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3 Indlirect
competitive ELISA

450
(ppb)

0 1589
001 138
005 13%6
01 0932
05 0858

1 0.705

5 0293
10 0.165
50 0115
100 0095
500 0089
1,000 0077

TC-OVA 5ppm 2 ppm
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0.1%EDTA, 1%EDTA
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PBS, PBST
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Compound name: TTC

Correlation coefficient, r = 0.
Calibration curve: 2.50522 *

8065, r =0.996133
e

LC-MS-MS

Response type: Internal std ( Ref5), Area * (IS Cone /IS Area )
Curve type: Linear, Origin: Exclude. Weighting: 1/x, Axis trans: None

RT Area 1°Area ISRT

= = O W o ~
== ol W N

— =
S~ w

Name

190154-T038
190154-T039
190154-T040
190154-1041
190154-1042
190154-T043
190154-1044
190154-T045
190154-1046
190154-1047
190154-T048
190154-T049
190154-T050
190154-T056

Sample Text

Type

Std 0 ppb sta...
Std 25 ppb Sta..

Std 50 ppb Sta.
Std 100 ppb  Sta.

Std200ppb  Sta
Std500 ppb  Sta
ACN

Reagent blank
Sample blank

Ana ,
Ana..
Ana...

54/00882-001 A Ana,..
54/00882-001 B Ana...
54/00882-002 A Ana.
54/00882-002 B Ana..

Rec 1 QC

LOD forTC=10ppb  LOQ =20 ppb

001A-001B =
002A-002B =

TC

TC

Std...
0.00
2500
50.00
100 00
200 00
500 00

5000

391847
729649
8.22 1480143
822 2180265
B.22 4545697

822
6.22
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3208192
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100 ppb
25 ppb

Central lab
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8.88
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888
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Compound name TTC

Correlation coefficient: r=10998065,rA2 =0 996133

Calibration curve: 2.50522 * X + -6.44413

Response type: Internal std (Ref5) Area * (IS Cone. /IS Area )
Curve type: Linear, Origin: Exclude, Weighting: 1/x, Axis trans. None

1
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4 e 0-500 ppb LC-MS-MS

Central lab



5 25 100ppb LC-MS-MS Central lab
001A-001B = TC 100 ppb
002A-002B = TC 25 ppb



Sample No.

11-0106-001 (A)
11-0106-001 (B)
11-0106-001 (R1)
11-0106-001 (R2)
11-0106-002 (A)
11-0106-002(8)
11-0106-002 (R1)

11-0106-002 (R2)

001A-001B =
002A-0028B =
% RPD = (Max-Min)/Mean x 100 ;

100/

% recovery

Result TTC (Jig/kg)

69.86

67.57

111.40

110.94

18.97

19.88

52.73

53.08

% recovery = (

1C
1C

Mean

68.72

111.17

19420

52.91

60-120

LC-MS-MSUfN

a >

3.33

4.69

100 ppb
25 ppb

106.7

105.6

83.3

84.2

ALS

% RPD < 10

) X



113

Quant Calibration Report (ISTD)
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10 TC LC-MS-MS ALS

Sample TTC Method TTC Reslts Qualifier (4280) Results ~ Qualifier (1540) Results  DVC (ISTD)..
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L RPMI 1640
RPMI 1640 104
NaHCO, 2
L-glutamin 01
Olucose 2
pyruvic acid 011
1
Millipore
100 4
2. (freezing medium)
RPMI 1640 65
fetal bovine serum 25
dimethyl sulfoxide (DMSO ) 10
0 (
3 BCA protein assay
|
bovine serum albumin (BSA) 1
1
BCA protein assay
BCa'Mreagent A BCA™ reagent B (BCA Mprotein assay kit

Reagent A: B

50: 1

Pierce)

0.22
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L 01M citrate buffer. pH6.45.35 3
citric acid 0.1 (M)
Na,HP04 0.1 (M)
pH6,4535 3 millipore
0.22
2. 01 M phosphate buffer. pH 8
NaH,P04 138 1,000
Na,HP04 358 1,000
pH 8 millipore 0.22

3. 1M Tris HCI buffer. pH9

Tris (hydroxymethyl) aminomethane 121 1000
hydrochloric acid (HCI) 1 M
pH 9.0 millipore 0.22
SDS-PAGE
L stracking gel and separating gel
reagent stacking gel separation gel
(5%) (10%)
sterile distilled water (ml) 146 3.84
40% acrylamide gel (ml) 0.25 2.0
15 M Tris, pH 8.8 (ml) - 2.0
10 M Tris, pH 6.8 (ml) 0.25
10% SDS (ml) 0.02 0.08
10% APS (ml) 0.02 0.08
TEMED (ml) 0.002 0.0032

final volume (ml) 2 8



2. sample buffer

SDS 2%
60 mM Tris (pH 6.8)

bromophenol blue 0.01%
glycerol 10%
beta-mercaptoethanol 10%

3. running buffer (I1X) 1L

Tris 3.02
glycine 188
SDS 10

4. coomassie brilliant blue (250 ml)
coomassie brilliant blue R-250  0.25%

methanol 50%
acetic acid 10%
5. destaining solution (1L)
methanol 5%
acetic acid 10%
6.
L 0.1 M sodium bicarbonate buffer, pH 8.5
N&,CO, 0.027 (M)
NaHCO, 0.063 (M)
1000
.05% TNBS (nicrvisulfonic acidl
stock 5% TNBS (w/v) methanol
- picrylsulfonic acid 5
- methanol 100
stock 5% TNBS ~ 0.05% TNBS 0.1 M sodium

bicarbonate, pH 85
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10% SDS (sodium dodecvl sulphate)
SDS 1
10
4. 1N HCl
Cone. HC .1
250

[ —

0.05% TNBS 5

150 31

10% SDS 6]

IN HCL 315
335

=( : ) x 1001

ELISA
0.2 M phosphate buffer. pH 7.4 (stock reagent)
NaHZ04 276 1,000
Na"PO., 7163 1,000
pH 7.4 stock

. 0,01 M phosphate buffer saline ( PBS). pH 7.4

0.2 M phosphate buffer, pH 7.4 1,000
NaCl 175.2
18



. PBS-Tween20(  Tween 20 0.05%)

Tween 20 500

PBS 1000

5%

5
PBS 100
PBS ( )

. 0.1 M sodium acetate buffer. pH 6.0

CH,02Na3HD 272 1000

glacial acetic acid pH 6.0

. Substrate TMB
3,35, 5'- tetramethylbenzidine 1
0.15 M phosphate citrate buffer 10
DMSO 100
30% HD 2 34

( )
. 1M H:SO1( stopping reagent )

HZS04 (96%) 102
898
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