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Tab 1 Incubation system with liver microsomes and cofactor solution (10 ml)

Group Microsome protein NADP NADH G 6 P G 6-P DH Mg?* ( - )-Clausenamide
(mg'ml'l) (mmol*L"") (mmol*L"") (mmol*L"") (IU*ml"") (mmol*L"") (mg*10 ml~")
I 2.0 1.0 - 10.0 1.0 4.0 1.0
1 2.0 1.0 1.0 10.0 1.0 4.0 1.0
11 2.0 1.0 0.5 10.0 1.0 4.0 1.0
v 2.0 0.5 0.5 10.0 1.0 4.0 1.0
\% 2.0 1.0 0.5 10.0 1.0 4.0 1.5
VI 4.0 1.0 0.5 10.0 2.0 4.0 1.5
Control 2.0 1.0 0.5 10.0 1.0 4.0 1.5

NADP : Oxidiaed nicotinamide adenine dinucleotide phosphate ; NADH : Reduced nicotinamide adenine dinucleotide ;
G 6-P: Glucose6-phosphate ; G 6-P DH: Glucose- 6- phosphate dehydrogenase .
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Fig1 HPLC profile of ( - )-clausenamide and

its metabolites in rat liver microsomal incubate .
CMl , CM2 and CM3 represent the metabolities
1,2 and3 of ( - )-clausenamide , respectively .
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Tab2 'HNMR spectral data for (- )-clausenamide and its metabolites CM1 and CM2 (6, ppm)
( - )-Clausenamide CMl1 cM2
6-H 3.208(3H,s) 5.102(1H,d,J=10 Hz) , 3.052(3H,s)
5.151(1H,d,J=10 Hz)
4 H 3.695(1H,dd,J=8.6,11 Hz) 3.686(1H,dd,J=8.5,11 Hz) 3.448(1H,d,J=11 Hz)
3-H 4.047(1H,d,J=11 Hz) 3.924(1H,dd,J=11 Hz) 3.512(1H,d,J=11 Hz)
5-H 4.432(1H,dd,J=2.6,8.6 Hz) 4.680(1H,dd,J=8.5,2.7 Hz) .
7-H 4.829(1H,d,J=2.6 Hz) 4.794(1H,d,J=2.7 Hz) 4.710(1H,s)
Ar H 6.753 ~6.771(d,2H) 6.781 ~6.795(d,2H) 6.602 ~6.616(d,2H)
Ar H 7.114~7.199( m,3H) 7.118 ~7.205( m,3H) 7.058 ~7.184( m,3H)
ArH 7.237 ~7.328( m .5 H) 7.247 ~7.363( m,3 H) 7.283 ~7.420( m,5 H)
CMI : Metabolite 1 of ( - )-clausenamide ; CM2 : Metabolite 2 of ( - )-clausenamide .
Tab3 MS data for (- )-classenamide and its metabolites CM1 and C M2
( - )- Clausena mide " CMI cMm2
Peak( m/z) Ton Peak( m/z) Ton Peak( m/z) Ton
298 M +1 314 M +1 314 M*+1
191 298- Ph* CHOH 296 314-H,0 296 314-H,0
190 M Ph* CHOH 284 314-CH,0 266 296-CH, 0O
174 191-< OH 266 284-H,0 238 266-CO
162 190-CO 250 266-* OH + H 208 314-PhCHO
144 162-H,0 238 266-CO 190 208-H,0
134 191-+ CONCH; 220 238-H,0 181 238-+* CONCH;
133 190-+ CONCH; 193 266-* CONCH, OH 149 208- HCONHCH;
119 134-+CH, 177 284- Ph* CHOH 131 149-H,0
107 Phe CHOH 160 266- PhCHO 121 149-CO
105 PhCO' 148 177-+CHO 107 Phe CHOH
91 PhCH, " 131 148-+ OH 105 PhCO™
77 Ph* 120 148-CO 91 PhCH?*
107 Phe CHOH 77 Ph’
105 PhCO”"
91 PhCH,*
77 Ph*
" MS data of ( - )-clausenamide in literature!'!. CMI : Metabolite 1 of ( - )-clausenamide; CM2:
Metabolite 2 of ( - )-clausenamide .
32 CM EF MS M* 41 ,63.512(1H,d) 53.448(1 H,d)
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METABOLIC TRANSFORMATION OF ( - )- CLAUSENAMIDE
IN RAT LIVER MICROSOMES
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ABSTRACT The metabolic transformation of ( - )-clausenamide, isolated from the leaves of
Clausena lansium ( Lour.) Skeels, was studied in vitro with phenobarbitalinduced rat liver
microsomal incubate containing the NADPH-generating system. The constitution of the incubation
system was optimized and a RP- HPLC DAD method was developed for the omrline analysis of ( - )-
clausenamide and its metabolites . The major metabolites were isolated and purified by silica gel column
chromatography, preparative TLC and HPLC and their structures were determined as 6 OH
clausenamide ( CM1) and 5- OH clausenamide ( CM2) by1 HNMR and MS.
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