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Feasibility of ELISA for the Measurement of 5D4 Fragments in Culturedarticular Chondrocytes. Zhou Huigiong, Zhang Qing, Ye Bin et
al. Department of Rheumatology, The First Affiliated Hospital of General Hospital of PLA, Beijing 100048 ,China

Abstract Objective Monoclonal antibodies (Mab) of 5D4 which specifically against structural carbohydrate epitopes on the KS of
aggrecan have been produced and used to detect the fragment of aggrecan which represents the abnormal metabolism of articular cartilage.
Methods Articular chondrocytes were cultured with stimulated subject of TNF — « for up to 8 days. Aggrecan catabolic fragments in me-
dium were measured by ELISA using Mab —5D4. The inter — run variability and intra — run variability were calculated. The GAG was
measured by using a modification of a 1,9 — dimethylmethylene blue spectrophotometric assay ( DMMB) and the correlations with the re-
sults of ELISA were detected. Results The coefficient of variance of inter — run and intra — run of ELISA werel0.38% and 3.91% , re-
spectively. Fragments of 5D4 in medium of TNF — agroups significantly increase than control (328.22ng/ml vs 184.61ng/ml,1=5.67,
P =0.001). There were good correlations between the results of ELISA and GAG detected by DMMB assay (r =0.453 - 0.579,P =
0.001). Conclusion The consistency and repeatability of ELISA to detect the fragments of 5D4 released by chondrocytes is acceptable.

The method can be used in the study of metabolism of aggrecan.

Key words Chondrocyte ; ELISA ; Aggrecan
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