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The in vim study of the kinetics and biotransformation of pinazepam (7- 
chloro-5-phenyl-l-propargyl-l&benzodiazepin-2-one) by electron-capture gas-liquid 
chromatography has been described previouslyl. N-Depropargylation and C-hydroxyl- 
ation at position 3 were shown to be the major metabolic pathways of pinazepam 
(Fig. 1). 
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Fig. 1. The metabolism of pinazepam. I = Pinazepam; II = desmethyldiazepam; III = 3-hydroxy- 
pinazepam; IV = oxazepam. 

This paper describes the recent development of another sensitive and 
reproducible method, based on high-performance liquid chromatography (HPLC). 

E2CPERIMENTAL AND RESULTS 

Reagents and stanabds 
The reagents used were hydrochloric acid R.S. and sodium hydroxide R.S. 

(Carlo Erba, Milan, Italy), a 1 M buffer solution @H 9) of boric acid-sodium carbon- 

* To whom correspondence should be addressed. 
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Fig. 3. Cbromatogram of the standard mixture of the five substances. Peaks as in Fig. 2. 
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Fig. 4. Chromatogxam of human serum extract. Peaks as in Fig. 2. Broken lime, blank extract. 

Fig. 5. Chromatogram of human urine extract. Peaks as in Fig. 2. Broken line, blank exLact. 

compounds (Fig. 3). Chromatograms of human serum and urine extracts are corn 
pared with those of blank extracts in Figs. 4 and 5, respectively. The peaks of pinazepan 
and its metabolites in the samples were identified by comparison of their retentior 
times and those of the standard mixture. The retention times are listed in Table I. 
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TABLE I 
RETENTION TIMES 

Substance tR (min) 

Pinazepam 14.60 
Desmethyldiazepam 8.10 
oxazepam 7.00 
3-Hydroxypinazepam 10.35 
Diazepam 11.68 

Recovery and sensitivity 
The recovery was 84 % for pinazepam, 79 % for desmethyldiazepam, 83 % for 

oxazepam and 76 y0 for 3-hydroxypinazepam. Since the minimum detectable amount 
of each metabolite was ca. 2 ng for a single determination, drug levels as low as 20 
ng/ml of serum can be detected. 

It can be concluded that, for the purposes of the present investigation, HPLC 
is as sensitive as gas chromatography. However, determinations made by HPLC are 
simpler and less time-consuming than those made by gas chromatography. 
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