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LC-MS/MS Analysis.

PFP separation with ammonium
fluoride as the solvent system. Z
PFP phase resolved regioisomers a
3-AcDON/15-AcDON and

FB2/FB3. ‘

FUS-X

NIV

LAAN-A-LM137

Bt LC/MS/MS Bt 18 EESE(2)

¥E &R 04 #T & 44
W2+ 5B E K ZIEH 72 5 Concept LifeSciences
ATETHIZATESWENRERTRLEFR .
MEALEER AT UHPLC Nexera X2 #1 = /4 R #F L it
X LCMS-8060, A48 =M & FMW &I (3-AcDON/15-
AcDON. FB2/FB3 1 % FA2/FA3) , A @A E (PFP)
ZEEES C18 T Tt
HRFAESRE, B2BiE. Fik. FRENZEBAR
EARSDBBEERT TR RIBFRER, REXBTHEL
SZREARPAMEELSKERMNZBNERENRHE,
BUERZANEEGKRIBEAE T RKRAARNAEEESENLE
BFEABEFNESRE, EE2FERBIEREGER RN
EESEM 13C AirmitE. ETFUNEMNRBAEFIHIHN LCMS
%% ( Sigma-Aldrich #li& )
D. Baker *', C. Titman * ', N. Loftus * ', J. Horner *?
*'. Shimadzu, Manchester, UK

. Concept Life Sciences, Cambridge, UK
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1 SFC / MS IR G &M E
AFB1 (aflatoxin B1; 1 p g/kg; rescaled x3), AFB2 (aflatoxin B2; 1 u g/kg; rescaled x3), AFG1 (aflatoxin G1; 1 p g/kg; rescaled x3),
AFG2 (aflatoxin G2; 1 u g/kg; rescaled x3), OTA (ochratoxin A; 4 p g/kg), FB1 (fumonisin B1; 100 u g/kg; rescaled x2),
FB2 (fumonisin B2; 100 u g/kg; rescaled x2), FB3 (fumonisin B3; 100 u g/kg; rescaled x2), 15-AcDON (15-acetyldeoxynivalenol; 100 p g/kg),

3-AcDON (8-acetyldeoxynivalenol; 100 u g/kg), DON (deoxynivalenol; 100 u g/kg), DAS (diasteoxyscripanol; 100 u g/kg), FUS-X
(fusarenon-X; 100 u g/kg),

HT-2 (100 wg/kg), T-2 (100 u g/kg; rescaled x0.3), NEO (neosolaniol; 100 u g/kg; rescaled x0.3), NIV (nivalenol; 100 u g/kg), ZON
(zearalenone; 100 p g/kg)
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NaRdLENEFESEENZI B DR

BE, AUGARERURETERERSMEYE, AR UHPLC Nexera X2 LC system :
N 7o - 4E e Analytical column Mastro PFP (100 mmL.x 2.1 mm [.D.,3 v M
# 4 o = Y REEHR
’ﬁ&“{\$¥*§im%¥1{L&¢?mm1&ﬁ¥{t R BUE AL Column temperature 40°C
R~ AAH Flow rate 0.4 mL/min
AT, ARBMNBEEEBESTHEAN—RRNELM 0.15 mmol/L ammonium fluoride aqueous
#HTTHRIR, EFREVTEITERNEPMARILE, Solvent A solution
RBAEBEFREATHEFESRE, Solvent B 0.15 mmol/L. ammonium fluoride methanol
FRSAR MRS, RABTFESRENIAME 2 solution with 2.% gcetic acid
Fime =MEME NN BIERNESBERETT A, 5 Binary Gradient e A S
min) — % (4.5 min) — % (7.5 -
Hith& a4, AT BAENRNEXERFA T SETSE min) - 15 % (10.1 min) — Stop (12.5 min)

EEBFRATHBETESEE (H2a).

Mass spectrometer Shimadzu LCMS-8060
Pause time/Dwell time 1 msec/10-40 msec
Polarity switching time Pos/neg switching time set to 5 msec

Source temperatures 300 °C ; 400 °C ; 250 °C
(interface; heat block; DL)

Gas flows 3 L/min; 10 L/min; 10 L/min
(nebulising; heating; drying)
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B 2 ReBEHAREN 18 BESZMAS M MRM &5 E L% ( Mastro C18 4% )
a: RENAE A 0.15 mM FLEEAGERK . RENHE B 0.15 mM FHiN T BB FER &
b: FRENE A 1 mM BERE/KAR. RshH B 1 mM AT FER RN FER &

c: RENHE A 0.5% ZERKA®K. REN1E B 0.5% KT ZEANRFESR
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FRTRLEAMNEN 18STHEESENT B PFP EE B—7E, C18 4% 3—AcDON f A EFRNEH B17Y
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All phases columns evaluated using the
same mobile phase system (A | 0.15 mM
ammonium fluoride; B | Methanol and
0.15 mM ammonium fluoride)

a Mastro PFP phase
Selected for mycotoxin analysis.
Chromatograms normalized to the highest signal

15-AcDON
for both PFP and C18 phases. j\ 3.AcDON

Separation
Mastro C18 1
b (\
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15-AcDON and 3-AcDON co-elute

C18 less prone to FB carry over
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3 BIkIEARMN 18 MEESZEMST M MRM Bi%E LR
RENAE A 0.15 mM FALERKAR . RENHE B 0.15 mM AN T WAL ERA R EE R R
a: Mastro PFP #. b: Mastro C18 #%
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7 X 3-AcDON/15-AcDON #1 FB2/FB3 ( fI B & SR, [@3RENAE BRI 2% ZEBRIE B UINEI T FB B,
&) #HTHBIRE, BTG T UTH PFP #F ( Mastro PFP. EESTENMAR. BAERRIEMERAMRERENE
Kinetix PFP. Discovery HS F5 PFP #1 ACE PFP) , # & F EEME 4 frr. REFAZRIE (n=12) 5, BESZE
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Calibration Standard
Aflatoxins B1, B2, G1 and G2 (2.5 u g/kg) and
Ochratoxin A (10 u g/kg)
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Spiked with S o=
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Pepper extract 8 E
Spiked with % <

Aflatoxins B1, B2, G1, G2 (2.5 u g/kg) and
Ochratoxin A (10 u g/kg)
Shimadzu GLG Mastro PFP 3um 100x2.1mm TR

10 15 20 25 30 35 40 45 50 55 60 65 70 75 80 mn

B4 BRSEHRANLITEATH. HMREIENEIER ZAINEHESZEB1. B2, G1. G2 (2.5 ug/kg) fEMESE A (10 pg/kg)
a: BESHRENGAR. b: BABRHREUR. c. HHUIRBUR
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K2 BEHRSENMRM EEETHEMETX

Aflatoxin B1 [M+H] + 6.773 313 > 241 313 > 285 3C Aflatoxin B1 0.1-10 0.9988
Aflatoxin B2 [M+H] + 6.621 315 > 259 315 > 287 3C Aflatoxin B2 0.1-10 0.9995
Aflatoxin G1 [M+H] + 6.453 329 > 243 329 > 200 3C Aflatoxin G1 0.1-10 0.9998
Aflatoxin G2 [M+H] + 6.219 331 > 245 331 > 285 8C Aflatoxin G2 0.1-10 0.9965
Ochratoxin A [M+H] + 7.509 404 > 239 404 > 221 ®C Ochratoxin A 0.4 - 40 0.9969
Fumonisin B1 [M+H] + 6.811 722 > 352 722 > 334 °C Aflatoxin B2 10 — 1000 0.9937
Fumonisin B2 [M+H] + 7.26 706 > 318 706 > 354 3C Aflatoxin B2 10 — 1000 0.9998
Fumonisin B3 [M+H] + 7.073 706 > 318 706 > 354 3C Aflatoxin B2 10 — 1000 0.9991
Deoxynivalenol [M+H] + 2.372 297 > 279 297 > 249 | '°C Deoxynivalenol 10 — 1000 0.9992
Diacetoxyscirpenol [M+NH,] + 6.349 384 > 229 384 > 307 *C T-2 Toxin 10 — 1000 0.9994
T-2 [M+NH,] + 7.206 484 > 185 484 > 215 *C T-2 Toxin 10 — 1000 0.9989
HT-2 [M+Na] + 6.822 447 > 345 447 > 285 ®C T-2 Toxin 10 — 1000 1.0000
Nivalenol [M+CH,COO0] 1.684 371 > 281 371 > 311 BC HT-2 10 — 1000 0.9991
Neosolaniol [M+NH,] + 3.227 400 > 215 400 > 305 | "°C Deoxynivalenol 10 — 1000 0.9995
Fusarenon X [M+H] + 2.986 355 > 247 355 > 277 | "®C Deoxynivalenol 10 - 1000 0.9987
Zearalenone [M=H]- 7.711 317 > 175 317 > 131 8C T2 Toxin 10 - 1000 0.9985
15-Acetyldeoxynivalenol [M+H] + 4.406 339 > 261 339 > 297 *C Deoxynivalenol 10 = 1000 1.0000
3-Acetyldeoxynivalenol [M+H] + 4.618 339 > 261 339 > 297 *C Deoxynivalenol 10 = 1000 0.9986
13C HT-2 [M+NH,] + 6.844 464 > 278
13C T-2 [M+NH,] + 7.228 508 > 322
13C Aflatoxin B1 [M+H] + 6.754 330 > 301
13C Aflatoxin B2 [M+H] + 6.614 332 > 303
13C Aflatoxin G1 [M+H] + 6.435 346 > 212
13C Aflatoxin G2 [M+H] + 6.219 348 > 259
13C Ochratoxin A [M+H] + 7.516 424 > 250
. l§\ z:lg
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