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Determ ination of Cytochrome P450 3A Activity in Rats with Testosterone Probe
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ABSTRACT: OBJECTIVE To establish an HPLC method for evaluating CYP3 A activity using testosterone in vitn. METHODS
A Hypersil BDS C; column (4.6 mm x150 mm, 5 Bm) at25 C was used. The mobile phase was methanol-10 mmol® L™' Na, HPO,

1

solution ( pH 8.25) (55:45) and the flow rate was 1 mLe min" . The UV wave length was set at254 nm. The intemal standard was
hydrocortisone. Testosterone was incubated with rt liver microsome in vitro. Testosterone and its metabolism were extracted by acetic
ether and dissolved by methanolwater (1:1) and further analyzed by HPLC. RESULTS The rtention time of testosterone and
hydrocortisone were 17. 74 and 6. 05 min. The rtention time of 68-hydroxylated testosterone was 4. 72 min, and the regrssion
equation was Y=0.075 6X - 0.021 4(r=0.998 0). The linear range was 0.312 5 - 20 Hg-* mL™', and the minimum detectable
concentration was ( 0. 078 £0.016) bgs mL™' ( S/N 2 3). The abstraction recoveries were from 79.3% to 95.1% and the rlative
recoveries were from 98.0% to104.0% . The Intra-day RSD and Inter-day RSD of low, middle and high concentrations were 3.1%,
3.6%, 1.90% and 9.8%, 10.4%, 1.60%, respectively. Others endogenous metabolins didn’ t interfere the detection of 68-
hydroxylated testosterone. CONCLUSION The method is stable, accurate and suitable for the detem ination of 6B-hydroxylated
testosterone and evaluation of CYP3 A activity.
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1 68-

(n=5)
Tab 1

liver microsomes( n =5)

Method and extraction recoveries of 6B-OHT in rat’ s

/%

/%

/Mge mL! X*s RSD /% YEs RSD /%
0.625 86.8 19.51 11.00 104.0 £2.09  3.09
2.5 95.1 *£3.35 3.52 98.0 *8.86 3.62
10.0 79.3 £2.83 3.57 98.8 *1.88 1.90
2 6B- (n=5)

Tab 2 Intra-day and inter-day precision data for assays of 68-
OHT(n=5)

/Mge mL! Xts RSD /% xts RSD /%
0.625 0.676 *0. 021 3.1 0.762%0.075 9.8
2.5 2.450 £0.089 3.6 2.380%0.24  10.4
10.0 9.880+0.18 1.9 9.880 £0.15 1.6

3.5
RSD 7.5%,
24 h ; - 80 C RSD
11.2%, -80°C 1
4
HPLC CYP3A s
5 HPLC,
HPLC 5
, (pH

8.25)- (45:55) , 6B-

[4]

, 6B-
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R 4.72 min 6B-
s 4.0 min 9.4 min S
CYP
L 16B-OHT CYP2B ,
2a-OHT.16a-OHT CYP2C ,
HPLC ,
CYP450
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