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Identification of Illegal Additive in Enrofloxacin Injection by
UPLC - Triple TOF MS and HPLC - PDA Method

SONG Hui — min, XIONG Yue, WANG Yun — hua, SUN Yao, SHI Hui — hui

( Jiangsu Testing Institute of Veterinary Drug and Feed, Nanjing 210036, China)

Abstract: To confirm the illegal addition in one batch of enrofloxacin injection. The unknown substance was
screened by HPLC — PDA high — resolution mass spectrometry, and confirmed by combined HPLC - PDA and
UPLC - Triple TOF MS, The results showed that the illegal additive in this batch of enrofloxacin injection was
gatifloxacin. This study provides an effective ideas and method for the illegal additives qualitative analysis in
veterinary drugs.
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2.1 HPLC - PDA 341
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4.6 mm,5 wm) ; DABERRIA W A (HUBERZ 3.0 mL, il
JKZE 1000 mL, i = 28 pH fE% 3.0 + 0. 1,70
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1.0 mL/min; FE3E .30 C; EFERE . 10 pl; R K
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Fig1 The chromatogram and spectrum of of

the unknown compound
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2.2.1 &4  ACQUITY HSS T3 {1 %k
(100 mm x2.1 mm,1.7 pm) ; JshtH A 0. 1% H
PRV, B N 0. 1% W R I v Wi, B0 FE VR (0 ~
6 min, [190% A Z&M2516H 10% A6 ~10 min, &
$10% A;10 ~ 14 min, i 10% A 25404 90%
A;14 ~ 15 min, f£5F90% A) ;7% :0. 3 mL/min; i+
I .40 C; #FFEREE S pl,
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23 %5 HL K :5500 V3 25 10S0:55 psi; TRV BI .
55 psi; AT 35 psiy B FURIRE 500 °C 5 FH
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3 MS mode, J5i 535 Fl 100 ~ 1000 Da, 4 5} [i1]
100 ms; MS/MS mode, Jii & i il 100 ~ 1000 Da, ¥
FiBF ] 50 ms, ZSFEHLE (DP)80 V, hilf & GE 7 (CE)
35 eV, ¥ ERH#EBESR (CES) 15 eV,

2.2.3 B EBEEGH S BRSO R
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% 100 mL,¥22], B
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RRAF(E 2) . o3 NS g7 09 M BEER, R
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Fig 2 Natural isotopes of precursor ion
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Fig3 MS/MS spectra of the sample
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Table 1 Verification results of HPLC — PDA

baxiit/l £ B4 15} 7]/ min e KW K/ nm
g 2 30. 693 231.9.292.4 325.8
HER A 30.773 231.9.292.4 325.8
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Fig 4 Chromatogram and spectrogram of gatifloxacin
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Tab 2 Results of peak purity tests and spectral similarity tests
baxiis/] o= 4l B F R aRpE I VLR AR PDA DU PDA VCECHIME OGS IR R A 2 2R
HEL / 0.228 0.292 0.109 1.149
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Il TR, % B, i — M
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— @ Spectrum from JTSXS3.wiff (sample 1) - JTSXS3. Experiment 8, +TOF MS"2 (100 - 1000) from 5.697 min
CE=40
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Fig 5 MS/MS spectra of the unknown compound matches gatifloxacin
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Fig6 The possible fragmentation pattern of the unknown compound
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