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“H igh ly S e n sitiv e 8-O H d G C h eck " I N S T R U C T I O N S

T h e 8 - O H d G E L IS A k it is a co m p etitiv e 777 1′摺り en zy m e-limくed i11 m 1u n o so rb en t a ssay あr q u a n titativ e m easu re 1n en t of
the oX idative D N A adduCt8-hy drox"y 2もdeoxy想1a11osin e (8-。H d G ) m tissue, m m e etc.

1. K it C o n te n ts
① 8 O H d G M icrotiter plate

②Pr m 1ary antibody
③Prim a1y antibody so lu tio n

④Secondary antibody

precoated w ith 8-○H d G (8× 12 w ells,split typ e)

n1o n o clo n a l an tib o d y sp ee趙 c 範r 8-O H d G

p h o sP h ate b u 鈷ere d sal m e

田炉-co可ugated antib ody

1 plate

l vial

1 vial (ca.6 m 1)

l v ial

l vial(ca.12 m l)

l vial(ca.0 .2 5 m l)

l vial(ca.12n11)

2 vials (ca.2 6 m l×2)

l vial(ca.12 m l)

to ta 1 6 vials (ca.lm l)
2 sh e ets

⑤Secondary antibody so lu tio n :p h o sp h ate b u 曲ere d salin e

⑥ C m ･o m atic solution

⑦ D ilutm g solution

⑧ W asm ng solution(×5)

3,355,5
--tetra m ethylbenzidine

h y 止･o g e n P ero×id e/cit1 a te‐p h o sp h a te b u 曲ere d sa lin e

5 ti m e s c o n Cen tra ted p h o sp h ate b u 鰭ere d sa lin e * *

⑨ R ea ctio n ter m m atin g so lu tio n : 1 M ph osph oric acid

⑩ standard 8-O H d G solution :0.125 ,0 .2 5,0.5, 1,4 , lo n g n11 lvial e a eh

⑪P 1ate sea l

* A 1lrea g en t sh o u ld b e re住ig erated at 2 -8
0℃.

*T he kit sh o u ld n o t be u se d b e y o n d 9 m o n th s P ast th e m a n u 魚ettuでers d ate sta m p ed o n th e e瀬erior o f th e b oX .
* * D ilu te ⑧ W ashing solution by 5 tim es (v/v) w ith d istilled w ater 魚r use.

2 . A d d itio n a 1 D4 ateria ls a n d E q u ip m en ts R e q u ired

① 50糾lpip ettor and tiPs

② 8-cha m el m icropiPettor an d tiPs (50‐200糾1)

③ Trays 魚r 8-Cha皿 e1 PiPettor
④ R e鮒gerator

⑤ M icroplate reader (450 m 1)

3 . S u m m aーツ o f A ssa y P ro ce d u re

I教範

① n 1e 8- O H d G m o n o e1o n a l an tib o d y a n d th e sa m p 1e o r stan d a rd a re a d d e d to the lm cro titer

p1ate w h ich h as b e e n p rec o ated w ith 8-○H d G T he 8 -○ H d G n 1o n o c lo n a 1 an tib o d y reacts
co m p e titiv ely w ith the 8-O H d G b ound on the plate and the 8-O H d G m sa m p les so lu tio n .
T h ere魚re m gh er co n c en tratio n s of 8-O H d G m the sa n1p le so lu tio n lead to a re d u e e d
binding of the antib ody to th e 8-O H d G on th e p late.

@ )T h e antibodies w hieh are b o田1d to th e 8 - O H d G m th e sa m p le a re w a sh e d a w ay 合on1 the

antibodies th at h av e b o u n d to th e 8 - O H d G co ated o n th e p late .

③丸1 e n zy m e lab e led seeo n d a1y antib ody, w h ich is added to th e p late,
m o n o elo n a l antib ody w lu eh is b ound to the 8 - O H d G co ated o n th e p late .

ー罫 は 鍋 飢de…n,e,… ◎ …“ant,bo棘 鴬 ゐy ぬ top
⑤ A d dition o f a cl甘o m a tic su b s甘ate re su lts in th e d ev elo p m en t o f c o lor m p ro p ortio n to th e
a ln o u n t of antib ody b ou nd to the plate.
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