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XtO|E THESLICL 7|E12 hiteb=A0t Ol M2[d4te Zetshs HHHO| 7|E2& dbbbsts
22F ABTSE ZHELICL DORX|3F CHAISOH =4 SOMZMN 7|Z2E AR IHitetase Dpbtsls
A5 S MAZ WSSO MetE H2[HY0|Ex ZMO|X|TH MotE ABTSE= Moz Myl
L Ct.

A Antigen reconstitution buffer ¢ =S¥ HI

B Whey antigen (lyophilized) sHdzE /8 ¥

C 10X PBST (wash buffer) MA HI{ 10X PBST

D  Primary Antibody (lyophilized) SAUZE 1% gH

E Secondary Antibody (lyophilized) SEU=E 2% A

F ABTS substrate ABTS 7|&

G Aminosalicylic Acid (peroxide co-substrate) ofo|L&r2| Mt (utitzlE Ex7(A)

H Hydrogen peroxide, stabilized alREER A

Microtiter plates
Transfer pipets
Snap-top microcentrifuge tubes

15mL conical tubes
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Microtiter plate &2 HEAIE H 5%
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Whey Antigen EH|

1. 7mL Antigen reconstitution buffer (A)& 15mL ZL|ZFE0| E11 "Antigen”0|2}11 H7|

L|C}.

2. ZAAEA Whey antigen (B)2| OFHE XAt 1T5HA Q| antigen reconstitution buffer&

0.5mL E&LICL OE B0 20 HSL|CH

3. B 407 I MEE 154 15mL FEO| CiA] €10 & A&

4. "Ag'2ta 10712 EdEE7| REO ®I|StD ¢
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1X PBST Wash Buffer ZH|
1. 10X PBST (OF 180mL &0 11 & HSLICH "IxPBST'2 &7 L|CH

2. TemL ¥ A2 HZHO| AL 2 250 LHEFUCH
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3. H2 1xPBST = 1 XHEA|, 2 XHH|, 7|2 12 I8 2atetLich

1Xp 24X =H|

2. Primary Antibody (D) £&& ZH3| A3t 1 BHA {FEOIM CHEF 0.5mL 2| PBST &

41 E£2g Pof ¥ =50 ALt

3. & 4¢ 8Y RFE CHAl 15mL ALZREY 21
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4. 1070e] YIAMEE|7| EH0| "1°AB"E E7|3l1 UL 0.6mL A EHEL|CH

2 X} A =H|

(F2l: 4

mjo

i I FH|-LCH)

1. 1xPBST 6.5mL & 15mL ZL|ZFE0 @1 "2°AB"E H7|TfL|CH

2. Secondary Antibody () F£2& Z=H3| Mt 1A JFEOIM CHEF 0.5mL 2| PBST &

90 =g Top B B0 MLt
3. & Mol 8% EE ChA| 15mL ALIZEH E1 S50 gLt

4. 1070e] YAEE|7| EHO| "2°0AB"E E7|3t1 UL 0.6mL A EH&L|CH

ABTS 7|& Z=H|
1. 10709 |MEEZ|7| BEEHO| "s2'2 ®7|TtL(Ct.

2. ABTS substrate (F) 0.5mL % 2+ EH0| E&L|C}

Aminosalicylic Acid substrate =H|

(Fo: dHAIZHO| AFE 15-20 & FOf FH|LCH)

ot

1. 1XPBST 9mL & 15mL ZL{ZFEON E1 Aminosaliccylic acid (G &7t

B & 250 Mo AFEMAILLILE (E-E AEFH)

5 a
d&LICH a8l "S1"e 2 B 7|BL|CL

mjo

Hydrogen peroxide (H) 1mL & &0 & 41 RdE2|7] FEO| 0.5mL A
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microtiter plate (3x4 well)

0.6mL "Ag” (Antigen |IMEZ|7| BE)

0.6mL “1°AB" (1 At &A| AdEZ|7| BE)
0.6mL “2°AB" (2 At &N AMEZ|7| BE)

0.5mL “S1" (Z|& 1, Aminosalicylic Acid)
0.5mL “S2" (7| & 2, ABTS)
o=

16mL 1X PBST H|#H

2 HIF (A8 = HEls 8Y BEE)



S » REMOVE liquid from
wells.

2. LABEL the transfer pipets. 3. ADD 3 drops Ag to 4. INCUBATE microtiter

rows 2, 3, and 4. plate at room temp.
A B C A B C
—_———=s {69 000
= == 999 000
000 000
1 Q0— Q00
6. wasH each well 7. REMOVE all PBST using 8.  REPEAT Steps 6 and 7.
with 1X PBST buffer. pipet for each row.

1. ™M microtiter plate®l A-C, 1-4 E7|ghL|Ct.

2. 7|2NEE= o=

=

|2 ofzfet Zt0| E7|5H0] 2t SdHE ALR2E &~ 9l

= T M

(PBS)  Phosphate Buffered Saline (s2) Substrate 2

(Ag)  Antigen (Row1) Used to remove samples from row 1
(1°AB) Primary antibody (Row2) Used to remove samples from row 2
(2°AB) Secondary antibody (Row3) Used to remove samples from row 3
(s1) Substrate 1 (Row4) Used to remove samples from row 4

3. "Ag" LHEZ A2
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5. 'Ag” IHE AMEsH WM 2= A2 il MAZLIC

6. "PBS" LTS Ar2d 1xPBST HIHE H7Ist ZE S MHTILICE
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s P N . WASH each well
9. ADD 3 drops 1°AB 10. incuBATE microtiter 1. rRemovE all 1°AB using 12. with 1X PBST buffer

Remove. Repeat.

torows 1,2, and 4. plate at room temp. pipet for each row.

A B C
Q00
1999
2ee—

13, aon3drops2°a8 14, INCUBATE microtiter 1.5, REMOVEall2°ABusing 16,  WASH each well

to each well. plate at room temp. pipet for each row. with 1X PBST buffer.
Remove. Repeat.
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9. "1°AB" LTS AESH 1A X 3HEM 1,2 4 o d5LCh 380= EX| F&LICL
10. 527 A20M B FetLCH
11, ChAl TBE AES| 2= OlM 1xF SHE #HL KA gL CH

12. 1X PBST H{IHE 20 MH3ta mzlo=z CiA| WL MALICE Of 2F8E o # O &
L|CF.
13. "2°AB" LS A8 2kt SHE 2= o 4z 3% d5LICh

14. 527t A20M BFetLCH

15. I

i

o2 2 YOI 2ABHE BF WLY HAHELC,

16. 1X PBST H{T{E 20| MA3slD mTOZ CHA| WiLH K AHBLICH 3 4 o BrHEStL|CH

17. ADD 3 drops S1 18 » ADD 3 drops S2 19. INCUBATE microtiter 20. ANALYZE plate for
torows 1and 2. to rows 3 and 4. plate at room temp. color changes.
A B C A B C
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2000 ACacac
S0 s 000
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19. 5270 A200M HietLc

20. N HSE fEStD FAMLICh BHef MO FESIX|GCHE T O AlZtg A1
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Row Antigen 1°AB 2°AB S1 S2
1 v v
2 v v
3 v
a v v
;
Row1

Row 2

Row 3

Row 4
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