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Liquid chromatography

UHPLC Nexera LC system

Analytical column  Restek Biphenyl (100X2.1,2.7 um)

Column 40 °C

temperature

Flow rate 0.4 mL/minute

Solvent A 0.1 % formic acid 0.5 mM ammonium formate
solution

Solvent B 0.1 % formic acid in methanol

Binary Gradient Time (mins) %B Time (mins) %B
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Mass spectrometry

Mass spectrometer Shimadzu LCMS-8060
Pause time/dwell time 1 msec/3 msec
Polarity switching time Pos/neg switching time set to 5 msec

Scope 218 drugs in positive ion mode
(including internal standards)
11 drugs in negative ion mode
Structure Analytics (in house
development tool)

Source temperatures 350 °C; 300 °C; 150 °C

(interface; heat block; DL)

Gas flows (nebulising;
heating; drying)

3 L/min; 10 L/min; 10 L/min
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Compound name Chlortetracycline
Accurate mass 479.1216 [M+H]+
Formula C22H23CIN208

CAS 57-62-5

MRM Spectrum Mode
11 MRM'’s acquired for
chlortetracycline at 10pg/ulL in egg.

1:479.10>444.00 (+) CE:-23V
2:479.10>461.95 (+) CE:-35V
3:479.10>154.00 (+) CE:-34V
4:479.10>98.05(+) CE:-45V
5:479.10>260.05(+) CE:-60V
6:479.10>303.05(+) CE:-37V

MRM Spectrum mode

Higher specificity

Higher reporting confidence

Library searchable fragment data.
i
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7:479.10>300.80(+) CE:-45V
8:479.10>287.90(+) CE:-53V
9:479.10>274.95(+) CE: -44V
10:479.10>370.95(+) CE:-31V
11:479.10>285.85(+) CE:-56V

The number of precursor-fragment ion transitions monitored is limited only by the structural chemistry of the molecule.
Typically more than 10 precursor-fragment ion transitions were monitored for each veterinary drug.
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m/z 154.00 m/z 274.95 m/z 444.00 m/z 461.95
[Accurate mass 154.05042] [Accurate mass 275.04749] [Accurate mass 444.08501] [Accurate mass 462.09557]
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Chlortetracycline MRM Spectrum

444.00 OH (@] OH [¢] o
Similarity Score 98
Matrix Salmon 461.95
NH,
154.00 274.95 /28585
98.05 \ /303.05
‘ T 260405‘ ‘ "/ ‘ 370.95
T BRS ! S\VH
0505 ‘ 26005 | \303.05 370.95 Ccl HO CHj N
154.00 27495 28585 H;C CHs,
46195 Compound name Chlortetracycline
: Precursor 479.10 [M+H]+
Chlortetracycline Library MRM Spectrum 444.00 Formula C22H23CIN208
100 150 200 250 300 350 400 450 m/z CAS 57-62-5
Chlortetracycline 444.00 Chlortetracycline 444.00 Chlortetracycline 444.00
Similarity Score 99 Similarity Score 98 Similarity Score 99
Matrix Beef 461.95 Matrix Milk 461.95 Matrix Egg
461.95
154.00
154.00
274.95 27495 15400 57495
98.05 26005 | 98.05 260.05 98.05 260.05
‘\303.05 370.95 ‘ 30305 3,040 303.05 37095
_ T | | i , | B T
0 100 200 300 400 m/z 0 100 200 300 400 m/z 0 100 200 300 400 m/z
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Virginiamycin ST MRM Spectrum
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Compound name Virginiamycin S1
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Formula C1I0H9N203 (+4H) s CAS 23152-29-6
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[Accurate mass 290.11353] N . ° B
Formula C14H16N304 (+4H) S O H \
205.05 N
Virginiamycin S1 Library MRM Spectrum
150 200 250 300 350 400 450 500 550 600 650 m/z
Virginiamycin S1 Virginiamycin S1 Virginiamycin S1
Similarity Score 99 Similarity Score 99 Similarity Score 100
205.05 Matrix Salmon 205.05 Matrix Salmon 205.05 Matrix Salmon
Injection1 Injection 5 Injection 10
177.00 1621 TZ-OO 177.00
: 290.05 162.10
162.10 29005 566.15 N\ 566.15 290.05 566.15
: 134.00 “ y
481.05 / 663.20 481.05 | 66320 ~ 48105 / 663.20
259.10 453.10 ‘ 259.10 453.10 ‘ ‘ ‘ ‘ 259.10 453.10 / ‘
200 300 400 500 600 m/z 200 300 400 500 600 m/z 200 300 400 500 600 m/z
Compound name Oxytetracycline Sulfadimethoxine Ormetoprim Virginiamycin
Number of MRM's 2MRM'’s 8MRMs 2MRM'’s 1TMRMs 2MRM's TTMRMs 2MRM'’s 1TMRMs
Mean peak area
Quantitation ion 1890170 1729171 7809989 7227748 8291171 8160952 2232967 1956045
%RSD 3.74 3.04 1.49 1.46 1.54 1.18 091 1.65
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8.89eh 156.05
Sulfamerazine
1 pg/uL 92.0308.05
Matrix Beef 172.05

110.05
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Compound name Sulfamerazine
Precursor 265.10 [M+H]+
Formula C11H12N402S

CAS 127-79-7
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MRM Spectrum Mode

11 MRM’s acquired for sulfamerazine in beef.
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1:265.10>156.05 (+) CE:-17V
2:265.10>92.05 (+) CE:-30V
3:265.10>172.05 (+) CE:-15V
4:265.10>108.05 (+) CE:-26V
5:265.10>65.00 (+) CE:-11V
6:265.10>110.05 (+) CE:-22V
7:265.10>80.05 (+) CE:-15V
8:265.10>38.95 (+) CE:-14V
9:265.10>199.10 (+) CE:-21V

10:265.10>93.10
11:265.10>66.05

) CE:-30V

(+
(+) CE:-24V

S

5.60 570 min
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