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ABSTRACT

The main purpose of this study was to investigate the reactivity of
monoclonal. antibody (MAb) 1H8 with hyaluronan binding proteins (HABPs)
from various cartilage sources (shark, bovine and human) and to determine a
partial sequence of N-terminal amino acids of those HABPs.

The HABPs were prepared by the following steps: proteoglycan (PG)
extraction, trypsin digestion, and affinity chromatography on HA-Sepharose.
MAb I1H8 was prepared from culture medium of a hybridroma cell line and
purified by salt-promoted chromatography on a thiophilic ‘adsorbent. The
antibody was characterized by competitive enzyme linked immunosorbent assay
(competitive ELISA) method and immunoblotting method. It was found that
this antibody could react with shark, bovine and human HABPs with 50%
inhibition concentration (IC50) of 80, 100 and 800 ng/mi respectively. MAb
1HS was found to react with shark-AlDl and shark Al, from high to low
affinity, respectively. No activity was observed with chondrointin sulfate C,

chondrointin sulfate D, dextran sulfate, pentosan polysulfate, polyol polysuifate,



protamine sulfate, human keratan sulfate, G1 domain of pig PG and unbound
fraction of PGs, which had been digested with chondroitinase ABC.

Sequence analysis of the first 10 N-terminal amino acids of HABPs
fragments derived from shark, bovine and human cartilage resulted in
sequences that bore no similarity. It is possible that sequencing of the first ten
N-termninal amino acid is not enough to elucidate the common epitope

sequence which should be further studied.
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