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Analyte Information (Positive Polarity)

Analyte Structure ESI MS/MS
Formula
CAS No.
MW (monoisotopic)
Cyprodinil positive 226 — 108
C,HN,g N H 226 — 118
121552-61-2 | i
225.127 N
Melengestrol acetate positive 397 — 337
C,.H,,0, 397 — 279
2919-66-6
396.230
Thiabendazole positive 202 — 175
C,oH,N,S 202 — 131
148-79-8 N N
201.036 ©_</

V2N

H
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Analyte Information (Negative Polarity)

Analyte Structure ESI MS/MS
Formula
CAS No.
MW (monoisotopic)
Chloramphenicol negative 321 — 152
C,,H;,CLN,O, 321 — 257
56-75-7 OH cl
322.012 H
Cl
O%'\lr Ho (e}
o

Clorsulon o negative 378 — 342
CgHgCLLN,O,S, o 378 — 242
60200-06-8 N\ o
378.902 NH,

HoN \ Tli.:o

H,N %

//S%o
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Requirements for Sample Analyses:

 Demonstration of +/- ESI switching — 10 transitions

— 2 transitions per analyte
— 5 ms dwell time
— 5 replicates per sample (kidney juice vs water spike)

e Results for 5 tested analytes: Peak areas, RSD%, S/N, points
per peak req’d
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Method Conditions (LC):

Column temperature:

Flow rate:

Mobile phase A:

Mobile phase B:

Column:

Guard column:

Injection volume:

Gradient timetable:
1
2
3
4

55°C
0.5 mL/min
0.1% formic acid in water
0.1% formic acid in acetonitrile
Agilent Zorbax Eclipse Plus C18, 2.1 x 50 mm, 1.8 um

None

S5 UL
Time %B
0.00 5.0
2.00 90.0
3.75 90.0
3.80 5.0

Analysis time: 5 min, post time (eql.): 0 min, overall run time: 5 min
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Method Conditions (6460 QQQ):

Source Conditions:

* Nebuliser Pressure — 45 psi

* Nozzle Voltage — 250 V (+ve)/1500 V (-ve)

e Sheath Gas Flow — 11 L/min

« Sheath Gas Temperature — 380 degrees

e Drying Gas Flow — 4 L/min

* Drying Gas Temperature — 200 degrees

 Capillary Voltage — 2500 V (positive & negative polarities)
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Method Conditions (6460 QQQ):

Compound Name ISTD? Prec lon MS1Res Prod lon MS2 Res Dwell Frag (V) CE (V)
Melengestrol acetate O 397 Wide 337 Wide 5 130 10
Melengestrol acetate O 397 Wide 279 Wide 5 130 10
Cyprodinil O 226 Wide 118 Wide 5 170 35
Cyprodinil O 226 Wide 108 Wide 5 170 30
Thiabendazole O 202 Wide 175 Wide 5 170 30
Thiabendazole O 202 Wide 131 Wide 5 170 35
Clorsulon O 377.8 Wide 342 Wide 5 110 6
Clorsulon O 377.8 Wide 242 Wide 5 110 18
Chloramphenicol O 321 Wide 257 Wide 5 130 3
Chloramphenicol ([ 321 Wide 152 Wide 5 130 14
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Calibration and LOD Data:

The Calibration Curves in this section were created by spiking
the mixed analytes into Tap Water (potable) to give a matrix
effect.

Matrix Samples:

Other slides labeled Matrix Samples describe sample analyses
undertaken on matrix samples supplied by the USDA. These
were analysed as supplied.
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Limit of detection & Calibration Data
Thiabendazole (anti-fungicide)

+MRM (202.0 > 175.0) SegA_05-001.d
%x10 2 1.575
8 321
3,
2.8+
g on-column
2.4+
SIN = 14
21 —
1.8+
1.6+
1.44
1.2+
1,
0.8+
0.6+ Thiabendazole - 5 Levels, 5 Levels Used, 5 Points, 5 Points Used, 10 QCs
0.4 § x10 54 y=3.5502 *x +89.6120
c g4 R"2=0.99931791
0.2+ 3
o4 2 854
o 84
0.2 7.5
I I I I I I I I I I I I I I I I
06 07 08 09 1 11 12 13 14 15 16 17 18 19 2 21 6;7
6,
5.5+
- 5,
Correlation = 0.9993
— . n
3.5+
. . 3
Inearity up to ng
2,
1.5+
on-column §
0.5+
0,
-0.54
I I I I I I I I I I I
0 25000 50000 75000 100000 125000 150000 175000 200000 225000 250000
Concentration (fg on-column)

5 ms dwell + polarity switching
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Limit of detection & Calibration Data
Chloramphenicol (antibiotic)

-MRM (321.0 -> 152.0) SegA_05-001.d
2
g 94 1.627
8 85
8,
250 fg on-column
7,
6.5
4 S/N =10
5.5
5,
4.5+
44
3.5+
3,
2.5+
2 Chloramphenicol - 4 Levels, 4 Levels Used, 4 Points, 4 Points Used, 10 QCs
1.5 § x10 4| y=0.0841*x -2.9573
1 S R"2 =0.99938509
Q 2
0.5 3
o
0 1.84
-0.5
T T T T T T T T T T T T T T T T 167
07 08 09 1 11 12 13 14 15 16 17 18 19 2 21 23
1.4+
1.2+
Correlation = 0.9994 )
— .
0.8+
Linearity up to 250 pg | =
0.4+
on-column
O,
-0.2- | | | | | | | | | | |
0 25000 50000 75000 100000 125000 150000 175000 200000 225000 250000
Concentration (fg on-column)

5ms dwell + polarity switching
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Limit of detection & Calibration Data

Cyprodinil (anti-fungicide)
5ms dwell + polarity switching

+MRM (226.0 -> 108.0) SegA_04-001.d Cyprodinil - 5 Levels, 5 Levels Used, 5 Points, 5 Points Used, 10 QCs
£2x10 1] *2.441 $ x105 | y=-21197E:006 *x " 2 +1.4769 *x - 16.6783
3 275 41 R*2=0.99974695
38 5
1.2 =3
& 229
1.1
2
14
on-column =
0.9
1.6+
0.8
1.4+
0.7+
1.2+
0.6+
1
0.5+
0.8
0.4+
0.6
0.3+
0.2 0.44
o 1_\ 0.2
0-| 0
0.1 021 i i i i | i ‘ ‘ 1 1 1
! ! ! ! ! ! ! ! ! ! ! ! ! ! ! ! ! ! ! ! 0 25000% 50000 75000 100000 125000 150000 175000 200000 225000 250000
15 16 17 18 19 2 21 22 23 24 25 26 27 28 29 3 31 32 33 34 -
- y ) Concentration (fg on-column)
Acquisition Time (min)
+MRM (226.0 -> 108.0) SeqA_05-1001.d Cyprodinil - 5 Levels, 4 Levels Used, 5 Rgints, 4 Points Used, 10 QCs
£ x102 2.453 8 x10 4| y=1.4207 * x -13.7497
3 1 c R"2 =0.99930155
3 S 4251
8 4
iy o
3.754
0.9 354
08 3.25-
34
0.7 2.754
2.5
0.6+ 2.25+
0.5 24
1.754
0.4 1.54
03 1.25+
14
0.2+ 0.754
0.5+
0.14
1.641 0.25 ”
0 AR} = m M m 0
0254 | j | j | | | | | | | | |
014 i | | ' | i | | i i i | i | | | | | | -2500 0 2500 5000 7500 10000 12500 15000 17500 20000 22500 25000 27500 30000
15 16 17 18 19 2 21 22 23 24 25 26 27 28 29 3 31 32 33 34

250 fg oncolumn Correlation = 0.9993

Linearity up to 25 pg on-column
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Limit of detection & Calibration Data
Melengestrol acetate (Veterinary Medicine/Steroid)

+MRM (397.0 -> 337.0) SeqA_05-1001.d

%x1017 *2.473
=]
8 41
3.8
3.6
3.4
250 fg on-column
3,
2.8
2.6
2.4 o
2.2
2,
1.84
1.64
1.4
1.2
14 Melengestrol acetate - 5 Levels, 5 Levels Used, 5 Points, 5 Points Used, 10 QCs
0.8 § x10 5] y=0.7601 " x +71.2356
0.6 g R*2=0.99811429
0.4 2 181
0.2+ o
0 M\ 1.6
0.21
_0'47\ 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 147
15 16 17 18 19 2 21 22 23 24 25 26 27 28 29 3
1.24
- 17
Correlation = 0.9981
| |
- - 0.6
Linearity up to 250 pg
on-column
0,

I I I I I I I I I I I
0 25000 50000 75000 100000 125000 150000 175000 200000 225000 250000

Concentration (fg on-column)

5ms dwell + polarity switching
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Agilent 6410 ESI vs 6460 Agilent ESI Jetstream

- Agilent
Agilent .| Jet stream
Jet stream

6410 E 6410
ESI : ESI

Clorsulon Chloramphenicol
50 ppb _ _ 50 ppb
Negative lons

~10x enhanced
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Agilent 6410 ESI vs 6460 Agilent ESI Jetstream

Agilent Agilent
Jet stream o] Jet stream
6410 Eédéllo
ESI
Melengestrol | Cyprodinil
acetate 50 ppb
50 ppb Positive ions

~4-10x enhanced
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Agilent 6410 ESI vs 6460 Agilent ESI Jetstream

Thiabendazole
50 ppb

Positive ionisation =

Agilent
Jet stream

6410
ESI

19 E 2 .
Counts vs. Acquisition Time (min)

Thiabendazole
~4x enhanced
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Matrix Samples — Melengestrol acetate ( 5 ppb)

+MRVI(397.00000 > 337.00000) ScB (401d
102 | Nise (AVB = 112 S\R @48 =51

1
25]

15]

05

<0 | NI RV =111, S\RQ4%ni) =36

Water Spike

+MRVI(397.00000 > 337.00000) S8 064001.d

Kidney Juice
Spiked

I I I I I I I I I I I I I I
02 04 06 08 1 12 14 16 18 2 22 24 26 28 3 32 34
Quntsvs Aoqistion Tine (nin)

(o

I T T 1
6 38 4 42 44 46 48 ¢

S/N calculation:
5 X RMS

Extract
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Matrix Samples — Melengestrol acetate (50 ppDb)

+MRVI(387.00000 > 337.00000) SacB (B+(01d
x103 |\dse (RVD) = 1006 S\R 2484nin) =426
i Water Spike
| %RSD = 5.62%, n=5
+MRVI(357.00000 > 337.00000) SacB 0A(01d
x102 |Ndse (RVB) = 1928 S\R 248in) =244
J Kidney Juice Extract
2 Spiked
\I
1 %RSD = 9.93%, n=5
ol Pl o L A | e A L L f""ll

I I I I I I I I I I I I I I I I I I I I I I I I 1
02 4 06 08 1 12 14 16 18 2 22 24 26 28 3 32 34 36 38 4 42 44 46 48 ¢
Qurisvs Aapistion Tine (i)
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Matrix Samples — Thiabendazole (5 ppDb)

Overlay

1.45 15 15 6 1.6
Counts vs. Acqu

1.
ition rm( in)

K|dney Juice Extract

+MRVIZXR00000 > TA00000) S (01 d
xi04 | Nise (VS =340% S\R(158hin) =868
N %RSD = 9.25%, n=5
2 Water Spike
1-5 x10 4 |+ MRM (202.00000 > 175.00000) SeqB_06+001.d
1
05
+MRVIZXR00000 > TA,00000) S G61001d
103 | Nise VB =253 S\R(158%ir) =34
141 i
12, 2 1.25‘1.3 135 14
H
08;
06, Splked
04 |
@2 %RSD =1.10%, n=5
0 ISR T
0‘20‘40‘60‘8‘112141618‘22224262833‘23‘43‘63‘8442444648“5

Curtsvs Aagistion Tine(nin)
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Matrix Samples — Cyprodinil (5 ppDb)

X102

+MAVI(226.00000 > 10800000) SeB (001d
Ntise (RVB =451, S\RQ458hir) =249

%RSD = 5.56%, n=5
Water Spike

Nise (VD=3 19 NRR46h) =163

YoRSD = 10.90%, n=

+MRVICZB0000-> 108.C0000) Sec3 (5001 d Overl ay
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molne ol s il R .
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Qurisvs Axpition Tre (i)
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Matrix Samples — Chlorsulon (5 ppDb)

- VMRVIGS77.786889-> 2000T) Sec3 (001 d
03 |Nose (VD =492 S\R(163ir) =58
1.7{}1 1l
“06RSD = 9.33¢, n=5

| Water Spike
a5,

- ot [
05,

O 129

- NRVIGH7 760> H2(1TI0) Sec (6101 Overl ay
02 N RVE =320 \R(1631ni) =23 o

$%RSD = 16.48%, n=5 : A

‘\‘ ‘H .t s At T i
3 | | : !
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2] | I .

] | e || SpIKEd
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Matrix Samples — Chloramphenicol (5 ppb)

- MRVI(321,00000-> 152.00000) Se (:01d
102 |Ndse (VD) =217 S\R(1631ni) =378

8*1

|%RSD = 6.14f6, n=5

Water Spike

2

0

- MRVI(21.00000-> 152 GBi001d
xi01 "U$(H(:Q1VB=G83 &R(%%ﬁ Ove I‘| ay

7 1

%WRSD = 21.5% #n=5

Kidney Juice Extract
Spiked
A ]
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Qrisvs Aagpistion Tine (i)

O =N w » g
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Other Applications

MDMA In Urine

+ MRM (194.0 -> 163.0) Dilution_04-1001.d
‘g x10 2 1.681

I I I I I I
12 13 14 15 16 17 18

1.9

2

50 fg on-column

y=0.3621 *x +0.0078

4'25: R"2 =0.99497684

21

Concentration range
Up to 1 ng on column
RSDs < 12% (n=3)

Relative Responses

MDMA - 5 Levels, 5 Levels Used, 15 Points, 14 Points Used, 0 QCs

I I I I I
85 9 95 10 105
Relative Concentration
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Matrix Diversities for the Study

! t.\h
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Group 1 compounds- Triazines

HaC g HaC g
oo e 1
H3C H N/ H CH3 ch)\N N/ N/\CH3
H H
Ametryn
Prometryn
H;C.__CHg
HsC.__N._ _N_ _CI .
YN A
N /CHs
HN___CHj
CH,

Triazine Prometon
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Group 1 compounds- Trazines

N_ _Cl Cl
" Fp
e

CH3 H3C H

3

Propazine Simazine

Terbutryn
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Sensitivity for the Trazines Stds

x10 1 +TICMRM (** > **) water1-1002.d
1 1|2 2|3 3|4 415 5

Blank:
methanol

- N w S a (=2} ~ 0o ©
| | | I | | I

bt st A A | T [ [

x10 3 |+ TIC MRM ( -> **) 50ppt-1001.d
194 12 2[3 3|4 45 5

0.9+
0.8+

-1 1uL injection

0.6+

| @ 50ppt level

0.4+

0.3+

0.2+
0.1+ i
T T T 7 T 7 T T T 7 T 7 T 7 T 7 T 7 T T 7 T T 7 T 7 T T
0.5 1 15 2 25 3 35 4 45 5 55 6 6.5 7 7.5 8 85 9 9.5 10 10.5 1 1.5 12 125 13 13.5 14 145 1t
Counts vs. Acquisition Time (min)
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Results Sensitivity in Tomato Matrix

x10 2 |+ TIC MRM (* -> **) tomato Matrix_blank2-002.d
1|1 1l2 2[3 3l4 415 5

0.9+

081 Tomato
°7 Matrix

0.6

- blank
0.4+
0.3
0.2
0.1+ W
0
x103 + TIC MRM (** -> **) tomato Matrix_5ppb spiked_02uL1+001.d
1 112 2|3 3|4 4|5 5

5 ppb, 0.2 ul
Injection

L S . A . R

J A In tomato
;. Matrix

T T T T T T 7 T T T T T T T T T T T
0.5 1 15 2 25 3 35 4 4.5 5 5.5 6 6.5 7 7.5 8 85 9 9.5 10 10.5
Counts vs. Acquisition Time (min)
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Linearity — Stds in methanol

Sample Atrazing.. Atrazine Results Qualifier (216.1 -..
@ % | Mame Data File: Tupe Level Ac. Date-Time Exp. Conc. RT Resp. S/M | Ml Calc. Conc.  Final Conc.  Accuracy  Ratio S/M 0 Ml
¥ | blank1 | water1-007.d_| Elank 4/29/2008 7.17 PM 4| 3160 379673 379ERR 21| 11|
¥ | blankT | waterl-002d_| Elank 4/25/2008 7.38 PM EE EER Il TFFEE| 37795 O
blank] | water 1003.d_| Blank 4/25/2008 5,00 P . 20| 646[[] A=kl N 053]
D | ¥ |[atdl [ std ia0mid | ral L1 [4/30/2005 1 29 2M SOO0n| feRm| 203 aon|[ 37 752 a0 =
¥ |l | st L14002d | Cal 11 |4/20/2008 1,50 6M 50.0000] 5261 173 zm| 37,6810 .60 Atr az I n e .
D | ¥ [l [ et L14002d | Cal L1 [4/30/2008 2104M G.0000] 65279] 289 48[ 37.9092 1.52|[] .
#d? | stdt_L2400.d | Cal L7 [4/30/2008 231 6M 100.0000] 5.271| 48140] 20036[[ 1] 1097143 1037149 103.88] L]
sd2 | st L2z d | Cal 7 [4/30/2008 252 &M OAONN| 5271| 47721] 200 45|[ ]| 1090845] 10anmds|  1oad1] 17.0] Gzen|[]
std? | stdt (24003 | Cal 17 [4/30/2008 312 2M iononon| 527n| 47een| 227 a|[]|  10mgR32| omseaz|  1nan| 166| onde|[]
9 sidd | stdt L4+00.d | Cal L4 [4/30/2008 43586M 500.0000] 5.272| 314166 zegE3|[ ]| 6092143] G0az4s]  1me[ 157| w35 ]
stdd | stdt L44002.d | Cal L4 |4/30/2008 456 6M 500.0000| 5.252| 309734] 2e642[[ ]| 602FG94] G026594] 1005 161 20852[[ ] 2_
sdd | stdt L4003 | Cal L4 |4/20/2008 516 &M 500.0000| 5.258| 313483 2a713[[]| 60s1436] G021436]  1mE| 15.8] 29081 —
stdl | stdt (5400 d | Cal 15 |4/30/2008 537 &M 1000 on0n| 5 267 | ReRena| m1732|[]| 1007 ada] n07eses|  tone| 57| 19297 .
J sidl | stdi_LE+002.d | Cal L5 [4/30/2008 558.4M 1000.0000| 5.267| 6aze40| 441.30[[]|  987.4787| a07.4787 387|158 19067 ]
sidl | stt LE003.d | Cal L5 [4/30/2008 B184M 1000.0000 5.285] 6aees5| 295.30[[ ]| 99s7re0]  ag3vred 334 160 ;a7 ]
i Compound Information % || Calibration Curve X
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Linearity in Tomato Matrix

Sample Atrazine.. Atiazine Results Qualifier [216.1..
@ % | Name Data File Tepe Lewel Acq. Date-Time Ewp. Conc. . RT  Resp. S5/M | Ml Calc. Conc. Final Cone. | Accuracy  Ratio S/N 0 Ml
¥ | blarnk1 | blank1-r001.d Elank. 4/23/2003 7:58 PM 5473 424 387|[] 0.0000 0.0000 145 0.59|[ ]
blank1 | blank1-002.d Elank. 4/23/2003 8:19 PM s4dd|  213] z24|[] 0.0000 0.0000 563 0.85][]
blark1 | blank1-003.d Blank. 4/29/2008 8:40 PM 5416 34 342[[0 0.0000 0.0000 17.0] oe4|]
S0ppt] | B0ppt_L11-001.d | Cal L1 4/23/2003 3:21 PM 50.0000] 5343 934( 11.09|[ ] 43,2087 43.2087 864| 155) 1.439([ |
S0ppt1 | S0ppt_L11-002.d | Cal L1 4/23/2003 3:42 PM 500000 5.283) 1074 9.26([ | 50,3403 50.2409 1007 153 210([]
S0ppt1 | S0ppt_L11-003.d | Cal L1 4/23/2008 10:02 PK 500000) 5286)  974[ 11.48|[] 41.4176 414176 828 199] 2s5|[]
100pptT | 100ppt_L21-1007.d | Cal L2 [4/29/200310:23 PM 100.0000] 5.270] 1571] 16.56| ] 96,0323 95.0323 95.0] 193] 273 -
¥ | 100ppt1 | 100ppt_L21-002.d | Cal L2 [4/29/2008 10:44 PM 100.0000) 5.273] 1619] 14.44([ | 99,3863 99.3863 934 5231
¥ | 100ppt1 | 100ppt_L21-003.d | Cal L2 [4/29/2008 11:04 PM 100.0000] 5.285) 1652( 16.95([ | 102.3083)  102.3083 102.3 5.05][ ] raz I n e
¥ | 200ppt1 | 200ppt_L31-001.d | Cal L3 [4/29/2008 11:25 PM 2000000 5282| 2769( 27.01|[] 202.7863)  202.7863 101.4 8.04|[]
¥ | 200ppt1 | 200ppt_L31-002.d | Cal L3 [4/29/2008 1146 PM 200.0000] 5.283| 2876 26.34[[0 2123193] 2122199 106.2 6.03| ]
¥ | 200ppt1 | 200ppt_L31-003.d | Cal L3 [4/30/2008 12:06 Ak 200.0000) B.275| 2870| 24.86 211.8072]  211.8072 5.28)[1
S00ppt1 | 500ppt_L41-001.d | Cal 4/30/2008 12:27 AW 5549 4796036 L]
> S00ppt1 | 500ppt_L41-1 4/
S00ppt1 | B00ppt_L41-003.d 4/30/2008 1:
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