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Selective Reaction Monitoring(SRM)
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H-SRM Collision Scan T

Compound Transition | Energy (ev) | Time (s) - Midsoiam
Midazolam | 326.06 — 291.08] 26 0.1 -

1'HYdr0XVmidaZOIam 342.06 — 324.03 20 0.1 - 1-Hydroxymidazolam
. m/z342--324
1-Hydroxymidazolam | 342.06 — 203.00 26 0.1 S MM
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H-SRM (0.2 Da FWHM)B{L R REUE

GPS H-SRM %CV=1.3 H-SRM
Q1 0.2 Da FWHM o SN:21 LOQ =25ng
L
GPS SRM %CV =11.3 _
Q1 0.7 Da FWHM SN: § p—
SRM
W " Aﬂ ﬂ LOQ =100 ng
GPS IS SRM ‘2523831 3
Q1 0.7 Da FWHM . -
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4+ . N uﬁg S¥= AT — iﬁ%ﬁ A
BIETE © C18, 100*2.1 mm , R{£1.6~1.8 um g o FETMZ)  WEEEV) ?v?r
FEIR : 40°C NIV i 3571 28123114 16/13 42
T [13C]-NIV _ 372.1 295.1 16 42
}Eﬁi L2 uL . DON + 2072 249.1*/203.1 11/13 99
R ;0.3 mL/min [13C]-DON + 312.2 263.1 11 99

DON-3G + 4762  297.0%/459.2 11/5 94

HTJ'I\E—IJ A(4.17) B(4.17) 3—12\8DON + 339.2 231.1*/213.1 12/19 116

Initial ~ 10.0 90.0 ADON  * 3962 245.1 12 16
20 10.0 90.0 15-AcDON  + 339.2  137.0%/261.1 16/16 08
AFG, + 3311 313.1%/245.0 24/30 109
3.0 20.0 80.0 [*C]-AFG ¥ 348.1 330.1 24 109
= 2 . .
£0 210 790 e 1 B W = om
- +
5.0 26.0 74.0 1 : e
- - : AFB, + 3151  287.1*/259.0 25/31 133
7.0 26.0 74.0 [3C]-AFB,  + 332.1 303.1 25 133
AFB, + 3131 285.1%/213.1 22/45 133
10.5 60.0 40.0 ['3C]-AFB, + 330.1 301.1 22 133
13.5 60.0 40.0 HT-2 + 4423  263.0%/215.1 12/13 123
[13C]-HT-2 + 464.3 278.1 12 123
14.5 95.0 5.0 FB, + 7225  334.2%/352.3  42/39 155
17.0 95.0 5.0 [13C]-FB; + 756.5 356.4 42 155
T2 + 4843  305.1*/185.0 13/20 113
18.0 10.0 90.0 [13C]-T-2 + 508.3 322.1 13 113
20.0 10.0 90.0 FB, + 706.5  336.33182  40/41 155
[3C]-FB, + 740.4 358.4 40 155
L ZEN - 3174 175.0*273.1 26/19 140
A: g . [®CpzEN - 335.1 185 26 140
B : £0.1%BER({AFREL)F01 mMol/LZBESSRZA7KB R OTA " 4041 239.07/358.1  26/13 125
[3C]-OTA + 4241 250.0 26 125
ST + 3251  281.0%/310.1 35/23 99
[13C]-ST + 343.1 327.1 23 99
ThermoFisher
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RT: 0.00 - 15.00 Sh: 155G
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a 1 2 3 4 =] 7 8 9 10 11 12 13 14 15
I\TSQ\...\20150811\New foldenOTA INTSQ\...\20150811INEW B 1 dERZE I\TSQ\..\20150811\New foldenAFB1
RT: 12.89 - 14.24 SM: 7B RT: 12.56 - 13.52 SM: 7B RT: 9.54 -10.99 SM: 7B
100 RT: 13.59 NL: 7.34E4 100 RT: 13.14 NL: 8.12E4 100— RT: 10.33 NL: 1.72E5
E TIC F: + ¢ ES| SRM ms2 E TIC F: - c ESI SRM ms2 3 TIC F: + ¢ ESI SRM ms2
80— 404.147 80 317.100 [174.999-175.001, 80 313.119 [213.099-213.101,
60 [238.999-239.001, 60 273.099-273.101] MS 60 285.099-285.101] MS ICIS
358.099-358.101] MS ICIS ZEN AFB1
40 OTA 40 40
20 20 20
mg RT: 13.59 NL: 5.61E4 103 RT: 13.14 NL: 4.91E4 mg RT: 10.33 NL: 7.22E4
8 m/z= 238.50-239.50 F: + 8 m/z= 174.50-175.50 F: - ¢ 8 m/z=212.60-213.60 F: + ¢
s 80 c ESI SRM ms2 404.147 S 80 ESI SRM ms2 317.100 S 80 ES|I SRM ms2 313.119
S 6o [238.999-239.001, S &0 [174.999-175.001, S 60 [213.099-213.101,
2 358.099-358.101] MS 2 273.099-273.101] MS S 285.099-285.101] MS ICIS
o 40 OTA @ 40 ICIS ZEN 2 40 AFB1
= 20 & 20 B 20
&£ 13.41, & & o
100 RT: 13.58 NL: 1.85E4 1037 RT: 13.14 NL: 3.21E4 100 RT: 10.34 NL: 1.01E5
m/z= 357.60-358.60 F: + m/z= 272.60-273.60 F: - ¢ m/z= 284.60-285.60 F: + ¢
80 c ES| SRM ms2 404.147 ESI SRM ms2 317.100 80 ESI SRM ms2 313.119
60 [238.999-239.001, [174.999-175.001, 60 [213.099-213.101,
358.099-358.101] MS 273.099-273.101] MS 285.099-285.101] MS ICIS
40 OTA ICIS ZEN 40 AFB1
20 20
13.27
2 [¢] —T —
13 14 13.0 13.5 10
T 4 H (oo Time (min)
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Eurofins: Confirmation

Positive Sample: o Same Sample by FS-ddMS (HR-MS)
=> Mebendazole-2-amine ( @ERFAK ) =5 negative

HR-MS resolution 70 000
238/76 238/105 238/133

96907 1-ABZM2_MEAT_T31.01. 08:19- Mebendazol-a . 963071-ABZM2_MEAT_T31.01. 08:18 - Mebendazol-ami... 969071-ABZM2_MEAT_T31.01. 08:18 - Mebendazol-ami...

Area:amkl_lfa'ght-zfm RT: 7Z.00 min Area: 1.723¢5, Height: 5.084e4, RT: 7.00 min Area: 1.347e3, Height: 5.526e2. RT: 6.85 min
- 5064 o0 1300, , -
D 26000 : 1200 Compounds
4584
24000 1100 Target Screening Results |
Q— 22000 40e4 1000
E 20000 S . | Flag Compound Marm Match Result Name Formula
18000
(U e . — ) 800 j’x ba v T, Aa - Aa - Aa x:
7)) 2 14000 ERrr™ E il " Marbofloxacin Marbofloxacin®@RT 4,15 C17H19FN4004
z £ = 600
cC :x — 5 B Mebendezol Mebendazol @RT 6,18 C16H13N303
; == o a0 » B  Mebendazol-2-amin  Mebendazol-2-amin@RT 45 CL4H11N3Q
(@) 6000 e 00 B wethylenblau Methylenblau@RT 4.9 C16H1TN3S
4000 200 —
c .

2000 100
i PRV |
0 &w%lq_hu_,_ 0.0e0 #ﬂn 0
2 4 6 -3 10 2 4 1 8 10

D Time, min Time, min Time. min
969071-RBZM2_MEAT_T31.01. 08:19 - Mebendazol-ami... |969071-RBZM2_MEAT_T31.01. 08:19 - Mebendazol-ami...  962071-RBZM2_MEAT_T31.01. 08:19 - Mebendazol-ami..
Area: 2.287e5, Height: 6.303e4, RT: 7.02 min Area: 4.810e5, Height: T.226€5, RT: 7.01 min Area: 4.931e4, Height: T.660e4, RT: 7.01 min

6004 7.02 12¢5 701 16000 ro1

1.k
Frad &5 :wou
5 liod 1.0e5 13000m
4504 9004 12000
4.0e4 8.0e4 11000
10000
9000
3.0ed 2000

2604 504 7000

35e4 7.0e4

Intensity
Intensity

Intensity

6.0e4

2.0e4 4.0e4
1.5e4 302 4000
1.084 20es =009

5.0e3 1.0e4 1000
OMVW%A 0.0e0 ol
2 4 6 8 10 2 4 6 8 10 2 4 6 8 10 |

Time. min Time. min Time, min

Commission Decision 2002/657/EC: fulfilled criteria

Quality control
:

10 ThermoFisher
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Eurofins: Confirmation

Screening: Full scan (resolution 70 000
Data-dependent Fragmentation (resolution17 500
Mebendazole-2-amine: 238.0975 Da

( REFRRDAR )

Xcalibur: mass ranges 238.06-238.0999

11

m B65071_A3_Benzi Mebendazol-2-amin NL T00E2 miz 23810951 - 23810999
F: + Fullms .
o D:\Thermo\. \Data\9%69071_A3_Benzi 2/8/2013 12:39:27 PM
Q— 100 s RT. 426298 SM: 76 969071_A3_Benzi #1020-1054 RT. 4.62-477 AV: 35 NL: 1.88E5
70 NL T: FTMS +p ESI Full ms [120.00-850.00]
E w© 78385 2580708
CU mz= ReGB1T1
200000 238.0600-
73 238.0990 130000-
600000 us -
U) 704 963071_A3 180000-
o _Benzi
£ & 500000 , 140000
§ 0 £ £
£ A § 120000
400000 £
! £ 50 § annnn
3 2 2
; = 40 3 300000 & 20000
o T
= o000
O 30 200000
40000
x 24 90000 20000 238.1085 2381437 2381599
C 1B R=57627 R=TQ035 R=TE599
g T T T T T
m e e i i i 2805 23810 238.15 23820
D T T T T - Time (min], . mz
36 38 40 42 44 46 -
o ibrary searc
DiThermo\. \Data\969071_R2 Benziisl AV- 14 /812013 125737 PM™) [F55071_R2_Benzi # 1002 RT 452
F: FTMS +p ESI Full ms [120.00-950.00] FF: FTMS + p ES| d Full ms2 238.10@hcd35.00 [50.00-265.00]
969071_RZ_Benzi Zamin N 23966 miz 238.0951 - 23810999 I i St
F: FTMS + p ESI Full ms [120.00-950.00] AT 435493 SMATET D NL: 8.48E5 9§807{_R2_Berzi#985-1080 RT: 445478 AV: 71 N 25165 - N5 1388
] 452 Cintigor T FTHS +p ESI Full s [120.00-950.00] Abercleral
y 1000y 1) 2380074 Zamins2
100 451 20050 e 80 R=71958
iy 452 = 280000
— a0 238.0500 ]
90 - 238.0090 604 7
| - 180 1S
prm—r 302 P agﬂm‘m it ]
8 - R 2391007
O 70 20 239.1p099 > 295 105.0340 =
& 2 40,1041 2531 95,0498 262.2562
O 2 60 @ 1000C 230 = — s :
< 2800 Bk 471 NL- 12388 s %H Fisa30 238.0976 i
2 s50- £ Mebendazol z 2 Mebendazol
5 3 469 2amin s ] 2amin
3 250 y = 80 ]
e = 404 v b
- — 400 pooo-
30- 200t 607 a0 231071 238.1438 238.1603 2331401 2382010
m ] 459 476 1 4 R7480 R=71237 R5348 R=09813 Re7igb1  Re72608
20- B B e R e I eaay i 40 L A A DAL A A A AANRL AL AR A LANSH MMM AR At Aa0d
J 4‘4 4‘5 4'5?41 20358 4‘7 4‘3 24415424 4'9 1 23800 238.05 238.10 238.15 238.20
S N e iy 24252628 : miz 239.1008
10- 204 | 204 895076 2.
2350061 24119068 |241.70531 | A, At
- J 463 237.16948 J e | | 24317012 245.15760 s0.0500 X, | 1186949 197.5927 2411913
(N ) M T N | E R AL A A eSS A | LR AR RS A LA LA AR L e e e s B B e e e B
36 38 40 42 44 46 238 239 240 242 243 244 245 60 80 400 120 140 160 180 200 220 240 260
RT(min;
(mm) CAalea hr\ﬁl/i“fz‘)QQ n 7n0 ~t 7 mMmin LNl ¥awin ~Aoanrmnaoailid d
I'aloC PYCdn. £J0.UTrvy dl . T 7 UTTNTTOVVI bUIII'J U
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T ALEE

B0 HEER?

Element

O

Exact Mass
1.007825
12.000000
14.003074
15.994915

R

LAX 2 E PR E R =T

289.1424

100 - 2891022 289.1329 '289.1547 '
90 289.0514 -
et | [ R = 70,000
7 289.1215
870—;
0.1033 amu £ :
350 -
%40—2
§30—§
20—;
10—3
05 AN IANNAVAAVAN |
289l.00 289I.05 289l.10 289|.15 289!20
m/z
Yes, at high resolution !
14




PHERMRERERISEIR TIEEX

HEEEE CBH11CLN503S [M+H]+__ (292'02656) m/z Theoretical Delta Delta RDB Composition
SHBE CioHisNOsPS  [M+H]* = (292.04031) |, . . _ -
Resolution 10.000 Gotane 0.0003(1) 2790910 1.1 03 75  C12H1502N4S1
100 ! ' : . 202 04031 0.001(6) 279.0910 1.1 03 75  C12H1502N4S1
1 Resolution 35,000 279.0917 14 04 165  C20H1IN2
o0 . 279.0917 14 0.4 35  C5H15N1082
801 | 279.0908 18 05 4 C5H17O10N3
] ! : 2790908 18 05 45  CAH1105N10
704 ! 5 2790906 25 07 15  C12H2301S3
qﬁ(}f 292.026565 0.005(10) 279.0910 11 03 75  C12H1502N4S1
S : 279.0917 14 0.4 165  C20H1IN2
%@f 5 279.0917 14 0.4 35  C5H15N10S2
2 1 i 2790908 18 05 4 C5H17010N3
_fg‘@: 279.0908 18 05 45  CAH1105N10
;E?sc; 279.0906 25 07 15  C12H2301S3
1 | 2790922 3.2 0.9 4  CBH1306N7
20° ] 279.0924 3.9 1.1 7 C14H1703N1S1
] 279.0897 5.7 16 25  C11H190681
14 ! 279.0890 8.2 23 12 C17H1303N1
(;91.98 202.00 292.02 292.04 292.06  292.08 [ EREMENRESIEEEBINEREEES }

m/z

15 ThermoFisher
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External calibration data@70K resolution setting, 70 dots@20s base width

. esc-2 #2165-2217 RT: 11.85-12.12
RT: 11.70 - 12.31 T: FTMS + p ESI Full ms [80.00-800.00]

5188 2189 104.10689 NL: 1.98E9
. CsH14ON —
100t . Ce” !Ine eXtraCt 1041069Q 71707471 0690 1042-’!]%%90 ©100 -0.00010 amu m/Z_
1 @ fEFHC-H.-NO L 2 S 104.10675-
7 5 13 2184 g 80 104.10697 F:
90 ®IF i {H m/z 104.10699 104.10688 2194 3 60 FTMS + p ESI Full
- @ EIC window 1.1 ppm = 2182 104.10690 3 40 ms [80.00-800.00]
. < |
. 104.10689 i Y
70— 2179 miz
m 2200 s P
§ - 104.10690 104.10690 *Eﬁmﬁiﬁ = o
. 42
g 60~ 2177 NEIEIE
5 - 104.10692 2202 +
2 50 S175 104.10685 *I%TJ@I ?ﬁﬂ’]éﬁc
[} B ==
% e 104.10690 2205 BAERIEEN
$ 4 2173 104.10691 13
305 104.10690 2207
: 2171 104.10689 : "
: 104.10690 570 OrbitrapRyEIX
- 20 104.10690 HEERESEN
7 2214 -
] 104.10694
0 H“H‘HHH“HMW\‘\‘ el e H‘HH‘HHHHHH‘HH‘HH‘MH‘M
11.7 11. 11.9 12.0 121 12.2 12.3
Time (min)
16 ThermoFisher
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R RERERE

after CUSTOMER negcalibration_accuracy test #1191-2312 RT: 10.62-20.62 AV: 1122 NL: 6.09E6

T: FTMS - p ESI sid=20.00 Full ms [80.00-600.00] LT
O\\ OH H' 91020
CeH70O7
HO 0.508 ppm
HO /7~ OH _"_
111.009 T o

CsH303
0.74§ ppm

Relative Abundance

|
O

o~
Q|
I -
i
&5

\
| o
@)
129.019
CsHs504
0.755 ppm
96.960 112.012
“‘\“‘\“‘\“‘\‘“‘\“‘\‘“\“‘\“‘\“‘\“‘\““\“‘\“‘\“‘\‘ AR R AR LA M R AR AL RARRL ‘\““‘\‘“\“‘\“‘\“‘\“‘\“‘\“‘\“‘\“‘\“‘\“‘\“‘\‘“\“‘\“‘\“‘\“‘\“‘\“‘\“‘\‘“\“‘\“‘\“‘\“‘\“‘\“‘\“‘\‘“\‘ w“‘w”wmw"\
80 90 100 110 120 130 140 150 160 170 180 190 200
m/z
ThermoFisher
SCIENTIFIC
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RiFZHIIEDIHEERT

Full scan(FS)

! I |I

| | —— © 0N

® @ _© ® (e _©

0® 00 %% » 0® 00 % » v
Wr ||| [ v
[I

VYRR AL BT AT T T ¥ Orbitrap 6 I & 5

Selected-ion monitoring(SIM)

00000 /\lo

o.c .'. » eecee »

f | P N\

VU RRAT 15 4% Bk 5 1 SIS Orbitrap eIl & 7

Parallet-reaction monitoring(PRM)

" .0 .o P eee=0 "D

VU AT 328 5 15 5 5 Tl 3 7 2R Orbitrap s Il f4 & 1

18

2844 (FullScan)E&
¢ ERAY
& ZHERIADHT

EFERF I (SIM)ES

4 SIM-SIM (Todd Zhou)

& NS HE T
¢CtrapESBIFET , EEH
RYE

T RBIHEM ( PRM )
SO FEFE
S*ESHNERME
ThermoFisher



Calibration file last used:

Enabled Database Mame

1
z | [H
3 [ i
a3 @O 12
s [ 4500
6 [
LA i
g H
: B
1 H
u 0
12 [0  DefaultGC
13 [ DefaultlC
14 [  EFS_Database
15 @O
16 [  EFS_TOX China
17 O
18 [0
19 ]  jinyong-neg
20 ] jinyong-pos
(=]
(]
0

China-Toxicology-China-20150327-step2

4500_endogenous_metabolites
Benzodiazepines Example Database
China-Toxicology-China-20150327-step3
China-Toxicology-China-20150327
China-Toxicology

ChinaEF5_Verterinary Drugs@T30 Endure

EF5_HRAM_Compound_Database

GB-Pesticide_tSEM@TSQ Endura-RT
GB-Pesticide_tSRM@TSQ Endura

Quantiva for EFS pesticide China
Quantiva for EFS Veterinary drug-negativ
Quantiva for EF5 Veterinary drug-positive

=i
&

open

open
open
open
open
open
open
open
open
open
open
open
open
open
open
open
open
open
open
open
open
open
open

Peaks miT

— RISt ES

Retention Time [ | Identify  [¥] Confirm

{REERT(E]

Fragmentlons [ |Identiy || Confirm

% s 5 ILEc

Isotopic Pattern  [[[Identify  [W] Confirm

[EIZ=

Library Search  [] Identify [¥] Confirm

R O

19

Threshold Cwverride
5/MN Ratio Threshold

Mass Tolerance:

Ignore if Mot Defined
Window Cvernde (sec)

Ignore if Not Defined

Min. # of Fragments
Intensity Threshold

Mass tolerance

Fit Threshold (35)

Allowed Mass Deviation (ppm)
Allowed Intensity Deviation (%)

lUse Internal Mass Calibration

Library Search Type:

Score Threshold (%)

m 5,000
5.0

300 |\ppm

30

10,000

500 |ppm =

90

10
]

[Librarj,r Manager T

80

ThermoFisher
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Shagz =i

Lhromatagram - 4 A | [Spectrum
M=H | Spectrum | @ Isotopes 100% (6 of 6) | @ Fragments (1 of 1) | @ Library (1 matches) |
mixture_10ppb_Swiching-final Carbamazepine £EF¥E NL: 3.47E7  mfz: 237.10105 - 237.10343 I. All Isotapes ] Scan # 1186-1200 RT: 6.50-7.17 AV: 4
F: FTMS + p Full ms [70.00-1050.00] — mixture_10pph_Swiching-final
RT 6.66 [ ® Multi-lsotopes || F: FTMS = p B8 Full ms [70.00-1050.00]
AA127200411.30 a9, |
. iy [®@ #1:237.10224 | e
. T [ @ #2: 238.00929 || go3
S [@#2381050 | g3
z 8] [@#423010300 | = 403 -
5 = @ ! = E
g4 (@#5:2300885 || § 203 i 4 -
= E 213/? - | 233.97 39.98
o 60 : = B 97 .98 _
g [@#6: 24011285 || s O
o 50+ = 100+ B
g
#H2
#3
ol #4 #6
1
] — _
T T T T T T
& i 238 239 240
RT(min) miz
Spectrum - 1
| Spectrum | @ Isotopes 100% (6 of 6) | @ Fragments (1 of 1) | @ Library (1 matches) |
[..A“ Fragments ] _ _ Minimum # of fragments needed: 1
| midture_10ppb_Swiching-final # 1182 RT. 6.61
[. #1: 19409633 I F: FTMS + p ESI d Full ms2 237.10@hcd40.00:460.00-260.00]
4 DEG
2 DEGH
& ] e
o
P i
=
= 4.0E6
2.0EG-
0 T T T T T T T T T
19386 193.8 194.0 194 2 194 .4
m/z
ThermoFisher
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Shagz =i

0% (6 of B) I @ Fragments (1 of 1) | @ Library (1 matches)

M+H £1: Carbamazepine 77777777777 C15H12N20 Score: 68 Rank:1 of 1 Id: 15
#1132 F.FTMS + p ESI d Full ms2 237.10@hcd40.00 [50.00-260.00]
194 09645

— 100 =
= 23710217
E 191.07321
S 50 L
§ 165.06976 22007504
o \I

ﬂ I v | v I . | . I . | 5 I - | - I v | 3 I 3 | I_-I . | . I e | 8 I i |_"_ I > | 3 I - |

60 30 100 120 140 160 180 200 220 240 260

100
@
= :
%.a 0
0 A0

-100
#15 F:FTMS + p ESI d Full ms2 237.10@hcd40.00 [50.00-260.00]
194.09643
100 e

oy
s 50 237.10219
= 165.07031 220.07610

1 = | ]

I L | v I | | L I . | - I - | v I v | 3 I 3 | v I i | L I 8 | 8 I | | L I ) I |
60 a0 100 120 140 160 180 200 220 240 260
miz
ThermoFisher
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¥ Batch View o v 1% [Compounds I x
4 AFB1-screening B 1 | ARl
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