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LC-MS/MS Analysis.

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

FB2/FB3. ‘
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HUE 18 B D MRM 7 O< + 575 L (Mastro PFP A5 1.)

AFB1 (aflatoxin B1; 1 ug/kg; rescaled x3), AFB2 (aflatoxin B2; 1 u g/kg; rescaled x3), AFG1 (aflatoxin G1; 1 i g/kg; rescaled x3),
AFG2 (aflatoxin G2; 1 i g/kg; rescaled x3), OTA (ochratoxin A; 4 L g/kg), FB1 (fumonisin B1; 100 i g/kg; rescaled x2),
FB2 (fumonisin B2; 100 1 g/kg; rescaled x2), FB3 (fumonisin B3; 100 u g/kg; rescaled x2), 15-AcDON (15-acetyldeoxynivalenol; 100 1 g/kg),
3-AcDON (3-acetyldeoxynivalenol; 100 1 g/kg), DON (deoxynivalenol; 100 i g/kg), DAS (diasteoxyscripanol; 100 1 g/kg), FUS-X (fusarenon-X; 100 1 g/kg),
HT-2 (100 pg/kg), T-2 (100w g/kg; rescaled x0.3), NEO (neosolaniol; 100 w g/kg; rescaled x0.3), NIV (nivalenol; 100 i g/kg), ZON (zearalenone; 100 i g/kg)



Application No.C165
News

WA A NEFBENDT VL7 VEZV L
DEE

—MRENT, T AT Y EZ D LAIFRUEIRREE TR WMEREE
T RAT 1 TE— RDA A BN THED FILEHD
REBLIHRANTHD I EHHSNTVET,

LH L. SEL DUEDFICAL SN 5 —RRIEHEENIES
e HBIREY LITER. 7 vk 7 B2 0 L&BEICRINT
BTEICKY RITATE—RICBLTEAF Y DIESE
ErzRlLEEgaEMBonEBmYE LT,

21T BEMBIC O vL 7 VY EZ D LERML. A F 2D
ESRELALLAZERLET, 3BOI/AI M S LD
fitlg@ CESRE CERILLE Lic, TVt EZU L
AIREEMBIEMORGE LR LT RIT 4 TE—RITHBHS
BENCEDAF /ESHENKECALLTVET (K 2a),

(Intensityx106) 1
Mastro C18
A]0.15 mM ammonium
fluoride
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0.15 mM ammonium
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UHPLC
Analytical column

Nexera X2 LC system
Mastro PFP (100 mmL.X2.1 mm |.D., 3 pm)

Column temperature 40°C

Flow rate 0.4 mL/min

Solvent A 0.15 mmol/L ammonium fluoride aqueous solution

Solvent B 0.15 mmol/L ammonium fluoride methanol solution
with 2 % acetic acid

Binary Gradient B conc. 15 % (0 min) - 25 % (1 min) - 40 % (2 min) -

41% (4.5 min) - 100% (7.5 - 10 min) - 15 % (10.1 min) -
Stop (12.5 min)

Mass spectrometer
Pause time/Dwell time
Polarity switching time
Source temperatures

Shimadzu LCMS-8060

1 msec/10-40 msec

Pos/neg switching time set to 5 msec
300 °C; 400 °C; 250 °C

(interface; heat block; DL)

Gas flows

3 L/min; 10 L/min; 10 L/min

(nebulising; heating; drying)

AFG2

=~ AFG1

AFB2
AFB1

-

20 25 30

b 5.0 T (Intensityx106)

NEO ¢

Mastro C18
A | 1 mM ammonium formate
B | MeOH and 1 mM ammonium formate

FUS-X
3-AcDON
15-AcDON

NIV

ol

AFG1

o

ZON

4
[e]
[a]

|
.z A AR
2.0 2:5 3.0 3:5 4.0 45

(Intensityx10°)

o
=}
o

50

C

NEO

Mastro C18
A| 0.5% acetic acid
B | MeOH and 0.5% acetic acid

3-AcDON
15-AcDON

> NIV

3]

55

o4 AFG2

o

o] AFG2

AFG1

.0

AFB2

95 min

[

4 Lo S
AFB1 DAS
e HT2 -
OTA
rBZ - - T2 ol
o

N
m
[T

FB1
ZON

HT-2

6.5 7.0 min

2 BEREHDORAZHUE 18 HHD MRM 70O ~ 'S LHE (Mastro C18 A5 L)
a t BBEHIE A OIS MM T AL Y EZ Y LoKETR, BEABOIS MM 7 v (L7 Y E= Y LARINAR / — LTk
b BEMEA 1 MM EBET 2 EZ Y LAKAR. BEIEB 1 mM EBT U EZULFMAL S —IVER
c : BBEIE A 0.5 EFEEKCATR. FENA B 0.5 BEFEERINA 2/ —ILAR



Application No.C165
News

3TV VEZ Y LBEWEEER LIEHUSE 18 AL
DD PP AZLE CI8 ATLDY AR M T LERETRL
F£9, PFP AT LI C18 AS LA TIXDBED RS 3- 7 F
WTAFZINL /=W ENS-TEFIVTAF ZINL S —

IWDOR=RZ A DBt FIErlaElc LE LTz,
a

Mastro PFP phase

Selected for mycotoxin analysis.
Chromatograms normalized to the highest signal
for both PFP and C18 phases.
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15-AcDON
3-AcDON
Separation
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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)
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Mastro C18
15-AcDON and 3-AcDON co-elute
C18 less prone to FB carry over

15-AcDON ‘

3-AcDON
co-elution ‘

n

m /m

m A A“

il
|}
AaA

10.0 min

3 ATLDEEZHUE 18 HHD MRM 7 OX ~ 'S I HHE
BEMEA 015 mM 7 v b7 Y EZ U LACEKR. BEMEB0.15mM 7 v b7 Y EZ T LAMA R/ —)ViAKELE
a : MastroPFP 55 L. b MastroC18 A5 L

WEEET M) Y 7 X0RE
3-ACDON/15-ACDON & FB2/FB3 (fB&NMIK) BT
Dfe, LUTD PFP A5 LEFHELE LTz (Mastro PFP.
Kinetix PFP, Discovery HS F5PFP &5 KU ACEPFP) . C18 7
S LEHB LT, ERBUTIOD PP A5 L MBRIEEDS
BAEN—25 1 VDB REECRIRCEE Lz, L L.
FB D% v —F —\—EHHIT BIIE, BEHEOETFOE

a \
Calibration Standard
Aflatoxins B1,B2, G1 and G2 (2.5 pg/kg) and
Ochratoxin A (10 1 g/kg)
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b
A 'mixed spice' QC
Spiked with
Aflatoxins B1, B2, G1, G2 (2.5 ug/kg) and
Ochratoxin A (10 u g/kg)
10 15 20 25 30 35 40
C

Pepper extract

Spiked with

Aflatoxins B1, B2, G1, G2 (2.5 i g/kg) and
Ochratoxin A (10 1 g/kg)

Shimadzu GLG Mastro PFP 3um 100x2.1mm
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Aflatoxin B1 [M+H]* 6.773 313> 241 313> 285 13C 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 | C Aflatoxin G1 0.1-10 0.9998
Aflatoxin G2 [M+H]* 6.219 331> 245 331>285 | 3C Aflatoxin G2 0.1-10 0.9965
Ochratoxin A [M+H]* 7.509 404 > 239 404 > 221 3C Ochratoxin A 04-40 0.9969
Fumonisin B1 [M+H]* 6.811 722 > 352 722 > 334 13C 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 | C Aflatoxin B2 10-1000 0.9991
Deoxynivalenol [M+H]+ 2372 297 > 279 297 > 249 13C Deoxynivalenol 10 - 1000 0.9992
Diacetoxyscirpenol [M+NH.]* 6.349 384 > 229 384 > 307 BCT-2 Toxin 10- 1000 0.9994
T-2 [M+NH.] * 7.206 484 > 185 484 > 215 13CT-2 Toxin 10-1000 0.9989
HT-2 [M+Na]* 6.822 447 > 345 447 > 285 BCT-2Toxin 10 - 1000 1.0000
Nivalenol [M+CHsCOQ] 1.684 371> 281 371> 311 BCHT-2 10 - 1000 0.9991
Neosolaniol [M+NH.] * 3.227 400 > 215 400 > 305 13C Deoxynivalenol 10- 1000 0.9995
Fusarenon X [M+H]+ 2.986 355> 247 355> 277 13C Deoxynivalenol 10- 1000 0.9987
Zearalenone [M-H] 7711 317> 175 317> 131 BC T2 Toxin 10- 1000 0.9985
15-Acetyldeoxynivalenol [M+H]* 4.406 339> 261 339> 297 13C Deoxynivalenol 10 - 1000 1.0000
3-Acetyldeoxynivalenol [M+H]* 4618 339> 261 339>297 | CDeoxynivalenol 10 - 1000 0.9986
BCHT-2 [M+NH.] * 6.844 464 > 278
BCT-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
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