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Determination of anisodamine in plasma of rat by HPLC-MS
MA Xiao-hong, WANG Xin-li, CHEN Yong, HAN Feng-mei
(Hubei Key Laboratory of Bio-Technology of Traditional Chinese Medicine,
Hubei University, Wuhan 430062, China)
To establish a sensitive and specific method for the determination of aniso-
HPLC-
MS was used to determine the concentration of anisodamine in plasma of rat with atropine as the internal
standard. The atropine was isolated from plasma by protein precipitation and extraction with methanol
twice, then chromatographed by using an Agilent Zorbax Eclipse XDB-C;; column. The mobile phase con-

Abstract: Objective
damine in plasma of rat and to study pharmacokinetics of anisodamine in plasma of rat. Methods

sisted of methanol-2 mmol/L ammonium acetate solution (adjusted pH value to 3.5 with formic acid) 70 ¢

30. Electrospray ionization (ESI) source was applied and operated in the positive ion mode. Selected reac-
tion monitoring (SRM) mode with the transitions of m/z 306—140 and m/z 290->124 was used to quantify
anisodamine and the internal standard, respectively. Results
5 000 pg/L (»=0. 999 0), the limit of detection for anisodamine was 2 pg/L, inter- and intra-day RSD was
less than 4. 2%. Conclusion The method offers the advantages of high sensitivity and accuracy for the de-
termination of anisodamine compared with the previously reported methods and is suitable for the pharma-

The linear range for anisodamine was 10—

cokinetic study on anisodamine in rat in vivo.

Key words; anisodamine; HPLC-MS; plasma concentration
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2003-2005, ig AR ER 12 h, 2R AKX K.
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2.1 %5 RK g%k Agilent Zorbax Eclipse
XDB-C,s 5 i# 4 (150 mm X 2. 1 mm, 5 um), ¥ RH
Agilent 23 7] #f 5] B S 9 R 7 4 (12. 5 mm X 4. 6
mm, 5 pm); FL 1M : B BE-2 mmol /L BER & Wik
(A B pH 3.5 (70 ¢ 30); kB K &:0.2
mL/min; & 40 C.

ESI B FH; HH#EE m/z 100~1 000; B F I
MHBE4ASKV; EAERE I3V, EAERE
175 C; B (NDRE 40N B BB SRR
CID)BRN 0% B HERERAE, EHTFR
W AR TR pEERMBRR (SRM), A FEE S
B B9 B T BLRE 4 314 m/z 306140011 B 25 5D 1
m/z 290124 (R #R, FIHEH) R BT A 0. 3 s,
FIWMEAH,

2.2 MmMEHMLEE: KR ig 42 60 mg/kg 5, MR
BR A BK BRI, FF R B0 % 3 000 r/min B.L> 10 min,
MM 0.1 mL & 1.5 mL Ep #h, KK in
A 0.1 mL FI8%,0.1 mL A5 (BTHE S 500 ug/L)IR
WHY 1 min o MA 1.OmL B @, RIkRY
1 min,12 000 r/min B.(> 10 min, ¥ F R &L &
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Fig.2 Chromatagrams in selective ion monitoring mode
of plasma sample spiked 10 ug/L anisodamine (A)
and 500 pg/L atropine (B), plasma sample 9 h
after ig administered anisodamine (60 mg/kg) (C),

and plasma containing atropine (D)
BAR, MR R/ ZREHTRERR S RILVEE
W R E R 10~5 000 pg /L, EHFBR Y=
5.407X10*X +3. 680X 10%,7r=0. 999 0, B {K & W
%2 pg/L,
2.6 ERESHEEARE . HETUEEH 20,
200.2 000 pg/L # & & 6 4 » il & L5 W VR, ¥
J5E BRI EUR T BB & P LB R R B
ESERERERTLUREBNERRENIE,
KB FEEKE,HiHH RSD, AR EELNE
3d,itE RSD. R Rk 1.
& ZWWEER 20.200.2 000 pg/L B F% 6
F1 ABROEFESIPLNERITNERAESRE R
(n=6)
Table 1 Accuracy and precision for analysis of

aniso-damine in plasma of rats (n=¢)

FREMAR/ MER/ RSD/%  wum  #EE

(uge LD (g- LD Bl A@m B8/%  hE/%
20.0 19.0 1.8 2.2 9532 74.6
200.0 197.7 0.5 L5  98.9 75.6
2000.0 1911.6 3.1 41 956 72. 4
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G, AR, AVTIE R B - ZE B Ao U oy £ 1
HBREXREGHRECOHEHHERBHAEEGERZ
R EREGRREKE,ERALE L. AGEFARE
b7, HEIWEN 72.8%.

2.7 BEHERR . BALEER 20.200,2 000 pg/L
BESHESH, ERTHEIKAH-BIEIERF, I H#
BHEBULOERRGLHEEEZRKESh KT
ILEERABEE, SR UBEERA T EERERY
RSD H#EL10% LA, RE 2.

2?2 AROERFPUNERHNBELE (=5
Table 2 Stability of anisodamine in plasma

of rats (n=5)
AN ERKE
El¥e#k/% RSD/Y%
/Cug e L)
3B V- 19.0 99.5 3.6
2%t 197.7 105.5 3.2
1911.6 101.2 4.7
n¥#& 19.0 100. 3 2.7
BE24h 197.7 99.7 2.4
1911.6 107.3 6.5
ik 13- 19.0 98. 4 4.5
LBEE 197.7 99.5 3.6

BEES8h

2.8 thRA-ATHR B 6 R Wistar KR, EHE
ig 60 mg/kg LB %5 B, 2 5 F AR o (@ B f1 49 0. 3
mL, 4} B 1 3, ) & BE i B P W, 4T LC-MS* |
B2 2y-r 2R (E 3), 3 2 3% 84k DAS2. 0
HOTHEANS  BELEERM O EESSEAR
BRES_EFBER, TEHHESHAER 3.

1500 1

1911.6 99.8 5.2

IR /(5 L)
g

w
8

t/h
3 ARUNEREAROZEPLUNERNE -
Fig.3 Mean plasma concentration-time curve of aniso-
damine in rats after a single oral dose
3 it
HERKEVHEC  ERXIARHRERERK

%3 LEERXRERDNESN
Table 3 Pharmacokinetic parameters of anisodamine

in rats in vive

8% Hfir wia
/2 h 2.554
ti/2 h 2.555

A L+ kgt 0.036

CL L+h?ekg 0.01

AUC(0-t) pgeLleh 1. 992
AUC(0-00) mg+L'+h 2. 085
Ko ht 0. 263
Ky ht! 0. 008
Ka ht . 0.271

AN IRERNE. B, XMMBEHH R IR EER
G, AERREYHGTRERES REEYHA N
F. ALRBIMHLCMS FEAFRHEREEHRL
EYRBANREELXRBRENTES 2 M HE
g, mMEFRMRTHENER KUEBEER.
BERELYBBAECHEETFEF NA
LC-MS' EBAMBERLXEYB, NRAXEER
MERER, WEEBN R EFERRETH
m/z 140, FIHE B R m/z 124, WAL R A I % &
m/z140.124 fE R B EBMAGHES N E B
BERNENE T, AHEAHTRBITERERE.
B LC-MS? #175€ B 4347, AR i s 11
BEE, RESRM RA L5 0 RN HFLEN
ERERAGYAEEHEEE FRU, MALE
HPLC IR BEARSH MY E~HIE. BH
TRIEM T HEEWR, —BEESHAEDYIER
Wi E I, A LR EFINEERBOSEH LY
AR
$EIM.
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