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A daL TR MG 1oy MG weuRuludresndafiumizdvs 1iHany
pnABINLEIGY Srumsioudsinitduneuinazsindity ey lu s lumsadauas
ARUBH 1BAN1EN MG 1z LMG &2umailn LC-MSMS Timsaiadaliloda (Crystal violet, CV)
Lidju internal standard 171 ionpairs 5&1{: MG 329.3/208.2, 329.3/313.1, LMG 331.3/165.4, 331.3/239.3 uay
CV(internal standard) 372.2/356.3 333mseianisuilsfenisasandmszruiarlasniu 521amm
Indniu sindalilodn Slnnsadalaledn anfaludafionedos wu Uar e wloududa
mAtin HPLC-DAD(multiwavelength) ABTUYIIA Zorbax stable bond C18, 150x4.6 mm, § pum wiay
guard column ¥HUARYINY mobile phase fi® ammonium acetate buffer (0.05 M, pH 4.5) 1A% acetonitrile
unzld gradient elution A3ITAMsTASIANTOUFUEINIDIATINIAUDY  diode array detector
(DAD) fmawn1me12nAu 18UA 618 nm(0.00-7.00 min), 585 nm(7.01-12.00 min)-, 265 nm(12.01-20.00

min) WAs1e¥USu10 Jaue Iy external calibration curve 94 total MG (131104 MG+LMG) (1az4D4

total CV (1USu1u CV+LCV)
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ABSTRACT

In this study, the determination methods of Malachite green (MG) and its metabolite
Leucomalachite green (LMG) were developed by introducing the fast and easy sample
preparation vsing microwave oven assisted in extraction and clean-up step. In the LC-MS/MS
determination technique, Crystal violet (CV) was used as the intemal standard, the analysis
performed at the following ion pairs: MG 329.3/208.2, 329.3/313.1, LMG 331.3/165.4,
331.3/239.3 and CV (internal standard) 372.2/356.3. In the HPLC-DAD (multi-wavelength)
technique to determine Malachite green, Lencomalachite green, Crystal violet and Leucocrystal
violet (LCV) simultaneously, this study used Zorbax stable bond C18 coluhm, 150 x 4.6 mm, 5
Km with guard column, ammonium acetate buffer (0.05 M, pH 4.5) and acetonitrile as mobile
phase with gradient elution, diode array as detector at time-programmed multi-wavelength: 618
nm (0.00-7.00 min), 585 nm (7.01-12.00 min), 265 nm (12.01-20.00 min). The quantitation
method used the external calibration curve of the total MG (the amount of MG + LMG) and the

total CV (the amount of CV + LCV).
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1.1 yamqgalouazanudagueslam
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[ 14
malachite green (MG) 11 crystal violet (CV) (uasinfifitnunasnsfiwizdosdafu
1 a kY 4:” P o 1Y = a dy o a & a
pudninnlflunismzidoalauiedestunazinunlsafiiaingest dunid Usia
[ : A o { 1 N ol 1 1 L]
uaz 15 Tada lush gatluanudhlenlugndes esnnasdenardlildsueynldly
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malachite green (MG) crystal violet (CV)

MEQN

MeoN Me,N

I
‘ IO
OIO

leucomalachite green (LMG) leucocrystal violet (LCV)

gﬂﬁ 1.1 Tnsaer$19v09 malachite green, crystal violet, leucomalachite green (IAE leucocrysial

violet



MG uaz CV iiums® Saoglungu N-methylated triphenylmethane'” 1lugs iy
a e s 1 o MY e J 2 g 4 & 4 a
duRvganedadioagndtoun’ gnasauldiediuninszuaiilasgudgiiens ol
] ay a 2 ° a I - o e‘a’ =
msazauaisimarii lnySvamils e difadiwsaduzs o167 daiulull ae.1978
Uszmmanigowimisnrugunisly MG sthudusauazaynialdlfimwizniisau
» « »
pizdoaiouwsWugiiniu Ussmalunguanniwglsi hioyga Td 1 4isuiu
¥ a o & .
szuuMsiRousvdudIomIsuazeImsdad (Rapid Alert System for Food and Feed :
i 2 . | &
RASFF) v93avnmg151 (European Union, EU) 18U9fApUTINISNTIONY MG, CV, LMG
.qy -1 ‘J = 3 1 ' as =1 AS'
waz LoV lwidedaugudsdatudufidwennindsemeieg faswazdoalumise -1
v
13NN Commission Regulation No. 2002/657/EC 1881 uA minimum required performance
limit (MRPL) @11 5unmsvnfSuna MG uaz LMG fiandadlu 2 pgig®® dszmerlnoiadod
i 1 4 ¥ .
FEmsasroiadiiuves MG uaz cv Aandialuiisdauienuguhilfauddisanvos
= 1Y A B8 's a EY ’ a oy
Inodi MG uag cv anfs madludse Tesimassygns ludumsdioonfud
= o r'd a - 4 ] :
TuodneziimisinsigvinwizySinaves MG uaz cv Anndieluiiodauviniu
! Ay « A Y A4 A a ax &
AOVILAANYINUI 1o MG tiax CV 1igiieiteyedlal seiamunuadsy nawiu
leucomalachite green (LMG) tla¥ leucocrystal violet (LCV) adeu’ Mildase luwy MG
nay ¢V uselinisasiniadSinm LMG uag Lev A lildasndiniey wuiill LMG
Y ; ° Y a = Y 1 [ :,‘ -~ = o
uaz LCV anmisludiodal vialdinaanu@onisludiumsaseon auinienlsinisnann
ao = Y 1 ada !4; o ] = : a a‘ f
Fesvudatiuas It unnesinmuraudmiunsdsaasne 4 wiafandaluiie
dan lauldindos high performance liquid chromatograph (HPLC) ﬁﬁagiuﬁmﬂﬁﬂﬁms

o 4 e.'/
s izvuasnaaauoms lauyiali



a Yy o 2 cf v g
M3IN 11 NISURAADUAINIIATIINY MG, CV, LMG uaz LV Juiiadamaudanin
YIMeAIae) vaesEUUMTIADUAUAUARIIMISHAEDIMITAA ) (Rapid Alert System for Food

and Feed : RASFF) ¥09avin 1wy 151/

( Dale Notified by Reason for Notifying Country of origin

03/01/2006 | Spain Unauthorized substance leucomalachite green in frozen Vietnam

fillets of pangasius

19/01/2006 | United Unauthorized substance leucomalachite green in frozen {ndonesia

Kingdom catfish

24/01/2006 | Spain Unauthorized substance leucomalachite green in frozen Vietnam

pangasius fillets

14/02/2006 | Poland Unauthorized substance crytal violet and leucomalachite Indonesia

green in frozen gutted eel

14/02/2006 | Poland Unauthorized substance leucomalachite green in frozen China
gutted eel
27/03/2006 | United Unauthorized substance leucomalachite green in frozen Vietnam

Kingdom Mekong catfish slices

07/04/2006 | Poland Unauthorized substance leucomalachite green in frozen Vietnam
panga fillets
18/04/2006 | Greece Unauthorized substance leucomalachite green in frozen Vietnam

pangasius fillets

01/05/2006 | Belgium Unauthorized substance leucomalachite green in frozen Vietnam

fillets of pangasius hypophthalmus

17/07/2006 | Poland Unauthorized substance crystal violet and leucomalachite Indonesia
green in eel

17/07/2006 | Poland Unauthorized substance malachite green, crystal violet, [ndonesia
leucomalachite green in frozen gutted eel

17/07/2006 | Poland Unauthorized substance crystal violet in frozen gutted eel Indonesia

24/07/2006 | Poland Unauthorized substance leucomalachite green in frozen [ndonesia
gutted eel

24/07/2006 | Poland Unauthorized substance leucomalachite green in frozen Indonesia
gutted eel

18/08/2006 | Poland Unauthorized substance malachile green and Indonesia

leucomalachite green in frozen gutied eel

18/08/2006 | Poland Unauthorized substance malachite green and [ndonesia

leucomalachite green in frozen gutted eel

27/09/2006 | Greece Unauthorized substance malachite green and Vietnam

leucomalachite green in rozen gutted eel

12/12/2006 | United Unauthorized substance crystal violet in frozen salmon Thailand
Kingdom skewers
23/01/2007 | Spain Unauthorized substance malachite green in trout Spain

08/03/2007 | Denmark Unauthorized substance leucomalachite green in eel China via Poland
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1.2 auufgiumasnuIdeiing v
MG, CV, LMG uag LCV il lnseadnves Tmanandonfefiu (319 1.1) MG uaz cv
a'-: :: aa A - ) aa a 9/ ~ A é

umsfinduazid Semnsaganduumalusiifiia’ld laoezganfunasiiniuonniy
o W ' 4 g . = (=Y n’: [P=-t

618 1Az 585 nm MUAIAL’ @190 LMG taz LCV Futluansh lufiduay 1i5id Ssqandu

’ v - 4 A 4 n‘: a @

uas1dlurisdansh lomafinnuenindy 265 nm™  msdnsizvasnedlf 1dndoudulu
a 's : v a 4 o . .

N15ANTIEHNSUAYT AmATiA HPLC Taolinge9as193a1uD diode amay (diode amay
v ' v ’

detector, DAD) 318139114 Inonsasldsunsuldinsosnsindafnannuoindunalom

ar U

1 4 v s ‘ .
(multi-wavelength)  ltagnnanmildiuanaenuvesmsmartl nsidenlvamioun

¥ [
(] ar

HU2a190u ludaa iz auduaisus
v

]
=

(mobite phase) fsznoudaudviazain 2 wiiadi
aziin (gradient elution) 1M It ens mwﬂmsﬁaﬁ"lé’fatinanymi

Pagiiumsiinsierilsina MG, Cv, LMG uag Lev andsegluiiolar daulng
1dmatn liquid chromatography/tandem mass spectrometry (LC-MS/MS) %@é’m‘i%’m?aaﬁaﬁﬁ
suma ™ Saervdauilasnldimain HPLC fifnsensiaSauvudansilalona-3dda
(UV-VIS) c‘?aﬁswmgnﬂiw Ui nmaiin HPLC-VIS fann'ls (sensitivity) fn3unaiin
LeMsMs unisimsizdarsdiuiadesseiududeadinisdfuivanmdudu
(preconcentration) HAZAANITUNIUIINMINFRIGIEATUSH (clean up) Pivinzay Fsmsls
solid-phase extraction (SPE) ilenfuswennson 1dazainuazsinga

i) ne 1997 Rushing Ua% 'l‘hompson3 TR innerimyTuw MG, gentian violet
(GV), leucogentian violet (LGV) iaz LMG °lutif'e)ﬂa1qﬂua:ﬂmm§'wﬁ Tav1snaiia HPLC-
VIS ARUONAIY neutral alumina 1Az propylsulfonic acid cation-exchange solid phase extraction
cartnidges (az 14 short-chain deactivated (SCD) reversed-phase column (i.d. 250 x 4.6 mm) ‘}él
#B#2U post-column reactor 1inoond lad LMG 1oz LGV dadlumsi lia i doudums
fildfe MG uay GV mwdwy osiFudns 18ndufAu (% recovery) 484 LMG, MG, LGV
oy GV Annudutu 10 ng/kg ‘lun’iyaﬂm@ﬂﬁdmhﬁn 75.4+3.0,61.3+4.1,72.6%3.7ua¢
87.9+ 2.5 (n=4) Tuidiolaunnifismidy 82.6 23,486+ 1.8, 721 £ 2.1 1ar 83.8 £ 4.6
(n=4)

il n.ft. 1998 Tarbin wazamz® 1&avaismsaiauazaduswiodinneiliin
malachite green D crystal violet HAZ metabolites (leucomalachite green WAL leucocrystal

violet) Tuwidotawniv  uazas193As1EMUVY screening RI0MATIA HPLC-visible @320

tutudromatia LC-MS (ESP-MS) Tau1dnodinivad lead(IV) oxide d1135Y on-line oxidation



ooy LMG uay LCV i MG uaz CV awd 1Ay noudns193adau visible detector
MITASWHASEAY 2 pgkg TlosiFudms I8nduAu (recovery) BYluT2 66-116% 1Az
Doaunuias guduing RSD) DAUMAY 1-17%  diunsasidududumaiin LC-MS
(ESP-MS) 1 recovery 8y 1u%28 61-94% uaz RSD 4-15%

113 a.#1. 2003 Bergwerff t1ag Scherpenisse * 1AlAUDITaA MG sindiolauwzids
&1 Mellvaine buffer (pH 3.0) — acetonitrile uazy 11nduS WA aromatic sulfonic acid solid-
phase extraction column nﬁamm’fuﬁﬁﬂ?mswﬁﬁw HPLC w30 liquid chromatography/
tandem mass spectrometry A electrospray ionization (LC-ESI-MS-MS) UNTLAL ascorbic acid
tag N,N,N',N’ -tetramethyl-1,4-phenylenediamine dihydrochloride l‘ﬁ@ﬁﬂ de-methylation Y94
MG lnzdenald PbO, post-column oxidation dauﬁﬁmdnwn’hd visible detector (620 nm)
159 LC-MS/MS a0l multiple reaction monitoring (MRM) mode e11500530UATEY MG
Y50 LMG ﬁsxﬁu 2.5-2000 pg/kg Tu catfish, eel, rainbow trout, salmon, tropical prawn, turbot
1At detection limit 1 pg/kg @M5U HPLC uag 0.2 pg/kg 81150 LC-MS/MS 1 recovery U943
LMG 10D 86  15% dmsuds uaz 105 + 14% dwsvilarlua yonvnfiseldsisanins
widenudauazazate mudu3igungil 4°C uay -20°C TransznuRD recovery Y09 MG
uay LMG

Tl o161, 2005 Scherpenisse UaE Bergwerff6 laueisvlsuia LMG 'lmﬁyaﬂmm
YyiiagzumumiFuadiomaiin Lo-MSMS  Tavaiauioraidas Melivaine buffer-acetoniile
H8INAUOWAIY aromatic sulfonic solid phase extraction column mmfwﬂ‘a:uu LMG 1%”!’11‘.{]14
MG IF)_U post-column oxidation A2Y PbO, wazdinsieiSinadae Le-Msms Taold multiple
reaction monitoring (MRM) mode (m/z 329 = m/z 313) detection limit = 0.1 pgkg
quantification limit = 0.18 pghkg 1A recovery = 6% M32A1 0.4 pg/kg HAL 112% ATV 0.1
ne/kg

Tuidoadud valle uaznus’ 18%anniinsvnliniawes MG as LMG luiiio
YamauouTau1d oxidative pre-colomn Wavu LMG 1iilu MG f\'eu‘ﬁ'v:maﬁﬂﬂ?mm
Tasimnia liquid chromatography-atmospheric pressure chemical ionization mass spectrometry
(LC-APCI-MS) recovery 499 MG LIaz LMG tuieuawavouiin iy 85 % uaz 70 %
AWBIEY (71 2 pekg) A1 RSD 83 LMG (a2 MG DAY 1.3 % Loz 3.1 % muddu

uaﬂnmﬂv Mitrowska  uazauz'' 14 1Fimain liquid  chromatography-visible/

v b d
fluorescence detection  tuMsn1lsuis MG nar LMG luisiodains s lastiuiiodaimn



ANAAR acetonitrile-buffer mixture 1AL dichloromethane ARUBWAY SCX  solid phase
extraction column  HazdAT1z¥@w HPLC laould PbO, post column a3sIv A MG A0
visible (620 nm) 1AZA5I930 LMG 498 FLD (A = 265 nm (@ A_, = 360 nm) MG uaz
LMG JAunify 62.8 % uaz 91.5 % A1WAY (7 2 pg/kg) 1 RSD 484 MG UAE LMG iim
(R 8.8 % 3% 6.1 % AWEEY IRTIN recovery SR 60.4-63.5% szAUAIMITUIL 0.5,
[, uas 2 pg/kg 45U MG 1AY 89.0-91.5% dMSU LMG {f1RSD (M1A1 10.9 Uay 8.6%
AMAWU  detection limit (MU 0.15 1AL 0.13 pg/kg AL quantification limit (MAY 0.37 LAY
0.32 pg/kg MU MG 1ay LMG audiay %alﬂu'lﬂmu minimum required performance
limit (MRPL) 2 pg/kg

103l #.71. 2006 Lee taznoiz 1aiauedinnliuin MG naz MG hudquinu1dves
n‘faﬂmwaw’hu%% liquid chromatography-ion trap mass spectrometry Tagldinasia “time
segment” uagd atrazine-d, 1#1u intenal standard PI5AAA MG 1oz LMG Hilaold perchloric
acid B2 acetonitnile mué’tm dichloromethane NAUBMAIUY Strata-x polymeric solid-phase
extraction column 52U HPLC fi® reversed-phase, gradient mode LD AU MS/MS Wunuy
multiple-reaction-rmonitoring, positive ESI-MS linearity 994 matrix calibration curve 09"!14*1}34
5-500 ng/mL @451 MG 1ag 1-100 ng/mL @50 LMG  recovery U101 71% &1 50
MG Tz 2, 10, 30 ng/g (1@£17NND 89% FMTU LMG #i52é1 04, 2, 6 ng/g RSD Tiinu
8% detection limit INAY 0.13 ng/g §M3TV MG Ua 0.06 ng/g A5V LMG
Halme tagane” 1d3nsed MG 1ay LMG Tudaindwidumaiin LC-MSMS, positive-ion
electrospray Tauld LMG-D, 1)y internal standard 'lumﬁxﬂswn' LMG ua% brilliant green
(BG) ilu intemal standard Tums3ins1zi MG 1510114 recovery ag1uaa 58-65% (RSD =
7.8-11.2%) @WM3U MG 1ay 59-68% (RSD = 9.7-16.9%) @MU LMG tag detection limit
MY 0.13 1AL 0.16 pgkg MY MG uag LMG muaIAY o9 quantification limit 11111

0.22 118 0.27 pg/kg MWAAY

1.3 TngdszasnvedlnsamsIdu
L. W3 Bl oufotndniuns ing e MG, CV, LMG uay LCV fianaisly
ﬁmfﬁvﬁtwwztﬁyua
2. Wan353n 1S MG, CV, LMG 1iag LCV Fandnludaniuwizidos



1.4 Yslpmifmanos a5y
ZV-PN I'd . 4 o ‘/oy v o
1. 14353 915¥ MG , CV, LMG uag LCV hanfialudaitumizidesigndos
d ~ v g
ALHIN 390157 N304 WA

» »
2. ddeyadaiuzmianfiaues MG , CV, LMG ias LCV lTudafinmwizidus
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Tuda Iz asedaumaiia HPLC-UV-VISIBLE

2.1 MINAaD
2 al a 2 Y
2.1.1 msanmnanziminzaslumsimniznlaglyaisinasgiu

AMIINTIEH MG, CV, LMG 1ag LCV Aaumniin HPLC-UV-VIS ¥11as1d Agilent
Technologies 1100 series HPLC system éaﬂ's:nauﬁ'w binary pump, degasser, autosampler,
column heater 1A diode array detector (DAD) n15110A MG, CV, LMG uay LCV 14meaila
reversed phase chromatography Tauldaodniyiia C18 mobile phase ﬁ‘l%’ﬂizﬂauﬁ'w
ammonium acetate buffer (0.05 M, pH 4.5) uag acetonitrile (ACN) Taui gradient elution UL
1% diode array detector (DAD) fin21101208Y 618 nm oAI195A MG AINL1INAY 585 nm
(Men3193A CV 1azA21e1InAY 264 nm ({BA57937 LMG 1as LCV

1. EISaZaMIATIIUNANYDI MG, CV, LMG Uag LCV ANUITUYU 0.030 mg/L

. 1 4
fadng HPLC fiaanazdatl

Injection volume 100 pL

Column Zorbax stable bond C18, 150 x 4.6 mm, S [Lm
Guard column Zorbax stable bond C18,4 x 4 mm, 5 pm
Column temperature 30°C

Mobile phase ammonium acetate buffer (0.05 M, pH 4.5) : ACN
Flow rate 2 mL/min

Detection Diode array detector (DAD)

618 nm for MG detection
585 nm for CV detection
265 nm for LMG and LCV detection
2. Usudadaulavi/3u1nsuos mobile phase 1MTUNMY gradient elution 1WBW

' v v
gradient program AN I ANYDIA15914 4 yiimuonanAuAd Aail



" ammonium acetate buffer (0.05 M, pH 4.5) : acetonitrile (v/v)
701 (UN) 72 L 7
AN | ATIN 2 ATV 3.
0.00 - 7.00 501 50 80 : 20 50': 50
7.01-12.50 65:35 65:35 35:65
12.51-20.00 80:20 50: 50 30:70

b4
3. fubudumusuesasna 4 ydavulas Tnunsulaonisiaaisazatouasgiu
MG, CV, LMG 1w LCV anudiudu 0.050 mg/L 1¥1g HPLC Tauldaniizamde | uazld

[ ¥
gradient program N¥h ¥ AnveIE 15N 4 BiiauunniL 1A

2.1.2 msadennvinasgu (Calibration curve)
1. @302 aWUIA FIUNNY (working standard solution) ¥93 MG, CV, LMG uag

LCV ANuidudu 0.003, 0.005, 0.010 1ag 0.030 mg/L 11/31A3518¥@ 20 HPLC-DAD Warn1azi

T B
Injection volume 100 pL
Column Zorbax stable bond C18, 150 x 4.6 mm, 5 llm
Guard column Zorbax stable bond C18,4 x 4 mm, 5 [Lm

Column temperature 30°C

Mobile phase ammonium acetate buffer (0.05 M, pH 4.5) : acetonitrile
50 : 50 (0.00 - 7.00 min)
65 :35(7.01 = 12.50 min)
80:20(12.11 —20.00 min)

Flow rate 2 mL/min

Delection Diode array detector (DAD)
618 nm (0.00 — 7.00 min)
585 nm (7.01 - 12.00 min)
265 nm (12.01 - 20.00 min)

2. a¥1ansinas Puse s NUET U0 (mg/L) wagiiildnn (peak area)

vosasumazyialulasurlnunsy
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2.1.3 MSINSYNRIDUIT |
v ) P
TS S sl IRANEINSHS sUAIBIINDINTIZH MG, CV, LMG naz LcV luiile
Yarian MG, CV, LMG a2 LCV (spiked sample) 4100 2 pg/kg (0.002 mg/kg) launisana

- as & o _ o R ) ﬂ(ﬂ 1 Af - |
uazAAUBWNBA A matrix 7199 Nagluola14 35 fio

3 1 msaiadinmsazawHaNYed 0.05 M ammonium acefate buffer (pH 4.5) i
acetonitrile (ACN)

| SatiormiiduaziBoauda 5.00 £0.01 g laaaluvraudivuia 50 mL 18w (spike)
AITAZAWNINTTIU MG, CV, LMG 1ag LCV ANU@NYY 1.0 mg/L %1inag 10 uL (spiked
sample 71181 MG, CV, LMG 1oy LCV ¥ilnaz 2 pg/kg 150 0.002 mg/ke)

2. 1ANA158LAY hydroxylamine (HA) 25% USuIRS 0.5 mL  @1582810 ammonivm
acetate buffer 0.05 M (pH 4.5) S mL 158210 p-toluenesulfonic acid (p-TSA) 1 M U585 0.5
mL 118 acetonitrile (ACN) 20 mL (&2 homogerﬁze ﬁ 10,000 rpm Hunar 30 w3 ﬂ%&

3. 11114 centrifuge Wousniftermeennnmsatagdivntoauni i 4,400 rpm
$unat 10 win

4. 19 pastuer pipet §AA1302A1W supernatant #1évinmsadadioyatanuaaily
¥IRUAIUIA 40 mL Bnuaanile

5. 1A dichloromethane (DCM) 151105 10 mL 1111y vortex-mixed u&aaunsiasa
4,400 rpm 141227 10 117

6. vharsazanelad 18 luszmodiazaldudsdonmsvivafalulasioud s0°c

7. asm1wmIN 18R 20MINEAWHAYDY 0.05 M ammonium acetate buffer (pH 4.5)
1o ACN (1:1) YS1193 1.00 mL '

8. NTDIAITALAUAW syringe filter HUP nylon membrane 0.45 gm a9y HPLC vial

9. yhasazawin 1d11U9ns1e¥d20 HPLC ~ DAD

3392 MIafndI0mIazaIuNENYBd 0.05 M ammonium acetate buffer (pH 4.5) iy ACN
HATAIUDNA 1Y SPE cartridge ¥31M cation exch ange (Lichrolut® SCX, Merck)
FINSNAaBITe 1-5 WUBEITUSER | nAsnImauiinIndus s unouaelai
1. ﬁmwsazmu‘laﬁ'lﬁ"lﬂw’m SPE cartridge HUA cation exchange (Lichrolut® SCX,

v v
Merck) TauiauauaauAdil



1)

- USuan12 (condition) A28 ACN : DCM (80:20)3 mL
- 4 (load) msazmwzmmﬁ'lé'ammsaﬁmﬁyaﬂmadn%q
- 14 (wash) 470 ACN 2 mL
- 2 (elute) 90 ACN : NH, (9 : 1) 5 mL
2. vharsazaon 18 lszmoshazan i sdaonisviudaluTasoud soec
3. armwmin 14&0a1592I0NAUYD 0.05 M ammonium acetate buffer (pH 4.5)
Hae ACN (1:1) 1.00 mL
4. NSOIAW syringe filter YU nylon membrane 0.45 yum aslu HPLC vial

5. whmsazaiwn 14 1U3ms 120 HPLC — DAD

3553 n1saRASIEISALAIBHENYDS 0.05 M ammonium acetate buffer (pH 4.5) Y ACN
uaznaudwlagly SPE 2 ¥Ha
FmInaaeete 1-5 WudoduIEd 1 nasnnhniimse Susnaas SPE cartridge
F¥1UA cation exchange (Lichrolut® SCX, Merck) 140 SPE cartridge %@ anion exchange (Oasis®
MAX, Waters) adumprsio i
L. ﬁwmsaxawﬁ"lﬁﬂﬂw’m SPE cartridge ¥UA cation exchange (Lichrolut® SCX,
Merck) Tﬂﬂﬁ‘lﬂ‘luﬂ%’uﬂmlﬁdﬁy
- USUan192 (condition) #20 ACN : DCM (80:20) 3 mL
- 1d (load) msa:muv‘fwmﬁ"lﬁmamsfrfi"ﬂufz’yaﬂmadm’fm
- 813 (wash) A28 ACN 2 mL
- 2 (elute) 820 ACN : NH, (9: 1) S mL
2. ﬁ]ﬁwsa:awﬁ“lmﬂmu SPE cartridge %1# anjon exchange (Oasis® MAX, Waters)
Taothnwsunougad
- JSvanz (condition) &0 methanol 5 mL
- 14 (toad) msazmuv{wuﬂﬁ'lﬁmnmsﬂﬁmﬁ'yaﬂmadn%ﬁq
- &1 (wash) &0t milli-Q 5 mL
- %Y (elute) A10 methanol 5 mL
3. thasazaion 18 lUssmedrhasaoldiefsdromswuaie lu Tasmud soec

4. azawarsn1AdwmITaTaNaNUs 0.05 M ammonium acetate buffer (pH 4.5)

1ae ACN(1:1) 1.00 mL



5. NyDPAEITATAIWAN syringe filter HUA nylon membrane 0.45 pm a1y HPLC vial

6. vharsazaiwn 18 1033129820 BPLC - DAD

334 mIaradaum S IEHaNYEY 0.05 M ammonium acctate buffer (pH 4.5) 1 ACN
Tatl¥eoehar3anin (large scale) tazl¥adnlulnsosiyaelumsadia

| daitedaifiduazBoaid 50.00 + 005 g laasluvraudinng 250 mL Hy
(spike) @1582A16LIATTIU MG, CV, LMG liaz LCV anududy 1.0 mg/l ¥ilaag 100 pL
(spiked sample 711411 MG, CV, LMG 1iaiz LCV ¥1ina 2 pg/ke 130 0.002 mg/kg)

2. 1RUTITAZAI HA 25% 151195 5 mL @15a2a1 p-TSA 1 M U511a35 5 mL uay
11382870 ammonium acetate buffer 0.05 M (pH 4.5) 15 mL tadn homogenize ﬁ 10,000 rpm
Auno Luid

3. 1PN ACN 75 mL ud) homogenizeﬁ 10,000 rpm Sﬂ’ﬂgﬁﬁz 1 UM 199U 3 ﬂ‘g{i

4. vidmoy'luTasvif 450 watt Funat 20 Suni

5. 11 1n3999A (suction) AaunsIwyAies Tavldnszaiunsauues 4

6. dwmsazawiniesldnegurndunauving 250 mL 1i11y rotary evaporation i
40 °C suasazawilsuasdszina s mL

7. @wmsazawaiguiaialinmsvuie 10 mL Julsmas i 10 mL da
7152CUHTNYDY 0.05 M ammonium acetate buffer (pH 4.5) 1tag ACN (1:1)

8. NIBIAITATAWAW syringe filter FUA nylon membrane 0.45 pm aalu HPLC vial

0. vmsazaiwnla 113512 ¥id20 HPLC - DAD

2.1.4 minsaeuaNuly1AvssIF (Method validation)

I ASONEISAY AN UHANYEI MG, CV, LMG 1tz LCV finnududu 0.003,
0.005, 0.010 iaz 0.030 mg/L 91U 5 YA Lﬁaa%onﬂ‘wmmgmsma’nwanm‘fwﬁﬁnwa
MG 1ar LMG fuaNududusiuyss MG Ua¥ LMG  1ag calibration curve SEMI1AHASM
FuiFnves OV unz LoV fMunmududus st CV uag LCV ifensan linearity, linear
working range, limit of detection (LOD) 144 limit of quantitation (LOQ)

2. 19301 spiked sample 311U 5 HI9011AR0019U N UNY 1AUIAL MG, LMG, CV
1az LCV $ilnag 2 ug/kg 130 0.002 mg/kg Y1 spiked sample Y9lin3 oud 1081900557 4 nas

v v .
@529 705 1 E15NITA205F external calibration cruve 10014 calibration curve U0 | (W0
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W95 accuracy AL precision ¥4 total MG (1A% total CV TAINISININ % recovery 1Az

% relative standard deviation (RSD) AMWAIAY

2.1.5 MIAATIEH MG, LMG, CV tag LCV lrtlardrosng |

| Fuiforoiiduaz@uauds 50.00 + 0.05 ¢ lansluanaudivuia 250 mL 1Ay
(spike) M5AZAWUINTIIN MG, CV, LMG 1182 LCV ANUITUTU 1.0 mg/L ¥Hadg 100 L
(spiked sample 71 183 MG, CV, LMG 11z LCV %1982 2 pg/keg 130 0.002 mg/kg)

2. uEIazals HA 25% 1511as 5 mL a15a2a10 p-TSA 1 M 131105 5 mL liae
711502870 ammonium acetate buffer 0.05 M (pH 4.5) 15 mL llﬁ,’] homogenize 171 10,000 ipm
Fhurar 1w

3. 1AW ACN 75 mL 1182 homogenize i 10,000 rpm %’ﬂﬂs:m: [ W% 0w 3 m"'a

4. viudumievluTnsndi 450 watt ifhunan 20 5w

5. 1hnseaga (suction) Aunsieyames lavldnszamnseswes 4

6. dwmsazawiinsesldnsguantunauina 250 mL 11y rotary evaporation 7
40°C wesaraodysmasiseana s mL

7. fwasazawasgviaialiinasauia 10 mL YSulSmasifdu 10 mL &0
715ATMUHETUYDY 0.05 M ammonium acetate buffer (pH 4.5) 1laz ACN (1:1)

8. NIDIAITATAIBAWY syringe filter AT nylon membrane 0.45 (tm aalu HPLC vial

9. Wimsazawdlallins1evidao HPLC - DAD

2.2 wamInaaeazInisel
221 amazfimnzmidumsinnzdlnglfmsnasgiu
2211 FadmfivanzanYed mobile phase M%3UM gradient elution

MG, CV, LMG uaz Lcv iilaseadravosluanandiondany ua MG uas CV U
AN AN 19RY LMG (az LCV 0613170 msusndisviaduiadiomadiniagunnsisl
3911800 I Inaanald reversed phase chromatography HOATITALAIWUIATFIUYDA
MG, CV, LMG iaz LCV 1au1% Zorbax stable bond C18 column (150 x 4.6 mm, § [Lm) uaz 14
M50 AWHTNUDI ammonium acetate buffer (0.05 M, pH 4.5) uax acetonitrile 1ﬂu mobile

phase WU gradient program AMuzauAD



1AM (mﬁ) ammonium acetate buffer (0.05 M, pH 4.5) : acetonitrile (v/v)
0.00 - 7.00 50:30
7.01 —12.50 65:35
12.51 - 20.00 80:20

N :lyo <1 c:‘ a & o ? o« = . .
11199910 gradient program M1 1ANNYeITsRITBUAUENAUAE1ITUYTO] 100N retention time

Y94 MG, CV, LMG (18 LCV (104 5.6, 10.3, 15.8 LAY 16.4 19 ATUR 10U

2.2.1.2 ANy Inauimnzanlumsnsioia MG, CV, LMG, LCV #2¢ HPLC-DAD
11194230 MG, CV, LMG oz LCV fimuianisganauudananuennauuanaaiu

Tao MG naz cv ifluashiid ganduumalusaifidainnue1anau 618 nm uag 585 om

o« ' g taa ) @ =
AWy @ LMG uag LeV 1Wuens hilld aanduualusedaasrtloasninnuenn

} 4 ¥y 1 4
o o [ o g

Aau 265 nm  dafunisanviamsnsasiiali 1d lunisinsizvasufivad o diode-array
v [l
detector (DAD) 3940914 multi-wavelength Iauas Isunsulidusuiiauaaraaidsian
i & - < o . L a
pnduRmuzaulunafasTugnIunesnNIINAB ALY detector (BRI

[ v
retention time Y83 MG, CV, LMG ilas LCV \)515 multi-wavelength program ML AUA S

a1 (WIN) AMUOIINAY (nm)
0.00 - 7.00 618
7.01 - 12.00 585
12.01 -20.00 265

17511 INUATNYDIASAZAWINATFIMUDY MG, CV, LMG Lag LCV anuiudu

0.010 mg/L NANIEAMINEAUTMSUMSHONLAzNIns 19730 naaslugii 2.1
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‘DAGY A Sig=E168'Raéalr, TT ARG {85107MG000005.0) ’ sk T T

)

mAy 2 2 o
ma g & & & 2
N e o V.&;g‘
o_u_- " . 3 wr
: s e g o :
! : = :
0.6 - l LT '
1 R i e B |
B i :
04 - } j
: i
4 t
0.2+ ; Lo
PN i s i !
0 , i 1 Lk .
:'1.4_(_ A g, R H '
T ~ s { i e . :
22- . —~ ~ e
: 0 - e e i
R 04
| !
: 0.6 -
DB . e 3 o - I
[ 28 5 15 10 125 15 175 minl

i 2.1 Tasun TnunsNYeImIsazaItINATIIuYeY MG, CV, LMG 1ag LCV anuidiuiu

0.030 mg/L

2.2.2 anvlnnsgiu

mMsvnlsuna MG, CV, LMG az LCV Tuani38ui 1953 extemal calibration curve
MINNITNAADIAT N calibration curve SENINANVAUVUVDIES (mg/L) wasiud i (peak
area) 499 MG, CV, LMG tag LcV Taul¥msazaronias giuninndiudu 0.003, 0.005, 0.010
tag 0.030 mg/L W17 calibration curve Y84 MG, CV, LMG uag LCV xﬁmﬁuma 1 slope,

intercept ItA correlation coefficient @) Aaunaasluaisien 2.1

MNEN 21 M slope, intercept L& correlation coefficient (rz) Y94 external calibration curve

YD MG, CV, LMG 1oy LCV

Compound | Retention time (min) Slope Intercept Correlation coefficient (rz)
MG 5.6 1637.155 -2.002 0.9948
Ccv 10.3 680.977 0.009 0.9999
LMG 15.8 302.074 0.003 0.9989
LCV 16.4 381.503 -0.167 0.9993

P =3 1 Y A = a
910 calibration curve 7 lauaasliiiunnunldfnvesesluiasur Inunsuil

anuduiu s uduassdunnududuvesars 1uga1 0.003 - 0.030 mg/L Taslin correlation




td
coefficient (r') ¥INNT10.9990 UBNIINUAT slope ¥DA calibration curve YDIANINAFIANA

4 av' a - a dayd e
110 FasFhmatanazanzilylunsinsediiianina Gensitiviy) g

[ Aces ¢

&
Lt

»
O
|

Q)

g it s it g

0.02
Amount{ma/l]

0.02
. AmouniimgM

MG at exp. RT: 5.618

DAD1 A, Sig=618,8 Ref=off, TT
Correlation: 0.99482
Residual Std. Dev.: 2.31138
Formula: y = mx + b
m: 1637.15479
b: -2.0018¢
X: Amount([mg/1)
y: Area
Calibration Level Weights:
Level 1 1
Level 2 1
Level 3 1
Level 4 1

CV at exp. RT: 10.290
DAD1 A, Sig=618,8 Ref=off, TT

Correlation: 0.98994
Residural Std. Dev.: 0.10705
{ Formula: y = mx + b
m: 680.97721
b: 9.09312e-2
x: Amount {mg/1}
y: Area
' Calibration Level Weights:
Level 1 N
Level 2 1
Level 3 1
Level ¢ 1
~" LMG at exp. RT: 15.809

| DAD1l &, Sig=618,8 Ref=off, TT
! Correlation:

0.99891

' Residval Std. Dev.: 0.19538
Formula: y = mx + b
m: 302.07448
b: 3.44351e-2
x: Amount (mg/1)
: v: Atrea
" Calibration Level Weights:
Level 1 1
Level 2 1
Level 3 1
Level 4 1



i Area - I i LCV at exp. RT: 16.416
’ ; ¥ . DADY B, Sig-618,8 Ref=off, TT
10 Correlation: 0.99938
: Residual Std. Dev.: 0.1858:2
8. 7 FormuLa:r y = mMX + b
i o m: 381.50255
6 . oF -1.67116e-1
g 3.7 : x: Amount {mg/l)
| 4 : e y: Area
ek B ' Calibration Level Weights:
+ E f Level 1 D1
P Paa O ) ! Level 2 i
0 0.02 : Level 3 1
Amountmg/l) = Level 4 1
(¥)

gUN 2.2 Calibration curve 489 () MG (¥) CV (A) LMG () LCV Tuzaanuidiudu 0.003-

0.030 mg/L

| [v3 ] ﬂ' d' % s L] 1
2.2.3 MaAsesE v unemYsiiee MG, CV, LMG tag LCV nanmiliuidadaimiseis
a o ::y 94 V1 o cf = o 4‘

Tuandduii 1ddnu it ana MG, CV, LMG taz LCV nnifiolatuasnaudwine
o & . | g ar L] a4
M3 matrix @199 Tulieya1da0019 4 35 A

WAL AR T AL AN EUVDY 0.05 M ammonium acetate buffer (pH 4.5) U ACN

389 2 anafueTazaIuNENVDY 0.05 M ammonium acetate buffer (pH 4.5) 1 ACN
ua:ﬂﬁué“wﬁ’w SPE cartridge %16 cation exchange (Lichrolut® SCX, Merck)

39 3 @ARRILAITHLDIWNAVYDS 0.05 M ammonium acetate buffer (pH 4.5) 11 ACN
pazadudw lauld SPE 2 wila

359 4 afARWAIIAZAHENYDS 0.05 M ammonium acetate buffer (pH 4.5) il ACN
Taa19@ 0019033070 (large scale) uaz 9naululasnsiolunisana

HaNISNAAD A lum151a9 2.2
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A15190 2.2 retention time LLA% recovery Y04 MG, CV, LMG 1as LCV 91NMSIASYUA001

A1038h199
N retention time (min) recovery (%)
35 | fodied
MG Ccv LMG LCV MG cv LMG LCV
1 1 5.616 | 10.318 | 15.868 | 16.490 | 31.50 | 17.74 | 18.32 | 30.54
2 5.628 | 10.330 | 15963 | 16.510 | 29.18 17.76 18.20 28.89
3 5.585 | 10322 | 15935 | 16.535 | 32.69 | 26.67 | 2044 | 39.51
2 | ND ND 15.902 ND - - 3226 -
2 ND | ND | 15943 | ND - - 335.8 -
3 ND ND 15.908 ND - - 331.0 -
3 | ND | ND | 14899 | 15804 | - - 117.7 | 136.6
2 ND ND. 14.892 ND - - 46.3 -
4 1 5.626 | 10.284 | 15.838 | 16264 | 5837 | 46.54 | 105.01 | 129.27
2 5.606 | 10.285 | 15838 | ND | 44.17 | 29.42 | 5836 -
3 5.613 | 10.301 | 15.849 | 16.416 | 38.17 | 21.48 | 50.11 | 20.60
4 5.655 | 10.310 | 15.849 | 16.395 | 62.69 63.32 | 279.16 | 49.76
5 5.500 | 10.269 | 15.851 | 16.393 | 48.99 | 34.55 | 102.52 | 34.74
ND (not detectable) = iawisaasiniald, - = luawisadwalld

1 & ¥ 1 A:ld' =1 é =% r-| L]
VINHANITNATDINUI MSIATUNAIDLITEN | I recovery IRUI 12-31 % Hadaia

' ~ a d = = ]
vou uazTasu Inunsuluse Uv dsinginsuniu nisfuthusuionnimmgunoineli’ld

o a o AN Y o 2 ¥ a a o Y]
‘Vl’m'liﬂai.Ii’)WﬁﬁﬁZﬂ'lU'}’]‘lﬁ‘iﬂﬂﬂﬁﬁﬂﬁ %\ivlﬂﬂ'lﬂ'liﬂﬁuE)WIﬂUi‘}f SPE

1961959 2 1ag 3

Taun1sin3oy

A5O3 ONAID01ITN 2 a2 3 ¥ Iasin TNsuNsUNDUARNYDY LMG uaz LCV lau

s a 4 = 4
recovery NANUAY 100 % Fap19diamainn MG uaz cv wasugi iy LMG ues rov

[ v
auAwy wiaidanmsgaivarsidesmsinsizi I Tuduaouvesnisdra SPE carridge

[ 3 - Y w o =3 as Yo 1 - 4? A'
aaiudsIdwmnsadauazadudnlasldaiognalimannniu  (arge  scale)  Hazmu

Ussans mmnisadadivaau lulasndvinmioylulasclaonsws sudiog19359 4

il'IﬂNaﬂ’]iﬂﬂﬁﬂdﬂﬂﬂgWﬂ“ﬂﬂdﬁ'ﬁﬂiUﬂd 4 $UA UaEY % recovery NAYUNIIEN 1-

o - ° [ o Adz A a 8 o o 13’ <
3 mszndenn luTasimungauezyi id Tuagavinadndiidunfouindedwswu




i9

'y 1Y o a Yy o Ag PV o @ ) naa 1Y) a P
midnsatafeldauazsiiu  aglldinmsieSouasdonadsn 4 Ieadinsieviniany

) ¢ oAl < Yas Ay & Py (Y] [} a’»‘ 1
wiugan1 350y 21t uwamssudInt e luninanssduas 11
:I o 9 4” a ] :;
M990 2.3 recovery U99N1SHIUTINR MG, CV, LMG uaz LCV anfisludodaaiegian

(A1 MG, CV, LMG uag LCV %iiaag 0.002 mgkg Auinnin HPLC-DAD laumSoudaths

by At e
AAITN 4

15§ Recovery (%)
MG (o= 5) 50.47 £ 10.06
CV (n=4) 43.46 £ 15.06
LMG (n=4) 79.00 = 28.81
LCV (n=4) 58.59 + 48.60

. v

({1013 N1AT recovery VOIHANINAABIN LA I9AY v u 1dIwan1s3ns 1w
v A ¥ Yy d . a dald o 1 4 d= A A
Tuthufuiwels 91nmsAuaNdeyafeIN U MIFMURLWYIT MG Falifvs1-Hiudo

E 4 [ o o :! ] { ) 3
9191500 chromatic MG 1ilaw T eglumadvesdaivii i ar sxnfdouTegluzil carbinol

14 T A g a o . y

MG" ogfirauonvaasad uazezgnitasulilitly teucomalachite green (LMG) #7011%1/0

aduvesdar nsnlavuiatves MG dnaruaaslugli 2.3

/ / /
—N —N —N
7\ 7 \\
) T U
7
) /
) —N —N
\ \ \
Chromatic MG Carbinol MG Leuce MG (LMG)
- liia fuia

i ¢
U7 2.3 Taseadrawes MG uazunve lag
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Lﬁamnﬁauﬂ”wmﬂﬁﬂ LC-MS WUN carbinol MG a2 LMG A retention time
wady (e coeluion)  wazlimnnsaastaiaueneindulfidelfinatia  BPLC-UV
uaﬂs)mﬂy&mU'hmia:awmmgw MG dioayludavhiazawiill ammonium acetate 3z

, :
15103 carbinol form ogdaoiaus Usingmissimariiinanild recovery 499 MG aufu'lyl
wazves IMG quAvlvedioue  uenaniifRaYsingmstilimienfinafuiy cv
Lov dao duiulumsasandinsisiilfinanndisvesms i se noaumaidiuios
U89 MG 1182 LMG (total MG) 1tagSunusimues CV uag LCV (total CV) Taulasoniuss
nmsyszuananazfiinalugilues ol MG uar total ¢V lasldnsivliasgn
(calibration curve) swiwwasuwmﬁuﬁﬂﬂ (peak area) Y03 MG 11ag LMG 50AU AUAIY
19UPUT WD MG 1B LMG (M350 total MG) uaxnsMmmsgmszwinﬁvuﬁﬁmma CV uaz
LCV 528/ AUANNIGNIUIIMUDY CV Lag LCV (30 total CV) ﬂ‘i’lﬂll‘lﬁiﬁuﬁ‘{‘lﬁm
iaelugUi 2.4 uag 2.5 MUARY 102 recovery Tug1u total MG 110 total CV wrtaslu

A15190 2.4

70.00

60.00 =2
y = 995.2568x - 3.0371
YT RTINS ————— e i i
‘ R =0.9960

40.00 +-

3000 - — ~———— — Ty — - - — i

20‘00 SR R ——_ o o me—— v e a -l e —— e — o

Total peak area (mAU)

10.00 {——

0.00
0.0000 0.0100 0.0200 0.0300 0.0400 0.0500 0.0600 0.0700

Total MG (mg/L)

5UN 2.4 nIWIIAIFINTENIN total MG (mg/L) 11 total peak area (mAU)
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35.00 ,

30.00 {——-—- e
y =531.7056x - 0.0848

25.00 =

R2 = 1.0000

20.00

15.00 - -

10.00 +— -

Total peak area (mAU)

5.00

0.00 e, v - - I
0.0000 0.0100 0.0200 0.0300 0.0400 0.0500 0.0600 0.0700

Total CV (mg/L)

519 2.5 NTMINATTINTZNIN total CV (mg/L) AU total peak area (mAU)

M3199 2.4 recovery D¢ relative standard deviation Y99 total MG (MG + LMGQG) lag total CV

(Cv+LCV)
Compound Recovery (%) RSD (%)
total MG (n=5) 68.35 +24.05 35.19
% total CV (n = 4) 50.39 +29.94 50.39

2.2.4 Msn50aeunNNIY QU035 (Method validation)

[ 4
A oA

ATETuasreun Y1180 TSns s vid i

| 3UNAITAZANNIASTIURALYEY MG, CV, LMG uay LCV Annududu 0.003,
0.005, 0.010 (A 0.030 mg/L U 5 YA n‘fiaﬂ%ﬁmswwmmgms:ﬂinwammﬁuﬁﬂmm
MG Itag LMG fuamidudusmans MG uay LMG uazmMmmgmsznfinwannﬁuﬁ
finves CV 1oz LCV Auaududusiuued CV uae LCV W03 linearity, linear
working range, limit of detection (LOD) L1a% limit of quantitation (LOQ)

2. (930% spiked sample $117U § @206139100 2081903 M VL TAOIAY MG, LMG, CV
Az LCV wiinaz 2 pg/kg 130 0.002 mg/kg 41 spiked sample IS ousi18819m 10537 4 uas
32031113 FEI05F external calibration cruve Tavl#nsmnmsuiude 1 e
W19 accuracy LA precision Y04 total MG UAY total CV 1ABWITAUNNIN recovery LAY

relative standard deviation (RSD) A1461A 1
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2.2.4.1 Linearity, linear working range, limit of detection U@& limit of quantitation

1 4
NNAISATAVVIATTIUNTULBI MG, CV, LMG 1a LCV W9 S ga 14 calibration

o 1 & @ da . kY
curve NNAUMTIFUATI MANTUNUSIFAFY (correlation coefficient, ) AT (stope) LY

AAAUNY y (intercept) AAAAITUAIIIIN 2.5

mstefi 25 aumsidunsy manduiusiFadu annsu uazgasaunuiildainns
119531
ans 2 AUMsIAUATS comlmionz slope intercept
coefficient (r)
total MG 1 y =996.95x ~ 1.5375 0.9979 996.95 -1.5375
2 y =973.97x — 1.2703 0.9989 973.97 -1.2703
3 y = 968.20x — 2.1621 0.9966 968.20 -2.1621
4 y = 1036.4x — 3.0948 0.9971 103640 | -3.0948
5 y =995.26x — 3.0371 0.9960 995.26 -3.0371
Auniv - 0.9973 994.16 -2.2204
S.D. - 0.0011 26.81 0.8373
total CV 1 y = 507.05x - 0.1107 0.9992 507.05 -0.1107
2 y = 512.47x - 0.4950 0.9999 512.47 -0.4950
3 y = 496.66x + 0.2827 0.9997 496.66 0.2827
4 y = 529.75x -~ 0.5901 0.9906 529.75 -0.5901
5 y=531.71x - 0.0848 1.000 531.71 -0.0848
Aumie : 0.9979 51553 | -0.1996
S.D. - 0.004) 15.01 0.3512

a o y = o
9IN15197 2.5 957U 1421 calibration curve VD4 total MG (ag total CV (Hutduas i

v »
ﬁmaﬁﬁuﬁufwu%u {correlation coefficient, rz) 111N 0.9900 NI LUTAIIT calibration

:’ -t . . v o o rl A ¢ (a
corve M 1&TAMITNEURSA (inearity) 78 mnzaud o 1 1$ unshinsievysun

kel
1 = o r é
linear working range ¥93M1IUARTTUANTOUAQUAALUR 0.003 mg/L §40.030 mg/L %3

WA DE9n ML 0.0006 meg/kg B3 0.006 mg/kg (W30 0.6 pg/kg 09 6.0 pgikg) TudI0019

né a =; o as 9.
FensoUnquUTHINYD MG tay CV anduithinualdainialifie 2 ugke




ar

Fairiaf1gaueIn13nad9ia (limit of detection, LOD) MusdaszauaNMTUTU
4 A o va o 4 & 4 . v A Yy v 4 ¥ gy
fgafiansonsiniams 14 Nszduanudeiu 95% sssmuannanududuilszdoald
PRTIAIUTTNINTYYIUYDINIATIVIA TR TYIUTUN LA 5T 3 1)

Fasrindrgavoan1smidsunn (limit of quantitation, LOQ) Maunufieszaunnududu

T
o

SrfigaftamnsoldvmlSinuvesms 8ot 1sgndesuasiniug) fiszduauidoiu 5% §4
ﬁmuﬂ'1‘3&1%2111@%’1’145&1zﬁ'm‘lﬁ'ﬁm121'3143:14'51@ﬁ'a,;nunmmmmsmn‘iﬂms&iaﬁ'ﬂ;aﬁm
sunuiialszun 10 1

limit of detection (LOD) Awaa 1Avn

3xS.D. of intercept

LOD =
average slope
3x0.8373 _ .
LOD of total MG = m = 0.002527 mg/L = 2.527 pg/L sample solution
= 9597 | g total MG 8 10 mL sample solution N 1L . 1000 g sample
L sample solution 50 g sample 1000 mL 1 kg sample

0.5053 pg/kg sample

3x0.3512 .
LOD of total CV = —S—Eg-— = 0.002044 mg/LL = 2.044 pg/l sample solution
- 5044 1 g total MG = 10 mL sample solution L 1L o 1000 g sample
L sample solution 50 g sample 1000 mL 1 kg sample

0.4087 pg/kg sample
limit of quantitation (LOQ) SRITRTTNI- TRt

10xS.D. of intercept

LOQ =
average slope
10x0.8373 )
LOQ of total MG = = —16— = 0.008422 mg/l. = 8.422 pg/L sample solution
4.

L g total MG y 10 mL sample solution « 1L N 1000 g sample

8.422

i

L sample solution 50 g sample 1000 mL 1 kg sample

1.684 pg/kg sample

10x0.3512 .
LOQoftotal CV = —— = 0.006812 mg/L = 6.812 pg/L sample solution
515.53
- 681> p g total MG . 10 mL sample solution » 1L y 1000 g sample
L sample solution 50 g sample 1000 mL 1 kg sample

= 1.362 pg/kg sample
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2.2.4.2 Accuracy Qe precision
) o Ca < Y a 1 P =N & o 1
ALY (accuracy) HuAfnaasfinnulnd@osseninainsaims et 1Adumn
a v Y08 s A [Y) ¢ o 's VY o 4
939 ANuLLNYeT AATIEYEIToNIsan annfasiruants IanduAu (% recovery)

P o b1
Fair1un 1den

[analyte]
[spike]+ [blank]

P .. "o VoA a o w ) a ov
AT (precision) ABAIMUBNNAIM IADINAITAATILHA IO IUALIFIMABATI

Yrecovery =

anulndiRvsdudivsla anufsuandlddonndoauunias§uduing (relative standard

& o
deviation, RSD) ¥ mau 18910

%RSD=S—'-}ZQ><100

S.D. Ap ﬂ'u'ﬁuamummgm (standard deviation)
X #0 AUNAY (mean value)
. . . = L4 . =; a
% recovery UnY % relative standard deviation (RSD) 493015 UATIEY spiked sample NILAY

L4 ’
ANULUTUYBINSUABLFIIA 0.002 meke W3 5 #0012 waasluars1ad 2.8

MIT19N 2.6  recovery 1AY RSD 404 total MG 1ag total CV 1 spiked sample HseAunIM

Wy 2 pg/kg 39 0.002 mg/kg

Yo % recovery
AN
total MG total CV
\ 72.32 89.69
2 52.23 14.05*
3 45.81 21.01
4 107.25 56.25
5 64.15 34.64
RSD (%) 35.19 59.42

* 9529 liwuas LCV

[ b 4 v
1NHAN1sNAa0elumI519R 2.6 WuIIT IR L recovery @1QULH 45.81 - 107.25%
FTU total MG 1A 21.01 - 89.69 % FIUT1 total CV LAl RSD 1ML 35.19% FM5Y total

MG 1A 59.42% & 1451 total CV
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22.5 MIUATIZY MG, LMG, CV tay LoV Tulawazfieieda
o I oA a Pl a Y Y v o
0019 AATITYMILTUIN total MG 1AL total CV anA1 Taue Yaiusiu dad

; Y v o
nzwados aunsisuasausaueu Tnadeuaalumsg 2.7

M3192.7 Y510 total MG 182 total CV andslutlauaziaivedie

L. Y5 uanas19my (ugke)
FUAYDIAIDON
total MG total CV
Januny 0.002218 ND
1aInsewer? ND ND
Aafuns 0.002384 ND
awauou ND  ND

ND (not detectable) = liasonsieia’la

2.3 ajdwanminaaos
- ﬂy w r-V-% 'd r -1 - & =y
AT dWauITinsey narladnsu (MG) asadalrlema (cv) 811w
laansu (LMG) uazarlanSadalalean (Lcv) Tasmsanasisgiudiolardroaisazay
RO YYDY ammonium acetate buffer 0.05 M (pH 4.5) N1 acetonitrile (ACN) llﬁﬂ%ﬂhiﬂ_ﬁ!’)ﬂ‘lﬁﬂ
a ~ o a ['4 o @ o
Tumsefauazaaudw udnsiznalomain HPLC-DAD Tauldnodusiytia reversed
phase @15ATAWHNAVYDS ammonium acetate buffer 0.05 M (pH 4.5) 1S acetonitrile (ACN)
g P o o~ ™ o o~ Y & o
Fumaafeun Tyduvumssniuuuunsidoud wazasrviadinniesnsiaia
laTonosis dNM a9 1W1INAY (multi-wavelength) fiD 618 , 585 Lz 265 W Tuiums 91AKA
i Py s (A o o‘&v Ay o
ASNAADINY NAMNTONUATEERYTN total MG 1A total CV and1sludahinwiz@es #
£ [
BUAUITeY NS EAUAMUITUYY 0.002 mgkg 100k recovery 45.81 - 107.25 % AU
total MG 4ag 21.01 - 89.69 % @15V total CV detection limit (MY 0.5053 ugkg §ImM5Y
total MG (1az 0.4087 pg/kg M35V total CV 1@Z quantitation Limit A9 1.684 pg/kg A 11351

total MG (1@ 1.362 pg/kg 4135V total CV




A
YNt 3
a Z {d o a -1 5
N15NSIVNATIZHAITNAVIAANTH UDZIHAZVD 1N DI IANIAT AN S UANAL

Tudadiuwiziagadramaiin LC-MS/MS

3.1 MINaasy

311 MSHIEAIETININE THTINTUN T UATIZHAIBMATA LC-MS/MS

aAna

o o a ¢ dy g 1 Yy Yo :
NYBUD AIFTAAIICH WANITAUAITIZY NAUANIINBDNTITANN)NIAY 1@u11ﬂ§ﬂ15

AVl

L4
d o

NUHUNITHATIZHA]
NANMIVRIIBNATILH
s T MG taz LMG &aumaiia LC-MS/MS, ESI-positive ion MRM Iay
1% crystal violet (CV) (U internal standard
AnILHIMINZaNYEI LC-MS/MS
11 MG, LMG, 11ag CV standards 1 tune iﬂ"ﬁsif)& LC-MS/MS Lﬁaﬁ1 optimum conditions

a s
Tunsamsie

3.1.2 MIRSENMBIANBNTIDAATITHYSINY MG, LMG ansisludiodardiamaiin L.C-
MS/MS (sample extraction and clean-up)
18v1n15n9a09NeN I TNIIMS o 10019 MMITaL  IREDDNUUMSIHSIUAIDE1
’ b 4
naapuan 1y 1d lasmsiaion spiked sample MsEAU 5, 100, 500 ppb F=éuaz 3 91
o a - 4 yu ¢ aa a 1 o ) A
AU sIe1era 14 185N 1IN INAT % recovery Uag % RSD @a081s An U

& o A “y a y ’ (
sy Gedhudanaes wasiianuihil 1814015992 14 malachite green T lutinlan

S50 1 €1 ndeuioiademsaiaday 5% TCA
- dunSouaiodanliazBoaworlizinmlu food blender
- LLﬁQ%&ﬁ’)ﬂdNﬁ: 2.00£0.01 g 1d1uva 40 mL clear glass vial
- Mule TcA 5% laasl 2.00 mL
- Homogenize ﬁmmxgaﬁau 24000 rpm Lflunmm:aa: 10 U 511&}}1 3 ﬂ%&

P o, =
- Centnifuge #n210157 4400 rpm Auar s un
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5N 2 (E2)

359 3 (£3)
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1% Pasteur pipet @,ﬂﬂ'?u?’d NIBIHIU 0.45 pm syringe filter a3]u HPLC vial
130U spiked sample N5ZAV 5, 100, S00 ppb FEAUAS 3 41 NenaaoLIBMI

1915 DUADLI

(3061019 MSADAR Y milli Q H,0 M1HAY Acetonitrile
FumsouadioraI¥azBoanatszanoily food blender
195981001982 2.00 + 0.01 g 111970 40 mL clear glass vial
Pide milliQ H,0 1.00 mL 1dasly)
Yula acetonitrile 7.00 mL Taadly
Homogenize HANUIEISOY 24000 rpm HuNAINTsa 10 5117 $111 3 A3
Centrifuge ﬁmmﬁi 4400 rpm e 5 uin
14 autopipet gadan 1w 4.00 mL 1l vial Bnlumily
Purge 920 N, 3R
¢001mid20 0.2 M NH,0Ac 1.00 mL (A20msilia)
NSOINTY 0.45 Hm syringe filter 2911 HPLC via) Uszanar 1 mL
19503 spiked sample fiszdy 5, 100, 500 ppb s¥AUAL 3 41 ovaaeuIing

ATOUNIDUIY

IN3UNGIDL 1NN WAITANAN I 5% TCA AIUAIY Acetonitrile
Fundouariiotar I azBuaneilszaneiu food blender

nﬂﬁaﬁmdwaz 200+00l g 1d1uu99 40 mL clear glass vial

tla TCA 5% ldas’l 2.00 mL, vortex-mixed

Uiila acetonitrile 6.00 mL Teaalyl

Homogenize T W52501 24000 pm (Flurnaindaay 10 31 $191 3 s
Centrifuge AR5 4400 rpm 1§2a § WAT

1% autopipet Qﬂﬁ')‘u“l’dm 4.00 mL 1Ty vial ?)n“luwﬁa

Purge @20 N, 3ULINa

aza1winiido 0.05 M NH,0Ac pH 4.5 : Acn = 1:1 ¥31185 1.00 mL (A1omsi
Lﬂ?ﬂ), vortex-mixed

ASBIHIU 0.45 pm syringe fitter 2914 HPLC vial Y5211 | mL
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. b4 )
(R303 spiked sample A3z 5, 10, 20 ppb 52AVAY 3 41 1BNAAOVITNITIATLY

"0819

3Eniee 1M saidal 5% TCA AN Acetonitrile (a2 N, purge #1 50 °C
Sunouaiitom Ivazoanelszanaili food blender

uﬂa%’aﬁmdnax 200+001 g 111279 40 mL clear glass vial

Yula TCA 5% ldasT 2.00 mL, vortex-mixed

li1)e acetonitrile 6.00 mL 1ﬂ'ﬁ~iulﬂ

Homogenize HiA21M13 3581 24000 rpm Funainiaas 10 17 $19u 3 A%e
Centrifuge 7RIS 4400 rpm (111921 5 11

14 autopipet gaaaulaun 4.00 mL Talu vial $nlunils

Purge @36 N, 111 water bath #1 40-50 °C auus

aza101n1d0 0.05 M NH,0Ac pH 4.5 : Acn = 1:1 UF11as 1.00 mL (f20m153)
Lﬂ(r’l), vortex-mixed

NSOIFIU 0.45 pm syringe filter 0911 HPLC vial Ussuitu | mL

1953 spiked sample fi52é 5, 10, 20 ppb sEAVAL 3 41 ifonaaouTimsieon

#19014

N3 I0E190 LN ISENANIEM I 182 MU Ammonium acetate buffer pH
4.5 : Acetonitrile 1:1

Funouaiitolarl¥azBoaneslseinalu food blender

wleFad1961982 2.00 + 0.01 g Taluan 40 mL clear glass vial

ilar 0.05 M NH,0Ac pH 4.5 : Aca = 1:3 451105 8.00 mL 1eraal4, vortex-mixed
Homogenize ANITE150Y 24000 rpm (U@ INTsaz 10 3117 $119u 3 A
Cenurifuge 7721157 4400 rpm Hunan 5 uafi

14 autopipet gad 1 1ow1 4.00 mL 1 vial Snlunils

Purge &6 N, 111 water bath #1 40-50 °C suus

aza1ulniany 0.05 M NH,0Ac pH 4.5 : Acn = 1:1 1J311a5 1.00 mL (R20msil
nJca), vortex-mixed

NSDIAIU 0.45 pum syringe filter 2411 HPLC vial Yszuiai 1 mL
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9]

6 (E6)

7 (E7)

29

[ ¥ »
(%363 spiked sample NSZAU 5, 10, 20 ppb SLAUAZ 3 F1 (NONAXDVITMTINTOY

AU

MIHNAL0E19A M TARAA WA I BsWHEN Ammonium acetate buffer pH
4.5 : Acetonitrile 1:3 HaziAn Crystal Violet (CV) W4 internal standard
FumioumidiorolaziBoanotszaneiu food blender

WS aR0619az 2.00 + 0.01 g 1d 11490 40 mL clear glass vial

Ditle 0.05 M NH,0Ac pH 4.5 : Acn = 1:3 511015 8.00 mL 1a@aa'ls), vortex-mixed
Homogenize 103111152501 24000 rpm Funainseaz 10 urf §1uam 3 nis
Tatnvaadau parafilm 17 incubate WiowERATITY 500 pm Tigampives
Fhunat 1517

Centrifuge ﬁmmﬁa 4400 rpm e 10

1% autopipet Qﬂﬁ'w’lmn 4.00 mL 1ef1u vial ?Jﬂiﬁﬂdxi

Purge #28 N, 3UI1A4

(11 50 1L ¥®3 100 ppb crystal violet (CV) nfi'mﬂu 5 ppb internal standard HazIAY
050 pL 0.05 M NH,OAc pH 4.5 : Acn = 1:1, vortex-mixed

N509:1Y 0.45 pum syringe filter 231y HPLC vial Usz31ae 1 mL

183 0Y spiked sample Ti52@ 1, 2, 3, 5 ppb 5EFUAY 5 4 ovarpUIET M3 oY

TR

NS ENAIBYIIN WM IANAMILA 18T 18HAN Ammonium acetate buffer pH
45 1 Acetonitrile 1:3 uazl¥imaylulasnvlyelumsadia @y Crystal violet
(CV) ¥4 internal standard

FunsouaiiotlarlviazBoanoyseunlu food blender

e I001982 2.00 + 0.01 g 111490 40 mL clear glass vial

hile 0.05 M NH,0Ac pH 4.5 : Acn = 1:3 Y5195 8.00 mL Tarasil, vortex-mixed
Homogenize #n7M15250 24000 tpm Funaindsas 10 3utit $wau 3 s
Uahnuiadw parafilm oth1datin (panially covered) udnirlilalumen
TuTnsi 7 270 wats e 5 il lusuadnavnaduiuguinati o ih

g9 2 12 N33t 600 mL



30

- Centrifuge ﬁmmtga 4400 rpm iwunan 10 w1

- 14 autopipet gataulenn 4.00 mL 1oy vial Bnlumils

- Purge 220 N, UURY

- Y50 HL ¥4 100 ppb crystal violet (CV) Lﬁﬁ!{lu 5 ppb internal standard Haziaw
950 BL 0.05 M NH,OAc pH 4.5 : Acn = [:1, vortex-mixed

- NSO 0.45 um syringe filter 8314 HPLC vial U523 | mL

_ @36u spiked sample 152 1,2, 3, 5 ppb SEAVAY 5 §1 ionaou3Emsinioy

AIDH14

359 8 (£8) M3nadethad M saAadIBFITIATMENEY Ammonium acetate buffer pH
4.5 : Acetonitrile 1:3 waglfimovlulasnvvslumsaia @ Crystal violet

(CV) (JJ4 internal standard &34 calibration curve UMBINS 0y
Fuiforlan (m3efe) dafivauds 2.00£0.01 g ldluvaufizinssnszusnuuin 50
mL @UAINI0Za10HAY 1: 3 0.05 M ammonium acetate pH 4.5 : acetonitrile 1511915 8.00 mL
U T3 lusrianuidaren 24000 mpm Wunar 10 Surd $1an 3 ad Tarhawaeda
wiuws Ay Tnamoonsdan thlunslugradanamdurimguina o 11 fussyii 600
mL ﬁwéww'\?ﬁ;ﬂiﬂwman"luiﬂsn‘N WndwluTasnd 270 wats hinm s uifl wdan
i lUimunIAa R 4400g funat 10 uii 14Tnlngaasazatvlan 4.00 mL Tdluvaedn
lunits v Tuviudhoda Ty Tnsoulusinhideunugueamaiin 40°C suuda T intemal
standard CV (100 pg/L) d511@5 50 pL tlag@iviazats 1:1 0.05 M ammonium acetate pH 4.5
acetonitrile Usuns 950 pL wanliisndud 1ilunseariu syringe filter 4118 0.45 um asg

4799 HPLC vial

F5UnridIanw

NS wﬁé‘{a standard addition method g internal standard .calibration curve 1Ay
m%’awqﬂﬁ'aadnﬁaﬁy

619013 2.00 g

§200192.00 g + ) g/kg MG + 1 pg/kg LMG

fI001 2.00 g + 2 pug/kg MG + 2 ug/kg LMG

A20019 2.00 g + 3 ug/kg MG + 3 ug/kg LMG
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AI901 2.00 g + 5 ug/kg MG + 5 pg/kg LMG
101 signal ﬂlﬁdﬁjﬂﬁiad‘lduﬁﬂ‘%}”\d internal standard calibration curve LUAVISUIM MG Uy
LMG 1uf1901991nauNI15U03 curve

Linear equation: y = mx+b

13u7% MG (M50 LMG) = -b/m

3.2 wamInanss

121 gansimnraudiniumsdinnsidimaiia LC-MS/MS
HPLC: Agilent 1100
Column: Higgins 3 x 150 mm, 5 0Om
Mobile phase: A: 0.05 M Ammonium acetate pH 4.5

B: Acetonitrile

Gradient mode: Time (min) A(%) B(%)
0 95 5
6 5 95
8 S 95
9 95 5
12 95 5

Injection volume: 25 ul

Flowrate: 800 pl/min; split 275:525

Column temperature: 40°C

Mass spectrometer: API 3000

Scan type: MRM

Polarity: positive

[on source: turbo spray

lon pairs: MG 329.3/208.2, 329.3/313.1
LMG 331.3/165.4, 331.3/239.3
CV{internal standard) 372.2/356.3

FoYaNNITNAAILARIIUAAKLIN A



Linearity ¥ calibration curve (internal standard)

Standard concentration range: 0-30 pg/L
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compound mass Linear equation I
MG 329.3/313.2 y =0.0643x + 0.0289 0.9994
329.3/208.4 y =0.0182x + 0.00738 0.9992
LMG 331.3/165.4 y =0.0125x + -0.00654 0.9968
331.3/239.4 y =0.129x +-0.0586 0.9980

‘{J’Og’dﬂ'lﬂﬂﬁ‘ﬂﬂﬁi]ﬁllﬂﬂ\‘ialuﬂ'lﬂﬂ'lnﬂ U

= [ a ¢ Y X v a
3.2.2 Nﬁﬂ‘liwl'ifJNﬂ'JE)U'IQ!W@V!?'JQ'JIFIT\ST?‘[G?J]Q! MG, LMG ﬂﬂﬂ‘l\ﬂﬂﬁlaﬂﬁ]ﬂlﬂlﬂﬂﬂﬂ

LC-MS/MS (sample extraction and clean-up)

a 4 a e
PINNITAUAIIEN spiked sample uazyUIna MG tag LMG 22037 external standard

calibration method AUNISIATUNAIDEIMVY E 1-5 4azIT internal standard calibration method

AUMsw3oudIetuuy E 6 daliainsalinanisiingisving 1asRnsanan %recovery 1

o ‘ 1 1 A g ‘ a o ~ o H
a1 lioglugas 40-120% Fadlugreioowiu ldnanudinduszavil

( ] ™ ] ~ ;,’ Y o a & Y P « b4
TAIUMTIHIVUAIDUIIUUN 7 UU Vlmnmauﬂmsﬁﬂﬂmﬂﬂau"lﬂmnﬂsmmu

Taolamreululasnd tagnnlSuanie35 intemnal standard calibration method 1510977

18upAnMI5oUA taz1Fardu Taulw %recovery 5211919 40-60% 1ada Tutluiuwele

Joyannmisnansataaalumanuin a

= o ' o 3| w ny
HANISINIUUAIDEIILUUN 8 (EB) 1D UAIN

A19019: Yaisauou

compound mass Linear equation r Accuracy | Precision
(%recovery) | (%RSD)
MG 329.3/313.2 | Y=0.02x + -0.00124 0.9991 81.8-115 12.46
329.3/208.4 | Y=0.0669x +-0.00215 0.9996 87.1-108 6.45
LMG 331.3/165.4 | Y=0.00758x + 0.000421 0.9858 93.9-112 11.06
331.3/239.4 | Y=0.102x +-0.0169 0.9913 95.9-116" 7.77




A19019: damuny
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compound mass Linear equation r Accuracyj
(Yrecovery)
‘MG 329.3/1313.2 | Y=0.00966x + -0.000237 0.9579 78.6-103
329.3/208.4 | Y=0.036x + -0.00363 0.9892 68.8-106
LMG 331.3/165.4 | Y=0.0207x +-0.00431 0.9917 66.8-122
331.3/239.4 | Y=0.25x + -0.0645 0.9829 83.8-110
fa0079: f9
compound mass Linear equation r Accuracy
(Y%recovery)
MG 329.3/313.2 =0.0178x + 0.00274 0.9792 83.6-107
329.3/208.4 | Y=0.0618x + 0.0169 0.9805 93.4-103
LMG 331.3/165.4 | Y=0.00562x + -0.00287 0.9716 92.5-123
331.3/239.4 | Y=0.00552x + -0.00581 0.9977 93.0-120

3.3 Jo15aiHamINaang

c; ar :)’ -dl 4‘. = ! & = =1
nnmstuadeyafnfumsnediiuGumun MG delidd-@on

s =
NinvnIvLIBN

1 14 1
chromatic MG 1ot lileglumaduasdadih wu a1 szilfoulaeglugd carbinol MG

[l
164 =y

sgmuonusawad wazgnifdvuliifiu leucomalachite green (LMG) &aoinsuadFuaas

i1 §Ua199 ¥oa MG uaaslugUi 3-1 ions1vaoudumatia LC-MS WU carbinol MG 9%

[ 4 »
A1 retention time ¢MOY LMG (co-clution) uanmﬂuﬁawmm)sazmvmmgm MG o0y

<

o o o R . [ g qu
lu@iazatenil ammonium acetate %:ﬂﬂﬂg carbinol form agﬁwmu@ ﬂsmamsmﬁmuu

#a1¥A1 % recovery 499 MG @ufiu Tluayves LMG quiulilegione

Chromatic MG

lusid

Carbinol Base

519 3-1 Tpsaadramnzus ladues MG
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kY aa a 4 ' 4:‘ o } % a [} P <& 9
ﬂ')UiHG]Ylllﬂ'liiUﬂ')ui]'lﬂll)ﬂﬁﬂ‘]iq@l‘ﬂuu YI'IclﬁNﬂﬂ'lﬁ?lﬂi'lz?iﬂlllllﬂuﬂU']Wﬂtl% 0\3']19
- o 1 ) { aca 4 =
E)E)ﬂliﬂﬂﬂ'lil(ﬂiuuﬂ?ﬂt]'ld')%ﬁ 8 LLﬂ%'Jﬁ’J!ﬂi'\S?‘iW'lﬂiil'lﬂ!ﬁ@ standard addition method oy
<~ o é . - -

Internal standard calibration curve w?aaﬂuuwueﬁﬂ N33 ﬁgﬁd internal standard calibration curve

; ¢ A o w a o4 o b % a o =
PULUNI N LWOlﬂuﬂ'l‘iﬂ'lﬁﬂNﬁﬂi:?’lﬂﬂlﬂm‘ﬂif\‘h’ mm"lnwamsamﬂ:ﬁﬂ TﬂU?J % recovery
B0 1UT 87-108 % (MG), 96-116 % (LMG) 1ag % RSD 1MUY 6.45 uag 7.77 MudIau
dmsulaniwanoy, % recovery 8Y1UAN 69-106 % (MG), 84-110 % (LMG) dnivilan

VUL, % recovery By 114924 93-103 % (MG), 93-120 % (LMG) d s uda



uni 4
agUuazirueuuzNgIN UM $IVY
4.1 aylnanisnanss
4.1.1 53nnevilamaiin HPLC-DAD
ow%é’uﬂé’ﬁmuﬁﬁ%ms1:1{7{3%1#?@@%“?1;5@@111ﬁaaﬂﬁﬂ'ﬂ“ﬂn‘3mﬂw’mms
fuun Aensesndmzina lasnsu arlamarladniy afadalaleide 8alnnseada
Tledn anduludafihnzdos @y Um # whoudufaumefin  HPLC-DAD
(multiwavelength) ADMITIIA Zorbax stable bond C18, 150 x 4.6 mm, 5 lm wiou guard
column HUAREINU mobile phase Ao ammonium acetate buffer (0.05 M, pH 4.5) uag
acetonitrile 11a2 1% gradient elution a5 IS AT AN ouf U0 89nS193ANLY diode
array detector (DAD) ﬁwmammunﬂgﬂﬁuﬂ' 618 nm (0.00-7.00 min), 585 nm (7.01-)2.00
min), 265 nm (12.01-20.00 min) 3&?151:‘}4"1};111&!19%0@15{’0 external calibration curve 999 total
MG (15170 MG + LMG) uazw9 total CV (U5 CV +LCV)
anulfldvesisImnsnzvilaumatia HPLC-DAD
Linearity: r = 0.9900 (ﬁgxi total MG 1ag total CV)
Linear working concentration range: 0.6 pg/kg — 6 pg/kg (‘}71”'0 total MG 1102 total CV)
Limit of detection (LOD): 0.5053 pg/kg WU total MG
0.4087 pgkg @MY total CV
Limit of quantitation (LOQ): 1684  ug/kg I3 total MG
1.362  pgkg @151 total CV
% recovery (ﬁszﬁu 2 pg/kg): 4581 % 09 107.25 %AW total MG
21.01 % 014 89.69 % &M total CV
éadm‘lwajﬂgﬂuﬁiwﬁuan%ﬁlﬁ' (40 % - 110 %) Admua 131y A0AC
% RSD (521 2 peike) - 35.19 % 145U total MG
59.42 % AT total CV \
711 % RSD foeuiuiddasmualas AOAC Hiszduaududu 1 gk 1915y 30 %

o Y1 ama el et a g a am =3 o ]
RSD  vumu @35 ns et o luianuinostunuinels  ms1e3snsmSoualoviauay

Ce

IR NTU Y AU uA DY
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4.1.2 35nnznlaamaiia LC-MS/MS

b4
°

NIl I8Wann35uns1ed MG taz LMG whouduludedadatiuwizides 1D

3 1o by = o 1 l:!’:u,: ) < 5‘ 3/
ANUQNABIILUIGY Arumswsuuiiadishilifunsudoiazsiaswu laieuuTasi
Tumsatauazadudn uazdinsiey MG uag LMG drumaiia LC-MS/MS Jasasadalllo
(aa (Crystal violet, CV) 1w intemnal standard 1 ionpairs fall : MG 329.3/208.2, 329.3/313.1,
LMG 331.3/165.4, 331.3/239.3 t1a2 CV(internal standard) 372.2/356.3

anuldldve 35 hnnzvlagmaiia LC-MS/MS

Nan13 NS 1Z1A Taoll % recovery 041U 87-108 % (MG), 96-116 % (LMG) ag %
RSD (11111 6.45 say 7.77 Muddy dwmsvdaumaney, % recovery aglugis 69-106 %
(MG), 84-110 % (LMG) dm3ula 1wy, % recovery ogluaa4 93-103 % (MG), 93-120 %
(LMG) d1115 U

a v ’ ° \
4.2 Tnsamsivenazine i
° a « o 1 & kA g (A & 2 a o =1

L MIMsInTevalegesune insieilsnauar lnans unazdr lavar ladniu
Tusavtnamieg wu danwizidos fawizidos fomailn HPLC-DAD

2. a3lwan133e Hazwous 1w

= A a M Aaa d
3. Wounnanuierueranulunisiszagudnnmsuioanuwlunsas

v
4.3 YDITUDUUL
fagtfuaisomedmseantislusmisiiowangunindindiuninnlasafslu
3 = g ? - 4 g as & “ - = ~ Y
o5t Tunuamsfisondn “chasing zero” FIABIDIFUATDINBTUGS TamsHIIS RN
ao o A2 A o (a’/’ ' dyy ~ o LY S o =
uitemsmildudszanamensdunduganaitiain s ldendduiluanuiign
4y y - ¢ & g o o 4
woud  dymiludumsinngdemslugaaivinssuemts Fatiugaamns suduaumin

yosyseme 1deo1say1)
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Princing Time: 10:41:32 AX

Printing Date: Thucsday, April 29, 2004

Sample Name: n/a

API-3000 SN/D-12270307 Chemistry, CU.

Acg. File: n/a

Pagz 1 of 2

Saumple Name: n/a

MS/MS Analysis,

Precursor lion:

Malachite Green

Initial Ql Scan
Target Compound
Malachite Green
Parameter: DP
Masses (amu)
329.261
Parameter: FP
Masses (amu)
328.261
Parameter: DP
Masses (amu)
329.261
Parameter: FP

Masses {amu)
328.261

Final Q1 Scan
Target Compound
Malachite Green

Target Compound:

313.144
165.304
208.188
238.307
241.37%
284.418
Parameter: CE
Masses (amu)

329.265/165.
329.265/208.188
329.265/239.307
329.265/241.379
329.265/284.418
329.265/313.144

304

Parameter: CXP

Product ion:Ruto Select,
From the most intensive: 6 peaks.
Min. mass for product ion: 100.000(amu).

Quad 1 Resolution:

Thursday, April 29, 2004, 10:37

Infusion Quantitative Optimization

positive

Base Peak Ion,
Criterxia:

Unit resolution,

Find base peak ion - Start Mass:
base peak ion mass:

Search Range:

MG

320.000 to 340.000 (amu)

Mass loss from precursor ion > 10.000 (amu)

Quad 3 Resolution:

Threshold for product ion > 0.0(cps)

Unit resolution

Initial Product Mass

320.000 Stop Mass: 340.000
329.277
Mass (amu) Intensity(c¢cps) (5 MCA Average)
329.261 434020
Start: 1.0 Stop: 101.0Step: 5.0
Current Value New Value Intensity(cps)
30.0 66.0 415806
Start: 50.0 Stop: 375.0Step: 10.0
Current Value New Value Intensity(cps)
200.0 340.0 456606
Start: 1.0 Stop: 101.0Step: 5.0
Current Value New Value Intensity (cps)
66.0 51.0 476633
Start: 50.0 Stop: 375.0S8tep: 10.0
Current Value New Value Intensity(cps)
340.0 340.0 498639
Mass {amu) + Intensity(cps) (5 MCA Average)
329.265 (M) 518580

Final QIMI Method: Malachite Green QOpt FinalQ1MI_ Pos.dam

Malachite Green

Initial Product Ion Intensity(cps) (26 MCA Sum)

143000
67000
51000
42000
34000
28000
Start: 5.0 Stop: 130.0Step: 2.0
Current Value New Value Intensity(cps)
30.0 81.0 6265
30.0 19.0 8448 v
30.0 107.0 5417
30.0 75.0 4678
30.0 63.0 2983
30.0 49.0 29567
Start: 0.0 Stop: 55.0Step: 2.0




R XY

Printing Time: 10:41:32 AM

Printing Date: Thursday, April 29, 2004

Sample Name: n/a

API-3000 SN/D~12270307 Chemistry, CU.

Acq. File: n/a

Page 2 of 2

Sampla Nawe: n/a

IMasses (amu)
329.265/165.304

Parameter: CXP

Masses (amu)
329.265/208.188

Parameter: CXP

IMasses (amu)
329.265/239.307
Parameter: CXP
Masses (amu)
329.265/241.379
Parameter: CXP
Masses (amu)
329.265/284.418
Parameter: CXP

Masses (amu)
329.265/313.144

Final Product Ion
165.400
208.400
239.300
241.400
284,300
313.200C

Optimal Product Jon Mass:

Current Value New Value Intensity(cps)
15.0 8.0 7020
Start: 0.0 Stop: 55.0Step: 2.0
Current Value New Value Intensity(cps)
15.0 12.0 10513
Start: 0.0 Stop: 55.0Step: 2.0
Current Valuve New Value Intensity(cps)
15.0 14.0 5060
Start: 0.0 Stop: 55.0Step: 2.0
Current Value New Value Intensity(cps)
15.0 12.0 4298
Start: 0.0 Stop: 55.0Step: 2.0
Current Value New Value Intensity(cps)
15.0 16.0 2793
Start: 0.0 Stop: 55.0Step: 2.0
Current Value New Value Intensity (cps)
15.0 18.0 30482
Mass (amu) Final Product Ion Intensity(cps) (10 MCA Average)
8310
10940
5550
4580
3780
38190

Final MRM Method: Malachite Green_QOpt_ FinalMRM Pos.dam
Quantitative optimization completed successfully.

313.200 Optimal Product Ion Intensity:




Printing Time: 10:41:20 AM
Printing Date: Thursday, Rpcll 2%, 2004

Sample Namst TunsSamplalame

API-3000 SN/D-12270307 Chemistry, CU. :

hcg. File: Malachitse Green_FinalPrdt_Bes.wiff

Pagea 1l of 1

Samgple Name: TunaSampleilame

W j1S2 (329.26) CE (81): 10 MCA ... Max. 3.8e5 cps +MS2 (329,26) CE (81): 10 MCA ... Max. 3.805 cps| BB +MS2 (329.26) GE (81); 10 MCA ... Mex. 3.865 cps|
165.4 10968 208.4 5 504 < 2393
8.0e4 | | y :
1.00e5 |' 5.084
7064 - ]
9.00e4 4 I \ 4504
|
8.0e4 - 8.00e4 - \\ 4,004
7.00e4 - " 3
§ 5.0e4 g | ] 8 3,504
= ) - 5.00e4 | | - 3.0p4 4 !
‘B 4.0e4 % |J ! % I
: §.00e4 - 2 504
z 2 | e 240.3.,
= 30044 = 4.00e4 ( T 2.0e4q |
3.00e4 - 2
2064 164.3 ! \ 1.5e4
2.00e4 |
1.0e4 1656 i | s
) 1.00e4 1 207.2 5000.0 4 238.4 |
1834 1878, 206.2 \ 2004 2104 2L !
163 164 165 166 167 206 207 208 208 . 210 237 238 239 240
miz, amu m/z, amu mfz, amy
W +MS2 (329.26) GE (81); 10 MCA ... Max. 3.8e5 cps] M@ +MSZ (329.26) CE (81); 10 MCA ... Max. 3.865 cps] W +MS2 (329.26) CE (81); 10 MCA ... Max. 5.805 cps
244 4 284.3 313.2
4,584 4 3.8ed 3.8e5 .
: 3.5e4 / 3.5e54
4.0ed 4 /
] ] M/
| 3.5e4 4 3.0e4 ’ H 3.0e5
ﬁ_ 3.0e4 ] g 2.5e4 r( g- 2.585 1
%- 2,504 1 2z 2.034J } E 2.005
i : ] ;
&  2.0e4 E | g
= t  1.5e44 ! 2852 £ 1.5e51
1504 ]
1.0e4 1.0e5 -
1004 l‘\
242.3 5000.0 4 283.1 J 5.064 1
5000.0 : : :
- 2431 2822 il 3441
< - : : , 3114
241 242 243 282 2683 284 285 286 311 312 313 314 s
1{ miz, amu miz, amu miz, amu




Printing Time: 10:46:1% AM API-3000 ZN/D-12270307 Chemistry, CU.

Printing Data: Thursday, April 2%, 2004

Sample Mamst TunaSamplelD Acg. Tile: MT2004042%10455) wiff

Page 1 of 1

Sample MName: TuneSamplelD

W +Q1: 10 MCA scans from Sample 1 (TuneSamplelD) of MT20040429104561 . wiff (Turbo Spray} oo ?pb

5.466 3284
6.0e6 -
5.5e6
5.0e8 1

4.5e6 -

4.0e8 4

|
|
|
/
|
f

intensity, cps

3.0e6 A

2.5e61

2.088 -
1.5e6
1.0e6- \

5.0e5

4 /

3314

Max. 8.4e6 cps

338.3

320 329 322 323 324 325 326 27 328 329 330
mfz, armu

331

332

313

334

335

336

337

338

338

34




“&rincinq Time: 10:03:21 AM
Printing Date: Thursday, April 29, 2004

Sample Name: a/a Acq. File: n/a

ARI-3000 SN/DP~12270307 Chemistry, CU.

Page 1 of 2

5 B

Sample Name: n/2 |

Thursday, BApril 29, 2004, 09:59

Infusion Quantitative Optimization

MS/MS Analysis, positive

Precursor ion: Base Peak Ion, Search Range:
Product ion:Auto Select, Criteria:
From the most intensive: 6 peaks.

Min. mass for product ion: 100.000(amu).

Mass loss from pr
Threshold £

Quad 1 Resolution: Unit resolution,

Leucomalachite Green

Quad 3 Resolution:

Parameter: FP

Masses (amu)
331.292

Final Q1 Scan
Target Compound

Current Value
370.0

Mass (amu)

331.202 (MK

Leucomalachite Green

New Value
370.0

)

LM&.

330.000 to 334.000 (amu)

acursor ion > 10.000 (amu)
or product ion > 0.0(cps)

Unit resolution

Find base peak ion - Start Mass: 330.000 Stop Mass: 334.000

base peak ion mass: 331.298

Initial 01 Scan

Target Compound Mass (amu) Intensity(cps) (5 MCA Average)

Leucomalachite Green 331.292 1068260

Parameter: DP Start: 1.0 Stop: 101.0Step: 5.0

Masses (amu) Current Value New Value Intensity(cps)
331.292 30.0 66.0 1102914

Parameter: FP Start: 50.0 Stop: 375.0Step: 10.0

Masses (amu) Current Value New Value Intensity(cps)
331.292 200.90 370.0 1233240

Parameter: DP Start: 1.0 Stop: 101.0Step: 5.0

Masses (amu) Current Value New Value Intensity(cps)
331.292 66.0 61.0 1239686

Start: 50.0 Stop: 375.0Step: 10.0

Intensity(cps)
1266790

Intensity(cps) (5 MCA Average)
1245360

Final QIMI Method: Leucomalachite Green QOpt FinalQIMI_Pos.dam

Target Compound: Leucomalachite Green

Initial Product Mass Initial Product Ton Intensity(cps) (26 MCA Sum) S
239.294 747000 N
223.592 201000 N
315.792 174000
165.404 135000
184.769 119000
152.711 35000

Paraneter: CE Start: 5.0 Stop: 130.0Step: 2.0

Masses (amu) Current Value New Value Intensity(cps)
331.282/152.711 30.0 125.0 1107
331.292/165.404 30.0 89.0 10633
331.2%2/184.769 30.0 57.0 2072

: 331.292/223.592 30.0 75.0 23945
331.282/239.294 30.0 43.0 160650V
331.292/315.792 30.0 31.0 29815

,|Parameter: CXP Start: 0.0 Stop: 55.0Step: 2.0




LPrinting Time: )0:03:21 AM
Ptinting Date: Thursday, Apri) 29, 2004

Sanple Name: n/a

API1-3000 SN/D-12270307 Chemistry, CU.

Acq. File: n/a

Page 2 of 2

Sample Name: n/a

Masses (amu)
331.292/152.711
Parameter: CXP
Masses (amu)
331.292/165.404
Parameter: CXP
Masses (amu) .
331.2%2/194.769
Parameter: CXP
asses (amu)
331.292/223.592
Parameter: CXP
Masses (amu)
331.292/239.284
Parameter: CXP

Masses (amu)
331.292/315.792

Final Product Ion
152.300
165.400
194.400
223.500
239.400
316.200

Optimal Product Ion Mass:

Current Value New Valuc Intensity(cps)
15.0 8.0 1253
Start: 0.0 Stop: 55.0Step: 2.0
Current Value New Value Intensity(cps)
15.0 8.0 13183
Start: 0.0 Stop: 55.0Step: 2.0
Current Value New Value Intensity(cps)
15.0 10.0 2622
Start: 0.0 Stop: 55.0Step: 2.0
Current Value New Value Intensity(cps)
15.0 12.0 31933
Start: 0.0 Stop: 55.0Step: 2.0
Current Value New Value Intensity(cps)
15.0 14.0 144915
Start: 0.0 Stop: 55.0Step: 2.0
Current Value New Value Intensity(cps)
15.0 20.0 38352
Mass (amu) Final Product Ion Intensity(cps) (10 MCA Average)
11950
13370
11470
29930
133150
61660

238.400 Optimal Product Ion Intensity:

Final MRM Method: Leucomalachite Green QOpt_FinalMRM Pos.dam
Quantitative optimization completed successfully.

133150




Printing Time: 10103:07 &M
Printing Date: Thuraday, Rpril 25, 2004
Sample Nama: TuneSampleMamg

APL-3000 3N/D-12270307 Chemistry, CU.

Acg. File: Leucomalachitas Grean_Finalfrdt Pos.wilff

Fage 1 of 1

Sample Nama: TuneSampleNams
W 14152 (331.29) CE (125); 10 MC... Max. 1.3e8 cps +MS2 (331.29) CE {125): 10 MC... Max, 1.3e6 cps| N +MS2 (331.29) CE (125): 10 MCA.. Max. 1.386 cps
152.3 165.4 194.4
1.2005
100 1.30e5 {I\ 1.1065 hY
. a9 - . i
1.20e5 1 \ 1.0065 1
1.00e5 4 1.10e5- / \ 60004
| 0004 -
9.0084 - 1.0005 - / 5'5
8.0084 4 8.00e4 [ 8.0084 - ‘
& 7.00e4! 1533 & 5.00e4 s 8 7.00e4; |
g 6.0034# Z 7.0004 | z 6.0084 -
£ 5.00e4+ .g 6.0004 1 / | £ 50064
T 40084+ = b0ReA | | T 4.00ed+ 1955 {
4.00e4] \ 196.5 |
3.00e4 4 151.1 3.0004 4 [\ 166.4 3.00e4 4 ‘
2.0064 ] -y oy \, 167.4 2.00e4 1935 _;
1.00e4 1.00e4 2 1.00e4 4
1842 561 4 163.4 / 192.f 92y
151 152 153 154 155 163 164 165 166 167 183 194 195 198 197
'z, amu miz, amu m/Z, amu
W +MSZ (331.20) GE (125) TO MC.. Max. 1.3e6 cps| B +MS2 (331.29) CE (125): T0 MG, . Max. 1.3¢8 cps +MSZ (331.29) GE (125); 10 MCA... Meax. 1.386 cps
2235 239.4 318.2
3065 430886 \\ Bdes5 1
] 1.2066 - / \ 5565
2.5e5 1.1066 - / \ 5,065 - |
] 1,0006 4505 |
2.065 1 9.00e5 1 | 4 Oes-]
8 8.00e5 '
- § ; 0035 { § 3.5¢51
o | .00e 3
RS E,,‘ £ 3005
g 6.00e5 4 2
E £ 50085 / E 255y
1.0e54 2243 4.0065- l 2.0e5
] 1.505 ]
3.00e5 | n 1151 ﬂ
5-0ed 2.00e5 - In \ 1.0e5 1 |
1.00e5 / 5.0e4
21.3 . . ‘ - l 2375 ?382] ‘ \2403 2413 j@s‘a ,314.0/ A ,
222 223 224 225 226 - 237 238 239 240 241 314 315 316 317 318
miz, amu m/z, amu m/z, amu




Printing Time: 09:48:04 AM
Printing Date: Thursday, Apcil 29, 2004
Sample Hame: TunaSamplelD

API-3000 SWSD-12270307 Chemlstry, CU.

Acq. File: MT20040429094740.wiff

Page 1 of 1

Sample Name: TuneSampleIl

1.00&7 -
§.50e6 1
9.00e6 4
8.60864
8.00e6 -
7.50e6
7.0086
8.50e6 -
6.00e6 A
5.50e6

5.00086

Intensity, ¢cps

4.50e6 -

4.0028 -

3.5066 1

3.00e6 -

2.50e6 -

2.00e6

1.50e6 -

1.00e6 A

5.00a5
¥

321.4 3224

3231

3242

325.2

3264 23272

M +Q1; 10 MCA scans from Sample 1 (TuneSampleiD) of MT20040428094740.wilf (Twbo Spray) 5o 7P 5

333

!

328.2 /

3324

3334
334.5335.4

Max. 1.0e7 cps

320

321 322

323

324

325

326

327

128 320 130 Y
iz, amu

332

333 334 335

336.3 337.4 3383 338.4 |
336 337 338 339 340”
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pcitting Time: 11:07:57 AX
Priming Date: Thursday, April 29, 200¢

Sxmle Name: n/a

ARPI~3000 SN/D-12270307 Chemistry, CVU.

hog. Mle: o/a

Sample Name: .n/a

Page 1 of 2

a%e

A
’

Thrrsday, April 29, 2004, 11:04

Infusion Quantitative Optimization

B

¥S,MS Analysis,

1

Prexursor ion:

2roduct ion:Auto Select,

positive

Base Pez2k Ion,

Tra the most intensive: & peaks.

sy r. mass for product ion: 100.000 (amm) .

)

Crystal Violet

Initial Q1 Scan
[Taxget Compound
Crystal Violet

Parameter: DP

Ma sses (amu)
372.234

Parameter: FP

Ma sses (amu)
372.234

Parameter: DP

Masses (amu)
372.234

Parameter: FP

Masses (amu)
372.234

Final Q1 Scan
Target Compound
Crystal Violet

Target Compound:

356.336
340.178
235.329
239.641
268.320
311.420

Parameter: CE

Masses (amu)

372.236/235.329
372.236/239.641
372.236/268.320
372.236/311.420
372.236/340.178
372.236/356.336

Parameter: CXP

Initial Product Mass

xx2d 1 Resolution: Unit resolution,

Fird base peak ion - Start Mass:
base peak ion mass:

Criteria-

Search Range:

Mass loss from precursor ion > 10.000 (amu)
Threshold for product ion > 0.0(cps)

dv

370.000 to 376:000 (amu)

Quad 3 Resolution: Unit resolution

370.000
372.278
Mass (amu)
372.234
Start: 1.0 Stop: 101.0Step:
Curxent Value New Value
30.0 96.0
Start: 50.0 Stop: 375.0Step:
Current Value New Value
200.0 330.0
Start: 1.0 Stop: 101.0Step:
Current Value New Value
96.0 71.0
Start: 50.0 Stop: 375.0Step:
Current Value New Value
330.0 310.0
Mass (amu)
372.236( M7 )

Crystal Violet

545000
201000
91000
85000
82000
60000
Start: 5.0
Current Value
30.0
30.0
30.0
30.0
30.0
30.0
Start: 0.0

Initial Product Ion Intensity(cps)

Stop: 130.0Step:
New Value
79.0
125.0
91.0
83.0
73.0
53.90

Stop: 55.0Step:

Stop Mass:

376.000
Intensity(cps)
1748880
550

Intensity(cps)
1776630

10.0

Intensity(cps)
1851361

5.0

Intensity (cps)
1874078

10.0
Intensity{(cps)
1733981

Intensity(cps)
21577680

Final QIMI Method: Crystal Violet QOpt_FinalQiMI Pos.dam

(26 MCA Sum)

2.0

Intensity(cps)
13195
10167
11483

6140
52432
144897 v

2.0

(5 MCA Average)

(5 MCAR Average)

T YRR




Printing Time: 11:07:57 AX

printing Dace: Thursday, April 29, 2004

API-3000 SN/D-12270307 Chemistry, CU.-

Page 2 of 2

Optimal Product Ion Mass:

Final MRM Method: Crystal Violet QOpt_ FinalMRM Pos.dam
Quantitative optimization completed successfully.

356.400 Optimal Product Ion Intensity:

sample Name: n/a Acq. Flle: n/a Sample Name: n/a
Marsses (amu) Current Value New Value Intensity(cps)
372.236/235.329 15.0 12.0 13757

Parameter: CXP Sta;t: 0.0 Stop: 55.0Step: 2.0

‘Masses (amu) Current Value New Value Intensity(cps)
372.236/239.641 15.0 12.0 10817

Parameter: CXP Start: 0.0 Stop: 55.0step: 2.0

Masses (amu) Current Value New Value Intensity(cps)
372.236/268.320 15.0 14.0 10323

Parameter: CXP Start: 0.0 Stop: 55.0Step: 2.0

Masses (amu) Current Value New Value Intensity(cps)
372.236/311.42¢0 15.0 18.0 6828

Parameter: CXP Start: 0.0 Stop: 55.0S5tep: 2.0

Masses (amu) Current Value New Value Intensity(cps)
372.236/340.178 15.0 18.0 60453

Parameter: CXP Start: 0.0 Stop: 55.0Step: 2.0

Masses (amu) Current Value New Value Intensity(cps)
372.236/356.336 15.0 22.0 167337

Final Product Ion Mass (amu) Final Product Ion Intensity(cps) (10 MCA Average)
235.400 13610
239.400 15210
268.500 10160
311.200 8380
340.300 57720
356.400 151680

151680




Princing Tima: 11:07:46 AM
Printing Date: Thursday, April 2%, 2004

Semple Mame! TuneSamplaName

RPI-3000 3N/D-12270307 Chemistey, CU.

Acq. ¥llel Crystal Violst_FinsliPrdt_Pos.wiff

Page 1 of }

Sample Namet TuneSamplalName

W TMS2 (372.24) CE (79): 10 MCA .. Max. 1.568 cps +MS2 (372.24) GE (79): 10 MCA .. Max. 1.566 cps] M +MS2 (372.24) CE (79): 10 MOA .. Max. 1.566 cps
235.4 239.4 268.5
1,565 ; 1.0085
13651 1.4e5- i
1.265 [\ 5.00e4 -
1165 1205 / | 8.0064 1
005 4 / % 7.0004 1 'I
9.084 - 1.0e5 -,
& 8.004 g iR £ 6.0004 1 ,.
> . | )
g 70e41 £ SN A\ g 5.0004 1 }
% 6.0e4 - g " , E 4.00¢4
< 5084+ T 6.064 rl g\ £ 400e4 !
4.064 5 ‘ 4 3.00¢4 4 -
] 4,064 | \
3.064 - , s 2 0064 1 w76 269.5
2.0e4 | 20al] / Ay 2415 '
1004 ] 2383 2373, ‘ 2384 \J 1.00e44 2686 2705 |
T o33 4 PR \ '
233 234 235 236 237 238 239 240 241 242 286 267 268 269 270
miz, amu m/z, amu méz, amu
M +MSZ2 (372.24) CE (79); 10 MCA .. “Max. 1.566 cps +MSZ (372.24) CE (79); 10 MCA ... Max. 1.506 cps| W +MS2 (372.24) CE (79) 10 MCA . Max. 1566 cps|
12 340.3 { 508 356.4
§.0ad - 5.5054 f\\ 1,406
7 004 505 /o
1 4,505 / 1.266 A |
6.084 - s | ]
1 / 1.0e6 4
& 5.004- 8 3505 | %
Z 1 / > 3,005 % 8,065 |
% 4004 ﬁ '| E !
2 1 g 2.5a5 1 ! ] I
£ E : E 6.0e51
3.0e4 4 2.085 1 | |
2,064 1.5e5 / 4.085-
, : 1.0e5+ ,- \ 5 0es \
- 0 -
1-0e4 s0g 3102 5.004 | / ¢
LA . . . 384 S 3415 4424 3542 356.1 N
308 310 314 3t2 i3 338 339 340 341 342 354 as5 356 357 358
m/z, amu miz, amu mfz, amu




Printing Time: 211:03:00 AM
Printing Bate: Thursday, April 285, 2004

Sampla Namai TuneSamplalD

RPI-3000 SN/D-12270307 Chemistry,

Acq. Filet MT20040429110240.wif(

cu, Page 1 of 1

Sample Hame: TuneSamplelD

|

2.4a87
2.3e7

2.2e7
2.1871
2.0e7-
1.9e7 -
1.8e7 +
1.7e7+
1.667 -
1.587 4
1.407 1
1.3e7 -

1.267 -

intensity, cps

1.1a7-
1.0e7 4
9.0e8 4
8.006 -
7.0e6+
6.008 1
5.0e6
4.0e6 -
3.0e6-
2.0e6

1.0e6+
K

+Q1: 10 MCA scens from Sampla 1 {TuneSamplelD} of MT20040428110240.wiff (Turbo Spray)

—
— T

367.4

_366.3 368.4 _369.3 —370.2 37141 /

373.2

3744

375.2 376.1

Mex. 2.487 cpsi

385

366 367 368 369 370 374 372

373 a74

m/z, amu

375 376

57.2
77

378.2
378

379.1

379 380




wing Time: 0d113t48 PM
ating Dater Thursday, May 06, 2004

ble Namet MGHIMGH+CY 2.5ng/ml{inject2Cul)

API-3000 SN/D-12270307 Chemistry, €U,

Acq. Filey 29aprllOd.wiff

Paga 1 of 1

9 p

!

Sample Nama: MG+LMGACY 2.5ng/ml{lniect?Qul}

1 XIC of +MRM {16 pairs): 329.3/239.3 amu from Sample 13 (MG+LMG+CV 2.5ng/mi{inject20ul)) of 28apri0d wiff (Turbo Spray)

4. 904

4.0e4
3.004 -
2.0e4

1.0e4 -

f.'LOt'l

—

O

T

T

Max. 460.0 cps

3

2 4 5 6 7 8 9 10 11 12 13 14 15 16 17 18 18

Time, min
T XIC of +MRM (16 pairs): 329.3/313.2 amu from Sample 13 (MG+LMG+CV 2.5ng/mi(injectz0ul)) of 29april0d .wiff (Turbo Spray) M ( Max. 2680.0 cps
[ ERe
330

2500

2000 1

1500 +

1000 4

0.81
- jk
0‘ iy T Y - rﬂ — T el + /\'\ Y T t T it T t L s, B | S T T . ¥
1 2 3 4 5 6 7 ] g 10 i1 12 13 14 15 18 17 18 19
Time, min
I X3C of +MRM (18 pairs}: 331.3/239.4 amu from Sample 13 (MG+LMG+CV 2.5ng/mi{Inject20ul}) of 29aprill4.wiff (Turbo Spray) L,{Y} G Max. 4.0e4 cps

4 Ded 8.51

4.0e4 -

3.004 -

|
2.0e4 4 !
1.0e4 4
00b T T T T T T T T — 13 T T T T T T T o T
1 2 3 4 5 4] 7 B 9 10 11 12 13 14 15 16 17 18 19

Time, min




5 a -
rinting Timet 04:14:22 PM
>rinting Datet Thucaday, May 06, 2004

jample Mames MG+LMS+CY 2.5ng/ml{injacc20ul}

RPI-3000 3M/D-12270307 Chemistry, CU,

Acg, Filler 2%aprllo§.wiff

Page 1L of 1

Sampla Mame: MG*U-(G«*C_V 2.3ng/mi{injact2oul}

W X(C of +MRM (16 peirs): 328.3/239.3 amu from Sample 15 (MG+LMG+CV 2.5ng/mi{Inject20ut)) of 28aprilo4d wiff (Turbo Spray) Max, 880.0 cps
4 Bed
4.0e4 -
c.gf_ 3.0ed 4
g 2084
'_ ) Ok
P
| 0.0% S oAl : : : ; , : : — :
I 2 4 8 B 10 12 14 16 18 20 22 24 28 28
\_- ' Time, min
[ XIC of +MRM (16 palrs): 329.3/313.2 amu from Sample 15 (MG+LMG+CV 2.5ng/mi{Inject20ul)) of 29aprit04.wiff (Turbo Spray) ﬂqé Max. 3580.0 cps
‘ 3580 3.04
3000
&
0- -
Z 2000
§
£ 1000+
0.15
D" }\ . L - A J.\“ . ’ " . : N J?WMMWMM‘ 2. M‘W\'AWMW\”WTA&N
2 4 6 8 10 12 14 16 18 20 22 24 28 28
Time, min
W XIC of +MRM (18 pairs): 331.3/236.4 amu from Sample 15 (MG+LMG+CV 2.5ng/ml{inject20ul}) of 29april04.wiff (Turbo Spray) mer Max. 4.8e4 cps
4804 - 5.08
i 4.004
g 3.0ad -
g 2.0e4 ' '
=
1,084
4 6 8 10 12 14 18 18 20 22 24 28 28

U|0 T i L) 1} L} T + T
2
j Time, min
3
4



v

printing Timat
Printing Date:

04115135 PM
Thursday, May 0§, 2004

Sample Name: MGHIMG+CY 2ng/ml{inject2iul;

Acq. File:r 2%aprlli.wiff

ARI~-3000 SN/D-12270307 Chemistcy, CU.

Bage 1 of 1

Sample Name: MG+LMG+OV 2ng/ml {injeer?lul}

’_. XIC of +MRM (18 palrs); 328.3/239.3 amu from Semple 16 (MG+LMG+CV 2ng/mi(inject20ul)} of 28apri04 wif (Turbo Spray)

5560
5000

l
/
N 4000
ﬂ 3000

2000

intensmf cps

1000

0k

Max. 130.0 cps

_,.
[Ny
w
-y
o
o
b |

8 )

10

TR

Time, min

14 15 16 17

18

ig 20 29 22

|.
500
400

300

200

Intensity, cps

100

1 2 3 4 5 6 7

I XC of +MRM {16 palrs): 329 3/313.2 amu from Sample 16 (MG+LMG+CV 2ng/mi(inject20ul)) of 29apnil04.wiff (Turbo Spray)

i

17.37

18.97. 1

\f

}Lﬂ W\M\M i M

Max. 520.0 cps

A"MMMML_N ALM\MU!"\ Aodes s

8

Al ,.J‘.mu mﬂp\\"\ J\‘LN- b Jl'\.'rf"",,e\m\"'ﬂ'm-!wﬁ‘ﬂ"" v
9 11

13
Time, mfn

14 17

18

20 21 22

5580
5000

4000
3000

2000

Intensity, cps

1000

0

6.12

W XIC of +MRM (18 pairs); 331.3/239.4 amu frorn Sample 16 (MGFHLMG+CV 2ng/mi(inject20un) of 29aprile4.witf (Turbo Spray)

Max. 5560.0 cps

L

|

oD

[Te g

10

14 12 13
Time, min

14 15 16 17

18

19 20 21 22




Printing Time: 04110157 PM
Printing Date: Thursday, May 06, 2004

Sampla Namei MG+LMG+IV 2,.5ng/ml {inject20ul)

API-3000 SN/D-12270307 Chemistry, CU.

Acg. Filer 2%aprilOd.wiff

Paga 1 of 1

Sample Hama: MG+LMGHCV 2,5ng/ml{inject2iul)

"B XIC of +MRM (16 pairs); 328.3/238.2 amu from Sample 10 (MG+LMG+CV 2.5ng/mi(inject20ul)) of 20april04 wiff (Turbo Spray)

Max. 1110.0 cps

& Time, min

1.8e4 j
1.5e4 1
8
(%]
g 1.0e4
]
1)
= 5000.0 1 }!
o.aH1L - it = ; : ‘ L& 5 - : : ; . ; ,
1 2 3 4 5 8 7 8 ) 10 11 12 13 14 15
Time, min
B XIC of +MRM (16 pairs): 329.3/313.2 amu from Sample 10 (MG+LMG+CV 2.5ng/mi(inject20ul)) of 29april04.wiff (Turbo Spray) /}?‘& Max. 5350.0 cps
2.05
5000 -
|
40004
g |
L
5 3000 A 164 ~
a 2000 P\ \
1=
1000+ ‘ \ l
0) _l“"a‘ 'll LA }r Lﬁ-‘_ ! T T s T T T T T T T T T 1
1 2 3 4 5 ;] 7 8 9 10 1 12 12 14 15
Time, min
" M XIC of *MRM (18 pairs): 331.3/239.4 amu from Sample 10 (MG+LMG+CV 2.5ng/mi(inject20ul)) of 29april04.wiff (Turbo Spray)  / /7)& Max. 1.8e4 cps
1.804 204
1.5e4 4
g
(4]
Z  1.0e4 \
@
=
£
= 5000.01
00" _J k
‘ 1 2 3 4 5 8 7 8 2 10 11 12 13 14 15




“Peinting Tima: 04:09:27 PM
Printing Dater Thursday, May 06, 2004

Jample Mama: MGHLMG+CY  2.6ng/ml (inject20ul} Acg, Filer 2%aprilog.witt Sample Mame: HS+LMGCV  2.3ng/ml (injact20ul)
I X|C of +MRM (16 palre): 328.3/239.3 amu from Sample 12 (MG+LMGACV 2.5ng/mi(inject20ul)) of 29aprild4 wifl (Turbo Spray) Max. 2120.0 eps
3.8e4
3.0e4 -
-4
U-
% 2.0e4 -
£
= 1.0e4~\ \ 1,'.1
i
0.0) A 1,83 %QE’ - . ‘ _ . . .
' 0.5 i0 1.5 2.0 25 3.0 35 4:0 45 50 55 6.0 6.5 7.0 7.5 8.0 8.5 8.0 9.5
Time, min
T XIS of +MRM (16 paire): 329.3/313.2 amu from Sample 12 (MG+LMG+CV 2.5ng/mi(inject20ul)) of 28aprii04 wiff (Turbo Spray) Max. 1.1ed cps
1.1464 206 M3
-
1.00e4 -
2 §000.00
(13
£ 6000.00 -
g e
£ 4000.00+ /
T 1.63
2000.00- 1.09 J\ J
000}4 T “-/k T — T — —r T — T T T T = T T = T 7 T
0.5 1.0 1.5 2.0 2.5 3.0 35 4.0 4.5 5.0 5.5 6.0 6.5 7.0 7.5 8.0 8.5 9.0 9.5
Time, min
W XIC of +MRM (18 paire): 331.3/239.4 amu from Sample 12 (MG *LMG+CV 2.5ng/mi(inject20ul)) of 28april04 wiff (Turbo Spray) Max. 3.Be4 cps|
2.03
3.804
ARG
3.0e4 -
&
U. .
2 2.0e4
2
&
=
~  1.Ded-
0-0> T L) 1 T T T Bl T ki s T T T T d T T T T
0.5 1.0 15 2.0 2.5 30 35 4.0 45 5.0 5.5 6.0 6.5 7.0 7.5 8.0 8.5 5.0 9.5

Time, min




MAHNUIN U

39



Printing Date: Monday, July 05, 2004
Printing Time: 01:42:09 PM

Food Research and Testing Laboratory Sample Name: MG+LMG 0 ppb

Acq. File: Malachite Page 1 of 1} ?2;7 &f
green-Leucomalachite green .dam, .. ’ 1

Analyle Area / IS Ares

2.0

1.9

1.8+

1.7 1

1.6 1

1.5

1.4

1.3

1.2

1.1+

1.0

[ M 05.07-04 validation 0-30 ppb E3.rdb (MG 329.3 / 313.2): "Linear” Regression {"No" welghting): y = 0,0643 x + 0.0288 (r = 0.9994)

T T T ¥ T T

10 12 14 16 18 20 22 24 26 28
Analyle Conc. /1S Conc.

o ~




Printing Date: Monday, July 05, 2004
printing Time: 01:41:47 PM
o 05-07-04 validation 0-30 ppb E3.rdb (MG.329.3/ 208.4): "Lineac’ Re

Analyle Area / IS Area

Food Research and Teating Laboratory

Acq. File: Malachite

Sample Name: MG+LMG O ppb

Page' 1 of 1

green—[.eucomalachi:e green .dam, ..

0.56 1
0.54 1
0.52
0.50

0,48
0.46

0,44

042-1
0.40 1
0.38
0.36 1
0.341
0.32

0.30
0.28

0.26 -
0.24
0.2
0.20 1
0.18 1
0.16
0.14
0.12-
010
0.08 4
0.06

0.04

0.02-

0.00 +—

gression ("No" weighting).y = 0.0182 x + 0.00738.(r = 0.9997)

g T

8 10 12 14 16 18
Analyte Conc. /IS Conc

20 22 24 26 28




Printing Date: Monday, July 05, 2004
Printing Time: 01:42:17 PM

W 05-07-04 validation 0-30 ppb E

Analyte Area / IS Area

Food Research and Testing Laboratory Sample Name: MG{IMG O ppb

Acq. File: Malachite Page 1 of 1

green-Leucomalachice green .dam, ..

0.39
0.38 1

0.36
0.34

0.321
0.30-
0.281
o261
0.24-
0.22
0.201
0.18-
0.161
0.141
0.121
0.104
0.08 1
0.06 4
0.04

0.02

Q004

3.0db (LMG 331.3 / 165.4). "Linear” Regression ('No” weighting): y = 0.0125 x + -0.00654 (r = 0.9968

®
0o 2 4 6 8 0 12 14 16 18 20 22 24 2 28
Analyte Conc. /1S Conc




Printing Date: Monday, July 05, 2004

Food Research and Testing Laboratory Sample Name: MG+LMG O ppb

Acg. File: Malachite Page -1 of 1

green-Leucomalachite green .dam,..

Printing Time: 01:42:27 PM

B 05-07-04 validation 0-30 ppb E3.rdb (LMG 331.3/ 239.4): “Linear” Regression ("No” weighting): y = 0.129 x + -0.0586 (1 = 0.9980)

Analyle Area / IS Area

40 |

3.8

3.6 1

3.4 1

3.2

3.0 1

2.8+

2.61

2.4

2.2 1

2.0-

1.8+

1.6 1

1.4

1.2

¥ T

8 0 12 14 16 18 20 22 24 26 28
Analyte Conc./ IS Conc.
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printing Date: Tueaday,
Sample Name:

Printing Time: 05:31:02 PM
July 20,
5 Snappex control E5

2004

APRPI-3000 SN/D-12270307 Chemistry, CU,

Fage 1 of 1

STY. A3

Acg. File: Malachite green-Leucomalachite green .dam,.. Sample Name: 5 Snapper control E5S EE_:D

ount

L (natmly”

S “Shappe'r controt E5

JUIY\20-07-04 wiff

0.008+000

N/A

7.966+004

No Peak

S Snapper+1 ppb ES |Standard JuV20.07-04 wiff  [6.87e+002 1.00 1.29e+005 0.813 81.3

S Snapper+2 ppb £ES  |Standard Juln20-07-04 wiff  |1.37e+003 2.00 1.42e+005 1.39 69.4

S Snapper+2 ppb E5 |Standard Juln20-07-04 . wiff  [5.90e+003 3.00 1.89e+005 4.29 143,

S Snapper+5 ppb ES |Standanrd Jul\20-07-04.wiff  |4.81e+003 5.00 1.47e+005 4.51 20.1

S Snapper control E5 |Unknown Julhy\20-07-04 . wiff | 0.00e+000 N/A 7.96e+004 No Peak NIA

S Snapper+1 ppb E5 |Standard July\20-07-04. wiff  (8.90e+003 1.00 1.29e+005 0.671 67.1

S Snapper+2 ppb E5 |Standard July\20-07-04.wiff | 1.67e+004 2.00 1.42e+005 1.48 74.3

S Snapper+3 ppb E5 |Standard July\20-07-04 wiff  |6.57e+004 3.00 1.89e+005 4.43 148,

S Snapper+5 ppo ES |Standard July\20-07-04. wiff  |5.07e+004 5.00 1.47e+005 4.41 8B.3

S Snapper control ES |Unknown Julhyi20-07-04 wiff | 0.00e+000 N/A 7.96e+004 No Peak N/A

S Snapper+1 ppb E5 [Standard July\20-07-04.wiff  [1.65e+003 1.00 1.29e+005 0.999 99.9

S Snapper+2 ppb E5 |Standand Jul\20-07-04. wiff  |3.17e+003 2.00 1,42e+005 2.00 99.8

S Snapper+3 ppb E5 |Standard July\20-07-04 wiff  |6.03e+003 3.00 1.89e+005 3.01 100.

S Snapper+5 ppb ES | Standard JUY\20-07-04. wiff  |7.44e+003 5.00 1.47e+005 £.00 99.9

S Snapper control ES |Unknown July\20-07-04. wiff | C.00e+000 N/A 7.96e+004 No Peak N/A

S Snapper+1 ppb BES  |Standard July\20-07-04 wiff  |4.34e+003 1.00 1.29e+005 0.870 87.0

S Snapper+2 ppb ES | Standard July\20-07-04 wiff  [1.22e+004 2,00 1.42e+005 2.18 108,

_ S Snapper+3 ppb ES |Standard Juiy\20-07-04. wiff  |2.23e+004 3.00 1.89e+005 2.98 99.6
2|S Snapper+5 ppb ES |Standard July20-07-04 wiff | 2.88e+004 5.00 1.47e+005 4.96 99.2

M 329, 3

Tl 2290 5 -

1.

LG Zi).

s
P

9 20H . Y-

2 l.;ﬁf,(q
4

3 1 :: “y '-;_,'\ "_‘\ ff
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Printing Time: 04:40:42 PM
Printing Date: Tuesday, July 13,
S5ample Name: 514 Control E4

2004

ARI-2000 SN/D-12270307 Chemistry, CU.

Acg. File: Malachite green-Leucomalachite green .dam, .. Sample Mame: 514 Control E4

Page 1 of 1

Bl edd >

MG

AR :

S14 Control E4 Standard JUly\13-07-04.wiff  |0.00e+000 ] 1.
S14 Contro) E4 Standard JulyV13-07-04.wiff  C.00e+000 0.00 1.75e+005 N/A
514 Splked MG 1 ppb E4 Standard July\13-07-04 wiff  |8.65e+002 1.00 1.67e+005 97.1
514 Splked MG 1 ppb E4 Standard Julyv13-07-04.wiff | 3.95e+003 1.00 1.67e+005 ¢1.9
814 Splked MG 2 ppb E4 Standard Julyvi3-07-04.wiff  |1.59e+003 2.00 9.46e+004 119
,JEM Splked MG 2 ppb E4 Standard JUly\13-07-04.wiff  [4.93e+003 2.00 9.46e+004 95.4
S14 Spiked MG 5 pph E4 Standard July\13-07-04.wiff  [5.80e+003 5.00 1.63e+005 93.1
S14 Spiked MG 5 ppb E4 Standard July\13-07-04.94F  |2.30e+004 5.00 1.63e+005 29.6
S14 Spiked MG 10 ppb E4 | Standard Julyy13-07-04 wiff  |7.68e+003 10.0 1.06e+005 1.9
1514 Spiked MG 10 ppb E4 Standard Julyv13-07-04. wiff | 3.06e+004 10.0 1.08e+005 101.
$14 Splked MG 20 ppb E4 Standard July13-07-04.wiff  |2.71e+004 20.0 1.84e+005 102.
S14 Splked MG 20 ppb E4 Standard Julyv13-07-04.wiff | 9.37e+004 20.0 1.64e+005 99.7
135711514 Spiked 5 ppb MixE4 Quality Contro | JulyV13-07-04.wiff  |4.92e+003 5.00 1.23e+005 104,
451814 Spiked 5 ppb MixE4 Quality Contro  {July\13-07-04.wiff  |1.60e+004 5.00 1.23e+005 92.2




cinting Tima: 04:5?:37 M
rinting Date: Tuesday, July 13, 2004
ample Name: S14 Control E4

ARI-3000 S8N/D-12270307 Chemistry, CU. Page 1 of 1

Acg. File: Malachite green-Leucomalachite green .dam,.. Sample Name: S14 Control EY

B 13-07-04 validation standacd addition MG.rdb (MG 329.3 / 313.2): "Linear" Regression {'No" weighting); y = 0.0288 x + -0.00287 (r = 0.9999)
0.58

0.85+
0.50-
0.45 -
0.40
0.35+
0.30+

0.254

Analyte Area /1S Area

0.20 1

0.15 4

0.10 4

0.05 4

0.00

0 1 2 3 4 5 8 7 8 9 1D 11 12 13 14 15 16
Analyte Conc. /1S Cong.




drinting Time: 04:56:29 PM
>rinting Date: Tuesday, July 13, 2004

3ample Name: S14 Control E4 Acqg. File: Malachite green-Leucomalachitve green .dam,.. Sample Name: 314 Control E4

M 13-07-04 validation standard addition MG.rdb (MG 329.3 / 208.4); "Linear" Regression {"No" weighting): y = 0.00823 x + -0.00282 (r = 0.9978}
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rinting Time: 03:51:24 PM

rinting Date: Thursday, July 22,

ample Name: Salmon Control E5M

2004

API-3000 SN/D-12270307 Chemistry, CU.

Acg. File: Malachite green-Leucomalachite green .dam,.

Page 1 of 2

- ; 2 (‘/"f’f
z_,}tl(j\ naV) ff/) [

1Y YO -
. Sample Name: Salmon Control ESM 5 [ L. (J‘J""’/ (\

5 Sample Name File Name (| Analyts Pealc. e clils Peak Araac| < Calculated v 1]
i iy s Rl s, R L A it ik g & “Area:(counts) ™ N [ (counts) - = bl L) ot 2ot 3 -
; = et e N i A S : e i i e Sl | na/ml)y s s s o e s (nalmbL) s e | /7 B e
-4 Salmon Control E5M Standard July\22-07-04 wiff  |0.00e+000 0.00 7.61e+004 No Peak  /IN/A Ymu A 3. =0T -
1 |Salmon + 1 ppb E5M Standard July\22-07-04.wiff  [6.57e+002 1.00 7.18e+004 1.15 i 1115.1 o 0aY -G 00124
. 41 Salmon + 2 ppb ESM |Standard July\22-07-04.wiff  [1.20e+003 2.00 6.83e+004 226 3.1 J_k gag;q [
~.1Saimon + 3 ppb ESM Standard July\22-07-04. wiff | 1.03e+003 3.00 5.44e+004 245 _~ 81.8 i
.~ '|Salmon + 5 ppb ESM Standard July\22-07-04.wiff  |2.80e+003 5.00 7.03e+004 5.20 i [104.
7. ]2Samon + 2 ppb ESM  [Quality Contro [July\22-07-04.wiff  |3.16e+003 2.00 1.20e+005 3.42 171.
=113 Salmon + 2 ppb ESM  |Quality Contro  |July\22-07-04. wWiff  (9,53e+002 2.00 6.86e+004 1.78 « ‘L 889
.14 Salmon + 2 ppb ESM  |Quality Contro  |July\22-07-04 wiff  |7.55e+002 2.00 4 ,96e+004 195 _~ \ 975 |
|5 Salmon + 2 ppb ESM  [Quality Contro  |July\22-07-04.wiff  |1.07e+003 2.00 6.91e+004 1.99 99.6/
. +|Salmon Control E5M Standard July\22-07-04.wiff  [0.00e+000 0.00 7.61e+004 No Peak NA N My, 34272152
* |Salmon + 1 ppb E5M Standard July\22-07-04.wiff  |5.06e+003 1.00 7.18e+004 0.860 /1880 1 4 Jo-0g gq P 4 —0.OE T
i 11 Salmon + 2 ppb E5M  Standard July\22-07-04.wiff  [1.39e+004 2.00 6.83e+004 217 (1o 1 J s 999 b :
- /|Salmon + 3 ppb E5M Standard July\22-07-04.wiff  |[1.35e+004 3.00 5.44e+004 2.61 87.1 |
4" |Salmon + 5 ppb E5M Standard July\22-07-04.wiff | 3.59e+004 5.00 7.03e+004 5.19 104. |
{2 Salmon + 2 ppb ESM  |Quality Contro  |July\22-07-04. wiff |3.57e+004 2.00 1.20e+005 3.10 185.
- |3 samon + 2 ppb ESM  [Quality Contro  [July\22-07-04.wiff  [1.25e+004 2.00 6.86e+004 196 _- 98.1
7. |4 Salmon + 2 ppb ESM  |Quality Contro  [July\22-07-04.wiff  [8.99e+003 2.00 4.96e+004 195 .~ \[974 '
8. .15 Samon + 2 ppb E5M  |Quality Contro  [July\22-07-04.wiff  [1.19e+004 2.00 6.91e+004 1.87 93.3)
49:- i Salmon Control E5M Standard July\22-07-04.wiff  [0.00e+000 0.00 7.61e+004 No Peak N/A )
2 Salmon + 1 ppb E5SM Standard July\22-07-04.wiff  [1.31e+003 1.00 7.18e+004 0.972 [1o721 1M V2303 /145 @
211 Salmon + 2 ppb ESM  |Standard July\22-07-04.wiff  |2.48e+003 2.00 6.83e+004 1.88 .~ / 93.9 |
22 ;. |Salmon + 3 ppb ESM Standard July\22-07-04 wiff | 3.29e+003 3.00 5.44e+004 3.09 L 103. F o] _ 00315 Y + T, O()C‘a
23 .. :[Salmon + 5 ppb E5M Standard July\22-07-04 wiff  [6.96e+003 5.00 7.03e+004 5.00 | J1o0. | %
24 |2 Samon + 2 ppb ESM  [Quality Contro  |July\22-07-04.wiff  [5.24e+003 2.00 1.20e+005 2.25 - L 112. JJ iy =|pn . qqut
25 13 Salmon + 2 ppb ESM  |Quality Contro  |July\22-07-04.wiff  [2.84e+003 2.00 6.86e+004 243 7 ‘\ 107. |
26 /|4 Saimon + 2 ppb E5M  |Quality Contro  [July\22-07-04.wiff  |2.40e+003 2.00 4.96e+004 247 . \ [124. /
27 |5 Salmon + 2 ppb ESM  [Quality Contro  |July\22-07-04.wiff  |3.02e+003 2.00 6.91e+004 225 412/
280 |Salmon Controt E5M Standard July\22-07-04.wiff  |0.00e+000 0.00 7.61e+004 No Peak /INIA ( Lol 331.3 . > 35 4.
) - ISalmon + 1,ppb ESM Standard July\22-07-04.wiff  |4.59e+003 1.00 7.18e+004 0.987 / [98.7 ) e g ,’i, .
- |1 Salmon + 2 ppb ESM  |Standard July\22-07-04.wiff  |8.62e+003 2.00 6.83e+004 192 ~ | (59 (4 -0l A
1;:|Salmon + 3 ppb ESM Standard July\22-07-04.wiff  |1.11e+004 3.00 5.44e+004 3.07 [ [102. J )
) |Salmon + 5 ppb ESM __ |Standard July\22-07-04.wift  |2.34e+004 5.00 7.03e+004 4.99 INEEE v 09913
|2 Salmon + 2 ppb ESM  [Quality Contro  |July\22-07-04.wiff  [1.82e+004 2.00 1.20e+005 231 . R EEE
|3 Salmon + 2 ppb EEM  |Quality Contro  [July\22-07-04.wiff  |9.90e+003 2.00 6.86e+004 2.18 | |109. !
|4 Salmon + 2 ppb ESM  |Quality Contro  [July\22-07-04.wiff [7.61e+003 2.00 4.96e+004 232 _ \ [118/ J
p-—




Printing Time: 03:51:24 PM API-3000 SH/D-12270307 Chemistry, CU.
Printing Date: Thuraday, July 22, 2004

Sample MName: Salmon Control ESM

page 2 of 2

Acg. File: Malachite green-Leucomalachite green .dam,.. Sample Name: Salmon Control ESM

IS Peak Area
counts
6.91e+004

"|5 Salmon + 2 ppb ESM  |Quality Contro |July\22-07-04.wiff | 1,056+004  [2.00




T PETIM FASH B

g;igﬁigg 'g;rgz; g;ﬁgiéii,p};\ny 22, 2004 ARPI-3000 SW/D-12270307 Chemistry, CU. Page 1 of 1 57_}9 ﬂwf‘}f)lfi )
Sample Name: F4 control ESM Acg. File: Malachite green-Leuccmalachite green .dam,.. Sample Name: F¢ control ESM
| iiAnalyte ~.Calculated= j: .’
cantrat Shcentratio |
e b s T o 3 . i 5 ;;f_-fmi_'] £ Tl
Standard July\21-07-04. wiff No Peak B/ 2%
Standard July\21-07-04 wif  [3.88e+003 1.00 2.31e+005 1.02 0OF By € - .o A7
‘|F4+2 ppb E&M Standard JUlyA21-07-04, Wit |5.09e+003 2.00 1.80e+005 1.57 , 374
F4+3 ppb EGM Standard July\21-07-04.wiff | 1.50e+004 3.00 2.52e+005 3.09 11103, ]
F4+5 ppb ESM Standard July\21-07-04.wif  |2.25e+004 5.00 2.22e+005 512 Moz,
_{F4 control E5M Standard July\21-07-04. wiff  |1.11e+003 0.00 2.11e+005 0.279 ANAN M 20863 /3132
‘|F4+1 ppb ESM Standard July\21-07-04 wiff  |4.46e+004 1.00 _ 2.31e+005 1.03 103. 1, . d OZF + -0.0021 3
{|F4+2 ppb ESM Standard July\21-07-04.wiff  [5.04e+004 2.00 g 1.80e+005 1.38 ||68.8 | L;,__b,qsm B ’
“|F4+3 ppb ESM Standard Julyi21-07-04.wiff |1.84e+005 3.00 2.52e+005 3.18 \ 108. /
F4+% ppb E5M Standard Juy\21-07-04, wiff  |2.70e+005 5.00 2.22e+005 5.13 403/
F4 control ESM Standard Julyi24-07-04 . wiff  |0.002+000 0.0C 2.11e+005 No Peak /A, \ L7} & A3t \?»/_/! L5 W
F4+1 ppb E5M Standard July\21-07-04.wiff  |2.68e+003 1.00 2.31e+005 1.22 i22.\  ( le0202y o —a GOU3
i|F4+2 ppb E5M Standard July\21-07-04.wiff  [4.00e+003 2.00 1.80e+005 2.32 [ 116 X_=| 6.499:73 ’
: Standard July\21-07-04 wiff  |4.81e+003 3.00 2.52e+005 2.00 | |ee.8 /
- Standard July\21-07-04.wiff  [1.16e+004 5.00 2.22e+005 5,42 \J108./
.. |F4 control E5M  |Standard July\21-07-04 wiff  |0.00e+000 0.00 2.11e+005 No Peak ANAN x| 23100 /2354
{|F4+1 ppb E5M Standard July\21-07-04.wiff  [8.35e+003 1.00 2.31e+005 1.10 flnee vy sl o _y;«ﬂf»o YA RS
18+ :|F4+2 ppb E5M Standard July\21-07-04 wiff  [1.25e+004 2.00 1.80e+005 2.02 A N e N
)/ |F4+3 ppb E5M Standard JUY\21-07-04.wiff  [2.19e+004 3.00 2.52e+005 2.51 \ 183.8 ]
i |Fa+5 ppb ESM Standard July\21-07-04 wif  [4.12e+004 5.00 2.22e+005 5.26 105./




. e
Printing Time: 044:00:43 PM APT-3000 SH/D-12270307 Chemistry, CU. Page 1 of 1 .g}"]‘{ (O/H }CJ !‘: j) ! )
Printing Date: Thuraday, July 22, 2004 ‘ ‘ _ (?-m fl}i r -
Sample Name: 514 control ESHM Acg. File: Malachite grzeen-Leucomalachite green .dam,.. Sample Name: 514 control E5M - L w3
% . EesNar Area (counts) | Concentratio csunte) gzt Concentration | SEHRSY-LS)
1. :1S14 controt ESM | Standard July'\21-07-04. wAff  |0.00e+00C 0.00 5.01e+004 No Pesak . N:‘A\ (it A¥@r 5/-,{*_ AT
23 S14+1 ppb E5M Standard July'\21-07-04 wiff  [0.00a+000 1.00 2.24e+004 No Pesak o INFA \
3:0.:1514+2 ppb ESM Standard July\21-07-04.wiff  |4.31e+002 2.00 4,72e+004 2.13 I'\. 107. ) Uzalg3? ¥ 0.0
4 1S14+3ppb ESM  [Standard July\21-07-04.wiff  |4.27e+002 3.00 3.80e+004 2.51 836 |
5., 11S14+5 ppb ESM  |Standard July\21-07-04.wiff  |1.548+003 5.00 5.67e+004 5.34 N1o7. €2 b G192
6 S14 control ESM | Standard JulyA21-07-04. wiff  |0.00e+000 0.00 5.01e+004 No Peak N!A}
7 =S14+1ppb ESM | Standard July\21-07-04.wiff  |1.07e+003 1.00 2.24e+004 0.975 [197.8 ) O Rig.s /332
8. S14+2 ppb ESM Standard July\21-07-04. wiff  |4.91e+003 2.00 4.72e+004 1.99 | [e9.5 | A = .0siE T +06.0) b9
9: S194+3 ppb E5M Standard July\21-07-04 wiff | 5.66e+003 3.00 3.80e+004 2.80 \ 93.4 ,'; gC 2 | . G5os
10 S14+5 ppb ESM Standard Julyi21-07-04 wiff | 1.57a+004 5.00 5.67e+004 5.13 \303,.-'
$14 control ESM Standard Julyi21-07-04 wiff  (0.00e+000 0.00 5.01e+004 No Peak NIAS
S14+1 ppb ESM Standard Juyi21-07-04, wiff  |4.29e+002 1.00 2.24e+004 0.925 92.5 j LNt Bl 3 //I.r(,j. ot
S14+2 ppb ESM Standard Julyi21-07-04.wiff  |1.72e+003 2.00 4.72e+004 1.90 P |95.0 | A =l o.posz 2 _
$14+3 ppb E5M  [Standard Juiy\21-07-04.wiff  |2.59e+003 3.00 3.80e+004 3.69 L[123 J PTX A~0 05 )
S14+5 ppb ESM Standard Julyn\21-07-04 wiff  |4.82e+003 5.00 5.67e+004 464 N 92.9/ A 0925
514 control ESM [Standard July\21-07-04. wiff  10.00e+000 0.00 5.01e+004 No Peak NIA‘\
S14+1 ppb EBM Standard Juy'\21-07-04. wiff | 1.90ae+003 1.00 2.24e+004 1.10 Co. e JANYA 3215 /25%.q
S14+2 ppb E5M  |Standard July\21-07-04.wiff  [6.36e+003 2.00 4.72e+004 1,91 954 . Yyl 005508 + 0.005F
S14+3 ppb ESM Standard July\21-07-04 wiff  |9.13e+003 3.00 3.80e+004 3.61 . |120. 7 ,t_, O 9437
<515 14+5 ppb E5M Standard Julyi21-07-04.wiff  |1.72e+004 5.00 5.67e+004 4.65 \]93.04 '




nting Time: 04:53:19 PM
nting Date: Tuesday, July 13, 2004
514 Control E4

ple

Name :

APY-3000 SWN/D-12270307 Chemistry, CU.

Acg. File: Malachite green-lLeucomalachite green .dam,

Page 1 of 1

.. Sample Name: S14 Control E4

st add”
LG

nalyt

‘Area (counts centrat unts

Gant : Sene eV e e ST Inalmb) i R
1S14 Control E4 Standard July\13-07-04 wiff  13.26e+002 0.00 1.75e+005
:|S14 Control E4 Standard July\13-07-04.wiff | 0.00e+000 0.00 1.75e+Q05
1814 Spiked LMG 1 |Standand Juby\13-07-04. Wit 12.04e+003 1.00 1.12e+005
1S14 Spiked LMG 1 |Standard JUYV13-07-04.wiff  |2.120+004 1.00 1.12e¢+005
1814 Spiked LMG 2 {Standarg July\13-07-04.wiff  |1.01e+004 2.00 1.67e+005
{S14 Spiked LMG 2 |Standard July\i3-07-04.wiff  |1.00e+005 2.00 1.67e+005
S14 Splked LMG & (Standard July\13-07-04.wiff  |8.000+003 5.00 1.02e+005
S14 Spiked LMG & |Standard JulyV13-07-C4. wiff  |9.08e+004 5.00 1.02e+005
1814 Spiked LMG 1 |Standard JulyV13-07-04.wiff  |1.67e+004 10.0 1.05e+005
]S4 Splked ILMG 1 |Standard JulyZ13-07-0d.wiff  |1.77e+005 10.0 1.05e+005
{1S14 Spiked LMG 2 |Standard JulyV13-07-04.wiff  |6.80e+004 20.0 1.87e+005
:1514 Splked LMG 2 |Standard Ju\13-07-04.Wif | 7.246+005 20.0 1.57e+005
Quality Contro  |July\Vi3-07-04.wiff  |1.27e+004 5.00 1.23e+005
Quality Contro  |July\13-07-04,wAf  |1.24e+005 5.00 1.23e+005




inting Time: 04:54:20 PM
inting Date: Tuesday, July 13, 2004
wple Name: S14 Control E4

API-3000 SN/D-12270307 Chemistry, CU. Page 1 of 1

Acq. File: Malachite green-Leucomalachite green .dam,.. Sample Name: 514 Control E4

B 13-07-04 validation standard addition LMG.rdb (LMG 331.3 / 239.4): “Linear” Regression ("No” weighting): y = 0.222 x + -0.0785 (r = 0.9881)
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rinting Time: 04:54:31 PM
crinting Date: Tuesday, July 13, 2004

ample Name: 514 Control E4

API-3000 5W/D-12270307 Chemistry, CU. Page 1 of 1

Acg. File: Malachite green-Leucomalachite green .dam,.. Sample Hame: S14 Control E4

H 13-07-04 vatidatlon standard addition LMG.rdb (LMG 331.3 / 165.4): "Linear” Regression {"No" weighting): y = 0.0208 x + -0.00658 (r = 0.9867)
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nting Time: 04:57:28 PM
nting Date: Wednesday, July 21, 2004
ple Name: S14 control ESM

API-2000 SN/D-12270307 Chemistry, CU. Page 1 of 1

Acqg. File: Malachite green-Leucomalachite green .dam,.. Sample Mame: $14 control

- (counts)’ ‘Concentratio

\ on ', ‘Accuracy (%)
14 control ESM  |Unknown Juty\21-07-04 wiff  |0.00e+000 5.01e+004 No Peak JINIACN
S14+1 ppb ESM Standard July'\21-07-04. wiff  |0.00e+000 1.00 2.24e+004 No Peak j NA L
514+2 ppb £5M Standard July\21-07-04.wiff  |4.55e+002 2.00 4.72e+004 2.39 1200 e
[ST4+3 ppb E5M | Standard July\21-07-04, wiff | 4.20e+002 3.00 3.80e+004 2.61 | |88.8
S$14+5 ppb ESM Standard July\21-07-04.wiff  |1.54e+003 5.00 5.67e+004 5.10 102, -
§14 control ESM | Unknown July\21-07-04 wiff  [D.00e+000 N/A 5.016+004 No Peak INFA Y,

S14+1 ppb ESM  |Standard July\21-07-04.wiff  [1.08e+003 1.00 2.24e+004 1.02 102
S14+2 ppb ESM  [Standard July\21-07-04. wiff  |4.90e+003 2.00 4.72e+004 2.04 102

S14+3 ppb E5M  |Standard July\21-07-04 wiff  [5.73e+003 3.00 3.80e+004 2.89 96.5
S14+5 ppb ESM  [Standard July\21-07-04.wiff  [1.52e+004 5.00 5.67e+004 5.04 1017

€14 control E5M  |Unknawn Juty\21-07-04, wiff | 0.00e+000 NfA 5.01e+004 No Peak JINFACY

S14+1 ppb ESM | Standard July\21-07-04, wiff  14.52e+002 1.00 2.24e+004 0.790 79.0 7,
$14+2 ppb ESM  [Standard July\21-07-04 . wifft  [1.72e+003 2.00 4.72e+004 1.79 89.4 |

S14+3 ppb E5M  [Standard July\21-07-04.wiff  |2.60e+003 3.00 3.80e+004 3.74 125, )

S14+5 ppb E5M | Standard Juy\21-07-04,wiff  |4.74e+003 5.00 5.67e+004 468 IR EERZ

S14 control ESM  [Unknown July\24-07-04. wiff  |0.00e+0Q0 N/A 5.01e+004 No Peak TNA

S14+1 ppb E5M  |Standard July\21-07-04,wif  [1.90e+003 1.00 2.24e+004 0.859 ‘1869
S14+2 ppb ESM  [Standard July\21-07-04. wiff  [6.46e+003 2.00 4.72e+004 1.78 L [89.0 |/ G
S14+3 ppb EBM  |Standand July\21-07-04.wiff  |9.13e+003 3.00 3.80e+004 3.61 1200
S14+5ppb ESM  |Standard JUy\21-07-04.wiff  |1.72e+004 5.00 5.67e+004 4.75 | [95.0 /
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" printing Time: 04:53:57 BM API-3000 SN/D-12270307 Chemistry, CU. Page 1 of 1
Printing Date: Wednesday, July 21, 2004 -

i

Sample Name: 514 control ESM Acg., File: Malachite green-Leucomalachite green .dam,.. Sample Name-(:fij)controb"zﬁﬁ /

B 21-07-04 validation $14 ESM STD.ADDn (MG 329.3 / 208.4): “Linear" Regression ("No" weighting): v = 0.0163 x + 0.00732 {r = 0.9605)
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" Printing Time: 04:54:4% oM API-3000 SN/D-12270307 Chemiatry, CU. Page 1 of 1
Printing Date: Wednesday, July 21, 2004

Sample Name: 314 control ESM Acq. File: Malachite green-Leucomalachite green .dam,.. Sample Name: 514 contrel ESM

W 21.07-04 validation $14 £5M STD.ADDn (MG 329.3 / 313.2): “Linear” Regression ("No" weighting): y = 0.0583 x + 0.0367 {r = 0.8721) -
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Printing Time: 04:57:02 PM API~2000 SN/D-12270207 Chemistry, CUY.
Printing Date: Wedneaday, July 21, 2004

Sample Mame: 514 contreol BESM Rcqg.

Page 1 of 1

File: Malachite green-Leuccmalachite green .dam,.. Sample Mame: 3514 control E5M

@ 21.07-04 validation S14 E5M STD.ADDn {LMG 331.3/239.4): "Linear" Regression {"No" weighting). y = 0.0549 x + -0.00818 (r = 0.9991)
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"Printing Time: 04:55:55 PM
Printing Date: Wednesday, July 21, 2004
Sample Name: 514 c?ntrol BSM

API-3000 SN/D-12270307 Chemistry, CU. Page 1 of 1

Acg. File: Malachite green-Leucomalachite green .dam,.. Sample Name:

514 control ESM

B 21-07-04 valldation S14 ESM STD.ADDn (LMG 331.3./ 165.4): "Linear" Regression {"No" weighting): v = 0.00848 x + -0.00585 (r=0.9819)
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Printing Time: 05:43:21 PM
Printing Date: Tuesday,

July 290,

2004

Sample Wame: § Snapper control ESM

API-3000 SN/D-12270307 Chemistry, CU.

Page 1 of 1

SA i)

S

heg. Filer Malachite green-Leucemalachite green .dam, .. Sample Name: 5 Snapper contro%”ESMmﬁ

1

A

4

":'7

E.-.'.f- 1

A

T R R e T T TR ) U T calealated . AR
m ‘Sample Type | File Name | AnalVte Ptk | e _ ' | Concentration | Accuracy (%) *
1. -+ |S Snapper control ESM  |Unknown July\20-07-04 wiff  |0.00e+000 N/A 1.22e+005 No Peak N/A
2 .°|S Snapper +1 ppb ESM |Standard July\20-07-04.wiff  {8.15e+002 1.00 1.47e+005 0.810° 81.0
3 1S Snapper+2 pob EAM  [Standard Julyh20-07-04 wiff  |1.90e+003 2.00 1.35e+005 2.48 123,
4. .S Snapper+3 ppb E5M  [Standard July\20-07-04 wiff 1.31e+003 3.00 B.58e+004 269 89,7
5 S Snapper+5 ppb ESM | Standard Julyi20-07-04.wiff  (3.71e+003 5.00 1.35e+005 504 101.
6 . 1S Snapper control E5M  {Unknown Jui20-07-04.wiff  |0.00e+000 N/A 1.22e+005 No Peak NiA
7 S Snapper +1 ppb ESM | Standard Julyi20-07-04 wiff  |1.08e+004 1.00 1.47e+005 0.801 80.1
8 S Snapper+2 ppb ESM  |Standard July\20-07-04 . wiff 2 31e+004 2.00 1.35e+005 2.68 134,
9 < 1S Snapper+3 ppb E5M  |Standard July\20-07-04, wiff | 1.33e+004 3.00 8.58e+004 237 79.0
“|S Snapper+5 ppb ESM | Standard Julyi20-07-04. wiff  |4.04e+004 5.00 1.35e+005 514 103.
S Snapper control ESM  |Unknown July\20-07-04 wiff | 0.00e+000 N/ A 1.22e+005 No Peak N/A, k
1S Snapper +1 ppb EEM |Standard July\20-07-04. wiff  [1.94e+003 1.00 1.47e+005 0.887 86.7 %
S Snapper+2 ppb ESM | Standard Juy\20-07-04.wiff  |3,74e+003 2.00 1.35e+005 1.85 S2.4
S Snapper+3 ppb ESM | Standard Ju\20-07-04 wiff  |4.48e+003 3.00 8.58e+004 3.49 118. )
S Snapper+5 ppb E5M | Standard July\20-07-04.wiff  19.63e+003 5.00 1.35e+005 4.79 95.8
S Snapper control ESM  |Unknown JUi20-07-04 wiff  10.00e+000 N/A 1.22e+005 No Peak N/A
S Snapper +1 pph E5M |Standard July\20-07-04. wiff  17.72e+003 1.00 1.47e+005 0.703 70.3
S Snapper+2 ppb ESM | Standard Julyi20-07-04.wiff | 1.43e+004 2.00 1.35e+005 1.87 83.3
- +|S Snapper+3 ppb ESM | Standard July\20-07-04. wiff | 1.68e+004 3.00 8.58e+004 3.80 127.
7|8 Snapper+5 ppb ESM | Standard July\20-07-04.wiff  |3.16a+004 5.00 1.35e+005 4,64 Q2.7

hl
2
L=

v
B




Printing Time: 05:44:04 PM API-3000 SN/D-12270307 Chemistry, CU. Page 1 of 1
Printing Date: Tuesday, July 20, 2004

Sample Name: $ Snapper contreol ESM Acq. File: Malachite green-Leucomalachite green .dam,.. Sample Mame: § Snapper control ES5M

B 20.07-04 validation S Snapper std.addn. ESM (MG 328.3 / 208.4): “Linear’ Regression ("No" weighting): y = 0.0148 x + 0.000375 (r = 0.9818)

0.073
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0.050
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0.030 4
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— T 7 T T T T T T T T T T T T T —

1.0 12 14 16 18 20 2.2 24 26 28 30 32 34 a6 38 40 42 44 48 48
. Analyte Conc. / IS Conc.




fasovany Lle: UDIA4I1D PM API-3000 SN/D-12270307 Chemistry, CU. Page 1 of 1
Printing Date: Tuesday, July 20, 2004

Sample Name: S Snapper control ESM Acqg. File: Malachite green-Leucomalachite green .dam,.. Sample Name:

S5 Snapper control E5M

[ W 20-07-04 validation S Snapper std.addn. ESM (MG 329.3 / 313.2): "Linear” Regression ("No" weighting): y = 0.0461 x + 0.0202 (r = 0.9536)

0.24
0.231

0.22 1
0.21 -

0.20

0.19+

l 0.18 1

0.17 /

1 al
0.16 1 ¥

-~
0.154 S

0.14 /

0.13+ P

Analyle Area / IS Area
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0.11 1
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0.07 1

0.06 -

i 005-‘ T ™ T T T T T T T T i T

10 12 14 16 18 20 22 24 26 28 30 32 34 36 38
‘_ Analyte Conc. /1S Conc.
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Printing Time:
Printing Date: Tuesday,

05:44:29 pM

July 20,

2004

Sample Name: S Snapper control ESM

API-3000 SN/D-12270307 Chemistry, CU.

Acqg. File: Malachite green-Leucomalachite green .dam,

Page 1 of 1

.. Sample Name:

S Snapper control ESM

0.028

0.027-
0.026-
0.025-
| 0.0241
0.0231
0.022-
0.021 1
o.ozoﬁ
0.019
0.0181
0.0174
0.016-
0.015-

Analyte Area / IS Area

0.014-
0.013-
0.012-
0.011-
0.010-

9.0008-3-

8.0008-3-

7.000e-3-

6.000e-3

T L T

W 20-07-04 validation S Snapper std.addn. ESM (LMG 331.3 / 165.4): "Linear" Regression ("No" weighting): y = 0.00518 x + 0.00135 (r = 0.9808)

1.0 1.2

14

1.6

1.8

2.0

T T

22 24 26 28 30 32 34

Analyte Conc. /IS Conc.




Printing Time: 05:44:40 PM API-3000 SN/D-12270307 Chemistry, CU. Page 1 of 1
Printing Date: Tuesday, July 20, 2004

Sample Name: S Snapper control ESM Acg. File: Malachite green-Leucomalachite green .dam, .. Sample Name:

S Snapper control ESM

B 20-07-04 validation S Snapper std.addn. E5M (LMG 331.3 / 239,4): “Linear” Regression {"No" weighting): y = 0.0522 x + 0.0316 (r = 0.8510)

L]
]
<L
2
3
<
a
=
ity
ot
-y
0’07 ¥ T T ., T T T L T T T — T T T T T T T T T
1.0 1.2 1.4 1.8 1.8 2.0 22 24 286 28 3.0 3.2 3.4 38 8 4.0 4.2 4.4 4.8 4.8 590
L Analyte Cong. / IS Conc.




05:08:26 PM
Wednesday, July 21,

. Printing Time: API-3000 5N/D-12270307 Chemistry, CU. Page 1 of 1
Printing Date:

2004

Sample Name: F4 control E5M Acq. File: Malachite green-Leucomalachite green .dam,.. Sample Name: F4 control ESM
: SO e ; i Tte Paal 1.7 Analyte . |- _Calculated
Sarhple Name "'Sample_l_Type Flle Name : ﬁrr‘:;y:;:::s'; Qoncghty:aﬂon ‘s ;zzzg;e ag Conoentraﬂo_n Accuracy (%)
i ; (na/mb) : {fnaimL) .
- |F4 control E5M Unknown July\21-07-04 wnff 0 00e+000 N/A 2 11e+005 No Peak N/A \
1 |F4+1 ppb ESM Standard July\21-07-04. wiff  |3.88e+003 1.00 2.31e+005 1.17 1117,
. +|F4+2 ppb E5M Standard July\21-07-04. wiff  |5.09e+003 2.00 1.80e+005 1.69 84.7 | ]
4 . |F4+3 ppb ESM Standard July\21-07-04.wiff  |1.50e+004 3.00 2.52e+005 3.11 104.
“4.|F4+5 ppb E5M Standard July\21-07-04.wiff  |2.25e+004 5.00 2.22e+005 5.02 100.
.7 11F4 controt ESM Unknown July\21-07-04.wiff  |[1.12e+003 N/A 2.11e+005 0.542 |NIAC
+|F4+1 ppb ESM Standard July\21-07-04. wiff  14.46e+004 1.00 2.31e+005 1.23 11230 i
i|F4+2 ppb ESM Standard July\21-07-04 . wiff  |5.04e+004 2.00 1.80e+005 1.55 (776 ) .
{F4+3 ppb E5M Standard July\21-07-04.wiff  (1.84e+005 3.00 2.562e+005 3.21 . |107. }
‘1F4+5 ppb ESM Standard July\21-07-04.wiff  |2.70e+005 5.00 2.22e+005 5.01 100.]
 {F4 control ESM Unknown July\21-07-04 . wiff  |0.00e+000 N/A 2.11e+005 No Peak INJA
- {F4+1 ppb ESM Standard July\21-07-04.wiff |2.68e+003 1.00 2.31e+005 1.16 i 1118, 1§
{|F4+2 ppb ESM Standard July\21-07-04.wiff  |4.00e+003 2.00 1.80e+005 2.24 112,
.4 |F4+3 ppb ESM Standard July\21-07-04.wiff  |5.80e+003 3.00 2.52e+005 2.32 774 |
({F4+5 ppb ESM Standard July\21-07-04.wiff  |1.16e+004 5.00 2.22e+005 5.28 1 Q6_.,«’ﬁ
F4 control ESM Unknown July\21-07-04.wiff  10.00e+000 N/A 2.11e+005 No Peak IN/A
F4+1 ppb ESM Standard July\21-07-04.wiff  |8.35e+003 1.00 2.31e+005 1.18 118. " e
F4+2 ppb E5M Standard July\21-07-04.wiff  |1.25e+004 2.00 1.80e+005 2.07 103.
o |F4+3 ppb ESM Standard July\21-07-04.wiff  |2.19e+004 3.00 2.52e+005 2.55 849 1
e |F4+5 ppb ESM Standard July\21-07-04.wiff  |4.12e+004 5.00 2.22e+005 5.21 104. /




FPrinting Time: 05:08:52 PM
Printing Date: Wednesday, July 21, 2004
Sample Name: T4 contrel BESM

API-3000 SN/D-12270307 Chemistry, CU.

Acqg. File: Malachite green-Leucomalachite green .dam,

Page 1 of 1

.. Sample Name: F4 control ESM

B Untitled 12 (MG 329.3/ 208.4): "Linear" Regression ("No” weighting): y = 0.00985 x + 0.000174 (r = 0.9664)
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. Printing Time: 05:09:02 PM

API-3000 SN/D-12270307 Chemistry, CU.
Printing Date: Wednesday, July 21, 2004

Sample Name: F4 control ESM Acq. File: Malachite green-Leucomalachite green .dam,

Page 1 of 1

.. Sample Name:

F4 control ES5M

M Untitled 12 (MG 329.3 / 313.2): "Linear" Regression {"No" weighting): y = 0.0372 x + -0.00767 (r = 0.9841)
0.19
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T \y T e T T
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L Analyte Conc. /IS Conc.
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Printing Time: 05:09:14 PM
" Printing Date: Wadnesday, July 21, 2004

Sample Name: F4 control EMM

API-3000 SN/D-12270307 Chemiatry, CU.

Acq. File: Malachite green-Leucomalachite green .dam,

Page 1 of 1

.. Sample Hame:

F{ contrel ESM

B Untitled 12 (LMG 331.3 / 185.4): “Linear' Regraession ("No” weighting): y = 0.0221 x + -0.00914 (r = 0.9923)
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_Printing Time: 05:09:38 Py
* Printing Date: Wedneaday, July 21, 2004
Sample Name: F4 contreol ES5M

API-3000 SN/D-12270307 Chemistry, CU.

Page 1 of 1

Acg. Fille: Malachite green-Leucomalachite green .dam,.. Sample Name: F4 control ESM

MW Untitled 12 (LMG 331.3 / 239.4): "Linear” Regression ("No" weighting): y = 0,272 x + -0.142 {r=0.9833)

1.24
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1.154
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0‘?0—4
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Analyte Conc. /15 Conc.

T T T T T i T v T
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© printing Time: 10:11:11 AM

API-2000 SN/D-12270307 Chemistry, CU. rage 1 of 2
Printing Date: Monday, July 19, 2004
Sample Name: MG-LMG O ppb Acq. File: Malachite green-Leucomalachite green .dan,., Sample Name: MG-IMG ( ppb

A R T g ;
MG-LMG 0O ppb 0.00e+000 1.29e+003 0.00e+000 0.00e+000 0.00 #DIV/0!
MG-LMG 1 ppb 6.55e+003 2.20e+004 3.51e+003 3.42e+004 0.298 0.103
MG-LMG 2 pph 1.08e+004 3.97e+004 5.33e+003 5.06e+004 0.272 0.105
MG-LMG 5 ppb 2.77e+004 9.97e+004 1.40e+004 1.69¢+005 0.278 0.0825
MG-LMG 10 ppb  15.506+004 1.89e+005 3.47e+004 3.66e+005 0.291 0.0848
MG-LMG 20 ppb  |1.01e+005 3.84e+005 6.88e+004 7.67e+005 0.277 0.0897
MG-LMG 30 ppb  |1.61e+005 5.62e+005 1.05e+005 1.21e+006 0.287 0.0863
S14 Spiked 5 ppb |4.92e+003 1.60e+004 1.27e+004 1.24e+005 0.308 0.102
S14 Control E4 0.00e+000 0.00e+000 3.26e+002 0.00e+000 #DIV/O! #DIV/O!
Fa+1ppb 0.00e+000 C.00e+0C0 1.02e+003 9.95e+003 #DIV/O! 0.102
F4+2 ppb 1.87e¢+003 6.62e+003 4.00e+003 4.04e+004 0.297 0.0989
F4+3 ppb 2.69e+003 9.11e+003 6.45e+003 7.48e+004 0.286 0.0863
F4+5 ppb 5.92e+003 2.06e+004 $.64e+003 1.26e+005 0.287 0.0768

{F4.1 0.00&+000 .00e+000 0.00e+000 0.00e+000 #DIv/o! #DIV/0I
F4.2 0.00e+000 0.00e+000 0.00e+000 0.00e+000 #DIV/0I #DN/O)
F4.3 0.00e+ 000 0.00e+00Q 0.00e+000 0.00e+000 #DIv/0l #OV/0I

{F4.4 0.00e+000 0.00e+000 0.00e+000 0.00e+000 #DIv/0! HOW/OI

|F4.5 0.00e+000 0.00e+000 0.00e+000 0.00e+000 #DIV/O! #DWi0l

1F4.6 0.00e+000 0.00e+000 0.00e+000 0.00e+000 #DIV/0! #DV/0!

{F4.7 0.00e+000 0.00e+000 0.00e+000 0.00e+000 #DIv/0! #DN/OI

{F4.8 0.00e+000 0.00e+000 0.00e+000 0.00e+000 #DIV/O! #DIV/0!

1F4.9 0.00e+000 0.00e+000 0.00e+000 0.00e+000 #DIV/OY #DIV/0!

1F4.10 0.00e+000 0.00e+000 0.00e+000 0.00e+000 #DIV/O! #DIV/0l

1S Snapper+1 ppb  |8.53e+002 3.19e+003 2.41e+003 2.45¢+004 0.267 0.0985

1S Snapper+2 ppb |1.93e+003 7.69e+003 4.47e+003 5.08e+004 0.251 0.0879

IS Snapper+3 ppb  |2.96e+003 1.19e+004 6.32e+003 7.94e+004 0.248 0.0795

S Snapper+5 ppb |5.72e+003 2.15e+004 1.03e+004 1.24e+005 0.266 0.0830

1S Snapper 0.00e+000 0.00e+000 0.00e+000 0.00e+000 #DIV/GCt #DIV/O!

{L Snapper+1 ppb  |2.33e+003 7.89e+003 2.39e+003 2.37e+004 0.298 0.401

.|L Snapper+2 ppb  (2.22e+003 8.04e+003 3.05e+003 3.96e+004 0.277 0.0768

AL Snapper+3 ppb  [1.93e+003 7.31e+003 7.80e+003 8.3%e+004 0.264 0.0930

oIl Snapper+5 ppty | 1.06e+004 3.84e+004 1.16e+004 1.27e+005 0.275 0.0912
7|L Snapper 2,12e+003 7.74e+003 0.00e+0D00 0.00e+000 0.274 #DIV/0I

34 ¢ |Fish ball+1 ppb 9.58e+002 3.27e¢+003 1.70e+003 1.78e+004 0.292 0.0953
355 |Fish ball+2 ppb 3.87e+002 1.28e+003 4.09e+003 5.11e+004 0.301 0.0801




Printing Time: 10:11:11 AM
Printing Date: Monday, July 19, 2004
Sample Name: MG-IMG ¢ ppb

API-3000 SN/D-12270307 Chemistry, CU. Page 2 of 2

Acg. File: Malachite green-Leucomalachite green .dam,.. Sample Name: MG-LMG 0 ppb

~{Fish ball+3 ppb 7.20e+002 0.00e+000 6.42e+003 7.47e+004 #DIV/0O! 0.0880

. |Fish ball+5 ppb 4.64e+003 1.68e+004 7.55e+003 8.01e+004 0.277 0.0942

2o\ Fish ball 0.00e+000 0.00e+000 0.00e+000 0.00e+000 #DIV/0! #DIV/0!
© {Salmon+1 ppb 1.92e+002 4.95e+002 2.14e+003 1.82e+004 0.388 0.117
“|Salmon+2 ppb 7.33e+002 3.37e+003 4.06e+003 3.99e+004 0.217 0.102

-|Salmon+3 ppb 2.40e+003 8.17e+003 4,63e+003 5.32e+004 0.262 0.0870

Saimon+5 ppb 1.93e+003 7.36e+003 9.35e+003 9.88e+004 0.263 0.0946

~ = |Salmon 0.00e+000 0.00e+000 0.00e+000 0.00e+000 #DIV/O! #DIV/0!




Printing Time:
Printing Date:

05:58:17 PM
Tuesday,

Sample Name: MG-ILMG O ppb

July 20,

2004

API-3000 SN/D~12270307 Chemistry, CU.

Acq. File: Malachite green-Leucomalachite green .dam,

Page 1 of 1

.. Sample Name: MG-~LMG O ppb

i Sample Name' | Sample Type | . File Name. - ‘:::;Y::ai::s‘;i ,’cb:;ﬁét:ﬂaﬁj ':\'_3_-221‘:1;;‘.?_:3‘; a_f,‘,‘éﬁ‘;‘,'éﬁi&,,-" “Accuracy.(%)

s s P s e | M o e R W PRI i ek g 4 = L naimbYy T g {5 S (ol LY A i s RS, S
1. |MG-LMG O ppb Standard July\13-07-04.wiff  |0.00e+000 00 2.31e+005 No Peak N/A

2 i \MG-LMG O ppb Standard JulyZ\13-07-04.wiff | 1.29e+003 0.00 2.31e+005 <0 N/A

3. |MG-LMG 1 ppb Standard July\13-07-04 wiff |6.55e+003 1.00 2.43e+005 1.06 106.

4 . IMG-LMG 1 ppb Standard July\13-07-04. wiff  |2.20e+004 1.00 2.43e+005 0.843 94.3

5. |MG-LMG 2 ppb Standard July\13-07-04 wiff | 1.08e+004 2.00 2.23e+005 2.03 102.

8. IMG-LMG 2 ppb Standard JUly\13-07-04. wiff  |3.97e+004 2.00 2.23e+005 2.08 104.

70 \MG-LMG 5 ppb Standard July\13-07-04.wiff  12.77e+004 5.00 2.37e+005 5.15 103.

8 . |MG-LMG 5 ppb Standard July\13-07-04 . wiff  |9.97e+004 5.00 2.37e+005 5.23 105.

9 “IMG-LMG 10 ppb Standard July\13-07-04.wiff  |5.50e+004 10.0 2.35e+005 10.5 105.

10 IMG-LMG 10 ppb Standard July\13-07-04.wiff  |1.89e+005 10.0 2.35e+005 10.2 102.

11, |MG-LMG 20 ppb Standard July\13-07-04.wiff  |1.01e+005 20.0 2.41e+005 18.9 94.3

127 IMG-LMG 20 ppb Standard July\13-07-04.wiff  13.64e+005 20.0 2.41e+005 19.4 96.9

13+ {MG-LMG 30 ppb Standard July\13-07-04.wiff  [1.61e+005 30.0 2.39e+005 30.6 102.

14 IMG-LMG 30 ppb Standard July\13-07-04.wiff  [5.62e+005 30.0 2.39e+005 30.3 101.

46 7 |S Snapper control E5 Unknown July\20-07-04.wiff  10.00e+000 N/A 7.96e+004 No Peak N/A

16 . 7 |S Snapper control ES Unknown July\20-07-04.wiff  |0.00e+000 N/A 7.96e+004 No Peak N/A

17 ..=|S Snapper+1 ppb E5 Quality Contro  |July\20-07-04.wiff  |1.65e+003 1.00 1.29e+005 0.410 41.0 -,

18 |S Snapper+1 ppb E5 Quality Contro  |July\20-07-04.wiff  [4.34e+003 . 1.00 1.28e+005 0.206 / 206 | ]
19. - |S Snapper+2 ppb E5 Quality Contro  |July\20-07-04.wiff  |3.17e+003 2.00 1.42e+005 0.842 [[421 7 (- &
20 ' |S Snapper+2 ppb E5 Quality Contro  [July\20-07-04 wiff  |1.22e+004 - 2.00 1.42e+005 0.885 | [44.3

211 1S Snapper+3 ppb E5 Quality Contro  |July\20-07-04.wiff  16.03e+003 3.00 1.89e+005 1.28 ; 42.7

22 .18 Snapper+3 ppb ES Quality Contro  |July\20-07-04.wiff  |2.23e+004 3.00 1.89e+005 1.30 1 143.5 !

23 |S Snapper+5 ppb E5 Quality Contro  [July\20-07-04.wiff  |7.44e+003 5.00 1.47e+005 2.14 i ]42.8 |

24 - 1S Snapper+5 ppb E5 Quality Contro  |July\20-07-04.wiff  |2.88e+004 . 5.00 1.47e+005 2.33 N 46.5 /

257 |S Snapper control ESM Unknown July\20-07-04.wiff  [0.00e+000 N/A 1.22e+005 No Peak N/A

26 .|S Snapper control ESM  |Unknown July\20-07-04.wiff  |0.00e+000 N/A 1.22e+005 No Peak N/A

27. IS Snapper +1 ppb ESM  |Quality Contro  |July\20-07-04.wiff | 1.88e+003 1.00 1.47e+005 0.411 /411

28:7{S Snapper +1 ppb E5M  |Quality Contro  [July\20-07-04.wiff }7.72e+003 . 1.00 1.47e+005 0.452 !’ 452 g
29 - |S Snapper+2 ppb E5M Quality Contro  [July\20-07-04.wiff  [3.74e+003 2.00 1.35e+005 1.09 L1847 1+ >
30"« |S Snapper+2 ppb ESM Quality Contro  |July\20-07-04.wiff |1.43e+004 2.00 1.35e+005 1.16 ?L 57.5

31,218 Snapper+3 ppb ESM Quality Contro  |July\20-07-04.wiff |4.48e+003 3.00 8.58e+004 2.21 1173.6

32 |S Snapper+3 ppb ESM Quality Contro  |July\20-07-04.wiff  |1.68e+004 ' 3.00 8.58e+004 2.31 4 176.9
: 33: |S Snapper+5 ppb E5M Quality Contro  |July\20-07-04.wiff  19.63e+003 5.00 1.35e+005 3.09 1161.7
i 34 - |S Snapper+5 ppb ESM Quality Contro  |July\20-07-04.wiff |3.16e+004 .. " (5.00 1.35e+005 2.81 156.2 |




o~
erinting Time: 05:57:23 BM API-3000 SN/D-12270307 Chemistry, CU. Page 1 of 1 ety
Printing Date: Tuesday, July 20, 2004 .
Sample Name: S Snapper+5 ppb ESM Acq. File: Malachite green-Leucomalachite green .dam,.. Sample Name: S Snapper+5 ppb ESM L m&: [:— _*') =g ESf
e cap et e Paak 1 S ANnalytel i ein g e s o Caleulated ol
nple Name - | Sample Type | File Name. | 02 e BeRC Concentraticn S Fotniay [ Concentration | Accuracy (%)
A RS ol 2% 5 e SRRSO Rt (7o 4111 M o] e e D o (nalmb) s I T e T S A
AMG-LMG 0 ppb Standard Julyii3-07-04.wiff  |0.00e+000 0.00 2.31e+005 No Peak N/A
GMG-LMG O ppb Standard Julyvi3-C7-04 . wiff  |0.00e+000 0.00 2.31e+005 No Peak N/A
AMG-LMG 1 ppb Standard July\i3-07-04 wiff  [3.51e+003 1.00 2.43e+005 1.26 126,
JdMG-LMG 1 ppb Standard July\i3-07-04 wiff  |3.42e+004 1.00 2.43e+005 1.32 132,
MG-LMG 2 ppb Standard July\i3-07-04.wiff  |5.33e+003 2.00 2,23e+005 1.91 95.4
AMG-LMG 2 ppb Standard Julyi3-07-04. wiff  |5.06e+004 2.00 2.23e+005 1.83 91.5
HMG-LMG S pph Standard Julyi3-07-04 wiff | 1.40e+004 5.00 2.37e+005 4.29 85.8
AMG-LMG 5 ppb Standard JulyVi3-07-04 wiff | 1.69e+005 5.00 2.37e+005 4.71 94.2
MG-LMG 10 ppb Standard Juiy\13-07-04.wiff  {3.47e+004 10.0 2.35e+005 10.3 103.
: Standard JuiyV13-07-04.wiff  |3.66e+005 10.0 2.35e+005 9.74 97.4
[IMG-LMG 20 ppb Standard Julyvi3-07-04.wiff  |6.88e+004 20.0 2.41e+005 1.7 98.7
AMG-LMG 20 ppb Standard July\V13-07-04.wiff  |7.87e+005 20.0 2.41e+005 18.3 96.7
AMG-LMG 30 ppb Standard July\13-07-04 . wiff | 1.05e+005 30.0 2.39e+005 30.2 101,
A AMG-LMG 30 pph Standard Juty\13-07-04.wiff - [1.21e+006 30.0 2.39e+005 306 102,
454418 Snapper control ES Unknown JUhy\20-07-04.wiff  |0.00e+000 N/A 7.96e+004 No Peak N/A
A6i::S Snapper control E5 Unknown Juhy\20.07-04.wiff | 0.00e+000 N/A 7.96e+004 No Peak N/A
17.4|8 Snapper+1 ppb E5 Quality Contro | Juty\20-07-04. wiff  |6.74e+002 1.00 1.29¢+005 0.635 63. 5‘\
1825418 Snapper+1 ppb €5 Quality Contro  [Juty\20-07-04.wiff  |7.02e+003 1.00 1.29&+005 0.810 81.0
19..:S Snapper+2 ppb E5 Quality Contro  [July\20-07-04.wiff  |1.37e+003 2.00 1.42e+005 0.934 46.7
20 S Snapper+2 ppb ES Quality Contre  |July\20-07-04.wiff  |1.67e+004 2.00 1.42e+005 1.18 59.1 |
2 S Snapper+3 ppb ES Quality Contro  |July\20-07-04.wiff  |5.90e+003 3.00 1.8%9e+005 2.44% BG.SJ
227 1S Snapper+3 ppb £5 Quality Contro  |[July\20-07-04.wiff  |6.57e+004 3.00 1.89e+005 2.55 1 Sd.y
48 Snapper+5 ppb E5 Quality Contro . |July\20-07-04 wiff  |4.81e+003 5.00 1.47e+005 2.52 T 50.4 ;
S Snapper+5 ppb E5 Quality Contro  {July\20-07-04.wiff  |5.35e+004 5.00 1.47e+005 2.65 N _§3.0/
S Snapper control ESM unknown July\20-07-04 wiff  |0.00e+000 NiA 1.22e+005 No Peak N/A
S Snapper control E5M Unknown JulyA20-07-04 wiff  |0.00e+000D NiA 1.22e+005 No Peak N/A
S Snapper +1 ppb ESM  |Quality Contro  |July\20-07-04 wiff  |8.44e+002 1.00 1.47e+005 0.670 67.0 ™
S Snapper +1 ppb EBM  |Quality Contro  |July'\20-07-04 wiff  |1.09e+004 1.00 1.47e+005 0.928 [ 92.8
S Snapper+2 ppb ESM Quality Contrg  [July\20-07-04.wiff  |1.90e+003 2.00 1.35e+005 1.24 ] 621 |
S Snapper+2 ppb E5M Quality Contro  [July\20-07-04.wiff  |2.24e+004 2.00 1.35e+005 1.47 73.74]
S Snapper+3 ppb ESM Quality Contre  |[July\20-07-04. wiff  |1.31e+003 3.00 8.58e+004 1.32 44.1 |
S Snapper+3 ppbt ESM Quality Contro  [July\20-07-04.wift  |1.34e+004 3.00 8.58e+004 1.42 47.2 |
S Snapper+5 ppb £E5M Quality Contro  |July\20-07-04.wiff  |3.63e+003 5.00 1.35e+005 2.12 & 423 |
“418 Snapper+5 ppb ESM Quuality Contro | July\20-07-04.wiff  |4.12e+004 5.00 1.35e+005 2.30 " |48.0 /

e




Printing Time: 06:04:07 PM
Printing Date: Tuesday, July 20, 2004

Sample Name: S Snapper +1 pphb E5M Acq. File: 20-07-04.wiff

API-3000 sSN/D~12270307 Chemistry, CU.

Page 1 of 1 i
Sanple Namey S Snapper +1 ppb BSM

W XIC of +MRM (5 pairs); 329.3/208.4 amu from Sample 7 .. Max. 860.0 cps] B XIC of +MRM (5 pairs): 372.2/356.4 amu from Sample 7... Max 4.484 cps,
7.22
4.084 - 4.0e4
] ]
8 3.0 & 3.0ed-
& 2.084- 2 20841
L k)
= €
1.084 1.0a4i
\
000” T Ll T L T n e ) 0.0# L T T T T 1
2 4 6 8 10 12 2 4 6 8 10 12
Tima, min Time, min
W XICof +MRM (5 pairs): 329.3/208.4 amu from Sample 7 ... Max. 860.0 cps, W X(C of +MRM (5 palrs): 329.3/313.2 amu from Sample ... Max. 2870.0 cps,
J 6.52 2870 | 6.52
800
2500
W | 0 ]
g 00 2 2000
£ a00- g =t
by = ]
| 11,18 s
D EVE PRI - ST >0 . L a0 M (890 797 898
2 4 6 8 10 12 2 4 8 8 10 12
Time, min Time, min
. W X(C of +MRM (5 pairs): 331.3/165.4 amu from Sampls 7 ... Max. 250.0 cps| M XIC of +MRM (5 pairs): 331.3/239.4 amu from Sample ... Max, 3300.0 cps
250 8.97 8.97
] 3000
200
] 2500
8- 1 I 8.
; 1501 ! ; 2000
% ] 6.29 %
2 587 & 1500
§ 1007 5
E 1 € 1000
50
9.78 500
| ] 11.76-, 5.92 LQ.TB
| 0 a S ] t y T A 3 1
| 2 4 6 8 10 12 2 4 6 8 10 12
| ' Time, min Time, min ]




Printing Time: 06:03:38 PHM )
Printing Date: Tuesday, July 20, 2004

API-3000C 5N/D~12270307 Chemistry,

cuU. Page 1 of 1

Sample Name:(s Snapper+l p@

Sample Mame: 5 Snapper+l ppb ES Acg. File: 20-07-04.wiff
"W XIC of +NRM {5 pairs); 329.3/208.4 amu from Sample 2 ... Max. 510.0 ¢ps, XIC of +MRM (6 palrs). 372.2/356.4 amu from Sampla 2... Max. 4.1e4 cps.
4 Oed + 4.0e4 A 723
3.004 - w 3.0e4
& , 8
-E‘ 2.064 ‘é“ 2.0e44
L 2
[
T 1.0e4 < 1.0ed-
0.0’ T T T i —T A T 2] 0.0’ o T T J‘k‘ T T 1
2 4 - 8 10 12 2 4 ) B 10 12
Time, min : Tlme, min
W XIC of +MRM (5 pairs); 329.3/208.4 amu from Sample 2 ... Max, 510.0 cps. XIC of +MRM (5 pairs): 328,3/313.2 amu from Sample ... Max. 1390.0 cps.
52 .
5001 6 1390 6.52
o 400 1000 |
W -
iy a ]
- 300+ :
= =
2 @ ]
8 200 f_;' 500 4
k= 1 =
100 4 J
Q " O T T sty s Aiag— A Akt d
2 4 6 8 10 12 2 4 6 8 10 12
Time, min Time, min
W XIC of +MRM (5 palrs); 331.3/165.4 amu from Sample 2 ... Max. 370.0 cps| M XIC of +MRM (5 pairs): 331.3/239.4 amu from Sample ... Max. 2080.0 ¢ps.
8.98
370 2000
300+
§ § 1500 4
. 2004 -
"g % 1000 4
g 5.85 8
=
£ 100 8.93 = 500
I 0) 0’ T = T T )L‘ e 1
2 4 8 8 10 12 2 4 6 8 10 12
Time, min Time, min




Printing Time: 05:34:39% pM API-2000 SN/D-12270307 Chemistry, CU.
Printing Date: Tueaday, July 20, 2004

Sample Name: S Snapper contreol ES Acq. File: Malachite green-Leucomalachite green .dam, .. Sample Name:

Page 1 of 1

8 Snapper control BS

W Unitied 7 (LMG 331.3 / 239.4): “Linear Regression ("No" weighting): y = 0.0782 x + 0.00132 (1 = 0.5719)
0.35 | C:::D

® ) L
0.34-
0.32-
0.30-
0.28-
0.26-
0.24 -
0.224

0.20-

0.18

Analyte Area /IS Area

0.16 4

D.14+

T T T ¥ T ¥ T T

1.0 12 14 16 18 20 22 24 28 28 30 32 34 38 3B 40 42 44 45 48 50
Analyte Conc. / IS Cong,




Printing Time: 05:33:49 PM API-3000 SN/D-12270307 Chemistry, CU. Page 1 of 1
Brinting Date: Tuesday, July 20, 2004

Sample Name: 5 Snappsr contriol ES Acq. File: Malachite green-Leucomalachite green .dam, .. Sample Name: S8 Spapper control BS

B Untitied 7 (LMG 331.3/ 165.4): "Linear” Regresslon ('No" welghting): y = 0.00744 x + -0.000708 (r = 0.8891)

0.033

0.032-
0.030+
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0.026-
0.024 -
0.022+
0.020+-

0.018+

Analyte Area /IS Area

0.016+

0.014-
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0.010+

8.000e-3 -

6.000e-3+

L T T T T — T — T T T T — T T
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Printing Time: 05132:49 PM
Printing Datet Tuesday, July 20, 2004
Sample Name: 5 Snapper control 25

API-3000 SN/D-12270307 Chemistry, CU.

Acg. File: Malachite green-Leuccmalachite grean .dam,

Page 1 of 1

.. 5ample Wame: 3 Snappar control ES

T Untitled 7 (MG 3293/ 313.2); "Linear” Regression ("No* weighting): y = 0,0399 x + -0.000949 (r = 0.9971)
020
]
0.194
0.18+
1
0.17 1
0.16-
0.154
0.14 4
0.134

0.12 -

0.114

Analyte Area /|5 Area

0.10+
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0.08
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T T T T T T T T
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T
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Sample Name: S Snapper contral ES

API-3000 SN/D-12270307 Chemistry, CU.

Page 1 of 1

ACq. l_?‘ile: Malachite green-Leucomalachite green .dam, .. Sample Nama: S Snapper control BS

B Untitted 7 (MG 329.3 / 208.4): "Linear” Regression ("No" welghting): y = 0.00949 x + 0.00335 {r = 1.0000)
0.051

0.050
0.048-
0‘046-‘
0.044 4
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