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Study on Metabolism Enzyme Kinetics of a Natural Novel Tyrosinase Inhibitor UP302 in Rat Liver Micro—
some by LC-MS/MS
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National Institutes for Food and Drug Control, Beijing 100176, China)

ABSTRACT: OBJECTIVE To establish and validate a LC-MS/MS method for the determination of UP302 in rat liver microsome,
and study the enzyme kinetics of UP302 metabolism in rat liver microsome. METHODS The LC-MS/MS method with mass transi—
tions of m/z 301. 1—135. 2 for UP302 and 252. 9—132. 0 for internal standard daidzein was employed to determine UP302 incubated in
rat liver microsome at negative electrospray ionization mode. Different incubation conditions, such as incubation time, substrate con—
centration and microsome concentration, were optimized. RESULTS The linear range of the calibration curve was 0.1 —20 pumol *

L' with good linear relationship. The intra—and inter-lay accuracy was 86.42% —112.59% , and RSDs were less than 9. 09%. The
enzyme kinetic parameters were as follows: maximum reaction speed V,. of 196.08 pwmol * L' of 14.98 pmol *

L', and CL. of 13.09 mL ™" * min~' « gfl. CONCLUSION The established LC-MS/MS method was fast, simple, specific, sen—
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sitive and successfully applied to investigate the enzyme kinetics of UP302 metabolism in rat liver microsome.
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Tab.1 Calibration curves of UP302 in rat liver microsome

Calibration curve r
Y =0.013 65X -0. 002 588 0.996 4
Y=0.011 55X -0.002 757 0.998 3
Y=0.012 55X -0. 003 932 0.999 4
Y =0.014 27X -0. 001 757 0.999 7
Y =0.010 91X -0. 004 053 0.999 4
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Tab. 2
recovery of UP302. n=5

Intra— and inter-day precision, accuracy and extraction

Concentration Intra-day /% Inter-day /% Recovery /%

/pmol + L1 Accuracy RSD  Accuracy RSD  Accuracy RSD
0.5 100.49  5.69 100.50 5.22  82.50  9.40
5 104.98  6.35 105.11 6.20 89.60  7.40
10 109.54  7.13  109.91 7.0l 87.70  1.10
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