 1-7 (1978)), P3x63Ag8.653 (ATCC CRL-1580) (J. Immunology. 123. 1548-1550 (1979)), P2/NSI/1-
Ag4-1 (ATCC TIB-18) (European J. Immunology. 6, 511-519 (1976)), Sp2/0-Ag14 (ATCC CRL-1581) Nature, 276,
269-270(1978)); ratmyeloma cell strains suchas 210.RCY.Agl.2.3 (Y3-Ag1.2.3) (ATCC CRL-1631) (Nature 277,131-133
(1979)); and human myeloma cell strains such as U-266-AR1 (Proc. Natl. Acad. Sci. U.S.A., 77, 5429(1980)), GM1500
(Nature, 288, 488(1980)), and KR-4 (Proc. Natl. Acad. Sci. U.S.A., 79, 6651(1982)).

[0052] In the cell fusion, a myeloma cell which is adapted to the antibody-producing cell is selected. In order to
effectively perform cell fusion, myeloma cells and antibody-producing cells are mixed at a ratio of 1: (1 to 10) in an
animal cell culture medium such as an Eagle’s minimum essential medium (MEM), a Dulbecco’s modified Eagle medium
(DMEM), or a RPMI-1640 medium at 10° to 108 cells/mL and two members are brought into contact with each other at
37°C for 1 to 10 minutes. For promoting cell fusion, a fusion-promoting agent such as polyethylene glycol (PEG) having
an average molecular weight of 1,000 to 6,000, poly(vinyl alcohol), or Sendai virus may be employed. Alternatively, the
antibody-producing cells may be fused with the myeloma cells by means of a commercial cell fusion apparatus employing
electric pulse.

[0053] For selecting a hybridoma of interest from the cells after completion of cell fusion, the hybridoma may be
subjected to selective proliferation. In one specific procedure, a cell suspension is appropriately diluted with, for example,
a RPMI-1640 medium containing 10 to 20% fetal calf serum (FCS), and the cells are seeded on a microplate at about
103 to about 108 cells (as the number of antibody-producing cells)/well. A selection medium (e.g., HAT medium) is added
to each well, and cultivation is performed while the medium is renewed at an appropriate timing. In the case where 8-
azaguanine-resistant cell strain is employed as the myeloma cell, and an HAT medium is employed as a selection
medium, unfused myeloma cells die on about day 7 to about day 14 of cultivation. Also, the antibody-producing cells;
i.e., normal cells, cannot grow for a long time in vitro. Thus, cells which grow after day 7 to day 14 may be recovered as
hybridomas.

(4) Selection of hybridoma (screening)

[0054] A hybridoma that produces a keratan sulfate-recognizing antibody may be retrieved through enzyme immu-
noassay (EIA, ELISA), radio-immunoassay (RIA), etc. In one procedure, keratan sulfate or a keratan sulfate derivative
is immobilized on the solid phase of a 96-well ELISA microplate, and a culture supernatant containing the monoclonal
antibody is added to the microplate, whereby the antibody produced by the hybridoma is reacted with keratan sulfate.
Then, an enzyme-labeled anti-immunoglobulin antibody is reacted with the bound specific antibody. In an alternative
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procedure, a biotin-labeled anti-immunoglobulin antibody is reacted, followed by enzyme-labeled avidin or streptavidin.
Subsequently, in each case, a corresponding enzyme substrate is added to each well for coloring. Among the candidates,
a culture supernatant which has colored only in a keratan sulfate-immobilized well is selected, to thereby select a
hybridoma that produces an antibody which reacts specifically with keratan sulfate (screening).

[0055] The selected hybridoma(s) may be cloned through limiting dilution, the soft agar method, the fibrin gel method,
the fluorescence excitation cell sorter method, etc.

(5) Proliferation of hybridoma

[0056] The thus-recovered hybridoma may be proliferated to produce the target antibody through a generally employed
cell culturing method or ascites formation method, or a similar method.

[0057] In one mode of cell culturing, the hybridoma is cultured in an animal cell culture medium such as a 10 to 20%
FCS-containing RPMI-1640 medium or a serum-free medium through a routine culturing method or a high-density
culturing method, and the antibody is recovered from the culture supernatant.

[0058] In recovering ascites, a mineral oil such as pristane (2,6,10,14-tetramethylpentadecane) is intraperitoneally
administered to an animal whose tumor tissue is identical with the hybridoma. Then, for example, in the case of mouse,
hybridoma is intraperitoneally administered at about 10 to about 107 cells/mouse. The hybridoma forms an ascites
tumor on about day 7 to about month 1, whereby a large amount of the target antibody is produced in serum and ascites
of the animal. The thus-formed ascites is recovered.

(6) Separation/purification of antibody

[0059] If required, the target antibody may be purified from a culture supernatant, ascites, etc. containing the antibody
through appropriately selected and combined known techniques such as ammonium sulfate precipitation, ion-exchange
chromatography employing an anion-exchanger such as DEAE cellulose, affinity chromatography employing protein A-
Sepharose or the like, molecular sieve chromatography, and other techniques.

[0060] Alternatively, commercial antibodies may also be employed. Although the type of the aforementioned antibody
is not limited to a monoclonal antibody, a polyclonal antibody, etc., a monoclonal antibody is preferred from the viewpoint
of specificity. For example, there may be employed monoclonal antibodies disclosed in Biochem. J. (1986) 234, 31-41,
invivo 4: 149-152 (1990), Cancer Immunol. Immunother. (1990) 32: 132-142, Biochem. J. (1986) 236, 71-75, The Journal
of Histochemistry and Cytochemistry. Vol. 39, No. 9, pp. 1175-1187 (1991), and ARTHRITIS & RHEUMATISM. Vol. 38,
No. 5, pp. 660-668 (1995).

[0061] Examples of the aforementioned anti-keratan sulfate monoclonal antibody include EFG-11, BCD-4, BCD-7,
BC-261, BC-703, MK-172, and MK-202 (clones of the monoclonal antibody).

[0062] All of the above anti-keratan sulfate monoclonal antibodies exhibit a reaction specificity between KS-l and KS-
| represented by IC50KS-VKS-Il of 0.4 to 5; i.e., a small difference between reaction specificity to KS-1 and that to KS-lI,
as shown in Example 1 (Table 4) described hereinbelow.

[0063] These anti-keratan sulfate monoclonal antibodies have the following general characteristics.

1) EGF-11 (Cosmo Bio Co., Ltd. and CHEMICON INTERNATIONAL INC., catalogue No.: MAB2022)

[0064] Immunogen: human articular cartilage proteoglycan digested by chondroitinase ABC

Immunization animal: mouse

Antibody class: 1IgG2b

Cross animal species: human, mouse, bovine, dog, pig, and sheep

Specificity: recognizing the 2-3 disaccharide unit of keratan sulfate chain (non-bonded or proteoglycan-bonded form)
originating from the skeleton (Type ) and from the cornea (Type Il)

2) BC-261 (Cosmo Bio Co., Ltd. and CHEMICON INTERNATIONAL INC., catalogue No.: MAB2020)

[0065] Immunogen: keratan sulfate proteoglycan originating from the bovine cornea

Immunization animal: mouse

Cross animal species: human, bovine

Antibody class: IgG1

Specificity: reacting with a protein-related epitope present in keratan sulfate proteoglycan originating from the human
or bovine cornea and in high-density cartilage proteoglycan
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3) BC-703 (Cosmo Bio Co., Ltd. and CHEMICON INTERNATIONAL INC., catalogue No.: MAB2025)

[0066] Immunogen: keratan sulfate proteoglycan originating from the bovine cornea

Immunization animal: mouse

Cross animal species: human, bovine

Antibody class: 1IgG3

Specificity: reacting with a protein-related epitope bonding to O-bound oligosaccharide of cartilage or cornea proteoglycan
of a variety of animals

4) MK-172 (Cosmo Bio Co., Ltd. and CHEMICON INTERNATIONAL INC., catalogue No.: MAB2005)

[0067] Immunogen: fetal human articular cartilage digested by chondroitinase A

Immunization animal: mouse

Cross animal species: human, bovine, dog

Antibody class: 1I9G3

Specificity: recognizing a protein-related epitope bonding to a bonding domain of a chondroitin sulfate chain of high-
density cartilage proteoglycan of various species

5) MK-202

[0068] Immunogen: fetal human articular cartilage digested by chondroitinase A

Immunization animal: mouse

Antibody class: 1IgG1

Specificity: recognizing a protein-related epitope bonding to a bonding domain of a chondroitin sulfate chain of high-
density cartilage proteoglycan of various species

6) BCD-4

[0069] Immunogen: human articular proteoglycan A1D1 fraction and/or human proteoglycan digested by chondroiti-
nase ABC

Immunization animal: mouse

Antibody class: IgG1

Specificity: recognizing a peptide moiety to which keratan sulfate or a keratan sulfate-like structure of a proteoglycan
monomer is bonded

7) BCD-7

[0070] Immunogen: human articular proteoglycan A1D1 fraction and/or human proteoglycan digested by chondroiti-
nase ABC

Immunization animal: mouse

Antibody class: IgG1

Specificity: recognizing a moiety which is susceptible to cutting by pronase or papain or through alkali treatment and
which has no keratan sulfate, chondroitin sulfate, or oligosaccharide

[0071] According to the present invention, an anti-keratan sulfate antibody having a newly found reaction specificity
is employed. Specifically, there is employed an anti-keratan sulfate antibody which sufficiently reacts with keratan sulfate-
I, having a low sulfate content, and with keratan sulfate-Il, having a high sulfate content, and which preferably exhibits
a small difference between reaction specificity to KS-1 and that to KS-II. The present invention employing the antibody
has first realized specific determination of a very small amount of keratan sulfate contained in a sample, in particular
the total amount of keratan sulfate including keratan sulfate-1, which has been difficult to determine through a conventional
method.

[0072] Among the aforementioned monoclonal antibodies, mouse-mouse hybridoma BCD-4 was domestically depos-
ited as a hybridoma cell line producing BCD-4, and mouse-mouse hybridoma MK-172 was domestically deposited as
a hybridoma cell line producing MK-172, at the International Patent Organism Depositary, National Institute of Advanced
Industrial Science and Technology (1-1, Higashi 1-chome, Tsukuba-shi, Ibaraki, Japan) under Deposition Nos. FERM
P-21364 and FERM P-21365, respectively, on Sep. 13, 2007. Then, they were transferred to the international deposit
under Budapest Treaty under Deposition Nos. FERM BP-11210 and FERM BP-11211, respectively, received on Dec.
15, 2009.

[0073] Among the aforementioned monoclonal antibodies, mouse-mouse hybridoma EFG-11 was domestically de-
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posited as a hybridoma cell line producing EFG-11 at the International Patent Organism Depositary under Deposition
No. FERM P-21741 on Dec. 3, 2008. Then, it was transferred to the international deposit under Budapest Treaty under
Deposition No. FERM BP-11212 received on Dec. 15, 2009. Furthermore, mouse-mouse hybridoma BCD-7 was do-
mestically deposited as a hybridoma cell line producing BCD-7 at the International Patent Organism Depositary under
Deposition No. FERM P-21773 on Feb. 17, 2009. Then, it was transferred to the international deposit under Budapest
Treaty under Deposition No. FERM BP-11213 received on Dec. 15, 2009.

[0074] The determination method of the present invention employs the aforementioned antibody and determines the
keratan sulfate level of a sample through an immunological assay method. Examples of the immunological assay method
include a competitive method and a sandwich method. Of these, a sandwich method is preferred, from the viewpoint of
specificity.

[0075] Among such competitive methods and sandwich methods, those employing an enzyme as a labeling substance
(competitive ELISA and sandwich ELISA) are preferred, from the viewpoint of operability.

[0076] When the determination method of the present invention involves a sandwich method, a conventionally em-
ployed technique, procedure, etc. may be basically employed. In one exemplary procedure, an anti-keratan sulfate
antibody is immobilized onto a solid-phase support, and then a sample which may contain keratan sulfate is added to
the antibody, followed by reaction under certain conditions (e.g., ambient temperature (15 to 25°C) for 20 to 120 minutes),
to thereby form a complex ("solid-phased anti-keratan sulfate antibody-keratan sulfate") between "solid-phased anti-
keratan sulfate antibody" and "keratan sulfate." Subsequently, a labeled anti-keratan sulfate antibody in which a labeling
substance for detecting keratan sulfate in "solid-phased anti-keratan sulfate antibody-keratan sulfate" has been bonded
to an anti-keratan sulfate antibody is added to the complex and the mixture is allowed to stand or stirred under certain
conditions (e.g., ambient temperature (15 to 25°C) for 20 to 120 minutes), to thereby form an immune complex ("solid-
phased anti-keratan sulfate antibody-keratan sulfate-labeled anti-keratan sulfate antibody") between "solid-phased anti-
keratan sulfate antibody-keratan sulfate" and "labeled anti-keratan sulfate antibody." Subsequently, solid-liquid phase
separation (B/F separation) is performed, and the signal attributed to the labeling substance in the solid phase or that
in the liquid phase is measured. The thus-obtained signal may be employed as an index for quantitation or detection of
keratan sulfate contained in the sample. Alternatively, in the exemplary procedure, keratan sulfate which may be contained
in the sample is reacted with the labeled anti-keratan sulfate, to thereby form an immune complex with "keratan sulfate-
labeled anti-keratan sulfate antibody," and then the solid-phased anti-keratan sulfate is reacted with the liquid phase
containing the immune complex, to thereby form "solid-phased anti-keratan sulfate antibody-keratan sulfate-labeled
anti-keratan sulfate antibody" immune complex. Thereafter, solid-liquid phase separation is performed. In a further
alternative procedure, keratan sulfate which may be contained in the sample, the solid-phased anti-keratan sulfate
antibody, and the labeled anti-keratan sulfate antibody are caused to be co-present in the same reaction system, to
thereby form "solid-phased anti-keratan sulfate antibody-keratan sulfate-labeled anti-keratan sulfate antibody" immune
complex. Thereafter, solid-liquid phase separation is performed.

[0077] In other words, when the determination method of the present invention is performed through the sandwich
ELISA technique, one characteristic feature of the determination method resides in that simultaneously or sequentially
reacting, with a biological sample, (1) a solid-phased anti-keratan sulfate antibody in which an anti-keratan sulfate
antibody has been immobilized and (2) a labeled anti-keratan sulfate antibody in which a labeling substance has been
bonded to the corresponding anti-keratan sulfate antibody, to thereby form an immune complex from the keratan sulfate
in the sample, (1), and (2); performing solid-liquid phase separation; measuring a signal attributed to the labeling sub-
stance in the solid phase or liquid phase; employing the signal as an index for quantitation or detection of keratan sulfate
in the biological sample.

[0078] When the determination method of the presentinvention is performed through the competitive ELISA technique,
one possible embodiment of determining the keratan sulfate level of a biological sample includes the following:

immobilizing keratan sulfate or an anti-keratan sulfate antibody on a solid-phase support; adding a biological sample
and a labeled anti-keratan sulfate antibody or labeled keratan sulfate to which a labeling substance has been bonded;
and detecting, through the aforementioned technique, the labeling substance of the labeled anti-keratan sulfate
antibody

or labeled keratan sulfate which has been competitively bound to the keratan sulfate or the anti-keratan sulfate
antibody immobilized on a solid-phase support.

[0079] Asdescribed above, the anti-keratan sulfate antibody immobilized on a solid-phase support has an IC50KS-/KS-II
value of 0.4 to 5, preferably 0.4 to 3.8. Specific examples of the antibody include EFG-11, BCD-4, BCD-7, BC-261, BC-
703, MK-172, and MK-202, which are described above.
[0080] The anti-keratan sulfate antibody forming the labeled anti-keratan sulfate antibody also has an IC50KS-/KS-II
value of 0.4 to 5, preferably 0.4 to 3.8. Specific examples of the antibody include EFG-11, BCD-4, BCD-7, BC-261, BC-
703, MK-172, and MK-202, which are described above.
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[0081] More specific examples of the combination of the solid-phased anti-keratan sulfate antibody and the labeled
anti-keratan sulfate antibody will be described. In the case where a sample derived from the below-described small
animal such as guinea pig, rat, mouse, or rabbit is assayed in terms of keratan sulfate, the anti-keratan sulfate antibody
is more preferably selected from BCD-4 and MK-172, since keratan sulfate in a variety of biological samples can be
detected at higher sensitivity, as mentioned in the Examples hereinbelow. Most preferably, BCD-4 is employed as a
solid-phased anti-keratan sulfate antibody, and MK-172 is employed as a labeled anti-keratan sulfate antibody.

[0082] In the case where a human-derived sample is assayed in terms of keratan sulfate, more preferably, EFG-11
or BCD-7 is employed as a solid-phased anti-keratan sulfate antibody, and BCD-7 or EFG-11 is employed as a labeled
anti-keratan sulfate antibody.

[0083] No particular limitation is imposed on the solid-phase support onto which the anti-keratan sulfate antibody is
immobilized, so long as it can immobilize the antibody. Examples of the solid-phase support include a plate, a tube,
balls, beads, membrane, latex, gel, and magnetic microparticles. Among them, a plate, balls, beads, latex, and a plate
are preferred. A plate, in particular, a microplate having a plurality of wells, is more preferred, since a number of specimens
can be simultaneously assayed in a more simple manner. Examples of the material of the solid-phase support include
glass, ceramic, silicone rubber, polystyrene, polyvinyl chloride, polypropylene, nylon, acrylic resin, and rubber.

[0084] The anti-keratan sulfate antibody or keratan sulfate may be immobilized onto the aforementioned solid-phase
support through a method generally employed as a immobilized enzyme preparation method such as the physical
adsorption method, the covalent bond method, or the entrapping immobilization method (see Immobilized enzyme, 1975,
published by Kodansha, p. 9 to 75). Of these, the physical adsorption method is preferred from the viewpoint of simple
operation.

[0085] In the immobilization, the anti-keratan sulfate antibody may be bonded to the solid-phase support directly or
by the mediation of another substance.

[0086] In one direct immobilization method, an anti-keratan sulfate antibody is dissolved in a buffer having a pH of
about 7 to about 9 (e.g., phosphate buffer, phosphate buffered saline (PBS), or carbonate buffer), and the solution is
added to a solid-phase support (e.g., wells of a microplate), followed by storage at about 37°C for 1 to 2 hours or at
about 4°C for one night. In order to prevent non-specific bonding of keratan sulfate or other molecular species contained
in a sample to the surface of the solid-phase support, a blocking agent is preferably added to the thus-obtained solid-
phased anti-keratan sulfate antibody so as to cover the area where the anti-keratan sulfate antibody is not immobilized.
Examples of the blocking agent which may be employed include animal-derived serum albumin, casein, and milk protein;
vegetable-derived protein; and hydrolyzed products thereof (peptides). Commercial blocking agents such as Applie Duo
(available from Seikagaku Corporation) may also be employed. In one mode of blocking, a blocking agent such as Applie
Duo or bovine serum albumin is added to the solid-phase support, and the support is allowed to stand at about 37°C
for 30 minutes to 2 hours, or maintained at ambient temperature (15 to 25°C) for 1 to 2 hours, to thereby cover the area
of the solid-phase support where the anti-keratan sulfate antibody is not immobilized. In the case of a blocking agent
which can be applied to an antibody-immobilized dry plate such as Applie Duo, the plate is dried at 35 to 40°C after
sufficient removal of the blocking solution, to thereby produce an anti-keratan sulfate antibody-immobilized plate of
interest.

[0087] Preferably, after binding of keratan sulfate contained in the sample to the anti-keratan sulfate antibody immo-
bilized onto the solid-phase support, the surface of the solid-phase support is washed with a washing liquid, to thereby
remove non-specifically adsorbed matter. Examples of the washing liquid which may be employed in the invention include
buffers (e.g., phosphate buffer, phosphate buffered saline (PBS), and Tris-HCI buffer) to which a surfactant such as a
Tween surfactant is added.

[0088] Examples of the labeling substance bonded to the anti-keratan sulfate antibody employed for detection include
enzymes such as peroxidase, alkaline phosphatase, -galactosidase, luciferase, acetylcholinesterase, micro-peroxi-
dase, glucose oxidase, glucose-6-phosphate dehydrogenase, and malate dehydrogenase; radioisotopes such as [125]],
[1311], [3H], [#9MTc], and ['4C]; fluorescent substances such as coumarin, naphthylamine, and fluorescein isothiocyanate
(FITC); chemiluminescent substances such as luminol and isoluminol; hapten; biotin; and avidin (e.g., streptavidin).
However, the labeling substance is not particularly limited to the above examples, and those which can generally label
protein may be employed.

[0089] As used herein, the term "labeling substance" also includes a substance such as biotin, which is not directly
detected and employed in detection in combination with another substance (e.g., avidin) which is specifically bound the
substance such as biotin and to which a detectable labeling substance is bound.

[0090] The aforementioned antibody may be labeled through a known method suitable for the labeling substance
employed. For example, in the case of labeling of an enzyme, the glutaraldehyde method, the periodic acid crosslinking
method, the maleimide crosslinking method, the carbodiimide method, the activated ester method, etc. may be employed.
In the case of labeling with a radioisotope, the chloramine T method, the lactoperoxidase method, etc. may be employed
(see Biochemistry Laboratory Guide 2, 2nd series, "Chemistry of Protein (part 2)," published by Tokyo Kagaku Dojin,
1987). Alternatively, labeling may be performed by means of a commercial kit, for example, a peroxidase labeling kit
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(product name: Quick Labeler-Pro NH,, available from Seikagaku Corporation).

[0091] The method of detecting a labeling substance; i.e., the method of measuring a signal attributed to the labeling
substance, which varies depending on the labeling substance employed, will next be described. When biotin is employed
as a labeling substance, in one embodiment of the detection method, an enzyme to which streptavidin or the like has
been bound is added, and the enzyme (e.g., peroxidase) is bound to an immune complex including biotin as a labeling
substance via streptavidin or the like. Then, a coloring substrate such as tetramethylbenzidine (i.e., substrate to the
enzyme) and a hydrogen peroxide solution are added. The degree of coloration of the enzymatic reaction product is
measured as absorbance. When a fluorescent substance or a chemiluminescent substance is employed as a labeling
substance, in one embodiment of the detection method, the fluorescence or luminescence of the solution after reaction
is measured.

[0092] Inthe determination method of the present invention, the keratan sulfate level of the sample may be determined
by drawing a calibration curve between the keratan sulfate level and the intensity of the signal attributed to the labeling
substance by use of a keratan sulfate standard solution having a known keratan sulfate concentration, and comparing
the signal of a concentration-unknown specimen with the calibration curve.

[0093] No particular limitation is imposed on the biological sample employed in the determination method of the present
invention, so long as the sample may contain keratan sulfate. Examples of the sample include synovial fluid, blood,
serum, plasma, urine, bone marrow aspirate, and extract of a tissue (e.g., cartilage or cornea) derived from human and
other animals. Among them, as described above, blood samples and synovial fluid are preferred.

[0094] Examples of preferred samples derived from non-human animals include those derived from a small animal
such as guinea pig, rat, mouse, or rabbit.

[0095] Through subjecting to protease treatment the biological sample employed in the determination method of the
present invention, precision of the determination can be further enhanced. In biological samples, keratan sulfate is bound
to the core protein of aggrecan, whereas the keratan sulfate standard sample is not bound to the core protein. Thus,
the bond between keratan sulfate and the core protein of aggrecan is cut in advance through protease treatment of the
biological sample, to thereby reduce difference in condition between keratan sulfate in the sample and the keratan sulfate
standard sample, whereby the precision of the determination method of the present invention can be further enhanced.
No particular limitation is imposed on the protease employed in the treatment. However, the protease employed preferably
has low reaction specificity to the substrate protein, does not affect the stability of keratan sulfate, and has an optimum
pH range which is approximately a neutral pH range that less affects the determination. Examples of preferred proteases
include pronase, subtilisin, papain, and trypsin. Of these, pronase and subtilisin are particularly preferred, with pronase
being most preferred. Pronase is a protease produced by Actinomycetes (Streptomyces griseus), and examples of
commercial products thereof include Actinase series (Actinase E, A, AS, AF: Kaken Pharmaceutical Co., Ltd.), pronase
(product of Sigma-Aldrich, catalogue No.: P9811), and pronase (product of Roche). The proteases may be used singly
or in combination of two or more species. When two or more species thereof are employed, at least one species is
preferably pronase. Needless to say, protease is preferably reacted with the biological sample in the vicinity of enzymatic
optimal conditions such as the optimum pH and the optimum temperature thereof. No particular limitation is imposed
on the amount of protease employed, which amount varies depending on the properties and titer of the employed
protease, so long as the employed protease sufficiently separates keratan sulfate from the core protein of aggrecan.
Since those skilled in the art can easily determine the specific amounts of respective proteases employed in the treatment,
no excessive trials are required to be performed for determining the amount. A specific example of the amount deter-
mination procedure is described in the Example.

[0096] The assay kit of the present invention for determining the keratan sulfate level is provided for the purpose of
performing the aforementioned determination method, and preferably contains at least one species selected from among
the aforementioned anti-keratan sulfate antibodies, specifically, EFG-11, BCD-4, BCD-7, BC-261, BC-703, MK-172, and
MK-202.

[0097] The same specific combinations of the solid-phased anti-keratan sulfate antibody and the labeled anti-keratan
sulfate antibody as described above may also be employed as preferred combinations.

[0098] In addition to the aforementioned non-labeled and/or labeled antibody, if required, the assay kit of the present
invention may further contain additional elements appropriately selected from among a concentration-known keratan
sulfate standard sample for use as a standard for drawing a calibration curve, a labeling-substance-detecting reagent,
an anti-keratan sulfate antibody-labeling reagent, the aforementioned blocking agent, the aforementioned washing liquid,
a specimen-diluting liquid, an enzymatic reaction-terminating liquid, etc. The essential configuration of the assay kit of
the present invention is the same as that of the detection kit of the present invention and that of the assessing kit of the
present invention. However, the detection kit or the assessing kit of the present invention preferably contains an element
which realizes effective detection of a joint disease or effective assessment of the effect of a test remedy, such as an
assay manual including measurement data of standard keratan sulfate levels of healthy subjects obtained from a test
specimen through the determination method of the present invention.

13



10

15

20

25

30

35

40

45

50

55

EP 2 386 857 A1
[Detection of disease]

[0099] As described above, the determination method of the present invention enables quantitation or detection of
keratan sulfate in a specimen at high sensitivity in a simple manner. Thus, through application of the determination
method to specimens of ahuman or other animals, a joint disease can be detected mainly on the basis of the determination
results as indices.

[0100] Accordingly, as described above, the disease detection method of the present invention is directed to a method
for detecting a joint disease, the method comprising the following three steps:

1) a step of determining the keratan sulfate level of a test specimen through the determination method of the present
invention (first step);

2) a step of comparing the keratan sulfate level of the test specimen determined by the first step with the keratan
sulfate level of a normal specimen and/or keratan sulfate levels of the test specimen determined through a plurality
of measurements with an interval or intervals (second step); and

3) a step of assessing the joint disease, on the basis of the comparison of the second step, as positive when the
keratan sulfate level of the test specimen is higher than the keratan sulfate level of the normal specimen, or as
progressive when the keratan sulfate level of the test specimen determined by one measurement among said
measurements is higher than the level determined in the preceding measurement (third step).

[0101] In the first step, examples of the test specimen include synovial fluid, blood specimens (serum, plasma, and
whole blood), and urine samples. Among them, the synovial fluid recovered from a diseased part or a serum or plasma
sample is preferably employed. The method of collection and treatment of the specimen is performed through a routine
procedure. The subject from which the specimen is obtained is a human and another animal whose joint disease is to
be examined and treated. Hereinafter, the disease detection method of the present invention will be described, taking
a human subject as an example. However, the disease detection method may be applied in substantially the same
manner to non-human animal subjects.

[0102] The "keratan sulfate level of a normal specimen” in the second step may be the keratan sulfate level of a
specimen taken from a test specimen-donor when the donor was in healthy condition, and, strictly speaking, this keratan
sulfate levelis preferred. However, in an actually employed assay method, the averaged keratan sulfate level of specimens
of healthy subjects is preferably employed. This averaged keratan sulfate level is obtained by collecting, from specimens
of a plurality of healthy subjects, keratan sulfate level measurements determined though the determination method of
the present invention and averaging the thus-obtained keratan sulfate levels. The average value may be obtained at a
national or regional level or a medical center level. If many volunteers participate in the trial, those skilled in the art can
readily calculate the average value without making excessive efforts.

[0103] The expression in the third step "the keratan sulfate level of the test specimen is higher than the keratan sulfate
level of the normal specimen" refers to the state in which the keratan sulfate level of the test specimen is clearly higher
as compared with the keratan sulfate level of the normal specimen.

[0104] Notably, as shown in the Examples hereinbelow, in the case of joint inflammation, the keratan sulfate level of
synovial fluid and that of a blood specimen determined through the determination method of the present invention are high.
[0105] Particularly, whether or not the cartilage has been damaged can be assessed through the disease assessing
method of the present invention. Among knee joint diseases, osteoarthritis is one typical disease possibly accompanied
by the damage of cartilage. Osteoarthritis is categorized into a primary type, in which no specific cause is found, and a
secondary type, which is caused by a precedent causal disease. Causes of the secondary type include congenital (e.g.,
varus/valgus deformation), traumatic (e.g., fracture or meniscus lesions), endocrine (e.g., obesity), and rheumatic dis-
ease. Generally, cartilage plays a primary role in absorbing shock and providing lubrication in the joint tissue. By virtue
of the structure including cartilage, the joint can be smoothly moved for a long period of time without wearing the related
bones. However, in osteoarthritis, cartilage cells, which synthesize collagen (elastic fibrillary protein forming the con-
nective tissue) and proteoglycan (substance providing elasticity) forming the cartilage tissue, are disordered, whereby
synthesis of collagen and proteoglycan is inhibited. Thus, the surface of the joint cartilage, which per se is smooth, is
roughened with a large number of small dents. As a result, in such a state, external shock cannot be absorbed by the
cartilage. In this case, all the members forming the joint; i.e., bone, articular capsule, synovial membrane tissue, tendon,
ligament, etc., are deformed. In the most severe case, the case involves difficulty in walking. However, in an early stage
of cartilage damage, in many cases no severe pain is sensed; i.e., the patient does not sense the cartilage damage.
When the cartilage damage is sensed, the damage is very severe, and in some cases joint replacement is needed.
Thus, when certain cartilage damage is detected in a knee joint, the damage must be appropriately treated. Currently,
cartilage damage is reliably detected by means of an arthroscope. However, arthroscopy is a cumbersome technique
requiring high technical skill. Under such circumstances, there is demand for means for assessing cartilage damage at
high sensitivity and in a simple manner.
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[0106] In one specific embodiment of the disease detection of the present invention (e.g., assessment of the cartilage
damage on a knee joint), the cartilage damage can be confirmed when the keratan sulfate level of a test specimen
(synovial fluid or a blood specimen) is higher than the keratan sulfate level of the normal specimen, or when the keratan
sulfate level of the test specimen determined by one measurement (the second or subsequent measurement among a
plurality of measurements with an interval or intervals) has increased as compared with the level determined in the
preceding measurement.

[0107] In the cartilage damage assessing method, provided that the keratan sulfate level of the knee synovial fluid of
a specimen-donor as determined in the preceding assessing procedure is unknown, e.g., in the first medical examination,
knee joint cartilage damage of the specimen-donor can be assessed on the basis of the aforementioned "keratan sulfate
level of the normal specimen." Also, in the following assessing procedure (the second or subsequent procedure) (e.g.,
at a follow-up examination), when cartilage is newly damaged or the degree of damage has increased, the keratan
sulfate level of the knee synovial fluid in the following determination tends to increase, as compared with the keratan
sulfate level in the preceding determination. Thus, according to the present invention, the cartilage damage of a knee
joint can be reliably detected.

[0108] As described above, according to the disease detection method of the present invention, osteoarthritis of the
knee can be accurately detected. Particularly, there can be detected knee osteoarthritis which cannot be detected by
an X-ray examination or which is difficult to detect by an X-ray examination (e.g., osteoarthritis in an early stage). This
is a remarkable effect of the present invention which has never been reported. In addition, according to the disease
detection method of the present invention, traumatic arthropathy can be reliably detected.

[0109] As described above, the present invention also provides a detection kit for carrying out the disease detection
method of the present invention.

[0110] Similar to the case of the aforementioned detection method of the present invention, examples of the anti-
keratan sulfate antibody employed in the disease detection method or kit of the present invention include EFG-11, BCD-
4, BCD-7, BC-261, BC-703, MK-172, and MK-202.

[0111] More preferred embodiments of the specific combination of the solid-phased anti-keratan sulfate antibody and
the labeled anti-keratan sulfate antibody are the same as described above. Particularly in the case of detecting oste-
oarthritis or traumatic arthropathy of a human subject, in a most preferred embodiment, EFG-11 or BCD-7 is employed
as a solid-phased anti-keratan sulfate antibody, and EFG-11 or BCD-7 is employed as a labeled anti-keratan sulfate
antibody, or BCD-4 or MK-172 is employed as a solid-phased anti-keratan sulfate antibody, and BCD-4 or MK-172 is
employed as a labeled anti-keratan sulfate antibody, since disease detection can be performed at considerably high
efficiency, as shown in the Examples hereinbelow. Specific examples of the combination are the following 1) to 6).
[0112]

1) solid-phased anti-keratan sulfate antibody : BCD-7, labeled anti-keratan sulfate antibody : BCD-7

2) solid-phased anti-keratan sulfate antibody : BCD-7, labeled anti-keratan sulfate antibody : EFG-11

3) solid-phased anti-keratan sulfate antibody : EFG-11, labeled anti-keratan sulfate antibody : BCD-7

4) solid-phased anti-keratan sulfate antibody : EFG-11, labeled anti-keratan sulfate antibody : EFG-11

5) solid-phased anti-keratan sulfate antibody : BCD-4, labeled anti-keratan sulfate antibody : MK-172 6) solid-phased
anti-keratan sulfate antibody : MK-172, labeled anti-keratan sulfate antibody : BCD-4

[Remedy effect assessing method]

[0113] The determination method of the present invention enables highly sensitive determination of keratan sulfate
in a specimen. Thus, the method can be applied to assessment of the effect of a remedy administered for the treatment
of a joint disease and to selection of a candidate substance for the remedy for a joint disease through screening.
[0114] A described above, the remedy effect assessing method of the present invention is a method for assessing
the therapeutic effect of a remedy for a joint disease or a candidate substance therefor, which method is characterized
by comprising the following steps:

1) a step of determining the keratan sulfate level of a test specimen through the determination method of the present
invention before and after administration of the joint disease remedy or a candidate substance therefor (remedy or
the like) to a subject (first step);

2) a step of comparing the keratan sulfate level of the test specimen before administration of the remedy or the like
with the keratan sulfate level of the test specimen after administration thereof, the levels having been determined
in 1) (second step); and

3) a step of detecting, on the basis of the comparison in 2), the extent of a change in keratan sulfate level, said
change being from the keratan sulfate level before administration of the remedy or the like to that level after admin-
istration thereof, to see whether there is any tendency toward a normal level, to thereby assess the effect of the
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joint disease remedy or the like based on the extent of the change as an index (third step).

[0115] When the remedy effect is assessed in the first step, the specimen-donor is a human or a non-human animal
to be treated with the remedy. In the drug screening, the specimen-donor is generally a laboratory animal in which a
joint disease has been induced, and the animal which is preferably employed may be a small animal such as the
aforementioned guinea pig, rat, or mouse. The specimen may be selected from among synovial fluid, a blood specimen
(serum, plasma, and whole blood), a urine specimen, etc., depending on the purpose.

[0116] The same anti-keratan sulfate antibodies as described in relation to the disease detection method of the present
invention may be employed.

[0117] In these steps, the keratan sulfate level of the test specimen before administration of the remedy or the like is
compared with the keratan sulfate level of the test specimen after administration thereof, the levels having been deter-
mined through the determination method of the present invention, whereby the effect of the remedy or the like or the
therapeutic effect of the test substance on the target joint disease can be investigated.

[0118] Inotherwords, in a clinical setting, when the keratan sulfate level determined through the determination method
of the present invention after administration of the joint disease remedy has been changed toward the keratan sulfate
level of a healthy subject; i.e., toward a normal level, the effect of the remedy on the joint disease to be treated is actually
or potentially confirmed. Thus, according to the present invention, the effect of administration of the joint disease remedy
can be assessed. As used herein, the term "actual effect" refers to a clinical effect being confirmed, and the term "potential
effect" refers to biochemical test data having been changed toward a normal level, although no clinical effect is currently
observed.

[0119] In addition, when the keratan sulfate level of a laboratory animal in which a joint disease has been induced has
changed toward a normal level after administration of the test substance, the test substance is evaluated to have a
therapeutic action on the joint disease. Thus, according to the present invention, screening of a joint disease remedy
can be performed.

[0120] The present invention also provides an assessing kit for carrying out the aforementioned remedy effect as-
sessing method of the present invention.

Examples

[0121] The present invention will next be described in detail by way of examples, which should not be construed as
limiting the invention thereto.

[0122] The abbreviations employed in the Examples are as follows.
GAG: glycosaminoglycan

KS: keratan sulfate

KSPG: keratan sulfate proteoglycan

HA: hyaluronic acid

Ch: chondroitin

CS-A or CSA: chondroitin sulfate A

CS-A(S) or CSA(S): shark-derived chondroitin sulfate A

CS-A(W) or CSA(W): whale-derived chondroitin sulfate A

CS-B or CSB: chondroitin sulfate B

CS-C or CSC: chondroitin sulfate C

CS-D or CSD: chondroitin sulfate D

CS-E or CSE: chondroitin sulfate E

EDC: 1-methyl-3-(3-dimethylaminopropyl)carbodiimide

HEP: heparin

HRP: horseradish peroxidase

HS: heparan sulfate

Tris: 2-amino-2-hydroxymethyl-1,3-propanediol

PBS: phosphate buffered saline

EDC: N-ethyl-N’-(3-dimethylaminopropyl)carbodimide

BSA: bovine serum albumin

TMB: 3,3',5,5'-tetramethylbenzidine

Bi: biotin

MES: 2-morpholinoethanesulfonic acid

ELISA: enzyme-linked immunosorbent assay

competitive ELISA: enzyme-linked immunosorbent assay based on competitive technique
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Referential Example 1: Preparation of biotin-labeled GAG (hereinafter referred to as "Bi-GAG")

[0123] Each of GAGs (HS, HA, HEP, Ch, CS-A(S), CS-A(W), CS-B, CS-C, CS-D, CS-E, and KS) was dissolved in
0.1M MES buffer (pH: 5.5), to thereby prepare 10-mg/mL GAG solution. To each GAG solution (1 mL), 20mM solution
(25 pL) of biotin-LC-hydrazide (product of Pierce Biotechnology) dissolved in dimethylsulfoxide (product of Wako Pure
Chemical Industries, Ltd.) was added. Subsequently, 100-mg/mL EDC (product of Pierce Biotechnology) solution (12.5
wL) prepared with 0.1M MES buffer (pH: 5.5) was added thereto. The mixture was sufficiently mixed, and then allowed
to react under stirring at ambient temperature (15°C to 25°C) for 16 to 24 hours.

[0124] After completion of the reaction, the reaction products were dialyzed by use of a dialysis membrane (cutoff
molecular weight: 10,000 or less) and phosphate buffered saline (pH: 7.2 to 7.5, containing no divalent ions such as
calcium ion: hereinafter may be referred to as "PBS(-)") serving as a dialysis solution, to thereby sufficiently remove free
biotin. After completion of dialysis, the concentration of Bi-GAG was adjusted to 5 mg/mL, followed by freeze preservation.
[0125] Through the above procedure, a variety of Bi-GAGs (Bi-HS, Bi-HA, Bi-HEP, Bi-Ch, Bi-CSA(S), Bi-CSA(W), Bi-
CSB, Bi-CSC, Bi-CSD, Bi-CSE, and Bi-KS) were produced.

[0126] Notably, HEP employed was a product of SPL, and other GAGs employed were obtained from Seikagaku
Corporation.

Referential Example 2: Production of streptavidin-immobilized plate

[0127] Streptavidin (product of Vector Laboratories Inc.) was diluted with PBS(-) to a concentration of 20 pn.g/mL, and
this streptavidin solution was added to a MaxiSorp (registered trademark) 96-well microplate (product of Nalge Nunc
International K.K.) at 50 pL/well. The plate was stored at 4°C for 14 to 18 hours to coat the plate uniformly. The plate
was washed twice with PBS(-), and then phosphate buffer (PBS(-) containing no sodium chloride or no potassium
chloride, pH: 7.2 to 7.5: hereinafter referred to as "PB") containing Applie Duo (final dilution factor: 5 fold, registered
trademark, product of Seikagaku Corporation) serving as a blocking agent for blocking a part of the well uncoated with
streptavidin and 0.05% ProClin (registered trademark) 950 (product of SUPELCO) serving as an antiseptic was added
thereto. The plate was allowed to stand at ambient temperature for two hours. Thereafter, the blocking solution was
sufficiently removed, and the plate was dried at 37°C for two hours, to thereby yield a streptavidin-immobilized plate of
interest. The plate was packed in an aluminum-laminated bag together with a desiccant, and stored in a refrigerator.

Referential Example 3: Production of Bi-GAG-immobilized plate

[0128] Bi-GAG prepared in Referential Example 1 was dissolved in TBS (50 mM Tris-HCI, pH: 7.3 to 7.8) containing
Applie Duo (registered trademark) (final dilution factor: 20 fold, product of Seikagaku Corporation) serving as an additive,
0.05% Tween (registered trademark) 20 (0.05% polyoxyethylene (20) sorbitan monolaurate, ICl, a product corresponding
to Tween 20, available from Wako Pure Chemical Industries, Ltd.), and 0.05% ProClin (registered trademark) 950 serving
as an antiseptic (hereinafter referred to as "reaction mixture A"), to thereby yield a 1 ng/mL Bi-GAG solution. The
streptavidin-immobilized plate prepared in Referential Example 2 was washed four times with 300 wL of 50mM Tris-HCI
(pH: 7.3 to 7.8) containing 0.05% Tween 20 and 0.05% Proclin (registered trademark) 950 serving as an antiseptic (T-
TBS, hereinafter referred to as "washing liquid"). Then, the Bi-GAG solution was added at 100 pL/well, and the plate
was allowed to stand at ambient temperature for 30 minutes, to thereby immobilize Bi-GAG to the immobilized streptavidin
(hereinafter referred to as "Bi-GAG-immobilized plate). When each immobilized GAG species is indicated, "GAG in "Bi-
GAG" is substituted by each abbreviation of the specific GAG species.

Referential Example 4: Purification of antibodies

[0129] An ascites containing each KS antibody shown in Table 4 (available from Rush University Medical Center) was
subjected to affinity chromatography employing protein A, to thereby purify the antibody in a routine manner.

Referential Example 5: Production of peroxidase-labeled antibodies

[0130] Eight purified antibodies obtained in Referential Example 4 (each 0.2 mg) was labeled with peroxidase by
means of Quick labeler Pro-PO NH, (available from Seikagaku Corporation) according to an attached manual, to thereby
prepare corresponding peroxidase-labeled antibodies.

Referential Example 6: Production of anti-KS antibody-immobilized plate

[0131] The procedure of Referential Example 2 was repeated, except that each of the anti-KS antibodies purified in
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Referential Example 4 was used instead of streptavidin, to thereby produce each anti-KS antibody-immobilized plate.
Referential Example 7: Collection of specimens of joint disease patients

[0132] With the approval of the ethics committee of the relevant medical center and informed consent of patients,
blood was collected from 29 knee osteoarthritis (OA) patients; 17 traumatic knee arthropathy (TA) patients who had
visited the doctor for trauma in a knee joint caused by sports activity, accident, etc. and had degeneration or damage
of the articular cartilage as observed through arthroscopy or under direct vision during the course of surgery; and 18
healthy subjects. Blood was collected by means of a commercial blood collection tube for serum separation. After
separation, the separated serum was stored at -20°C.

Example 1: Reactivity of anti-KS antibody with KS-I and KS-II

[0133] Thereactivity of each anti-KS antibody with KS-1 and that with KS-1l were evaluated through so-called competitive
ELISA in which binding of the anti-KS antibody to biotin-labeled KS-I (hereinafter referred to as "Bi-KS") is inhibited by
KS-I or KS-II.

[0134] The Bi-KS-immobilized plate produced through the procedure of Referential Example 3 was washed four times
with a washing liquid. To each well, a KS-I solution or a KS-II solution (concentration: 100 to 0 ng/mL, 5-fold dilution
series) (100 pL) was added, and a solution of each anti-KS antibody (5D4: purified antibody diluted solution, other
antibodies: ascites diluted solution, dilution factor and concentration of tested anti-KS antibody shown in Table 3) was
added to the wells at 100 p.L/well. The plate was then allowed to stand at ambient temperature for 60 minutes to thereby
carry out antigen-antibody reaction. A well to which no Bi-KS was added was employed as a blank. After completion of
reaction, the plate was washed four times with the washing liquid, and a secondary antibody solution (HRP-labeled goat
anti-mouse immunoglobulin antibody (product of Dako), 2,000-fold diluted with the reaction mixture) was added to each
well at 100 pL/well. The plate was allowed to stand at ambient temperature for 60 minutes to thereby carry out antigen-
antibody reaction. After completion of reaction, the plate was washed four times with the washing liquid, and TMB solution
(trade name: TMB 1 Component HRP Microwell Substrate, product of BioFX) (100 wL/well) serving as a substrate of
peroxidase was added. The plate was allowed to react at ambient temperature for 30 minutes, to thereby develop color.
Through addition of a reaction-terminating liquid (product of BioFX) (100 pL/well) to the plate, the reaction was terminated.
Subsequently, an absorbance at 450 nm (with respect to 630 nm) increased by decomposition of TMB was measured
by means of a well reader SK-603 (registered trademark, available from Seikagaku Corporation). The reactivity of each
antibody was evaluated as IC50, which was calculated from the percent inhibition when an inhibiting substance was
employed. From the thus-obtained reactivity, reactivity of KS-I and that of KS-Il were assessed.

[0135] As aninhibiting substance, KS(BC) (available from Seikagaku Corporation) was used with respect to KS-I, and
KPS-1 (product of Seikagaku Corporation) was used with respect to KS-II. The test concentration was adjusted to 100
to 0 ng/mL (5-fold dilution series).

[0136] In order to assess the difference between reactivity of each KS antibody with KS-1 and that with KS-II, the ratio
of IC50 of KS-I to IC50 of KS-II (IC50KS-KS-Ily was calculated for each KS antibody. Notably, when IC50KS-//KS-Il s close
to 1, the difference between reactivity with KS-l and that with KS-I1 is smaller; i.e., the reactivity of the anti-keratan sulfate
antibody with KS does not greatly depend on the sulfate content.

[0137] Percent inhibition was obtained by subtracting the blank absorbance from the absorbance of each well, and
dividing the residual absorbance difference by the absorbance difference of a well containing only Bi-KS (maximum
absorbance difference), wherein the residual absorbance difference is obtained by subtracting the absorbance difference
at each inhibiting substance concentration from the maximum absorbance difference.

[0138]
[Table 3]
Isotype and test dilution factor/test concentration of anti-KS antibodies
Anti-KS antibody Isotype Test Dilution factor/ Test concentration
BCD-4 IgG1 x100000
BCD-7 IgG1 x20000
BC-261 IgG1 x20000
BC-703 1gG3 x10000
MK-172 IgG3 x50000
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(continued)

Isotype and test dilution factor/test concentration of anti-KS antibodies
Anti-KS antibody Isotype Test Dilution factor/ Test concentration
MK-202 1gG1 x100000
EFG-11 1gG2b x500000
5D4 1gG1 0.3 pg/mL

[0139] Table 4 and Fig. 1 show the results.

[0140]
[Table 4]

IC50 of anti-KS antibody with respect to KS-I and KS-II

Anti-KS antibody 1©50 (ng/mt) |C50KS-/KS-I
KS(BC) KPS-1

BCD-4 5.82 3.62 1.6
BCD-7 4.09 1.17 3.5
BC-261 1.59 1.46 1.1
BC-703 2.56 0.67 3.8
MK-172 6.79 7.88 0.9
MK-202 7.62 19.87 0.4
EFG-11 0.63 0.20 3.2
5D4 14.47 1.40 10.4

[0141] 5D4 exhibited IC50 to KS-I of 14.47 ng/mL and that to KS-II of 1.40 ng/mL. The other seven KS antibodies
exhibited IC50 to KS-I lower than that of 5D4, 14.47 ng/mL. Therefore, these seven KS antibodies were found to have
higher reactivity with KS-I than did 5D4. The IC50 to KS-II of BCD-7, BC-703, and EFG-11 were lower than that of 5D4.
Thus, these three antibodies exhibited reactivity with KPS-1 higher than that of 5D4.

[0142] 5D4 exhibited an IC50KS-IKS-Il of 10.4, indicating that the reactivity with KS-1 was about 1/10 of that with KS-II.
The other seven anti-KS antibodies exhibited an |C50KS-/KS-Il yyhich is lower than that of 5D4. Therefore, as compared
with 5D4, these seven antibodies were found to have a lower sulfate content dependency in antigen-antibody reaction.

Example 2: Sandwich ELISA

[0143] Sandwich ELISA employing 5D4 was performed by means of a commercial keratan sulfate assay kit (available
from Seikagaku Corporation) in accordance with a manual attached thereto.

[0144] The assay according to the determination method of the present invention was carried out in the following
manner.

[0145] The anti-KS antibody-immobilized plate produced through the procedure of Referential Example 6 was em-
ployed as an anti-KS antibody-immobilized plate. The HRP-labeled anti-KS antibody produced through the procedure
of Referential Example 5 was employed as an anti-KS antibody for detection. The following 12 combinations of the solid-
phased antibody and the detection antibody were tested.

[0146]

1) Solid-phase: BCD-4, Detection: BCD-4
2) Solid-phase: BCD-4, Detection: MK-172
3) Solid-phase: MK-172, Detection: MK-172
4) Solid-phase: MK-172, Detection: BCD-4
5) Solid-phase: EFG-11, Detection: EFG-11
6) Solid-phase: BCD-7, Detection: BCD-7
7) Solid-phase: EFG-11, Detection: BCD-7
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8) Solid-phase: MK-202, Detection: MK-202
9) Solid-phase: BCD-7, Detection: EFG-11

10) Solid-phase: BC-261, Detection: BC-261
11) Solid-phase: BC-703, Detection: BC-703

[0147] The reaction mixture A employed in Referential Example 3 (100 pL/well) was added to each well of each anti-
KS antibody-immobilized plate. Subsequently, a test solution containing keratan sulfate shown in Table 5 or a blank
solution (20 pL/well) was added to the plate. The plate was gently stirred and allowed to stand at 15 to 25°C for one
hour (first reaction). After completion of the first reaction, the reaction mixture was removed, and the plate was washed
four times with a washing liquid (300 pL/well). After washing, a HRP-labeled anti-KS antibody (800-fold diluted) (100
pL/well) was added to each well, and the plate was allowed to stand at 15 to 25°C for one hour (second reaction). After
completion of the second reaction, the plate was washed four times with the washing liquid in the same manner. After
washing, a TMB solution (product of BioFX) (100 wL/well) serving as a substrate of HRP was added to the plate, and
the plate was allowed to statically react at ambient temperature for 30 minutes under light shielding conditions, to thereby
develop color (coloring reaction). After color development, 1N HCI (100 pL) was added to the plate so as to terminate
the reaction. Subsequently, an absorbance of the color-developed liquid at 450 nm (with respect to 630 nm) increased
by decomposition of TMB was measured by means of a well reader SK-603 (registered trademark, available from
Seikagaku Corporation). The results of the sandwich ELISA were evaluated on the basis of the difference in absorbance
between each test solution and the blank solution.

[0148] In the concentration dependency test in terms of KS(BC) (KS-I) and KPS-1 (KS-Il), antibody combinations
shown in Table 5 were employed, and KS(BC) and KPS-1 were tested at concentrations shown in Table 5. The obtained
reaction curves were compared. Fig. 2 shows the results.

[0149]
[Table 5]
Test Concentrations of KSs
Solid phase | Detection | Testconcentration (ng/mL, twice- or thrice- diluted series)
KS-I (KS(BC)) KS-Il (KPS-1)

5D4 5D4 2000-31.25 100-1.5625
BCD-4 BCD-4 100-1.5625 10-0.15625
BCD-4 MK-172 50-0.78125 10-0.15625
MK-172 BCD-4 100-6.25 20-1.25
MK-172 MK-172 100-3.125 20-0.625
EFG-11 EFG-11 100-0.14
BCD-7 BCD-7 100-0.14
EFG-11 BCD-7 100-0.14
EFG-11 BCD-7 100-0.14
BC-261 BC-261 100-0.14
MK-202 MK-202 100-0.14

[0150] Inthe assay system employing 5D4, the KS(BC) concentration and the KPS-1 concentration which provide an
absorbance of 1.0 were 921.7 ng/mL and 25.5 ng/mL, respectively. The KPS-1 concentration in any antibody combination
employed in the determination method of the present invention is lower than that obtained through a conventional 5D4
method, indicating that the sensitivity of the method of the presentinvention is higher than that provided by the conventional
5D4 method. Also, the KS(BC) concentration obtained through the determination method of the present invention is
lower than that obtained through the conventional 5D4 method, in nine antibody combinations other than solid-phase:
BCD-7/detection: BCD-7, indicating that the sensitivity of the method of the present invention is higher than that provided
by the conventional 5D4 method. In the above expression of the antibody combinations, "solid-phased anti-KS antibody"
is placed on the left side of "/", and "detection anti-KS antibody" on the right side of "/." This convention may be used
hereinafter, without placing the word "antibody." Differing from the nine antibody combinations, the reactivity in the case
of solid-phase: BCD-7/detection: BCD-7 is thought to be exceptionally almost equivalent to or slightly higher than that
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obtained through the conventional 5D4 method.

[0151] Separately, in order to evaluate KS detection performance in various antibody combinations, the KS(BC) con-
centration and the KPS-1 concentration which provide an absorbance difference of 1.0 calculated from the corresponding
concentration dependency curve (represented by KS(BC) (1.0) and KPS-1 (1.0), respectively), as well as the relative
detection performance (KS(BC) (1.0)/KPS-1 (1.0), hereinafter may be referred to as "detection performance
ratio KS-/IKS-II) were also calculated. Table 6 shows the results.

[0152]
[Table 6]
Reactivity with KS in sandwich ELISA (concentration providing absorbance difference 1.0)
Solid-phased antibody | Detection antibody KSBC (1.0) KPS-1 (1.0) KSBC (1.0)/KPS-1(1.0)

5D4 5D4 921.7 255 36.1
BCD-4 BCD-4 11.6 2.6 4.5
BCD-4 MK-172 9.1 2.1 43
MK-172 BCD-4 86.1 23.2 3.7
MK-172 MK-172 36.8 11.3 3.3
EFG-11 EFG-11 43 1.6 2.7
BCD-7 BCD-7 >100 1.8 >55.6
EFG-11 BCD-7 8.1 1.4 6.0
BCD-7 EFG-11 491 24 20.2
BC-261 BC-261 80.0 14.3 5.6
MK-202 MK-202 81.2 15.1 5.4

(ng/mL) (ng/mL)

[0153] In the assay system employing 5D4, the detection performance ratio KS-/KS-Il was found to be 36.1, indicating
that the KS(BC) detection performance is about 1/36 of the KPS-1 detection performance. Among the tested antibody
combinations, nine combinations other than solid-phase: BCD-7/detection: BCD-7, showed detection performance
ratios KS-/KS-Il of 2.7 to 20.2, which is lower than that obtained through the conventional 5D4 method. Thus, as compared
with the conventional 5D4 method, the determination method of the invention can detect KS with lower dependency on
sulfate content. Meanwhile, although the IC50KS(BC)/KPS-1 wag [ower than that obtained through the conventional 5D4
method when BCD-7 was employed as a sole antibody, the combination of solid-phase: BCD-7/detection: BCD-7 among
the tested combinations provided an exceptional detection performance ratio KS-/KS-ll of 55 6 or higher, which is thought
to be higher than that obtained through the conventional 5D4 method.

[0154] The detection performance test was further performed with a variety of specimens shown in Table 7. The
obtained performance was evaluated.

[0155]

[Table 7]

Dilution factors of specimens

Human | Rabbit Guinea pig Rat Mouse

Solid-phase | Detection
Serum | Serum | Serum | Synovial fluid | Serum | Synovial fluid | Serum

5D4 5D4 X20 X5 X5 X5 X5 X5 X5
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(continued)

Dilution factors of specimens
Human | Rabbit Guinea pig Rat Mouse
Solid-phase | Detection
Serum | Serum | Serum | Synovial fluid | Serum | Synovial fluid | Serum
BCD-4 BCD-4
BCD-4 MK-172
X4800 X120 X30 X6
MK-172 BCD-4
MK-172 MK-172
X120 X600 X30
EFG-11 EFG-11
BCD-7 BCD-7
EFG-11 BCD-7
BCD-7 EFG-11
(Dilution factor: final in assay, -: not tested)

[0156] Tables 8 and 9 show the results. The tested samples in Table 8 are different from those in Table 9.
[0157]

[Table 8]
Detection performance of samples - 1
Human |Rabbit| Guinea pig Rat Mouse
Solid- | Detec- Syno- S ial
phase | tion Serum |Serum| Serum | vial | Serum 2PV garym
. fluid
fluid
Df"“E'O” x10 | X5 | x5 | x5 | x5 | x5 | x5
5D4 | 5D4 aAgor
DS 0.913 |0.136| n.d. |0.100| n.d. n.d. n.d.
difference
Df"“t'on X4800 | x120 | X600 | x120 | x30 | x30 | x6
actor
BCD-4 | BCD-4 1.054 — 0.519 |0.535| 0.680 | 0.262 -
BCD-4 |MK-172| Abs. 1.372 10.498| 0.859 |0.750| 1.261 | 0.356 | 0.430
MK-172 | BCD-4 |difference|] — — 0.063 |0.030| 0.113 | 0.014 -
MK-172 | MK-172 0.200 — 0.241 |0.113| 0.931 | 0.052 -
(Dilution factor: final in assay, —-: not tested)

[0158] In the assay system employing 5D4 shown in Table 8, the human serum sample (10-fold diluted) exhibited an
absorbance difference of 0.913. The four assay systems employing a combination of BCD-4 and MK-172 attained a
sufficient absorbance difference at a dilution factor of 4,800 (except the case of the combination of solid-phase: MK-
172/detection: BCD-4 not tested). Thus, the assay system of the invention can detect KS at higher sensitivity as compared
with the conventional system employing 5D4.

[0159] Among the other samples derived from rabbit, guinea pig, rat, and mouse, the 5D4 system detected KS only
in the rabbit serum sample and the guinea pig synovial fluid sample, but the absorbance difference values were as low
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as 0.136 and 0.1, respectively. The 5D4 system could not detect KS in the other samples.

[0160] Among the assay systems employing the four antibody combinations shown in Table 8, the case of solid-phase:
MK-172/detection: BCD-4 exhibited lower detection performance as compared with the remaining three systems. The
three systems other than the system employing solid-phase: MK-172/detection: BCD-4 detected KS in all specimens at
higher sensitivity as compared with the 5D4 system. Particularly, the combination of solid-phase: BCD-4/detection: MK-
172 was found to provide a high KS detection sensitivity.

[0161]

[Table 9]

Detection performance of samples -2

Solid- | Detec- Rabbit | Guinea pig Rat Mouse
phase | tion Serum Serum Serum Serum
a!ﬁfr” X5 X5 X5 X5
5D4 5D4
ABS. 1 g150 | 0.230 n.d. n.d.
difference
a"”t'on x120 | X600 |in parenthesis|  x6
actor
EFG-11| EFG-11 2.802 0.556 0.528(X30) n.d.
BCD-7 | BCD-7 Abs. 0.257 0.152 0.194(X6) n.d.
EFG-11 | BCD-7 |difference| 0.468 0.239 0.186(X30) n.d.
BCD-7 |EFG-11 1.153 0.606 0.485(X30) n.d.

(Dilution factor: final in assay)

[0162] In the test shown in Table 9, through the 5D4 method, KS was detected in the rabbit serum sample and the
guinea pig serum sample with absorbance differences as low as 0.150 and 0.230, respectively. Similar to Table 8, KS
could not be detected in the rat serum sample and the mouse serum sample.

[0163] The assay systems employing all four antibody combinations shown in Table 9 could sufficiently detect KS in
the rabbit serum samples and the guinea pig serum samples and KS in the rat serum samples, which has not been
attained through the conventional 5D4 method. Among the four antibody combinations, the systems employing solid-
phase: BCD-7/detection: BCD-7 and solid-phase: EFG-11/detection: BCD-7 exhibited relatively lower detection per-
formance as compared with the two other combinations. Thus, similar to the 5D4 method, the assay systems employing
the four antibody combinations shown in Table 9 could not detect KS in the mouse serum samples. However, the four
antibody combinations were found to provide a higher KS detection sensitivity, as compared with the 5D4 method.
[0164] As is clear from Tables 8 and 9, the assay system of the present invention was found to enable detection of
KS in various samples at higher sensitivity as compared with the conventional 5D4 method, and also enable detection
of a micro-amount of KS, which has not been detected through the conventional technique. In particular, the combination
of solid-phase: BCD-4/detection: MK-172 enabled detection of a very small amount of KS in mouse serum samples.

Example 3

[0165] The serum KS levels of serum specimens in which protein had been digested with pronase and specimens
which had undergone no pronase treatment were determined by means of a BCD-4/MK172 assay system and an
EFG11/EFG11 assay system. The assay results were compared with the serum KS levels determined through HPLC.
The assayed specimens were a part of the samples collected in Referential Example 7; i.e., serum samples obtained
from 15 healthy subjects and 20 OA patients. Each pronase-treated specimen was prepared by adding purified water
(180 nL) and 2.0% Actinase E solution (product of Kaken Pharmaceutical Co., Ltd.) to serum (20 L), and subjecting
the mixture to an enzyme treatment overnight at 55°C. The reaction mixture was diluted with purified water to a volume
of 8 mL, and the diluted product was heated at 100°C for 10 minutes, to thereby terminate the enzymatic reaction. This
product was employed as a sample to be assayed. The pronase-non-treatment specimen was prepared by diluting
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serum with purified water. The same ELISA procedure as employed in Example 2 was performed.

[0166] As shown in Fig. 3, the KS level of actinase-non-treated serum samples and pronase-treated serum samples
determined by means of the BCD-4/MK172 assay system were found to be correlated to the KS levels determined
through HPLC with correlation factors of R? of 0.7034 and 0.7813, respectively. Thus, the correlation was enhanced
through the pronase treatment.

[0167] As shown in Fig. 4, through employment of the EFG11/EFG11 assay system, the correlation factor R2 was
enhanced from 0.4343 to 0.7709 through the pronase treatment.

[0168] Through the pronase treatment, correlation to the KS levels determined through HPLC was enhanced in both
assay systems, leading to provision of more accurate measurements.

Example 4: Studies by use of meniscectomy model animal

[0169] In Example 4, 7-week-old male Wistar rats (SPF, Charles River Laboratories Japan, Inc.) were employed.
[0170] Test rats were anesthetized under the inhalation with isoflurane (Forane, product of Dainippon Pharma Co.,
Ltd.) (concentration: 2.0%, flowrate 3.0 L/min) charged into the small animal anesthetizer (TK-5, product of Biomachinery).
Each rat was subjected to shaving around the left hindlimb knee joint, dissection (about 1 cm) of the inside of the joint,
and cutting of the inside collateral ligament without damaging veins, to thereby expose the inside meniscus. Subsequently,
the center of the meniscus was just laterally cut by means of a neuro-blade carving knife (K-5410, product of Feather).
In addition, the peripheral ligament linking to the meniscus was cut, to thereby isolate a half of the meniscus. In the
Sham group, only cutting of the inside collateral ligament was performed.

[0171] After completion of the operation, the cut portion was sutured. On day 28 after operation, the rats were euthanized
through exsanguination under anesthesia with ether (product of Wako Pure Chemical Industries, Ltd.), and the left
hindlimb knee joint tissue was collected from each rat. The joint cavity was washed with physiological saline and the
synovial fluid (0.3 mL) was recovered, and the synovial fluid was centrifuged at 3,000 rpm for 10 minutes. The synovial
fluid KS level (non-treated control group, Sham group, and meniscectomy group) on day 28 after operation was deter-
mined by means of a conventional KS assay kit (5D4 assay system) and through the KS assay system of the present
invention. In the KS assay system of the present invention, a "solid-phase: BCD-4, detection: HRP-labeled MK-172"
system was employed, and the assay was performed in a manner similar to that of Example 2.

[0172] Upon measurement, the samples were 5-fold diluted in the case of the conventional KS assay kit (5D4 assay
system) and 60-fold diluted in the case of the KS assay system of the present invention. Separately, India ink was applied
onto the tibia cartilage surface, and the surface was photographed by means of a digital camera (*istD, Pentax). Gross
morphological changes were evaluated in terms of surface roughening with the following five grads (0: intact surface,
1: slight fibrillation, 2: severe fibrillation, 3: slight erosion, 4: severe erosion). In the case where osteophyte formation
was observed at the joint peripheral portion, a point of "+1" was added to the corresponding rating.

(1) Joints condition

[0173] Fig. 5 shows the gross morphological changes of cartilage surface of the rats belonging to the Sham group
and the meniscectomy group on day 28 after operation. The average score of the meniscectomy group was significantly
higher than that of the Sham group, indicating that the joint conditions were aggravated in the meniscectomy group.

(2) Synovial fluid KS levels

[0174] The synovial fluid KS levels of the meniscectomy model rat groups could not be detected by means of the
conventional KS assay kit but could be detected by means of the assay system of the present invention. Fig. 6 shows
only the results of the assay by means of the KS assay system of the present invention. As is clear from Fig. 6, the
synovial fluid KS level of the meniscectomy group was significantly higher than that of the Sham group. Thus, the KS
assay system of the present invention was found to enable detection of KS in samples whose KS cannot be detected
by a conventional KS assay kit. Furthermore, on day 28 after operation the synovial fluid KS level of the meniscectomy
model rats was found to have increased. In addition, the possibility that the determination of the synovial fluid KS level
of the meniscectomy mode rats through the KS assay system of the present invention would lead to assessment of joint
conditions was indicated.

[0175] As described above, the disease assessing method of the present invention may evaluate the damage of
cartilage of the knee joint.

Example 5: Studies by use of adjuvant-induced arthritis (AlA) model in rats

[0176] In Example 5, 6-week-old male Lewis rats (SPF, Charles River Laboratories Japan, Inc.) were employed. The
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adjuvant was prepared by suspending heat-killed Mycobacterium butyricum (product of DIFCO) in liquid paraffin (product
of Wako Pure Chemical Industries, Ltd.) at a concentration of 6 mg/mL. The adjuvant was subcutaneously administered
to each of the rats in the right hind paw (0.3 mg/paw) without anesthesia. Fourteen days after administration, the rats
were divided into 4 groups. To a non-treated normal control group, only liquid paraffin was administered to the rats in a
similar manner. From the timing of the grouping, incadronate (Bisphonal (registered trademark) injection (10 mg), product
of Astellas Pharma Inc.) was subcutaneously administered to the rats every day (once a day) at a dose of 1 mg/kg to
the day before the day of sacrifice. To the rats of non-treated normal control group and the AlA control group, PBS was
intravenously administered once a day to the day before the day of sacrifice. The edema volume of the left hind paw
was measured by means of a volumetric apparatus (TK-101CMP, product of UNICOM). On day 35 after sensitization
with the adjuvant, blood was collected (with heparin) from each rat through the abdominal vena cava under anesthesia
with ether. Thereafter, the rats were euthanized through exsanguination. The collected blood was centrifuged at 3,000
rpm for 10 minutes. The plasma KS level (non-treated control group, AlA control group, and incadronate-administered
group) was determined on day 35 after administration of the adjuvant, by means of a conventional KS assay kit (5D4
assay system) and through the KS assay system of the presentinvention. In the KS assay system of the present invention,
a "solid-phase: BCD-4, detection: HRP-labeled MK-172" system was employed, and the assay was performed in a
manner similar to that of Example 2. The dilution factor of the rat plasma was 5 fold (X5) in the case of the conventional
KS assay kit and 120 fold (X 120) in the case of the KS assay system of the present invention.

(1) Joint conditions

[0177] Fig. 7 shows the left paw volumes of the rats (non-treated normal control group, AlA control group, and incadr-
onate (bisphosphonate preparation)-administered group (i.e., (adjuvant administration and incadronate administration))
on day 35 after administration of the adjuvant. As is clear from Fig. 7, the left paw volume of the AIA control group was
significantly higher than that of the non-treated normal group, indicating that the joint conditions were aggravated. The
left paw volume of the incadronate-administered group was reduced as compared with the AIA control group, indicating
that the effect of the remedy (edema-ameliorating effect) was attained.

(2) Plasma KS levels

[0178] The plasma KS levels of the AIA model rat groups could not be detected by means of the conventional KS
assay kit but could be detected by means of the KS assay system of the present invention. Fig. 8 shows only the results
of the assay by means of the KS assay system of the present invention. As is clear from Fig. 8, the plasma KS level of
the AIA group was higher than that of the non-treated normal group, which is a profile similar to the edema increase
profile. The plasma KS level of the incadronate group is reduced as compared with the AlA control group, which is similar
to the edema decrease (amelioration) profile. Thus, the KS assay system of the present invention elucidated that the
AIA model rat group exhibited an elevated plasma KS level on 35 day after administration of the adjuvant and that the
elevated KS level was lowered through treatment with incadronate. Since the profile of the change in KS level coincides
with the edema variation profile, it was revealed that the determination of the plasma KS level of the AIA model rat group
through the KS assay system of the present invention enables assessment of joint conditions and evaluation of the effect
of the remedy.

[0179] As has been known, AlA is a model of chronic rheumatoid arthritis (RA). Therefore, the above experiments
have revealed that the method of the present invention enables assessment of RA and the effect of an RA remedy.

Example 6: Determination of blood KS level of papain-induced arthritis model in rabbit

[0180] Papain physiological saline solution (25 mg/mL) (papain, product of SIGMA) was administered to each of the
rabbits in the knee joint cavity of the left hindlimb at 150 wL/joint. One week after, an equiamount of the papain solution
was administered again. In the control group, physiological saline was administered in a similar manner to the knee joint
cavity of the left hindlimb. On day 49 after first administration of papain, blood serum was collected from each rabbit,
and the serum KS level was determined. The KS level was determined, by means of a conventional KS assay kit and
through the KS assay system of the present invention. In the KS assay system of the present invention, a "solid-phase:
BCD-4, detection : HRP-labeled MK-172" system was employed, and the assay was performed in a manner similar to
that of Example 2. In the conventional KS assay kit, "solid-phase: 5D4, detection: biotin-labeled 5D4" system was
employed. The dilution factor of the rabbit serum was 5 fold (X5 at measurement) in the case of the conventional KS
assay kit and 20 fold (X120 at measurement) in the case of the KS assay system of the present invention. Fig. 9 shows
the results.

[0181] In the assay by means of the conventional KS assay kit, KS levels of most of the 5-fold diluted samples were
under the detection limit. Although the KS level of the papain-administered group was slightly higher than that of the
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control group, satisfactory determination of the KS level was not performed.

[0182] In contrast, in the BCD-4/MK-172 system of the present invention, the KS levels of 20-fold diluted rabbit serum
samples could be sufficiently detected, and the KS level of the papain-administered group could be clearly evaluated to
be higher than that of the control group.

[0183] Thus, since the KS assay system of the present invention attains high KS detection sensitivity, it was revealed
that such a KS level that a conventional KS assay kit cannot determine can be detected by the KS assay system of the
invention, and, variation in KS level of a biological sample can be detected at high sensitivity.

Example 7: Determination of blood KS levels of joint disease patients

[0184] The serumsamples of knee osteoarthritis (OA) patients (n=29), traumatic knee arthropathy (TA) patients (n=17),
and healthy subjects (n=18) collected in Referential Example 7 were employed also in Example 7.

[0185] The determination was performed by means of a commercial 5D4 KS assay kit or an antibody combination
shown in Table 10. The assayed samples had a dilution factor shown in Table 10. The determination through the assay
system of the present invention was performed in a manner similar to that employed in Example 2. In each group, the
median and quartile deviation (g.d.) were calculated and are shown in Table 11, and the results of determination are
shown in the graphs of Fig. 10. The significance test was performed through the Mann-Whitney test with respect to the
healthy subjects. In addition, the receiver operating characteristic curves (ROC curve) of each disease group with respect
to the healthy subject group were plotted. Fig. 11 shows the assay results of the healthy subject group and the OA group,
and Fig. 12 shows the assay results of the healthy subject group and the TA group. The ROC curves were evaluated
by area under curve (AUC). AUC has a minimum value of 0.5 and a maximum value of 1.0, the higher the value, and
the higher the diagnostic effect.

[0186]
[Table 10]
Dilution factor of samples
Solid-phase | Detection | Sample dilution factor
5D4 5D4 X50
BCD-4 BCD-4 X1000
BCD-4 MK-172 X1000
EFG-11 EFG-11 X800
BCD-7 BCD-7 X150
BC-261 BC-261 X200
MK-202 MK-202 X400
BC-703 BC-703 X150
[0187]
[Table 11]
Blood KS levels of the tested groups
Healthy (n=18) OA (n=29) TA (n=17)
median q.d median q.d sisg;[::;?ctgcnacle median q.d sis;g;[ra:;[;isczt;a;e
(ng/mL) h (ng/mL) o (p value) (ng/mL) o (p value)
5D4/5D4 173 475 240 54.4 0.0073 205 50.0 0.204
BCD-4/BCD-4 309 166.5 744 141.0 0.00003 560 135.0 0.0056
BCD4/MK172 830 170.5 1250 2458 0.00005 1100 291.5 0.0087
EFG-11/EFG- 612 80.0 1016 248.0 0.000002 848 190.0 0.00036
11
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(continued)

Blood KS levels of the tested groups
Healthy (n=18) OA (n=29) TA (n=17)
. . statistical . statistical

median qd median qd significance median qd significance

(ng/mL) (ng/mL) (p value) (ng/mL) (p value)
BCD-7/BCD-7 209 39.8 335 80.6 0.00001 311 96.2 0.003
BC-261/BC- 822 171.0 1564 423.8 0.000007 1212 406.0 0.0003
261
MK- 816 182.0 1448 357.0 0.00002 1108 331.5 0.0058
202/MK202
BC-703/BC- 359 71.3 666 130.7 0.00006 492 80.3 0.0031
703
BCD7/EFG1 556 58.0 895 152.0 0.000007 770 124.9 0.00072
EFG11/BCD7 363 73.0 519 83.1 0.00052 472 104 0.02481
(Significance test: vs healthy)

[0188] The KS levels (median, ng/mL) determined by means of the conventional KS assay kit (5D4/5D4) were 173 in
the healthy subject group, 240 in the OA group, and 205 in the TA group. The KS levels of the OA group and the TA
group were higher than the KS level of the healthy subject group. In all the tested antibody combinations, the KS levels
of the OA group and the TA group were higher than the KS level of the healthy subject group, which is similar to the
case of the conventional KS assay kit. In the tested antibody combinations, the KS levels of the healthy subject group,
the OA group, and the TA group were all higher than those determined by means of the conventional KS assay kit.
[0189] Inthe case of the conventional KS assay kit, the statistical significance values (p values) in KS level of the OA
group and the TA group with respect to the healthy subject group were 0.0073 and 0.204, respectively, indicating that
there was no significant difference between the KS level of the healthy subject group and that of the TA group. In the
nine tested antibody combinations, the statistical significance values were lower than those obtained in the case of the
conventional assay kit, indicating that the significance of the KS assay of the invention was improved.

[0190] In the ROC curves obtained by the conventional KS assay kit (5D4/5D4), the AUC of the KS level of the OA
group with respect to the KS level of the healthy subject group was found to be 0.735, and the AUC of the KS level of
the TA group with respect to the KS level of the healthy subject group was found to be 0.636. In the nine tested antibody
combinations, the AUCs of the KS level of the OA group and the TA group were higher than the AUC obtained by the
conventional KS assay kit. Thus, the assay system of the present invention exhibited improved joint disease diagnostic
effect as compared with a conventional KS assay Kkit.

[0191] In the OA patient group, the early-stage patients, who have no particular observation in an X-ray examination
or whose relevant observation is difficult to detect by an X-ray examination (i.e., grade 0 or grade |) were selected and
subjected to the same analysis as described above. Table 12 shows the median and the quartile deviation of each group,
and Fig. 13 shows a graph of the results of the assay. Fig. 14 shows the ROC curves of the early-stage OA groups with
respect to the healthy subject group.

[0192]
[Table 12]
Blood KS levels of the tested groups
Healthy (n=18) Early-stage OA (n=11)
median (ng/mL) q.d. median (ng/mL) q.d. statistical significance (p value)
5D4/5D4 173 47.5 240 34.4 0.011
BCD-4/BCD-4 309 166.5 812 142.8 0.00013
BCD4/MK172 830 170.5 1265 177.6 0.00009
EFG-11/EFG-11 612 80.0 1136 201.0 0.00004
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(continued)

Blood KS levels of the tested groups

Healthy (n=18) Early-stage OA (n=11)
median (ng/mL) q.d. median (ng/mL) q.d. statistical significance (p value)
BCD-7/BCD-7 209 39.8 342 56.1 0.00014
BC-261/BC-261 822 171.0 1644 361.5 0.00005
MK-202/MK202 816 182.0 1448 227 0.00015
BC-703/BC-703 359 71.3 714 130.3 0.00016
BCD7/EFG11 556 58.0 966 107.8 0.00006
EFG11/BCD7 363 73.0 583 66.9 0.00054
(Significance test: vs healthy)

[0193] The KS levels (median, ng/mL) determined by means of the conventional KS assay kit (5D4/5D4) were 173 in
the healthy subject group and 240 in the early-stage OA group, indicating that the KS level of the early-stage OA group
was higher than the KS level of the healthy subject group. Similar to the case of the conventional KS assay kit, in all the
tested antibody combinations, the KS levels of the early-stage OA group and the TA group were higher than the KS
level of the healthy subject group.

[0194] In the case of the conventional KS assay kit, the significance values (p value) in KS level of the early-stage
OA group with respect to the healthy subject was 0.011, which is significant. In the nine tested antibody combinations,
the p values were considerably lower than those obtained in the case of the conventional KS assay kit, indicating that
the significance of the assay of the invention was remarkably improved.

[0195] Inthe ROC curve obtained by the conventional KS assay kit (5D4/5D4), the AUC of the KS level of the early-
stage OA group with respect to the healthy subject group was found to be 0.785. In the nine tested antibody combinations,
the AUCs of the KS level of the early-stage OA patients were >0.85, and were higher than the AUC obtained by the
conventional KS assay kit. Thus, the assay system of the presentinvention exhibited improved early-stage OA diagnostic
effect as compared with a conventional KS assay kit.

[0196] By virtue of the clinical advantages in assessing a joint disease, the assay system of the present invention was
found to serve as a joint disease diagnostic tool which is more powerful than a conventional KS assay kit.

Claims
1. A method for immunologically determining a keratan sulfate level comprising:

bringing an anti-keratan sulfate monoclonal antibody into contact with a biological sample, the anti-keratan
sulfate monoclonal antibody exhibiting a relative reaction specificity between keratan sulfate-l and keratan
sulfate-ll represented by IC50KS-/KS-Il of 0.4 to 5, to thereby provide a signal; and

detecting keratan sulfate contained in the biological sample from the signal,

wherein IC50KS-VKS-Il represents a value obtained through dividing a 50% inhibition keratan sulfate-l concen-
tration (ng/mL) obtained in a competitive immunological determination method by a 50% inhibition keratan
sulfate-1l concentration (ng/mL) obtained in the competitive immunological determination method.

2. The keratan sulfate immunological determination method according to claim 1, wherein the anti-keratan sulfate
monoclonal antibody exhibiting a relative reaction specificity between keratan sulfate-l and keratan sulfate-Il repre-
sented by IC50KS-/KS-1l of 0.4 to 5 is one or more monoclonal antibodies selected from the group consisting of BCD-
4, BCD-7, BC-261, BC-703, MK-172, MK-202, and EFG-11.

3. Thekeratan sulfate immunological determination method according to claim 1 or 2, which includes the following steps:
step 1: a step of bringing, into contact simultaneously or sequentially with a biological sample, a solid phase to
which an anti-keratan sulfate monoclonal antibody has been immobilized, the anti-keratan sulfate monoclonal

antibody exhibiting a relative reaction specificity between keratan sulfate-1 and keratan sulfate-Il represented
by IC50KS-/KS-Il of 0.4 to 5, and a labeled form of the antibody, to thereby form, on the solid phase, an immune
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complex of the antibody and keratan sulfate contained in the biological sample; and
step 2: a step of determining the keratan sulfate level of the biological sample from a detected value obtained
from a label signal of the immune complex.

The keratan sulfate immunological determination method according to claim 3, wherein the anti-keratan sulfate
monoclonal antibody immobilized on the solid phase is MK-172 or BCD-4, and the labeled anti-keratan sulfate
monoclonal antibody is labeled BCD-4 or labeled MK-172.

The keratan sulfate immunological determination method according to claim 3, wherein the anti-keratan sulfate
monoclonal antibody immobilized on the solid phase is BCD-7 or EFG-11, and the labeled anti-keratan sulfate
monoclonal antibody is labeled BCD-7 or labeled EFG-11.

The keratan sulfate immunological determination method according to any one of claims 1 to 5, wherein the biological
sample is derived from an animal.

The keratan sulfate immunological determination method according to claim 6, wherein the animal is rabbit, guinea
pig, rat, or mouse.

The keratan sulfate immunological determination method according to any one of claims 1 to 5, wherein the biological
sample is derived from a human.

The keratan sulfate immunological determination method according to any one of claims 1 to 8, wherein the biological
sample is a blood sample or synovial fluid.

The keratan sulfate immunological determination method according to any one of claims 1 to 9, wherein the biological
sample has been treated with a protease.

The keratan sulfate immunological determination method according to claim 10, wherein the protease is one or
more members selected from the group consisting of pronase, subtilisin, papain, and trypsin.

A keratan sulfate assay kit for use in a keratan sulfate immunological determination method as recited in any one
of claims 1 to 11, which kit contains, as an anti-keratan sulfate monoclonal antibody, one or more members selected
from the group consisting of BCD-4, BCD-7, BC-261, BC-703, MK-172, MK-202, and EFG-11.

The keratan sulfate assay kit according to claim 12, wherein the anti-keratan sulfate monoclonal antibody contained
in the kit is BCD-4 and MK-172.

The keratan sulfate assay kit according to claim 12, wherein the anti-keratan sulfate monoclonal antibody contained
in the kit is BCD-7 and EFG-11.

A method for detecting a joint disease comprising the following steps:

step 1: a step of determining the keratan sulfate level of a test specimen through an keratan sulfate immunological
determination method as recited in any of claims 1 to 11;

step 2: a step of comparing the keratan sulfate level of the test specimen determined by step 1 with the keratan
sulfate level of a normal specimen and/or keratan sulfate levels of the test specimen determined through a
plurality of measurements with an interval or intervals;

and

step 3: a step of assessing the joint disease, on the basis of the comparison of step 2, as positive when the
keratan sulfate level of the test specimen is higher than the keratan sulfate level of the normal specimen, or as
progressive when the keratan sulfate level of the test specimen determined by one measurement among said
measurements is higher than the level determined in the preceding measurement.

The joint disease detection method according to claim 15, wherein the joint disease is osteoarthritis or traumatic
arthropathy.

The joint disease detection method according to claim 16, wherein the joint disease is an osteoarthritis which cannot
be detected by an X-ray examination.
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A kit for use in a joint disease detection method as recited in any one of claims 15 to 17, which kit contains, as an
anti-keratan sulfate monoclonal antibody, one or more members selected from the group consisting of BCD-4, BCD-
7,BC-261, BC-703, MK-172, MK-202, and EFG-11.

The joint disease detection kit according to claim 18, wherein the anti-keratan sulfate monoclonal antibody contained
in the kit is BCD-4 and MK-172.

The joint disease detection kit according to claim 18, wherein the anti-keratan sulfate monoclonal antibody contained
in the kit is BCD-7 and EFG-11.

A method for assessing the therapeutic effect of a remedy for a joint disease or a candidate substance therefor,
characterized in that the method comprises the following steps:

step 1: a step of determining the keratan sulfate level of a test specimen through an keratan sulfate immunological
determination method as recited in any of claims 1 to 11 before and after administration of the joint disease
remedy or a candidate substance therefor to a subject;

step 2: a step of comparing the keratan sulfate level of the test specimen before administration of the joint
disease remedy or a candidate substance therefor with the keratan sulfate level of the test specimen after
administration thereof, the levels having been determined in step 1; and

step 3: a step of detecting, on the basis of the comparison in step 2, the extent of a change in keratan sulfate
level, said change being from the keratan sulfate level before administration of the joint disease remedy or a
candidate substance therefor to that level after administration thereof, to see whether there is any tendency
toward a normal level, to thereby assess the effect of the remedy or a candidate substance therefor based on
the extent of the change as an index.

A kit for use in a method for assessing the therapeutic effect of a remedy for a joint disease or a candidate substance
therefor as recited in claim 21, which kit contains, as an anti-keratan sulfate monoclonal antibody, one or more

members selected from the group consisting of BCD-4, BCD-7, BC-261, BC-703, MK-172, MK-202, and EFG-11.

The therapeutic effect assessing kit according to claim 22, wherein the anti-keratan sulfate monoclonal antibody
contained in the kit is BCD-4 and MK-172.

The therapeutic effect assessing kit according to claim 22, wherein the anti-keratan sulfate monoclonal antibody
contained in the kit is BCD-7 and EFG-11.
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Fig. 3
BCD-4/MK172 (Non—treated serum)
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Fig. 4
EFG11/EFG11 (Non—treated serum)
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Fig. 5
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