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SHEN Jia—chen, HUO Hao—yuan, QUAN Jia—xin, LI Xiao—long, BU Shi—jin"
( Veterinary College ,Yang Zhou University , Jiangsu Co—innovation Center for Prevention and Control of Important Animal Infectious Diseases
and Zoonoses, Yangzhou, Jiangsu 225000, China)

Corresponding author; BU Shi—jin, E-mail ;sjbo@ yzu.edu.cn

Abstract: The paper established an HPLC method for the determination of ponazuril in pig plasma.The column
was Agilent ZORBAX Eclipse XDB-C18(250 mmx4.6 mm,5 pm) ; the mobile phase consisted of water(0.2%
acetic acid ) —acetonitrile(47:53) ; the column temperature was 35 °C ; the flow rate was ImL/min; the detection
wavelength was 250 nm.Under the condition of this method, ponazuril has a good linear relationship in the range
of 0.1 ~10 pg/mL(r>0.999) ;the detection limit (LOD) is 0.04 wg/ml;the limit of quantitation (LOQ) is
0.1 pg/mL; the intraland inter—assay recovery rates were both greater than 90% ; the internal and inter—assay
precision RSD were less than 9%. The method is simple, accurate and rapid. It can be used to determine the
content of ponazuril in pig plasma.
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MAFCERAF] ( Ponazuril ) , X 442 HHERFIA ( Toltrazuril
sulfone ) ,(fbF 4 R 1 -HE-3-[3-H F-4-(4-—=
GBI -1 PR L) - R ] -[1,3,5] - — -
[2,4,6]-=10,5 730 C H,FN,0,S, THFGZRA
JB =R 25, 3B TR T IR BN 1%
F R Bayer 24w JF &, JF T 2001 4F 48 FDA it
WEAESEE LT, MAFEER A BR R A K B B
HARCR , BA 2 RAK, Ve, Joimt 25 1 55
AU AT AR K A IR DA AR X B A A
e B R SR e E T . H R E
WAFCER A 1Y D5 ¥k T84 HPLC> ™ kA1 Le-MSP
PR BF5E R B & HPLC 32, B A& —Fpn]
DATER M3 b A DR I 2 G BROR) 5 507k, A
199 R W9F 5% 1001 4 B ) A2 A A N ) AR 3 g 2 it
SEml
1 #R5FEE
L1 EERA SRR AL . Agilent 1260,
LHARA T T AT R 8 0.0001 g, 7 [ 3§
L2 RN 7] A KS-250D , T I BHE AR
7B Atk . UPH-11-20T, BU#R 48 2l B A R
25 Al ZRAY : Organomation Associates 23 7l 3 5 20 5
MBSO L Centrifuge 5810 R, Eppendorf 23 F 5 fill
FEW 4% 10,200 ,1000 pL, Eppendorf 23 ],

MAFCERANT B8 (i 99.6% ,41L5 . 180502WS)
Wy 19 T8 AL e 8 245 A B A B | 5 R, €35
afi W A 25 [E TEDIA AWl ONE, (il 2, 14 F 56 F
TEDIA 3] ; 1R, 34k, 1 A & E CNW A 5] &
M2 LW, o drals, B 245 2R Ak 2 iR IR A W
1.2 Jrik
1.2.1 #EI & W 200 L M2E T 2 mL 2
L A 1 mL ZRZ BRI 3 min, 12000 1/min
B0 10 min B EIEBRAE E 10 mL B0, T2
Bt 0.5 mL LR CBRE B4l —, &I B
WOF TR FRT, ARG R HH 200 wL sl
AHIZ 5, 12000 t/min B0 10 min, B F3§£0.22 um
APLIERE U8 JEAE HPLC 23047,

1.2.2 &5t Ok 25 ZORBAX Eclipse
XDB-C18 #1: (250 mmx4.6 mm,5 um) ;s &

N5-0.2% R /K VAW (53 = 47,V/V) ;%% 1 mL/min;
LHMEINNE K 250 nm ;AR 35 °C ;HERERE .20 plL,
1.2.3 XikwgBed]  ARERE IR S BTN & .
THFRELZ 10 mg MAFEERFIARME S T 10 mL 25 5
e SRR R 2 B W T 1 mg/mL, T
—20 CHRAF, B & T 8oke e M ee > H id
AV A O BT 5t M FE R R o o 25 Y, FH O
S REAR R B — R VR JEE 1) R BV B I A A Vi, B
[REEE S
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TEATHTHE S JE U, P O A A R R e BRI
v PO A IR R S O K P, B 0.1,0.2.5,
7.5 wg/mLPUANIIE A AR BE . DL 1.2.1 Ay AT Ab
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FERA AR IR BN 0.2 7.5 wg/mL BIAFEERA] 1L
FOSFES B NRE 15 P47, 9FF-20 CHMAT
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E1 HPLC &i%E(A.B.C 4538 HMST 0.1pg/mL THFETRFI4RAE R = B M EHRM 0.1pg/mL 1AIETRFIFRAER)
Fig 1 HPLC chromatograms(A, B, and C are respectively blank plasma,

ponazuril standard at 0.1pg/mL and spiked pig plasma at the level of 0.1pg/mL)
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2.2 AREBAREMEEE R 1 PURINFEERF
£ 0.10~10.00 wg/mlL ¥ BEJE A, bR ifE TAE W T
WAFEERA 5 04 i AR R AP ZRPE G R (r=0.999)
(R 1) o VIARUE AR 259 ok BE Ry b AR e, e T R
FY AR i AR AE T ZE LR 2,

F1 HEKFAREREATERBXRY
Tab 1 Linear regression equation and

correlation coefficient of ponazuril

ok miﬁfﬁ> BRI AR
1 0.10~10.00 y=52.120x+0.0593 0.9997
2 0.10~10.00 y=52.537x+0.4502 0.9997
3 0.10~10.00 y=53.443x-0.3217 0.9999
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y=153.457x - 0.3997
R2=0.9998
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Fig 2 Standard working cure of ponazuril

2.3 Rl RAE B R  WAFGERAILERS 3K R
TR FR A 0.04 pg/mL, T flE =R 0.1 pg/mL,
2.4 VEFEAEEE I T FEERR E Iy
DR ROR % B e g5 R Wk 2, MR 2 W]
UL R M RE R TE 0.1~ 10 g/ mlL B 3t A At i (]
R T 90% , it A Rt ] 22 55 REE/INT 9%,
OB EE R A T e R R B Bk H
R,

2.5 ROEW MAFEERAF A MRS E R I SR AR
EMEM AR L3 3 Fak 4, 5 R BIR
B RIETAE (RSD <4%) | I3 RE W Ui A2 Fa
(RSD < 8%) , IfiL 3¢ FF it [ 52 U il J £8 7€ (RSD <
6% ) , I 3EAF it 3 MR B B2 E (RSD<4% ) , 2 W
FEIRFIAE AL 0 rh i A rh A B R

F 2 MAREmPIRFEERF R XS B4 2 A =
Tab 2 The recovery of ponazuril and the precision

determination in plasma

Wiy PHIECR

WiH - RSD/%
/(pg - mL™") x=SD/%

0.1 104.97+4.15 4.04

0.2 101.23+2.32 2.20
#H(n=5)

5 90.76+1.77 1.92

7.5 91.72+3.42 3.39

0.1 97.45+7.93 8.13

i 0.2 96.35+6.14 6.44
H#EE] (n=15)

5 92.66+3.47 3.74

7.5 90.45+3.60 3.93

F3 REHRFEERE-20 CHREXGTHIRENS
Tab 3 The stability of ponazuril stock solutions

stored at —20 °C
A TR x+SD

WiH N RSD/ %
/(pg - ml™h) /(mAU)

P 0.2 13.00520.032 3.188

REPE(n=15) 75 414.913+6.648 1.602

®4 MHIEERF M REROBENY
Tab 4 The stability of ponazuril in plasma

AL Sz BE x+SD

i H N RSD/ %
/(pg - ml™h) /(ug+ mL7h) ’
AL R TT 0.2 0.198+0.014 7.162
FAEE(n=15) 75 6.889+0.218 3.166
M RE S R il 0.2 0.196+0.010 5.010
FUEM(n=10) 7.5 6.879+0.030 2.954
R G2 iR 0.2 0.178+0.006 3.465
REE(n=5) 75 6.613+0.219 3.304
3 TtitE4ie
3.1 B AL R SCERRE , AL )

AT U K HEE-0.2% CFRK LG -0K
CIE=0.2% LFRIKAE iR sh A, 45 23R Bow, LU
P K R BE-0.2% Z, B2 K R GiAE R i sh MR, 43
BRI ANBHAR | 25y i i 18] 3 T L 20 - K A
RYER TN, B0 I RIS, L, 5
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LNE-0.2% LFRKAVE R T sh M, TEARISE h k3,
T YR N TR AR R A B, T R R R R 4
WAFCERA O B8 1 1, 24 2 B 76 0 st Ar Hh 1 L )ik
F 57% B}, F0E] 52058 200 8 FEAERAIRT
35 CHE R BERE S FIEIEIE A2 | i T AR T &
S0/ EERE R T i, WOEFRAT IR 35 °C 7Rtk
FAET  WAFCER A A R R I ZE 9 min 2245, T
FESE MLEAE S P 20 min ZE47 &I F A 4eis, o T

SEZIR N — R A ARSI, B 13 min VE R — VR
it (8 3BT LA
3.2 BREAEMRA PR SCERHGE , BAFTER AR
SR BG B A 2R D 2R
fit A ARG A B X 3 R R BGR EAT T % 5%
SER S BN, 3 Fh B ERGR 4 4 B RTS8 AT 3K ] 90%
ZiAn B SN RO B TR EDOTE R, SR U
BT | SRR AR S v, T R
LR AR BUR T RO AE B, A1 L T8 AT U0TE , $
J5 = I D | TR 208 20T 35 2 i T HoAth
PRI, T B 0 4 R T B T AR

AIF 2 JIT 42 ST 10 05 L5 T G B AR 19y ok 4

VEfRT B, S AORE w8, I3 R A G Bk A 1 22 1k v 1Bl Ry
0.1~ 10 pg/mL, #5015 3 5y, 73 mLBCR K F
90% , HEAE 1 R T 52 454 BF ) 5 90 i 3 25 4 vk
FET R IE AR E M 58 b HEA RS 2%
BB B r AR E PE AT G LR WA E B A BT AR R
D A TR B (A TG I 45 SR A v ek R E B
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