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T he 8…O H d G C h ec k is a co m P etitiv e !“ 椛ゆ e nz y m e lm ke d im m u no so rb e nt a sSa y (E U S A ) fo r q ua ntita tiv e
d ete ctio n of the ox id a tiv e D N A ad d u ct 8‐h yd ro xテ2 '-d e ox yg ua no sine (8 -O H d G ) . S u ita b le fo r u rine ,se ru m ,
p la s m a , tis s u e a n d o the r b io lo g ica ls a m p le s . F o r re s e a rc h u se o nly. N o tfo r d ia g no stic o r m e d ic a l u s e .
R e a d e ntire in se rt b efo re u s e .

1 . K it C o n te n 燧

①8-O H d G M icro tite r P late

② P rim a ry A ntibo d y
③ P rim a ry A ntibo d y S o lutio n

④ S e co nd a ry A ntib o d y
⑤ S e co nd a ry A ntib o d y S o lutio n

⑥ C h ro m atic S o lutio n

⑦ D iluting S o lutio n

⑧ W a sh ing S o lu tio n (5x)

⑨ R e actio n Te rm in a ting S o lutio n

⑩ S ta nd a rd 8 -O H d G S o lutio n

⑪P late S e a l

: P re co a ted w ith 8-○H d G (8×↑2 w e lls ,sp lit type )

: A nti8 0 H d G M o n o c lo n a l a ntib o dy (clo ne N 454 )
: P ho s P ha te b u粁e re d sa line

: H R P -co niug a te d a nti m o u se a ntib o d y

: P ho s P ha te b uffe re d sa line

: 3 ,3
-
,5 ,5

'-te tra m e thylb e nz id in e

生 p late

↑ v ia l

等Vial(6 m L)
僅 v ia l

生Vial(↑2 m L)
僅Vial(0‐25 m L)

: H yd ro g e n p e ro x id e/c itra te p h o s p h ate b uffe re d sa line僅 vial(↑2 m L)
: 5 tim e s c o n c e n tra te d p ho sp ha te b u付e red sa lin e 2 V ia ls (2 6 m

:↑M p ho sp ho ric a cid

: P u rifie d 8-O H d G (0.5,2 ,8 ,2 0 ,8 0 ,2 0 o ng /m L)

2 v ia ls (26 m Lx2)
卿ViaI(乍2 m L)
仲 V ia le a c h

2 s h e e ts

A I1re a g e n t sh o uld be s to re d a t 2 -8 oc .T he e x p iry d ate is乍2 m o n th s a fte r m a n u fa c tu re .
A仕e r th e se a lof a b O V e C o n te n ts a re o P e n e d ,th is kit s h o u ld b e u se d W ith in 2 W e e ks。

2 . A d d itio n a I M a te ria ls a n d E q u iP m e n ts R e q u ire d
① D istille d w a te r.
②50u L m ic ro p ip etto ｢ a nd p ip ette tip s

⑧ 8‐c ha nn e l m icro p ipetto r (5 0 ~ 2 0 0 u L) a n d p ip ette tip s

④ R e ag e n t trays fo r 8‐cha n n e l m ic ro p ip e tto r

⑤ A 3 7 ℃ in c u bato r

⑥ M icrotite r p late re a d e r (m e a su rin g w av e le ng th = 4 5 0 n m )

3 . P ric ip le s o f th e P ro c e d u re

①T he a nti-8-O H d G m o no clo na la ntibo d y a n d the sa m p le o r sta nd a rd a re a d d e d to
the m ic ro tite r p la te w h ich ha s b e e n p re co ate d w ith 8 -○H d G . T he 8-O H d G
m o n o c lo n a l a ntib o d y re a c ts co m p e titiV e ly w ith the 8-O H d G b o u n d o n the p la te
a nd the 8 -O H d G in sa m p les s o lutio n . T h e re fo re h ig he r c o n c e n tra tio n s of

8-O H d G in the s a m p le s o lutio n le a d to a re d u c e d b ind ing o f th e a ntib o dy to the
8 -O H d G o n the p la te .

②T he a ntib o d ie s vvh ic h a re b o u nd to the 8‐O H d G in the sa m p le a re w a sh e d a w a y
fro m the a ntibo d ie s that hav e bo u nd to the 8-O H d G c o a te d o n the p la te .

③A n e nzy m e la be le d s e c o n d a ry a ntibo dy, w h ich is a d d e d to th e p la te , b ind s to the

m o n o c lo n a l a ntib o dy w h ic h is b o u nd to the 8 -O H d G co ate d o n th e p la te .m o n o c lo n a l a ntib o dy w h ic h is b o u nd to the 8 -O H d G co ate d o n th e p la t　 　
　 　

④ U n bo u n d H R P -co niu g a te d se co n d a ry a ntib o d y is re m o ve d b y w a sh ing .

⑤ A ddition o f the s u b s tra te so lutio n re s u lts in the d e v e lo p m e nt o f c o lo r in

p ro po rtio n to the a m o u nt o f a nti8 -O H d G a ntib o d y b o u nd to the p la te .

⑥T he re a c tio n is te rm ina te d by p ho sp h o ric a cid , a nd a b s o rb a n c e a t 450 n m is

m e a s u re d .
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4 . A s s a y P ro c e d u re
B ring a ll re a g e n ts a nd sa m p le s to ro o m te m p e ra ture (2 0-2 50C ) b efo re use .
A ) R e Co nstitute the ②P " m a " A nr!b o dy W ith th e のP“m a " A n r′b o dy S o/u r!o n .
B )A dd 50 p L o f sa m p le o r @ S fa n da 履 p e r w e =,a s sho w n in p late d ia g ra m .
C ) A dd 5Op L of reco n stitute d p rim a穹 a ntib o dy p e r w e =.S ha ke the p la te fro m sid e to s id e a nd m ix fu =y.

C o v e r p late W ith a d he siv e strip , m a king S u re it is se a le d tig htly･ lnC u b ate a t 3 7。C fo r乍 h o u r.
D ) M ix↑ v o lu m e of @ 栩a s"′ねg so/班ゾo〃‘5幻 w ith 4 v o lu m e s of d isti=e d w a te r.
E) P o u r o ff C o n te n ts o f w e lls in to sin k . P ip e tte 2 5 0 Y L w a sh ing so lutio n into e a ch W e ll.A箕e r W a s hing

tho ro ug h ly by s ha king the p late fro m sid e to s id e ,d is p o se o f w a s h in g so lutio n . lnv e rt p la te a nd b lo t

a g a in st C le a n pa p e r to w e lto re m o v e a ny re m a ln ln g W as h ing b uffe r. R e p e a t W a sh 鮒′o tim e s m o re .
T h e u s e o f W a sh in g m a c h in e s o r a s p ira to rs is n o t re c o m m e n d e d .

F) R e Co n stitute th e のS eco n d a " A m b o dy w ith th e @ S eco n da " A n r/b o dy S o 孃ゾo n ･
G )A dd lo o p L of co nstitute d s eco n d a ry a ntib o d y p e r w e ll. S h a ke the p la te fro m s id e to sid e a n d m ix fu lly.

C o v e r th e p la te W ith a n a d he siv e strip . lnc u b ate 3 7 oc fo r 1 ho u r.
H )A tthe e nd o f the in cu b a tio n pe rio d , re p e a t w a sh in g a s in ste p E
I) P re p a re s u b s tra te so lutio n .A d d ↑ v o lu m e o f ⑧C hゐ m a r!c s o /u r′on to すo o v o lu m e s of のD"“rm g s o /u r!o n

just b efo re use . A d d 乍o o u L o f su b stra te so lutio n p e r w e ll. S ha ke th e p la te fro m s id e to sid e a nd m i×fu =y,
lnC u b ate at ro o m te m p e ra tu re fo r↑5 m in ute s in th e d a rk.

J)A dd loop L o f the ⑨ R e a d′o n 危者m′n a r′“g s o担わね.S ha ke the p la te fro m s id e to s id e a nd m ix fu=y.
K ) M e a s ure the a b s o rb a n c e a t4 5 o n m us ing m icto tite r p late re a d e r.

U se a sta n d a rd C u rv e to d e te rm in e the a m o u n t o f 8 -O H d G p re s e n t in te s t s a m p le s . G e n e ra te th e
sta nd a rd C u rv e by p lo ttin g a bso rb a nce v s . lo g (Co nCe ntra tio n of sta n d a rds ).T he n us e the a b s o rb a n c e

v a lu e s o b ta ine d fo r the te st s a m p le s to d e te r m in e the C o n C e n tra tio n s .

N o tic e s
乍) S a m p le P retre atm e nt

中o a s s a y p ro pe rly, p le ase p re-tre at sa m p le s a s fo llo w s. A v o id re p e a te d fre e z e a n d th a w .

① U rine : lf irs C le a r, p re tre a t m e n t is n o t n e e d e d .
C e ntrifug a tio n a t 2 ,o o o ~ 5 ,o o o g fo r僅o ~ 乍5 m in u te s is re c o m m e n d e d fo r o p a q u e s a m p le s o n ly ･

② S e ru m : B lo o d s a m p le s m u s t b e se pa ra te d to s e ru m im m ed ia te ly.下o se pa rate inte rfe ring s ubsta nce s,
filtratio n of s e ru m us in g a n u ltra filte r (C u t o佇 m o le cu la r W e ig ht年o ,o oo ) is nec e ssa ry. P r e tre at u ltra
filte rfo =o w ing to the m a ke r's m a nu a ls . ln o rd e r to re d u ce d ev ia tio n ,d iluting sa m p le s by m o re th a n
M ice , w h ile pay ing atte n tio n to c o n c e n tra tio n ra n g e is s ug g este d .

③ D N A in T is s u e : lrs n e c e s s a ry to e x tra c t a nd d ig e st D N A in the sa m p le s b efo re ha nd ･
2 ) M e a su re m e nt

① S trict C o ntro lo f lnc u b atio n 俺 m p e ra tu re
M e a s u re d v a lu e s m a y b e v e ry m u c h a ffecte d W ith the inc u b a tio n te m pe ra tu re s , Pa rticu la rly d uring
p rim a ry a ntib o d y re a c tio n pe rio d . P le a se pa y a tte ntio n to fo llo w ing s i

a . T ry to ke e p u n ifo r m te m p e ra tu re ins id e a p la te Co n sta ntly.
b . ltls re c o m m e n d a b le to u s e W a te r ba th rathe r th a n d ry in c u b a to rs fo r the in cub atio n .

② A dgustm e nt of p H fo r sa m p Ie s
lt is n e c e s s a ry to m a inta in p H o f a sa m p le m ix e d w ith p rim a ry so lutio n b etw e e n 6 .o to 8 .o . ltIs
re c o m m e n d a b le fo r a b n o r m a l u rin e sa m p le s to b e d ilute d w ith P B s by th re e tim e s.

③ T ho ro ug hly W a shing of M icro p la tes
lt1s re c o m m e n d a b le to thro w the m ic ro p la te d o w n o n C le a n p a p e r to w e l to re m o v e s o lu tio n in s id e
w e =s , a fte r a p la te is tu rn o v e r a n d so lu tio n in s id e w e l-s is d isca rd e d .

④ C 1e a nin g of lnstru m e nts a nd V e s s e ls

ln s tru m e n ts a nd v e sse ls (suc h a s tips, tra ys fo r 8 C ha n ne l p ip etto r) to b e use d , m ust b e C le a n . lf s u c h

to o ls a re u s e d re p ea te d ly, p le a se b o il o r s te e p the m in to a Ika lin e C le a ns e r, the n W as h tho ro ug h ly a n d
d ry th e m b e fo re u s e .

3) S plit U sa g e

① R e m a ine d p a rts of kit (p旧te a nd re a g e n ts) m ust b e ke p t m a refrig e ra to r a nd m ust b e u se d W ith in M O
W e e k s a忙e r o p e n e d .

② P la te s a n d re a g e n ts e x c e p t C h ro m a tic s o lu tio n a re ta k e n o u t fro m re frig e ra to r a n d a re k e p t in ro o m

te m p e ra tu re befo re h a nd . N e ce ss a ry v o lu m e of c h ro m a tic so lutio n m ay b e a d d e d to ad e q uate v o lu m e

o n ly o f D iluting so lutio n just b efo re the re a ctio n . K ee p it in the d a rk。



4 ) U se of w e =s

① b avo id e dg e e ffe c ts , th e u s e o f o u te r m o s t w e =s is n o t re c o m m e n d e d m o m a in ta in th e u n ifo r m

te m pe ra ture w ith in the w e lls,p le ase fu = s a m e v o lu m e o f s o lu tio n s o r w a te r to th e u n u s e d w e =s .
② B 1a nk w e lls : a t the o p e ra tio n of ste p C ,tho se w e =s w h ic h a re no t a d d e d the re co nstitute d p rim a ry

a ntib o d y, w i= s e N e a s b la n k w e lls .
⑧ T he f灯u re b e lo w s h o w s a typ ica = ayo u t fo r sa m p le loa d ing m trip licate s fo r e a c h sa m p le . W e =s

ind ica te d w ith a c ro ss‐m a rk (×) in A a nd H lin e s a re n o t u se d . W ith th is la yo ut,a m ax im u m o f↑8
s a m p le s c a n b e a s s a y e d in a p la te .

生 2 3 4 5 6 7 8 9 年。 僅僅 傭2
A
B
C
D
E
F
G
H

B lank (×3) x l x I x × l × l × × l x l x

S ta n d a rd o .5 ng /m L S a m p le一つ S a m p le -7 S a m p le 4 3

S ta nd a rd 2 ng /m L S a m p le -2 S a m p le -8 S a m p le 4 4

S ta nd a rd 8 ng /m L S a m p le -3 S a m p le -9 S a m p le 4 5

S ta nd a rd 2 0 n g/m L S a m p le -4 S a m p le‐10 S a m p le弓 6

Sta nd a rd 80 n g/m L S a m p le -5 S a m p le - = S a m p le 4 7

S ta n d a rd 2 0 o ng /m L S a m p le -6 S a m p le‐12 S a m p le 4 8

× I X I X × 1 × I X × I X I X × I × l ×

5 . S ta n d a rd C uー~ e
2 .O ＼＼

＼
＼

＼

日
口
o
ぬ
寸
言

のo口
亀
台
o
凶
弍
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6 . R e fe re n C e S

1 S ･o ka m o b ,a nd 日-O C hi C he m ic a lA b st･乍2 9 8 59 a (乍992 )
2 .H .K a sa i, R F.C ra in , Y K uc h in o ,S .N ish im u ra ,A .0 ots u ya m a , a nd H 罵a n o o ka c a rc ino g e ne s is 7 ,仲8 4 9 -僅85↑

(僅986)
3 .S .To yo ku n i,T ma na ka , Y H atto ri, Y N ish iya m a ,A .Mo sh id a , K .U c h id a , H .H ia i, H .o c h i, a n d T 0 sa w a

La b lnv e st.7 6 ,3 6 5‐3 7 4 (19 9 7 )
4 . M .D .E v a ns , M .S .C o o ke , 1.D .P o d m o re , Q Z he ng , K .E H e rb e rt,a nd J .L u n e c D is c re p a n c ie s in the

m e a su re m e nto f U V C‐in d u ce d 8 -o x o -2 l-d e o xyg ua n o s ine : lm p lica tio ns fo r the a na lys is of o x id ative D N A
d a m a g e‐ B io c he m ic a la nd B i。p hys ica I R e se a rc h C o m m un iC atio nS 2 5 9 p p 3 7 4一3 7 8 (年99 9)

5 .下o m o ko S h im o ike ,下o yo sh ilno g uc h i, F u m io U m e d a , H ajim e N a W a ta , K a ts u m i K a W a no a n d H iroto m o O Ch i
T he m e a n in g o f s e ru m lev e ls o f a d v a n c e d g lyco syla tio n e nd p ro d ucts in d ia b etic n e p hro p a thy.
M e ta bo lis m 49(8) pp m 30 4 035 (2 000)

6 .い′e n Y in g F a n ,
K a z u n o ri o g u s u , K a ts u y a s u K o u d a , H a ru n o b u N a k a m u ra ,市o m o a k i s ato h , H iro to m o o c hi

a nd H iro ic h i協a ke uc hi R e d uce d o×id a tiv e D N A d a m a g e b y v e g eta b le ju ice inta ke : A co ntro lled tria l. J
p hysio IA nthropo門9(6) pp287一289 (2000)

7 .H .o c hi, M .H a sh im o to ,J.K u ra sh ig e A s s e s s m e n t o f fu n c tio n a l te a in h u m a n us ing o x id a tiv e s tre s s p rofile
te c h n iq ue . P ro ce ed ing s o f 2 0 0乍 lnte rn atio n a I C o nfe re nce o n o -C ha (te a ) C u lture a nd S c ie n c e (200 1)

8 . M .S .C o o ke , M .D .E v a n s a n d J .L u n e c D N A re pa ir: ins ig hts fro m urin a ry le sio n a n a lysis. F re e R a d ica I
R esearch 36(9) pp929‐932 (2002)

9 .中a d a s h i M a tsu b a sa ,中a ka ko U chin o , S hin n yo K a ra s h im a , Y u ic hi K o nd o , K e n ich i M a ru y a m a , M a sa ko
中a n im u ra a n d F u m io E nd o 0×id a tiv e S tre ss in v e穹 IO W B irth VV e ig ht Infa nts A S M e a su re d b y U rin a ry
8 0 日d G ･ F re e R a d ica l R esearch 36 (2) pp僅894 93 (2 m 2)



7 . A s s a y F lo W C h a rt

S a m p le P retre a tm e nt

5 0 P L / w e =

P re pa ra tio n o f

S e co nd a ny A ntib o dy
④ S ec o n d a ny A ntib od y
⑧ S ec o n d a r、y A ntibo d y S o lutio n

↑0 O U L / W e lI

P re p a ra tio n o f
S u b strate so lutio n

⑥ C hro m atic S o lutio n増 2 0 g L

⑦ D iluting S o -utio n : 1 v ia I

A d d s a m p -e o r ⑲sta n d a rd s 5 0 p u w e =

ln c u b atio n (P rim a ly a ntib o d y re a ctio n)

3 7。C fo r乍 ho ur

い′ash th e P la te

lnc u b a tio n (S e co n d a ry a n tib o d y re a ctio n )

3 7 oC fo r T h o u r

い/ash the P late

P re pa ra tio n of
VVa sh ing s o lutio n

⑧ W as h ing so lutio n (5 x)
D istille d w ate r

:2 5 m L

:牟0 o m L

⑨ R e actio n 下e rm in atin g
S o lutio n

★P re p a re justb e fo re use .

乍o o u L / w e =

lo o p L / w e ll

ln c u b atio n

2 5 0 y L / w e = fo r 3 tim e s

く D is廿ibu m d by >

S C E T I
D F K a su m -ga se ki P 1ac e , 3‐6‐7, K a su m 1ga s e ki,

C hiy o da- ku T o ky o 10 0‐0 0 13 J a p a n

U R L : h ttp :/ / W M W .sceti.c o Jp/ e xp o rt/

e‐nna il: e xp‐p et@ sceti.c o jp

< M [a n測糎ct111鬱r >

J apan Institute Fo r the C ontrolof A ging (J aIC A )

7 10- 1, H aruoka, F ukuro i, S hizuoka 437‐0 12 2

J A P A N

250 u L / w e = fo r 3 tim e s

R o o m te m p e ratu re fo r 15 m in in the d a rk

to d eve lo p the lig ht b lu e co lo r

巾e rnn in a tio n o f re a ctio n

A b s o rb a n ce R e a d ing

w av e le n g th at 4 5 0 n m

C a lc u 1atio n of R e su lts

P re p a ra tio n of
P rim a ry A ntib o dy

② P rim a ry A ntib o d y
③ P rim a ry A ntib o d y S o lutio n

◎2 00 5 J a IC A A 11 r1g h ts rese rv e d . J a p a n ese P a te n t N O .3 0 9 19 7 4 .A4 a d e 1n J a p a n .


