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Development high performance liquid chromatograph (HPLC)
method for determination of isometamidium residue
in beef and milk

LIU Kai-li, ZHAO Yue, ZHANG Su-xia® , CHENG Lin-li, WANG Ying
(College of Veterinary Medicine, China Agricultural University, Beijing 100193, China)

Abstract A high-performance liquid chromatography (HPLC) method was developed for determination of
isometamidium residue in beef and milk. Isometamidium was extracted with acetonitrile-methanol (containing 0. 125
mol/L ammonium formate) (50 : 50) from sample. The extracts were evaporated to dryness at 40 C , dissolved in
methanol and then rinsed with N-hexane. Separation was performed on an ODS-3 C;3 column with a gradient mobile
phase of methanol and 0. 1% formic acid-water,and the determination was performed with UV detection at 380 nm. The
calibration curve was linearity at a range of 0.005~ 1.000 ;.g/mL for the isometamidium (r>>0.99). The recoveries
ranged from 80.3% to 93.0% in beef and milk at a fortified concentration of 20 — 500 ,.g/kg. The inter-day and intra-
day coefficients of variation were ranged from 2.8% t05.3% and4.0% to 8. 1% ,respectively. The limit of detections
(LOD) of isometamidium in beef and milk were 8 and 6 1.g/kg. respectively., while the limit of quantitations (LOQ) of
isometamidium in beef and milk were 25 and 20 .g/kg. respectively. It was a rapid, specific, and sensitive method for
determinating isometamidium residue in beef and milk.
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Table 1 Gradient elution schedules

Bt A] /min o0 IR/ Y o(HE /%
0 90 10
8 90 10
10 50 50
12 90 10
15 90 10
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Fig.1 UV scan for isometamidium
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Table 2 Recoveries and coefficient variation of

Isometamidium in beef and milk

FEmZEn s/ 2E/ 0 REUN
(pg/ke) B/ %% (n=4) (n=3)
41 20 93.0 5.3 5.6
50 85.4 4.7 5.4
100 83.2 4.2 4.7
500 81.6 3.6 8.1
4 25 89.7 4.2 4.0
50 81.6 2.8 6.2
100 84.5 3.9 5.0
500 80. 3 4.2 4.8

KA AEMER %8 B R 254 10, 5 min, 1§72
R, 500 i mh R 2% S5 g LA K i 591 06 4R B AR 48 1) 4
BE 2,
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Fig. 2 HPLC chromatograms of isometamidium in spiked beef and milk
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