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Antigen reconstitution buffer

A
B

C

Whey antigen (lyophilized)

MA HIH 10X PBST

10X PBST (wash buffer)

Primary Antibody (lyophilized)

D
E
F

Secondary Antibody (lyophilized)

ABTS substrate

ABTS 7| &

Of

Aminosalicylic Acid (peroxide co-substrate)

G

Hydrogen peroxide, stabilized

H

Microtiter plates

Transfer pipets

Snap-top microcentrifuge tubes

15mL conical tubes
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Whey Antigen Z=H|

1. 7mL Antigen reconstitution buffer (A)Z 15mL ZLZFEO| @1 “Antigen”O|2t1 ®H7|T}
L|Ct.

2. ZHLEA Whey antigen (B)2| OHE M AHSEL 1EHAQ| antigen reconstitution bufferE
0.5mL E&LIC OHE B2 250 5L

3. & Mo B ™MEEZE 10 15mL 520 ChA] 2 & S Ch

4. "Ag"2td 10702 |ME2[7] FEO ®7|StD f|o 8HZ 0.6mLM 7 EELICH
1X PBST Wash Buffer Z=H|

1. 10X PBST (O)& 180mL &&F=0 €11 & MESL|Ct "IxPBST'E H7|gHL|CL.

2. lemL ™ =2 H|AHO| FAHED 2 180 LR ESL CH
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3. ©2 1xPBST = 1AM, 2 Xt A, 7|& 12 Qs EatetL

1A X Z=H|

1. 1XPBT 7mLE 15mL ZL|ZFE0

OHL

1 "1°AB"E RE7|TfL|CH

2. Primary Antibody (D) F4& Zddo| MAst® 1 A FEOM CHEF 0.5mL 2| PBST £

21 F4S 2ot F 250 AsHCt

3. 2 AY 8Y E5E LAl 15mL 2LHZFE

OHT.

1 250 HsUE

4. 10712 |AIEZ|7| EE0| “1°AB"E H7|St1 2HE 0emL ™ Eh&L|CH

2 Xt g =H|

(F2: 4
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1. 1xPBST 6.5mLE 15mL ZL|ZFEO E1 "2°AB"2 H7|TtL|C}.

2. Secondary Antibody (E) 42 ZAM3| HAHstD 1C°hA SE20M CHEF 0.5mL 2| PBST £
21 F£4S ot 2 250 HsHCt

3. 2 42 8Y ZEE OHA 15mL ALEFEO

OHL

1 250 dsUch

4. 10719 QAIEE|7| EHO| “2°0AB"E E7|5t1 U2 06mL % EHSL|CH

ABTS 7|& &H|
1. 107049 €d&2e7] RO "s2"2 BE7|gL|Ct

2. ABTS substrate (F) 0.5mL % Zt 50| E&LCH

Aminosalicylic Acid substrate =H|
(Fo: Ao AFE 15-20 & TO| FH[gLC)

1. 1XPBST 9mL € 15mL RLZFE0 €1 Aminosaliccylic acid (G)E ®7tet & F42

©T MBS0 Ao AWSHALULL (BYA ABEH)

2. FBE g1 Hydrogen peroxide (H) TmL £ €0 & 41 Jd&2|7] FEO| 0.5mL X
Jdg|n “s1'ez ®7|g|Ch
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1 microtiter plate (3x4 well)

1 0.6mL "Ag” (Antigen E&E2|7] FE)

1 0.6mL “1°AB” (1 X} & JdEe2[7] FE)
1 0.6mL “2°AB” (2 X &4 JdEE2[7] FE)
1 0.5mL “S1” (Z|& 1, Aminosalicylic Acid)

1 0.5mL “S2" (7| & 2, ABTS)

10 o

1 16mL 1X PBST H|#

1 gloH[A (AH 2 H2ls 8Y He=8)
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1. LABEL the microtiter plate. 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
— EE—] o
2 080 _— 2 080
s 000 000
1000 + 006G
S « REMOVE liquid from G- WASH each well 7. REMOVE all PBST using a- REPEAT Steps 6 and 7.
wells. with 1X PBST buffer. pipet for each row.

A B C
Q00
:0Ger——
s Q00
4 O

1. I8N microtiter plated| A-C, 1-4 BE7|gL|Ct.

2. Z|2NSEE TUE of2fet 20| BI|5I0] Zt SAUHZ AEE £ UA LI

= = T M

(PBS)  Phosphate Buffered Saline (52) 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" LEES ARES 2, 3, 4 0| Antigen(Ag) 3YSMS HELICH 1H ol EXUCE
gL c.
4. 587t H20|M HierL

5. 'Ag” LS MEd oM ZE EAS WL MATLIC

6. "PBS" L|ZIEZ AtE3H 1xPBST H{IHE H7t5t0] 2= A2 MASLICE EXX| f
2 7t5 XS LICE (~200ul)
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7. CHAl TS A8 2= HOfA WLl M AZL CF

8. 6-7H ntFS o HMH HEEgLCh
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WASH each well
with 1X PBST buffer.
Remove. Repeat.

9. ADD 3 drops 1°AB 10. INCUBATE microtiter 11. REMOVE all 1°AB using 12.
to rows 1, 2, and 4. plate at room temp. pipet for each row.

1000
1989
rgee—

13, aop3drops2°a8 1 4. INCUBATE microtiter 1.5, ReEMOVEall 2°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" H|ZZ AL 1X &N 3UEN 1,2, 4 o FELCE 380 = EX YEELICH

d

10. 527 H20|A HiFetL|Ct,
11. CHA] TE2 A8 ZE oA 1K X E WLl AT L CH

12. 1X PBST HHHE &0 MZAStn mzlicz CiA| #jLi HAGLCH O aPdE o ¥ o &
LI ct.

13. "2°AB" LTS ALl 2%} S E 2E Ao 2tz 32N EEL|CH
14. 5278 20| A HiFetL|Ct
15. Do 2 Z} Aol 2XtAHE 25 WL KA TL(C

16. 1X PBST HHIHE EO| MAstD HHOZ CIA| WHLY HAELICE o S O HHE3hL|Ct

17. ADD 3 drops S1 18 » ADD 3 drops 52 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

1000 - .

: 000G, 1
Sa=a= sQ0O0O

AL 4
At NS A

17. "S1"O|EHoZ 7|21 2 1,2 E0f 3224
18. "S2"m|Hlo 2 7|&H 2 E 3,4 €0 342N HOEGL|C}
19. 5 27t A 20| A BBt Ct

20,4 WSS BMOD EMBLUCL Bref Mol FHSXUCLH F o Mg XD

7| CHRILICY.
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Experiment Results and Analysis

Color should appear only in Rows 2 and 4. Rows 1 and 3 are (
each missing a critical component for the ELISA procedure. Row 2 Row 1
will be a brown color and row 4 will be green in color.
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