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Abstract: Aim To establish a sensitive and accurate method to study the phamacokinetics of ( - ) -
clausenamide [ ( - ) -clau ] and its major metabolite 6-hydroxyl-clausenam ide ( 6-OH-clau) in the plasma
of the Beagle dog. Methods ( - )-Clau was omally administered to six Beagle dogs at the dose of 30
mg* kg ', venous blood from front leg was sampled and plasma was sepamted for analysis. Afer
extraction with ethyl acetate, the plasma samples were analyzed by HPLC /MS and the mobile phase was a
mixture of methanol-wateracetic acid ( 60: 40: 0.8) at the flow rate of 1.0 mL* min"'. The APFES
positive ion SIM detection was carried out for the detection of both ( - )-clau ([ M +H ] , m /z298) and
6-OH-clau ([M +H - H, 0] , m/z296) with glipzide ( glip) ([ M +H ] , m/z 446) as intemal
standard. The phamacokinetic parameters were calculated by 3P97 softvare. Results There was good
linear relationship ( » > 0.999) between the SIM rsponses and the concentrations for ( - )-clau and
6-OH-clau at the range from 1.0 t0200 ng* mL ' and 0.2 t040.0 ng® mL ', rspectively. The absolute
recovety was greater than 85% . The plasma concentration-time curves of ( - ) -clau and 6-OH-clau were
both best fitted to a two-comparment model. The C,,, of ( - )-clau and 6-OH-clau were (21 £10)
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nge mL' and (3.9 *£2.2) ng* mL', T, wer (0.8 £0.5) hand (1.3 £0.5) h, T,,a wer
(0.9%0.6) hand (1.4%0.6) h, T, ,B were (19 £23) h and (13 *12) h, AUC, ,,, were (69 *14)
he ng* mL' and (12 %7) he ng* mL™' mspectively. Conclusion The established HPLC /MS method
was sensitive and specific for the detem ination of ( - )-clau. It was shown that the absorption and first
phase elim ination of ( - )-clau were very quick in Beagle dogs, but the tem inal elim ination was very
slow. The plasma concentration profile of its major metabolite 6-OH-clau was similar to ( - ) -clau and the
AUC was relatively small in comparison with ( - ) -clau.
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Figure 1 Stmuctures of ( - )-clausenamide [ ( - )- 6- . 6-
clau] (a), 6-hydroxyl-clausenamide ( 6-OH-clau)
(b) and glipzide ( glip, intemal standard) ( c)
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Figure2 HPLC/MS chromatograms for detem ination of ( - )-clau. A: Blank plasma; B:

Blank plasma spiked

with ( - )-clau 100 ng* mL™", & ., =3.9 min; 6-OH-clau 20.0 ng* mL™', fopaw =3-6 min; glip 250

ng* mL", t

glip

10.27 l’lg' mL-l s q{(—)-clau =3.9 mll'l, Cl)-()ll-clau =1.44 l'lg' mL-l ] q{é-OH-c]au =3.6 mlIl,

kgip =7-3 min

=7.3 min; C: Plasma sample 2 h after ig ( - )-clau 30 mg* kg ' in Beagle dog, G

- )-clau =

C,;y =250 ng* mL™',

glip
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Table 1 Extraction recovery and precision of HPLC /MS method detem ining ( - ) -clau and 6-OH-clau
in dog plasma (n =5)

. Extraction recovety W ithin-day Between-day
Added/ng* mL~
Found/ng* mL"' Rec/% Found/ng* mL"' RSD /% Found/ng® mL™' RSD /%
( -)-Clau 5.00 4.8 £0.2 96.8 5.5%0.5 8.4 5.2%0.4 3.5
20. 00 18.0 +1.2 90.0 18.5 £0.5 2.9 19.4£0.6 3.0
200. 00 193 %10 96. 3 200. 09 0. 09 0.04 200.09 £0.14 0.07
6-OH-Clau 1.00 0.91 £0.10 91.1 1.06 £0. 08 7.4 1.09 £0. 06 5.5
4.00 3.57 0. 20 89.2 3.84 £0.12 3.1 3.91 %0.07 1.8
40. 00 36.2 0.9 90. 4 40.01 0. 01 0.02 40.00 £0. 02 0.05
B 6- - A
0.6 0.2ng* mL'.
1.3 6- -
-
1, =
o5
85%, g
&}
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, 1.0 h Figure3 Mean plasma concentration-time curve after
3 h 24 single dose of ( - )-clau ig 30 mg* kg ' in Beagle
’ ' ) ’ dogs (n=6). A: ( - )-Clau; B: 6-OH-Clau
h (0.8 £0.7) ng* mL'.
6- ) ) Table2 Phamacokinetic parameters of ( - ) -clau
3B. s 1.0 h and 6-OH-clau after single dose of ( - )-clau 30
6- - mg* kg ' in Beagle dogs (1 =6)
s 4 h , 10 h Pammeter ( -)-Clau 6-OH-Clau
A/ngs mL"! 27 %19 5 t4
’ B/ng* mL" 5 £4 0.6 %0.9
. T, ,a/h 0.9 *0.6 1.4%0.6
3P97 , T, ,B/h 19 +23 13 %12
. ke + +
AIC ’ Beagle V/Le kg 179 £75 1473 £524
o Ky /h7! 0.3 %0.3 0.3 %0.3
30 mg* kg > K, /b 0.20 %0.20 0.30 £0.10
6- - , K, /h! 0.6 0.3 0.20 *0.20
2 CL/L* min™' 7 +4 75 230
’ AUC,,, , /h* ngs mL" 69 *14 12 47
Beagle > T, /h 0.8 0.5 1.3 %0.5

, ; 6- C,. /ngs mL"! 21 £10 3.9%2.2
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