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Method Development of Confirmatory Method for Amphenicols in

Tissues and Animal Products with LC-MS/MS

Paphawarin Thassanee Rinyapat Kongwirotchai Matchana Kaewliam

Angkhana Sawangjai Naraya Tangsirisap
Abstract

Confirmatory method for analyzing Amphenicols in tissues and animal
products with LC-MS/MS was developed. The residues were extracted from tissues
and animal products by using ethyl acetate. Then, mixing by vortex mixer and
centrifuge, subsequently. Next, defatting by using hexane. After that, clean-up the
extracted by loading through C18 Solid Phase Extraction (SPE), 500 mg/3 ml. The
extracted was evaporated to dryness using a mild stream of nitrogen gas at 50°C.
The residue was reconstituted in the mixture of MeOH : DI water (1:1). Finally, the
extracted solution was filtered by using a 0.2 um nylon syringe membrane filter. The
high-performance liquid chromatography (HPLC) separation was performed on a C18
HPLC column with gradient mobile phase of DI water and acetonitrile. The triple
quadrupole mass spectrometer (MS/MS) technique was used to identify and quantify

analytes using mass per charge (m/z) in electrospray negative ionization mode (ESI-)

Keywords: Method development, Amphenicols, Tissues and animal products, LC-
MS/MS
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1. Inguszena
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Tnematia LC-MS/MS
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a . d' 1Y) aal
A9 1 @15UIM5FIU Wae internal standard N13EWAUIIG

Ay F13UNIFI internal standard
1 Chloramphenicol Chloramphenicol-D5
2 Florfenicol Florfenicol-D3
3 Thiamphenicol Thiamphenicol-D3
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53 @309 LCMS/MS ildlumsnsiadnsizd Uszneusne 2 @ leun High
Performance Liquid Chromatography (HPLC) §%a Shimadzu iju Nexera X2 30A U@y
detector Usgiaw Triple Quadrupole Mass Spectrometer ft%o Shimadzu 'u;'u 8060

5.4 HPLC Column 74 1#un %o Agilent Ju ZORBAX wiln Eclipse XDB-C18
YUIN1.8um, 4.6x100mm with guard column
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Mobile phase A : DI water
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Run time

Injection volume

10 W19

- 5 lulesans

A1997 2 dnTaEIuvesanTarateaEAdeun (mobile phase)

L“ﬁmq\‘iq{ﬂ (primary

Total time | Flow rate | Mobile phase | Mobile phase
Step
(min) (uV/min) Line A (%) Line B (%)
1 0.50 400 90 10
2 4.00 400 10 90
3 6.00 400 10 90
4 7.00 400 90 10
5 10.00 400 90 10

5.6 wwmAtdA LC-MS/MS
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Chromatography (HPLC) (LC technique; 1@ identification point (IP) 1 Azlw) wdanTy
Susurinansmemadaivinniginlosaunadu (precursor ion; 19 IP 1 Azuuw) wazlesou
wandn (product ion) 2 leseu (14 IP 1.5 Azuuu sie losew) fe lessufiunndudiliainu
ion) warlesaudiuandiliaudusesasiy ddldauduiesnd
(secondary ion) saulAAzUL IP 5 AZLUY HIUANUNATIYRHUINAANENTTUIEN T8l

Commission Implementing Regulation (EU) 2021/808 An1zA3 0 MS/MS, retention




M1319% 3 Retention time, precursor ion Wag product ion YBIA1IANANNEIENTINEY

Amphenicols lutiloigodnilaznansa

. y Retention time | Precursor Product ion
GRIAY YDA S S
(Rt, min) jon 1 2

1 Chloramphenicol 5.68+0.1 321.10 152.00 | 257.10

2 Florfenicol 5.64+0.1 356.05 336.00 | 184.90

3 Thiamphenicol 5.12+0.1 353.90 290.00 | 239.80
a4 Chloramphenicol-D5 5.68+0.1 326.10 157.10 -
5 Florfenicol-D3 5.64+0.1 359.05 188.00 -
6 Thiamphenicol-D3 5.12+0.1 357.05 188.15 -
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