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Figure 2 HPLC chromatograms of DLI11-1IT in rat hepatic microsome incubate induced by g naphthoflavone

A. Blank rat hepatic microsome incubate ; B. DLI11-IT and internal standard( diazepam) in mobile phase ; C. Spiked
rat hepatic microsome incubate ; D. Incubated for 10 min in rat hepatic microsome induced by g~ naphthoflavone
Peaks :1 . Diazepam(IS) ; 2. DLI11-1IT; 3 ,4. Metabolites

Table 1 RP HPLC parameters of diphenytriazol (DL111-1T)

Compound Retention time/ Plate number Tailing factor Resolution Capacity factor Partition ratio
P min () (D (R (k) ()
IS( diazepam) 9 .327 10100 1.06 2.38
DLI11-1IT 11 .41 9950 1.07 1.625 3.14 1.32
2 DLI11-1IT , 7
DLITI-IT S s DLI11-IT R
s DLITI-IT 0« ?
1.01,5.05,10.10,20.20,30.30,50.50,101.00 , 2,
pgemL™' . “DLIII-IT ”
) DLI11-IT . Table 2  Recoveries of DL111-IT in rat hepatic
DLI11-1T ,DLI11-IT microsomes (n=5, x £ s)
s s R = Spiked amount/  Assayed amount/ Relative recovery/ Method recovery/
pge mL"! pge mL"! % %
0.05184 C+0.01875(Y¥y =0.9998 ,n =7) . DLI11-IT
; 5.05 5.07 £0.20 100 £3 85.6%2.2
1.0l ~101.0 pg* mL o 20.2 20.30 %0.20 100.2%0.8 102.4%1 .2
DLI11-1T (LOQ) 1.0l pge*mL '( RSD 50.5 s1.1F1.1 1002418 102.0%1.5

<10%,n=4), 0.15 pgemL™ ' (§/N=3) .
3 4
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Table 3

microsomes (n=5, x £s)

Precisions of DL111-IT in rat hepatic

Intra- day precision

Inter day precision

DLI11-1T/
emL ! Ratio of area RSO % Ratio of area RSO %
petm A/ A S (Ap/ag ST
5.05 0.260 £0.006 2.4 0.280 10 .010 3.6
20.2 1.080 =0 .014 1.3 1.070 £0.010 1.1
50.5 2.62 %0 .04 1.7 2.68 0 .06 2.4
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Figure 3  Effect of pH on the extraction recoveries of

DLI11-1IT ( ©—©°) and diazepam ( ® —*)
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Figure 4  Elimination reaction of DLI11-IT in rat
hepatic microsomal incubates treated with different
inducers
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Biochenistry , and

RP HPLC DETERMINATION OF DIPHENYTRIAZOL IN RAT LIVER
MICROSOMAL INCUBATES AND I'TS APPLICATION
IN IN VITRO METABOLISM

YAO Tong wei, HU Yurrzhen

( School of Pharmacy , Zhejiang University , Hangzhou 310031, China)

ABSTRACT: AIM To establish a RPHPLC method for determination of diphenytriazol ( DL111-1T) in rat
hepatic micrssomes . METHODS DIL111-IT in rat hepatic micresomal incubates was extracted with chloroform, using

diazepam as internal standard. The determination was performed on a Lichrospher ODS G reversed column (25 cm X

0.46 cm ID) with mobile phase of methand-pH 7.5 phosphate buffer ( 70 30) at a flow rate of 1.0 mL* min~' . A UV
VIS detector was operated at 235 nm. RESULTS  The assay was linear from1.01 ~101.0 pg* mL™ ' for DLI11-IT. The
limit of detection was 0.15 pge mL- 1 (signal-to noise ratio 3) and the limit of quantification was 1. 01 pg® mL : (RSD<

10%, n=4) . The method afforded average recoveries of (100.3 *1.9) % ( n=5) , and intra- day and inter day RSD
were less than 5.0 %( n=5) . The method allowed study of the in utro phase I metabolism of DLI11-IT in rat liver
microsomal incubates . The microsomes induced by g naphthoflavone showed high enzymatic activity for DLI111-1T phase I
metabolism. CONCLUSION The method is simple , accurate and can be used to study the metabolism of DLI11-1T in
rat hepatic microsomes .
KEY WORIDS: diphenytriazol ; HPLC; drug metabolism; hepatic microsomes





