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1. Structure of clomeprop and clopmep acid
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| MsS 4 ™ MRM Multiple Reaction Monitoring = J » # .
LC-MS/MS— L 1 42~ A
1. LC-MS/MS operating conditions
parameter Settings
LC parameters
Mobie phase A = 0.01% acetic acid
B = 0.01%acetic acid in acetonitrile
Linear gradient elution
time (min) A (%) B (%)
0 50 50
0.5 50 50
6 10 90
8 10 90
8.1 50 50
Flow rate 0.2 mlmin
Column temperature 40 °C
Injection volume 10 ¢l
Run time 20 min

AP intrface parametets
clomeprop
lonization mode
Capilary voltage
clomeprop acid
lonization mode
Capillary voltage

Source temperature
Desolvation temperature
Cone gas flow
Desolvation gas flow

Electrospray ionization (positive mode)
3.20kV

Electrospray ionization (negative mode)
3.00kV

150°C
450°C
50 Lhr
1000 L/hr

®AP= Atmospheric pressure




2. MRM parameter

Monitoried Reactions Dwell Cone Colision

analyte Precursor m/z Time Voltage Energy
>product m/z (s) V) (eV)

clomeprop 324 > 126° 0.4 39 25
326 > 126° 0.4 39 25

clomeprop acid 247 > 178¢ 0.4 29 10
249 > 1791 0.4 29 15

% used for quantitation
® used for confirmation.
° positive mode
4negative mode
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Sample 10g (except for fat, fat :5g)

Acetone-n-hexane (1:2) 100 mL
1mollL HCI 6mL

Sodium Chloride 8g
Homogenize 1min

Shaking 3min

Centrifuge (3,500 rpm5 min)

Upper layer Lower layer

Acetone-n-hexane (1:2) 100 mL
Shaking 3 min
Centrifuge (3,500 rpm5 min)

Upper layer Lower layer

Volumize to 200 mL with Acetone- n-hexane (1:2)

nL (fat:40mL)

Evaporated under 40 degree

Residue

Dissolved withn -hexane 20 mL

Add acetnitrile saturated with-hexane 20 mL 3
Shaking 3 min

Centrifuge (3,500rpm5min)

Acetonitrile layer
n-hexane layer

Evaporated under 40 degree
Residue Discarded

Dissolved with acetonen-hexane(2:98) 3 mL

Solution

Applied to InertSep SAX (500mg)* + InertSep Slim-J PSA (500mg) cartridge
washed with acetone-n-hexane(2:98) 10 mL

eluted with acetone-n-hexane(15:85) 15 mL

Elution

Evaporated under 40 degree

Residue
Dissolved with 50 vol% acetonitrile 2 mL

Test solution for clomeprop

InertSep SAX (500mg)*
washed with acetone 10 mL
washed with methanol 10 mL
eluted with 0.4% formic acid-methanol 10 mL
Elution

Evaporated under 40 degree

Residue
Dissolved with 50 vol% acetonitrile 2 mL

Test solution for clomeprop acid 2 o k

Pk —
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Cone Voltage: 40V

100.8
100, 2
<
121
13
115
184?
82.8|
203 26
169
159
13113 ;oo
1147 316.5 186 b2 a2
1489 202.3 141 193 249
324.4 181 25 1
1167 [162:1 300.7 . 266281 g6 316y
R aiA Y RPN o N .
Dol AL ol L 1 I
f b plf J el l\/ | m/z miz
100 150 200 250 300 350 120 140 160 180 200 220 240 260 280 300 320

3. MS spectrum of clomeprop in positive mode

Cone Voltage: 75V

Cone Voltage: 40V

1004 3224
3245
<
88.7
146.9
326.2
sgg 1349
175.0
1026 o112
1730 : o5
239.0 3203
2712 334.1
299.3 2454
0 m/z
100 150 200 250 300

4. MS spectrum of clomeprop in negative mode

12

Cone Voltage: 30V

100 247.2

6492

%

100 150 200 250 300 350

5. MS spectrum of clomeprop acid in

negative mode
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miz 324

. Collision Energy: 35V
10 047 . 0g EY

1480 1679 20249
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b hd Fad 2532 2309 - £
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) 246.6 2739 324.4_334.8
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- - 148.9 203.0
5.8 93.7 |

e
2313 oo 1 3084 5o

335.9
e
1
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145.0

24.2 2
169.1 3242 3420

288.2

Collision Energy: 10eV

10

93.8 4 147 =
778 19.8 147.9 2029 534 0 o78.9.288.0

Collision Energy: QeV

10
C 50.4

93.7 119.5 149.1174.4 203.1 2349 2733

miz 326

Collision Energy: 35V
104.7 1198

1479 1698 2049 330.3

265.1 312.7

Collision Energy: 30eV

100 104.8 119.8
0 TE.E T45.0 4oe o 2049 2521 298 p s aa3e
J il - % T
119.8 Collision Energy- 25eV
100
. 104.8 148.9 2p5.0
0 528 | 177077 zanm 282.0 325-5‘? o8
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100 119.8 -
] 1489 205.0
: Da.9 253 )
0 e | 17es | =23zo 233003 a2g3 W06
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838 a7 205.0
. o | 3262 2
0 93.2 | o3 ;E' 2331 262.3 2902 T ‘3:‘” =

Collision Energy: 102V

100 326.2
. 933 . .
;ﬁ op.2_| '1P-B 1480 204.9 533 0 2621 2940 | 348.0

.7 MS spectrums obtained by product ion scan of m/z 324 or 326
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1
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jsu.? B1.0 1044 - w1390 47101767 2102 oo, g

245,95
T 1

Collision Energy: 25V

2335

66.0 BE.1102.0115.3 1 ~246.3

1 176.8

552?3555_3 175 E17T.3

1127

133.8

Colh=sion Energy: 152V

1763

157.0 175.E

183.3
BE.4_101.9131.0 22435

Collision Energy: 10eV

1'3::3 17E.5
t 3.6 1782 195.0
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.8 MS spectrums obtained by produmt scan of m/z 247 or 249
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Intercept -25.0 20000 F
1]
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10000 }
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Slope 168.8 6000
Intercept -44.5 5000 |
8 4000
<
3000
2000
. o 1000
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ppb

.9 Typical calibration curves of aieeprop and clomeprop acid
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Omm<fi ® InertSep SAX 500mg GLO mm«fi ® — ~ InertSep

Slim-J PSA 500mg@ GL Sciences L voousleed ™y o/
- A Ne|k%0 Eo =t >i 5mL = ¥y fi 5mL = ¥.fi d nZeofi 1

*2 —« %y g0 jZ Cafi — - .. OK.
Pk Je. 0k. Pk — 0.25egd o »3%sfi dnzcofi 1
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A

™= Varian

B | sAXo !

— Bond Elut SAX 4

-V % InertSep SAX 1 PSA GL sciences < —

49 — B

*3 SAX < PSA— o ! e
- ":_ = VA

3V SAX J PSA-= = |
PSA- = ™= L

% |4V
3.

™4 — -2z L .

k4 o %5 v

J
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*1

*2

*3

No. s
ppm ppm ppm opm 5

(a) ® (a)/(b)
1 0.002 0.01 0.01 0.01 | < 0.100 0 1572 | 0.000
2 0.002 0.01 0.01 0.01 | < 0.100 0 1572 | 0.000
3 0.002 0.01 0.01 0.01 | < 0.100 0 2323 | 0.000
4 0.002 0.01 0.01 0.01 | < 0.100 0 3397 | 0.000
5 0.002 0.01 0.01 0.01 | < 0.100 0 3397 | 0.000
6 0.002 0.01 0.01 0.01 | < 0.100 130 | 2802 | 0.049
7 0.002 0.3 0.3 0.3 < 0.100 0 11415 | 0.000
8 0.002 0.3 0.3 0.3 < 0.100 0 11415 | 0.000
9 0.002 0.3 0.3 0.3 < 0.100 0 11415 | 0.000
10 0.002 0.3 0.3 0.3 < 0.100 0 7619 | 0.000
11 0.00154 | 0.0077 | 0.0077 0.0077 | < 0.100 0 2890 | 0.000
12 0.00154 | 0.0077 | 0.0077 0.0077 | < 0.100 0 2890 | 0.000
13 0.00154 | 0.0077 | 0.0077 0.0077 | < 0.100 0 2876 | 0.000
14 0.00154 | 0.0077 | 0.0077 0.0077 | < 0.100 0 2890 | 0.000
15 0.00154 | 0.0077 | 0.0077 0.0077 | < 0.100 0 2876 | 0.000
16 0.00154 | 0.0077 | 0.0077 0.0077 | < 0.100 0 2876 | 0.000
17 0.00154 | 0.231 0.231 0.231 | < 0.100 0 3265 | 0.000
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*3
*1 *2
No. s
ppm ppm *5
ppm ppm b)
(a) (@)/(b)
18 0.00154 | 0.231 0.231 0.231 | < 0.100 0 3265 | 0.000
19 0.00154 | 0.231 0.231 0.231 | < 0.100 0 3265 | 0.000
20 0.00154 | 0.231 0.231 0.231 | < 0.100 0 4176 | 0.000
*1 0.01 ppm
*2 3
*3
*4
*5
4. 4
T — z | —<iT <. 0k. Bk— | ~ 0.02ppm ~ 0.3ppm— % 1
= ™ ~Nof =|8 . 0k. pk—qd™ms ~Nof =|8-. ok. 2k 2-240w. « M T 04
o k. Hofi o e. OK. 2k Lo, 0Kk. Pk~ AL <of=m™ /- — - | % 14
| /e | — = L — = .

AL Lo Ly

= —
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SIN

No. ’ oz 3Rl 7|3 Rsp| 5 | E

(PP | (PP | (PPM A i L R % x |7
1 0.01 | 001 | 0.01 489| 2 | 0.997| 90.8 | 88.5| 94.3 | 74.9 | 805|858 9.2 |140|123| 129
2 0.01 | 001 | 0.01 429 | 18 | 0.995| 94.5 | 89.7 | 93.1 | 90.1 | 89.8 | 91.4| 2.4 | 89 | 104| 96
3 0.01 | 001 | 0.01 571| 20 | 0.999| 72.8 | 76.8 | 101.9| 75.8 | 82.2 | 81.9| 14.3 | 158 125/ 141
4 001 | 001 | 0.01 487 | 22 | 0.998| 86.9 | 72.0| 85.7 | 80.1 | 84.0 |81.7| 7.4 |267|201| 247
5 001 | 001 | 0.01 638 | 0.4 0.999| 79.0 | 795 | 82.7 | 82.6 | 81.3|81.0] 2.1 |290|267| 287
6 001 | 001 | 0.01 535| 52 [ 0.995| 92.9 | 93.1 | 80.5 | 102.2| 86.6 |91.1| 8.9 |598|513| 582
7 001 | 03 | 03 476 | 160| 0.995| 87.3 | 112.2| 935 | 98.4 | 92.1 |96.7| 9.9
8 001 | 03 | 03 476 | 160| 0.995| 96.7 | 86.1 | 87.6 | 95.3 | 87.0 | 90.5| 5.6
9 001 | 03 | 03 476 | 160| 0.995| 94.7 | 81.6 | 97.7 | 97.7 | 1108 | 96.5| 10.8
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S/N

o ) 120313133 | % ®o§|B
(Ppm | (pPmM | (PPM) o S R R I o | |

10 001 | 03 | 03 519| 390 | 0.996| 89.4 | 89.6 | 81.4 | 77.5| 79.0 | 83.4| 6.9

11 0.0077 | 0.0077| 0.0077 133| -7 |0.998| 104.4| 97.0 | 102.4| 95.2 | 105.8/ 101.0| 4.6 | 90 | 78 | 82

12 0.0077 | 0.0077| 0.0077 119| 5 |0.996| 93.4| 87.9| 99.6 | 98.2| 91.9| 942 | 51 | 88 | 61 | 70

13 0.0077 | 0.0077| 0.0077 121| -56 | 0.997| 90.1 | 82.8 | 98.0 | 95.3 | 99.0 [ 93.0| 7.2 | 90 | 72 | 80

14 0.0077 | 0.0077| 0.0077 133| -34 | 0.995| 98.3 | 87.5 | 101.0| 93.0 | 96.9 | 95.3 | 55 | 114 | 98 | 103

15 0.0077 | 0.0077| 0.0077 133| -34 | 0.995| 99.5 | 98.0 | 94.0 | 99.2| 99.9 | 98.1 | 25 | 164 | 132 | 144

16 0.0077 | 0.0077| 0.0077 121| -56 | 0.997| 87.4 | 925 | 99.7 | 103.9| 99.4 | 96.6 | 6.8 | 114 | 95 | 101

17 0.0077 | 0.231| 0.231 142| -92 | 0.99 | 96.7 | 94.7 | 98.1 | 92.8 | 96.3 | 95.7 | 2.1

18 0.0077 | 0.231| 0.231 142| -92 | 0.997| 101.4| 101.1| 95.5 | 98.3 | 104.9| 100.2| 35
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SIN
No. 1 -
S I A S B O B ) 5|5
(ppm | (ppM | (PPM) = N w » o (RSDH | = | -
19 0.0077| 0231 0.231| * |142| -92 |0.997| 97.1| 99.9| 99.5 | 99.2 | 100.4| 99.2 | 1.3
20 0.0077| 0231 0.231| * |125|-111|0.995| 95.9 | 99.5| 92.3 | 97.3|102.6/ 97.5| 4.0
*1 0.01 ppm
*2 SIN
*3 Max. Min. S/N
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Lk - A | <. 0k. tk#| 810 96.7% -. 0k. ©

k #| 93.0 101.0% NJ v 35V | . 0k. k2| 21 143%
v. Ok. Pk #| 1.3 7.29& NJ V 4 — |
Vol v q =™ - A - A - * -
) ! wmfi - Mz 19 11 15 22 12 24 g td=m™
] L A l—zNg v
o K'fi- # 100% - A

—e. vt 4L 101 104~ K'fie —SCAN | -.
vo~ted 111 d1u2-e A - 6 Hd-| Efdowsv

10-1. Typical MRM chromatograms (m/z 34120, 32& 120) of blank sample,
sample spiké with clomeprop and standaBtales were equal in each chromatogram

in the sample
standard solution (30ppb)
1007 Ty miz 324>120
m/z 326>120
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Fresh water clam blank sample

1004 miz 324120
- 2.50 500 750 @ 10.00

1007 m/z 326>120
~ T T T T T T T T Time
280 ' 5D 7D 0.00
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Fresh water clam spiked at 300ppb

»

] 1o mfz 3245120
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Salmon blank sample

' :':j mlz 324>120
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Salmon spiked at 300ppb
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Eel blank sample

m/z 324>120

mlz 326>120

L) L
7.50
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Eel spiked at 300ppb
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_ m/z 326120
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Yellowtail blank sample

m/z 324>120

m/z 326>120
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Yellowtail spiked at 300ppb
m/iz 324120
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10-2 Typical MRM chromatograms (m/z 324120, 32& 120)of blank sample,
sample spike with clomeprop and standaftales were equal in each
chromatogram in the sample

standard solution (5ppb)
100 T.18
] m/z 324120
T T L Li ‘:-_ L1_5-...~:‘—_+‘-.I_~
2.50 £.00 750 10.00
100+
. m/iz 326>120
::mmwﬂvﬂmf.”e
2.50 5.00 T50 10.00
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Bovine muscle blank sample

19 m/lz 324120
E 621 €57
- 2.50 £.00 7.50 10.00
100-
miz 326>120
T 602
e R
2.50 5.00 7.50 10.00

Bovine muscle spiked at 10ppb

100+ 7.7
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Qe
g57
§.21
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1007
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Bovine liver blank sample

m/z 324120

»

m/z 326>120
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Bovine liver spiked at 10ppb
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Bovine fat blank sample

m/z 324>120

m/z 326>120

Bovine fat spiked at 10ppb

17 N\ w3120

.
m/z 326120
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Egg blank sample Egg spiked at 10ppb

m/z 324>120 ) m/z 324120

= =

] 65¢ 6

€16

men%m 5s
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- -l - o 2 r :’C
m/z 326120 m/z 326120
] e

1 03 TES
.—WWW-H
i 250 5.00 750 1000 e o T T T Ill}"‘''."'"‘''‘'"'‘‘‘'‘''‘'“"“-.-—--——.-------.--—‘r**-:-

250 5.00 7. 1000

35



Milk blank sample

m/z 324>120

m/z 326>120
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Milk spiked at 10ppb
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Honey blank sample

m/z 324>120
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