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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.

l交会会
田
- ●“e eo･orreact‐on ,storm ,nated and the absorba~ e ,s…eas- ed

binds to th e
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4 . A ssay P ro ced u re

B ring allrea g en ts an d sa m p les to ro o m te m perature b e鮠re use (20‐2 5℃),and proceed throu gh the 範1lo w ing lo steps,
① R ec o n stitu te th e p rim a1γ antibody w ith the prim ary antibody solution.A 1lo w dissolv m g co m pletely.
② A d d 5 0 田 o f san1p le o r stan d ard p er w e ll, a s sh o w n in p late dね # an1. T o en su re a cc m ac沈 d o n ot u se o u ter m o st
W el1s,

③ A dd 50国 of reconstituted prim ary antib ody per w ell.Shake the plate 台o m side to side an d m ix 鉦1ly,C over plate
w ith a d h esiv e strip , m a k in g su re 1t 1s sea led tig htly . In c ub ate at 4

0℃ あr o v er n ig h t.

④ P o ur o粁 c o n ten ts o f p late in to sn虫.P ipette 2 5蝉 l w ash ing solution into each w en .A鴬er w asm ng th orough ly by
sh aking the p late をo m sid e to sid e, d isp o se o f w a sh in g so lu tio n . In v ert p late an d b 1o t a g a m st clean p ap er to w e l to
re m o v e an y re n1a 1 m n g w a sh in g b u 曲er. R ep eat w a sh t w o tin1es n 1o re .

⑤ R e c o n stitu te th e se c o n d aty antibody w ith the se e o n d a1y antib ody so lu tio n . A 1lo w d isso lv in g c o m p lete ly .
⑥ A dd loop l o f co n sti m ted sec o n d a1y antib ody p er w e1L Shake the p late 登o n1 sid e to sid e an d n 1ix 鉦1ly , C o v er the
p late w ith a n a d h e siv e strip . In cu b ate ro o m te m p erat m e 知r l ho m .
⑦ A t th e e n d o f th e in c u b atio n p erio d , re p cat w ash a s in step ④.
⑧ R e co n stitu te th e c h ro m atic so lu tio n (e n zy m e su b strate so lu tio n ) w ith 10 o ti m e s v o lu n 1e o f th e d ilu tin g so h 1tion .A dd
loo糾lofth e reco n stitu te d e n z y m e su b strate p er w ell. S h a k e th e p late 丘o m sid e to sid e a n d n 1ix n llly,In eu b ate at
ro o m ten1p erat m e 魚r 15 m inutes.T his incubation should be done in the dark, i.e.sh ield th e p1ate w ith a lu m in u m
台oil.
⑨ A dd loo料l ofthe rea ctio n tern1 m atin g so lu tio n . S h ak e th e p late 住o m sid e to sid e a n d n1医 員u ly .
⑲ A目er terin in atin g th e reactio n ,rea d th e ab so rb an ce at 4 5 0 m n .
U se a stan d ard ct虹V e to d eter m in e th e a m o u n t o f 8 -。 H d G p re se n t in test sa n1p les. G en erate th e sta n d ard c1肛v e b y

p lo ttin g a b so rb an c e v s. lo g (c o n cen tratio n o f s惚n dard s). T h e n u se th e ab so rb an ce v a 1u e s ob tain e d 魚r the te st
sa m p les to d eter m in e th e co n cen tratio n s.

N o tice s

1) S a m p le P retreat m e n t

T o a ssay p ro p erl弱 p lea se Pre‐tre at sa n1p les d esire d b e1lo w . m a d d itio n , p le a se a v o id rep eate d 住eez e th a w sa m p les. In
o rd er to co n目r m the ap titu d e o f assay n 1eth o ds o n a n e w san1p le , in 1p le1n e n tin g rec o v ery test o f stan d ard 8-O H d G

added m to th e n e w sa n 1p le is rec o m m e n d ed .
① U rm e :If赴s elear, pretre at m en t is n ot n ee d e d .
C en tri鉦g atio n a t 2 ,000 ~ 5,000g 魚r lo ~ 15 m in u tes is reco n m 1en d e d 知r o P a q u e sa m p le s o m y .
② S eru m : B 1ood sa m p les m u st be se p arated to seru m i m m e d iate 1y . T o sep arate in ter先rin g sub stan c e s ね 1tratio n o f
seru m u sin g an u ltra 6 1ter (c ut o饉 m o lec u la r w eig h t lo ,0 0 0 )

is n ec essa呼,P re‐treat u ltra 臼lter 鰯 lo w in g to the
m a k er 's m an u a ls. In o rd er to re d u ce d ev iatio n , d

ilu tin g sa m p le s b y m o re th a n t w ice, w
lu le p ay in g aはen tio n to

co n cen tra tio n ra n g e is su g g este d .
③ D N A in T issu e : It's n e ce ssary to ex tract a n d digest D N A in the sa m p les be魚reh and.
2 ) M easure n1en t

① S trict C o n tro l o f In cu b atio n 艶 m p eratu re
N Ie asu re d v a lu es n1ay b e m u ch a曲ecte d by th e re actin g c o n d itio n s. P 1ea se pay atten tio n to th e re actin g
co n d itio n s.

② A djustn1ent of P H 鮠r sa m p les
It is n ece ssary to n1a in tain P H o f a san 1p le n 1ix ed w ith p rin1ary so lu tio n b et w e en 6 .o to 8 .0 . It

's re co m m e n d ab le
魚r ab n o rn 1a l m ine sa n1p le s to be diluted w ith P B s by tlm ee t饉n es.
③ T horoug m y W ash ing of M icro p lates
It-s rec o n1 m en d a b le to t証･o w th e n1icro p late d o w n o n p iled p a p er to w e l to re m o v e so lu tio n in side w e lls, a箕er a

p late is tm n o v er an d so lu tio n in side w ells is discarded,
④ C 1ean in g o f In stru n 1en ts a n d V esse ls
In stru n1e n ts an d v essels (su ch a s tip s, tra y s 知r 8 ch alu 1el p ip ettor) to b e u sed , n 1u st b e clean . If su ch to o ls are
u se d rep ea te d ly , p lea se boil or steep th e m in to alk a lin e cle an ser, th en w a sh th o ro u g h ly a n d 血y th e m b eあre u se,

3) Split U sage

① R e m a in ed p arts o f k it (p late an d re a g en ts) n m st b e k ep t in a reをig erato r a n d n1u st b e u se d w it m n t w o w e ek s a箕er
o p en ed .

② P 1ates an d reag e n ts ex cep t ch ro m atic so lutio n (⑥ ) are ta k en o u t住･o m re住ig erato r a n d a re k ep t in ro o m
ten 1p erature b e竜reh an d . N e cessary v o lu n1e o f C h ro m atic so lu tio n m a y b e a d d e d to a d e q u ate v o ltun1e on ly of

D iluting solution (⑦)ju stb e魚re th e reaction . K eep it in the dark .



4 ) W ells U sage

① T o av o id ed g e e節ects, th e u se o f o u ter m o st w e l1s is n o t re co m m en d e d . T o m a in tain th e u n 恥 r m te m p erat m e
w ithin the w ells, p lease 鉦1lsa m e v o lu m e o f so lu tio n s or w a ter to th e u n班3ed w ells,
② B 1a氷 w ells : at th e op eratio n o f ste p ③ , th o se w e lls w h ich a re n ot a d d e d th e rec o n stitu ted pri m ary an tib o d y, w ill
serv e a s b 1ank w e11s.
③ T he臼印ぽe b elo w sh o w s a w pica1 la y o u t 魚r sa m p le lo a d in g in trip lic ate s 知r ea ch sa m p le . W e lls in d icate d w ith a
cro ss m ark (× ) in A an d H 1in es are n ot u se d . W ith th is lay o u t, a m ax

i m u m o f 18 sa m p le s can b e a ssay e d in a

p late.

2 3 4 5 6 7 8 9 1o ll 12

A

B

C

D

E

F

G

H

B 1ank (×3) x l x I X × I X I X x I x l x
0 .12 5ng/m l(×3) 1 (×3) 7 (×3) 13 (×3)
0 .2 5n " 1n l(〃 ) 2 (〃) 8 (〃) 14 (〃)
0 .5ng/m l(〃 ) 3 (〃) 9 (〃) 15 (〃)
ln g nu (′′) 4 (〃) 10 ( " ) 16 (〃)
4ng/m l(〃 ) 5 (〃) 11 (〃) 17 (" )
long/m l( " ) 6 (〃) 12 (〃) 18 (〃)
x I x l x x I x I x x I x I x x I x l x

5 . S ta n d a rd C u r v e 1.2
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Û

E
こ
0
の
寸
}
に
①
o
こ
得
ぬLo
の
ぬ
く

、、、＼＼
＼
＼、、、、

0 .0

0 .1 1
8‐O H d G (n g / m l)

6 . R e 俺 re n C e s

l . S .〇k a m o to , a n d 日‐〇C m ℃"“砺℃"/召加え 129859a (19 92)
2 . H .K asa i, P .F .C rain , Y K u clm n o , S .N ish im u ra , A .o otsu y a m a, a n

d H .頤 n o o k a C“′効?0g e"“s7s 7, 1849‐185 1 (1986)
3 . S .T oy okaln L T ･T a n ak a, Y H atto ri, Y N ish iy a m a , A ･Y o s m d a , K ･U Ch id a ,日.H ia i,日･O Ch i, an d T .o sa w a 乙“"‐" ?yesr.
76,365‐374 (1997)

4 , M .D ,E v a n s, M ,S ,C o o k e, I.D .P o d m o re , Q ,Z h en g , K E ,H erb ert, an d J ,L u n eC D isCrep an c ies m th e m eastm e m en t of
U V C -m dueed 8 -o x o -2 '-d eo x y g u an o sin e : In1p licatio n s 魚r th e a n aly sis o f ox id ativ e D N A d a m ag e .月わ℃乃初霜c“′“′?“
B ! @ わなノ“〆R 8s“′℃" C o〃"““′?!“〆′o!?s 259 pp 374‐37 8 (1999)

5 . T o m o k o s m m o ik e ,
To y o s m m o g u c h iが tlm io U m ed a , H a i

m e N a w ata, K atsu m i K a w an o a n d H 饉oto n10 O Ch i
T he n1ea n in g o f seru m le v e ls o f ad v a n ce d g ly C o sy latio n en d P ro d u cts in d iab etie n eP 趾o P ath y . ルをねろα応用
49(8)pp l030-1035 (2000)

6 . Wメen Y m g F alも K az Lu1o ri o g u su , K a tsu y a su K o u d a , H a rL1n ob u N ak a m m a , T o m o a k i S ato h , H iro to m o o e m a n d
H iroiCh i Ta k eu ch i R educed ox idative D N A da m age by veg etab le juice intake:A Contro1led tria1. ゾP 砂sroノ
“2r""の“ 19(6) pp2 87-2 89 (2000)

7 . H .o chi, M .H asm m oto,J.K m ashige A ssess m e n t o f 餌n ctio n a
l te a in h u n1an u sin g o x id a tiv e stre ss pro臼le

teclm iqu e.P′り℃“幻栩郵 可 200 /力を栩“ゎ〃“′C o財初翔oe o“○-C 加 彼‘“ Q 疵〃′ゼ4〃〆So78!?oe (200 1)
8. M .S .C o o k e, M ･D ･E v an s a n d J .L u n e C D N A rePair:insights昼‐ol11 m m a ry lesio n a n aly sis.だ!““ R““党“ 尺ese 4′℃方

36(9)pp929‐932 (2002)
9, madashi 1》Iatsu b a sa , mak a k o U C m n o , S h i]m y o K a ra sh im a , Mu iclu K o n d o , K e n iCh i N Iaru y a m a , N Ia sa k o T an in 1u ra
a n d F u n1io E ndo o x id ativ e S tre ss i11 very lo w B irth、W eight In魚nts A s 1M easm ･ed by U rinary 8‐O H d G 円尼g
R 4 ぬ℃“ 尺“ゞ““′でた 36(2) pp 189一193 (2002)

-3



7 . A ssa y F 1o w ch a rt

P rep aratio n o f R eag ent

P r1m ary antib ody

S a m p le P retre at m e n t

P rep aratio n o f

E nzy m e S u b strate

en Z y宜le su b strate

sec o n d a 1γ an tib o d y

S a m p le/A n tib o d y In cu b atio n

add sa r]r1P 1e o r sta n d ard 50 P l

add Pr m 1ary antib ody 50田
in cu b atio n at 4

0℃ 魚r o v er night

W者a sh th e P 1ate 3 tlm e s

add w ashi11g solution 250 p 1

S ec o n d ary A ntib o d y In cu b atio n

叺たa sh th e P 1ate

add secon dary antib ody So lu tio n 10仇d
m cu b atio n at ro o m te m p era tu re 鮠r 1 h o u r

3 tim es

add w ashing solution 250 p 1

S u b strate In cu b atio n

a d d re Co n stitu tio n e n Z y r]【1e su b stra te lo0野l

ro o n 1 te m P era行田‐e f m 15 mm n in the dark to
develop the light b lue c o lo r

R eactio n T ernnin atio n S tep

a d d itio n o f rea ctio n ter m in atin g so lu tio n loo田
ch a n g es th e c o lor o f So lu tio n to y e llo w

A b so rb an ce R ead in g

w a v e len 虹h at 450num

C alcu latio n o f R e su lts

く D is甘ib田蛇d by >

S C E T I
D F K a su m 1ga se ki P lac e , 3‐6‐7 , K a su n･ig ase k i,
C h iy o d a‐ku T o kyo 10 0‐0 0 13 J ap a n
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< M an m曲ctu ]陀r >

J apan In stitute F or th e C ontrolof A ging (J aIC A )

7 10- 1, H aruoka, F ukuro i, S h izuoka 437-0 122
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