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APPENDIX A

Preparation of reagents used in the study

1. Phosphate buffer saline (PBS)

NaCl 8.00g
NaH,PC,.H,O 023¢g
Na,HPO, 1159
KCI 020¢g

All reagents were dissolved in distilled water and made up volume to 1 L.

2. Tris-Incubating buffer

BSA 1.00g
Tween-20 1.00 ml
Tris HC! 1.21g
NaCl 87749

All reagents were dissolved in 800 ml of distilled water, adjusted pH to 7.4 and made up

volume to 1 L. Store at 4°C.

3. Alkaline buffer (for dissolving b-HABP)

Tris HCI 3.94 g
Tris Base 30275 g
Tween-20 250 wl

All reagents were dissoived in distilled water and made up volume to 500 mil.

4. Chondroitinase ABC buffer
Tris HCI 6.00¢g
Sodium acetate dihydrate 14.70 g

All reagents were dissolved in 450 ml of distilled water adjusted pH to 7.3 and made up

volume to 500 mi
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5. Citrate phosphate buffer
Citric acid monohydrate 10.30 g
Na,HPO,.3H,0 18.16 g
All reagents were dissolved in 900 mi of distilled water, adjusted pH to 5.0 and made up

volume to 1 L. Stored reagent at 4°C.

6. Substrate sotution
OPD 8.00 mg
Citrate phosphate buffer 12.00 ml
35% H,0, ~7.00 pf

Prepare reagent fresh for 1 plate. Keep in dark before use.
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APPENDIX B

Output of thesis study
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Chondroitin sulfate epitopes in sera of normal and osteoarthritic horses
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ABSTRACT.

Equine osteoarthritis, also called degenerative joint disease, may be defined as a disease of
diarthrodial joint comprising destruction of articular cartilage. Chondroitin sulfate protecglycan, a major
biomolecular substance in cartilage matrix, is released when deterioration of articutar cartilage occurred.
lmﬁh’uﬁ&j'éésay using specific monaclonal antibodies, mAb WF6 and 383 can detect the released chondroitin
sulfate in serum. Objective of this study is to compare serum chondroitin sulfate proteoglycan (WF6 and 383
epitopes) among each age group of horses and between ostevarthritic horses and non-osteoarthritic horses,
These epitopes were measured by competitive ELISA. The resutt showed. the significantly. higher {p<0.0001)
of WF6 epitope that was native epitope in ostecarthritic horses than in non-osteoarthritic horses while there
was no different si'g';niﬁQa_nce of this epitope among each age grbup of horses. Contrary to 3B3 epitope that
was neo-epitope, the_re was s.igniﬁcantly lower (9<0.001) 3B3 epitope level in osteoarthritic ho.rses but higher
in new borned to two-year-old foals when cd;npare with other age groups. 'I"his suggested that WF6 epitope
can be use as cartilage destruction ma'fkér in diagnosis osteoarthritis and 3B3 epitope as cartitage

anabolism marker in following up osteoarthritic treatment.

Keywords: osteoarthritis, horse, chondroitin sulfate epitope, age
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