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ABSTRACT

Hyaluronan (HA) is an endogeneous polysaccharide which is
found mainly in connective tissues and is cleared from the
circulation by liver endothelial cell (LEC). This present study, the
concentration of hyaluronan was measured by application of an
ELISA technique using biotinylated hyaluronan binding protein
(B- HABP) derived from cartilage proteoglycan core protein.

The hyaluronan binding protein (HABP) was prepared from
shark and bovine cartilage by the following steps: proteoglycan {PG)
aggregate extraction, trypsin digestion, affinity chromatography on
HA -sepharose. HABP was characterized by 'SDS/PAGE and
immunacblotting method. Its showed that the purified bovine

HABP, Gl-domain and shark HABP had protein fragment, specific
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to hyaluronan.

An enzyme - linked anti biotinylated HABP assay which was
based on the inhibition system was carried out in polysterene tube
as described. The principle of the method depended on the
specific binding of HA to the HABP. The remaining uncomplex-
biotinylated HABP were determined .by addition of alkaline
phosphatase conjugated mouse-anti biotin. The amount of anti-
biotin bound to the plate was quantitayed by monitoring the amount
of the occuring colored product formed during a final incubation
with substrate for alkaline phosphatase. The HA in sample was
quantified by comparing their inhibition capacity in the assay
against a standard inhibition curve obtained by using highly purified
HA. An obtained calibration curve was suitable for HA
‘concentration up to 10,000 ng/ml with a sensitivify of 10 ng/ml.
Intra - assay had coefficient of variation (CV) of 6.25% and inter -
assay had CV of 21.35%. An analytical mean of recovery was
96.05% for an addition test.

Serum levels of HA in patients with rheumatoid arthritis(RA),
patients with osteoarthritis (OA) and patients with different liver
diseases, measured by this developed method, were compared
with level in healthy subjects. It was found that the meantSD of
HA level in healthy subjects was 47.35+30.21 ng/ml, cirrhosis was
7958.431+4916.47 ng/ml, hepatoma was 1036.65+1157.86 ng/ml,
hepatitis was 332.35+228.37 ng/ml, rheumatoid arthritis was
335.68+321.35 ng/ml and osteoarthritis was 216.1+121.43
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ng/ml. The mean serum HA level in most groups was significantly
increase compared to the HA level in healthy person (P< 0.0001)
and the highest serum HA levels was found in patients with
cirrhosis.

‘In conclusion, the enzyme-linked anti biotinylated HA assay is
economical and appropriate for determination of serum HA. It
should be a useful marker in clinical diagnosis, monitoring and
follow up of patients, especially in liver cirrhosis and cloud be

indicated a role of the liver in elimination Qf HA from circulation.
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