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This study is to determine Bilirubin oxidase (BOD, EC 1.3.3.5) enzyme produced from
Mpyrothecium verrucaria isolates in Thailand. M. verrucaria were cultured in different conditions
and the culture filtrate is analyzed for BOD enzyme. The optimum conditions of enzyme
production were investigated and the results were as follows. The suitable medium was cultured
on a rotating shaker potato dextrose broth with 2%glucose, at pH 7.0. M. verrucaria BCC 112
and BCC 9162 were cultured at 25 °C on rotating shaker (150 r/min) for 3 days. Bilirubin oxidase
was purified from a culture filtrate of both strains by two times treatment with activated charcoal
at 1.0 % and follow by 0.2%, respectively. The purified enzyme from culture filtrate of A.
verrucaria BCC 112 and BCC 9162 demonstrated highest specific activities of 13.48 and 10.63
U/g proteins, respectively. They also showed two bands on SDS-PAGE. The molecular weights
of the bilirubin oxidase isolated from culture filtrate were calculated to be 50 and 65 kDa, which
were the same as standard bilirubin oxidase. Therefore, bilirubin oxidase was produced from two
isolates of M.verrucaria in this study. Further analysis of BOD properties should be carried on in
order to improve the enzyme property and apply this research to clinical approach by detection of

bilirubin in serum using enzymatic method in diagnostic laboratory.





