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ELISA assay
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Materials

ELISA assay Kit: ¥ L2 E-Z2 R&D Duoset® ELISAKitsS 7|&0 2 AHY

Process

Step 1: sample ZH]

HiF 58 T 24 well plateQ] BJYH-ES 1.5 md plastic tubed]] &7 Gal 4°C 1,217 gof|A] 587t

e FFAS A2 15 m0 wheo] $7 FT AY FAA(1F o) 20°CoH Bk

Step 2 : cytokine 7%

ELISA-® 96 well plateo]] well @ 100 p22] capture antibodyS
oz & A A-L20A overnight

FAJE €82 v Holw e FHAFA WRIY F2 2715 AA. Washing buffers
multi-pipette2 ©]-&5F0] welld 380 ul (190 WA F W) dol& & ThA] H{2]al Ho|H E}Lo]
HAo U HA F2 2715 A7 38 vy [2F 1.
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Lo8.8 9O o plastic wrap

I 1. ELISA NIAIA

A& o] BUH welld 300 1229] blocking buffer (1% BSA)S 20]F 1l plastic wrap2. 2 &b ZERbA]

A2 A 2417 FA] (27 2]
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OL, reagent buffer 1 mQo]] standard stockE ilsE=Z SASH &



7709] 1.5 ml tubeO] reagent buffer 500pQ
=5 O &

2A|17bo] Rt F, washing 35] WHE.
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SEYE 2ujR 5]A35lo] 87] standard

Zu|El sample, reference sampled} standard= well & 100 p0& R7FIZT plastic wrapQ.2 &t
ZEREA] Lo 2417t HHR|

2X17to] R F, washing 33] 4¥HE-

Detection antibodyE blocking solutiono]] 3]M3t &HZ well & 100 W# Foj&E & plastic
wrapQ 2 2 ZIRHA] A20A 24t WA

2A]7to] Rt ¥, washing 33] YHE

Streptavidin-horseradish peroxidase conjugate (Streptavidin-HRP)Z blocking solution®]] 1:409] F&=2
5]M4gt §AL well T 100 WA HolF F UL TRFO] W Austo] AN 208
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TMB solutiong well F 100 WA Foj& & 2dZ ZAMFo] UZ AHso] AN 20%
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colorless blue

CHy CHy CHy CHy
NH,Q—QNH, s o, _ Pooddme NH + 2H0

CHy CHy CHy CHy

2,2',5,5'Tetramethyl-benzidine
(TMB)

2N GRS well G 50 WA gojzo] Y-S FAIAZ] & ELSA reader”|§ o]&3to] 77t
450 nm2} 560 nmollA] &= ¥ 0.D. IS EA

ZATHEA: 450 nm2] ODFLOIAl 560 nme] oD A|QUet FHS ©]85to] ELISA standard 22
T3t A3 FAIM0 diulste] sampleo] S0+ cytokine (B9l: pg/ml)°] S =&



