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Determination of residual levels of tildipirosin in raw milk by high
performance liquid chromatography tandem mass spectrometry
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ABSTRACT: Objective To establish an analytical method for detection of residual tildipirosin in raw milk by high
performance liquid chromatography-tandem mass spectrometry (HPLC-MS/MS). Methods The sample was
extracted with acid acetonitrile, purified by enhanced matrix removal (EMR) purification column, and then separated
by BEH Cig. The target compound was analyzed by a positive electrospray ion multiple reaction monitoring mode

and quantitative analysis using matrix matching isotope internal standard method for quantification. Results The
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calibration curves were linear in the range of 2.5-100.0 ng/mL with correlation coefficients more than 0.99. The limit

of detection was 2.5 pg/kg, limit of quantitation was 5.0 pg/kg. The average recoveries at different addition

concentrations ranged from 78.2% to 97.6%, with the relative stand deviations of the determination results ranged

from 6.02% to 7.69%. Conclusion This method is accuracy, sensitive stability, simple and easy to operate, which

can be used to determinate of residual amounts of tildipirosin in raw milk.

KEY WORDS: tildipirosin; high performance liquid chromatography-tandem mass spectrometry; purification

column; raw milk
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Fig.l Chemical structure of tildipirosin
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Table 1 Gradient elution conditions of mobile phase

I} [ i WENAH A WA B
/min /(mL/min) /% /%
1.20 0.500 98.0 2.0
2.50 0.500 40.0 60.0
2.60 0.500 10.0 90.0
3.00 0.500 10.0 90.0
3.10 0.500 98.0 2.0
4.50 0.500 98.0 2.0
()FTIE A

HH B2 R PR IBE 55 1 12 T 4% 2 (electrospray ionization,
ESI+); Wril#=t: £ ) i Wil (multiple reaction monitoring,
MRM); T35 B K (ion spray voltage, IS): 5500 V; 4fj
JERIELEE: 500 °C; K75 R (curtain gas, CUR): 35 psi; &
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Table 2 Mass spectrometry parameters of tildipirosin

o REgSy TR BERIE HESLHUE REfEREE

(m2)  (m2) /min IV /V
98.0° 2.2 98 90
BT H 7345
74.1 2.2 98 60
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Table 3 Addition amount, recovery rate and relative standard deviation of tildipirosin in raw milk

VR [m] 1% /%
L&Y £k = SEHME/%  RSDs/%
Anglkg) 1 2 3 4 5 6 7
5.0 91.5 86.5 95.3 84.0 82.9 80.8 82.8 86.2 6.14
ZE B 10.0 84.9 90.5 80.7 82.6 94.1 81.9 81.7 85.2 6.02

50.0 78.2 88.6 97.6 84.7 79.0 86.3 89.6 86.3 7.69
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