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Abstract 1 '7 3 4 O 0

Bilirubin is one of the breakdown products of hemoglobin which synthesized in
reticuloendothelial cells.The increase of bilirubin in serum called as jaundice was
caused by pathological changes in liver, bile duct or by hemolytic diseases. There are
several methods used for determination of bilirubin in serum. The favourite method
used in hospital laboratories is based on the diazo reagent method. The enzymatic
bilirubin oxidase (BOX) is a method of choice that can detect more forms of bilirubin in
serum but the enzyme is too expensive to be used in routine laboratory.The aims of this
study was to prepare the BOX enzyme produced from Myrothecium verrucaria (Mv), the
strain that is found in Thailand. The BOX enzyme was then used to prepare the reagent
kit for determination of bilirubin in serum. Standardization and precision of method were
performed by using bilirubin standard and quality control serum prepared in this study.
The enzyme produced from Mv BCC 112 gave higher yield than Mv BCC 9162.
Specific activity obtained from that produced from Mv BCC 112 was 53 U/g in a culture
media. The enzyme. was lyophilized and after reconstitution activity was determined.
The 0.45 Uvial of dried enzyme was mixed with suitable buffers for use in determination
of total, direct and conjugated bilirubin respectively. Conjugated bilirubin (Bc) prepared
chemically or that isolated from porcine bile by preparative high performance liquid
chromatography was mixed with commercial unconjugated bilirubin standard and used
to standardize bilirubin in serum. The precision of the proposed enzymatic method was
also performd by using quality control serum prepared in this study. Lyophilized enzyme
reconstituted with different buffers was able to oxidize total, direct and conjugated

bilirubin in serum with good results. Bilirubin oxidase reagent kit was reliable to use in



