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Micelle-Mediated Extraction for Concentrating Conjugated Bilirubin in Urine
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An extraction method based on the phase separation of aqueous micellar solutions of n-octyl-B-D-thioglucoside
(OTG) was applied to the concentrating conjugated bilirubin in urine. The analyte in sample solutions could be efficient-
ly concentrated into a small volume of surfactant-rich phase, while hydrophilic matrix components including urinary
protein, ascorbic acid, and saccharide remained in the aqueous phase. The concentrated OTG negligibly affected the di-
azo reaction and the subsequent spectrophotometric detection. Conjugated bilirubin was successfully determined in the
concentration range from 0.05 ug/ml to 5 ug/ml with a 96-well microplate reader absorption spectrophotometer.
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Table 1. Recoveries of Some Compounds to Surfactant—Rich
Phase

Compound Recovery (%)
BR® 62.31+0.7
Urinary proteins 1.7£0.1*
Ascorbic acid? 0.9+£0.8**
D-Saccharic acid 1,4-lactone? 2.40.5%FF

Values represent the mean & SE (n=5). @) BR concentration: 5 ug ml—1.
b) Ascorbic acid concentration: 5X1076M. ¢) D-Saccharic acid 1,4-lac-
tone concentration: 5X10-5m. * BCA method,” ** HPLC method,?
** HPLC method.”
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Fig. 1. Calibration Curves of BR
(®) With concentration: y=0.046x +0.026; r2=0.999; n=2, (O)
without concentration: y=0.003 X +0.021; r2=0.963; n=2.
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