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Antioxidant Capacity Assay Kit
for Hydrogen Peroxide
(chemiluminescence)
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3 HEARE (96 tests)

Assay buffer 30 mL
50 X H,0, 700 plL
H,O, buffer 7.5 mL
Detection 300 L
Detection buffer 20 mL
2.5mM Gallic acid (Standard) 100 L

1 96 well microplate (White plate) 1 plate
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- RA7A7L—hU—5— (FXRE)
~ A D ai—F— (25-30°C)
RILFFroFRILEXRY b (0.5-200uL)

« 1.56mLFa—7
5 REEEIHR
BB :  Assay buffer 4°CIRE
50 X H202 4°CIRE
H-0. buffer 4°Cﬁ§
Detection 4°CIRE
Detection buffer 4°CIRE
2.5mM Gallic acid 4°CIRE
96 well microplate ERRE
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6-1. L&Y

- FKMEEEY YU FILEEBK PBSH UL EF v MMiEBAssay bufferzaifs UTHET 2,
HINT 2HEEF v MMIBDAssay bufferz L5,

EEE S YU TIILEIY/—ILHULISDMSO%EBEE L THRET 2, chiafxy MIBOD

Assay buffer¢&IR U TRIET 5.
Yo FILE L TOHFEMR : pH 2-12
L5 =) 2%LLT
DMSO 2% T
6-2. I - Mg

MiES & CMEBEE—MAVEFETENRL., AELXT-80CTRET %, BINLLINERE LUMEZZD
FFAEICEAI B EHTEZD, YU TILOFRICEF v MIBDAssay bufferzEHEd 3.

6-3. ke - BYfEYIHERHh Y

- R #EaZPBST1-2 X 107 cells/mLTET . KETREI zF1XH LRV
T—avick DREERRT 5. BEM%Z10,000 X g, 4C, 102EELDEEL.
EBEEY Y TILEULTERY 3. -80CTRET B ENTES,

- BYEYIRE ## (100mg) %300uLDPBSTHEET %, KETHREY x40 Xic Kk b=
B9 %, BEM2%10,000 X g, 4C, 109ELDBEL. EBEEY Y TILELT

MY %, EAIZET-B0CTRET B I ENTES,

BTN OFRICIEF v MMIBDAssay bufferfEfHT 5, BHIZEIC K 2RIEREEZMIET 51
DHEYDY NNV EREZAEL, FVINVBRBTHIET S 2RI 2,
2



7-1. Standard

F v MIB®DAssay buffer &2.5mM Gallic acid®BWT7 REEREDRY v 45— K 2 Z&HR
(0.39,0.78,1.56, 3.13,6.25, 125, 25uM) %ZHFAET 2 (TRIEZFRAEDES) o

25ul 125uL 125ulL 125ul 125ul 125ul 125ul

NONONONONNNN

Assay bufferl® 247.5uL 125uL 125ul 125uL 125ul 125ulL 125ul

Gallic acid W 25uM 125puM  625uM  333uM  156uM  078uM  0.39uM
TR R 125uM 6.25uM 3.13uM 1.56 uM 0.78uM 039uM  020uM

7-2. H,0, solution (Step1aiiciA%Y)
B TLEICIE U TH,0, solutionZFR%d 3,

H-0, solution 12 )LHi=h DERE
B 50XH0: 5ulL
Hz0: buffer 45uL

BESEZRBUERIEEBD 2ESRE RN T I XS

7-3. Detection solution (Step18ilCEAE)
{8 )L¥ICIE U TDetection solution%:A%d %,

Detection solution 127 c)LHi=-hDOFERE
. Detection 2ul
" Detection buffer 98uL

BRAEZRURIREERRO 2ESRETHRRI S &R

8 ZAakad—JL

70k O— LR
50ul 50uL 100uL Measure
Sample H209 solution  Detection solution ~ chemiluminescence

. SegeEher

Incubate at 30°C for 10min



Stepl. Sample®FiN

YU TIVRBERICRE X — FOBERNOAEEL 45 L5 ICHRIRET 2
175 2 &=HET 5,

<4787 L—bDEY ILIZ 50uLDControl(Sample & A8 L 7-38
#). Standard GA&LZ7-11258H). Sample (FAEUL6ICEEH) /NI 5,

BTN OFHBEEISRMLIZAREED L /2 RE LTS,
Step2. H,0, solution®FshA
&7 I 50 u LDOH,0, solution (FAZLIZ7-21C52&0) #7500 L.

TL— b EBRBET S,

A >Fa1R—%— (25°C-30°C) IC10FEIRIS

Step3. Detection solution® sl

£ £ JLIZ 100 u Lo Detection solution (FA&LZ7-31252H) &= RH0 L.
TL—bERERT B,

Stepd. HEXIFEIEDRIE

Detection solutioniimig 3 CIc7/ L — b Y —&—(CTHEYFELE (RLUs:
Relative Light Units ) ZBIEJ 2 X,

X7 x)dHi-Y) OFEERRE : 100msLLA
7 T ILEDRIERERRE A 72 < T7/-0(2100msfE TORITE % #EAE

CERTIHEBROL > TIRERENRERZY FTDTHEANCYT [ VHAEF ORI

DR ZIT>TLIEE L,

REEEDFME L TH > TILOBBILKEBEERPICS0ME BGOREE CEE) BE) #EHT 24
MEBIVIZEYME TH 2 %B T8 (Gallic acid) ZAHAWVWIEBETFBREMEEE (Gallic acid equivalent

antioxidant capacity: GAEAC ) #&H 3T 2 HELH 5,
9-1. BEXRDEH

EZRLUSH B UTORDBHEEXREZEHT 5,
RLUs(Standard or Sample)
RLUs(Control)

HEEXR(%) = 100 -




9-2-1. ICEOfED&EYE (57 1) 4 parameter logistic curvelc K2 &EH

Gallic acidDEI)Feh#R

O-1.THHULEEENIS TL—KN)—F—RBODfE O S 1 O o 1T
7Y 7 hZF &R\ T4 parameter logistic curvez{E " [ERRL I A R AR
BU. #hExd EICICEOEEET T 5, e ! 4
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BATY 7 FEN WAL TOAETICE02EHT
LT ENTED,

v T T
01 1 10 100

Gallic acid (Log DOSE)
9-2-2. ICEOEDEE (HE2) S0%HEEXRZHOEEEN S DHEE

Gallic acidD50%;EER% BRI

50% EEFE D 2 BEDEERNS 70
IC50fE.E YT %, 2EERIE TS B I e o
HERMETH DT ENEE L, 60 t
A: BO%ERE B RE & 50 i
B: 50%% S G{EL B % 0 |
C: BTOBEE
D: ATDHEESEK C:303% -301-----@
20 :
g 06 11 1 6
50 < 10 (Log(A/B) X (50-C)/(D-C) + Log(B)) B:078uM A:156uM

9-2-3. ICBOfEDRHE L (75743) [EERNSDHEE

9-2-2.TRO- 2 REIDEFR (#X) HSICEOEEEET S, LEL2ZERERIERETHZ T
EDRBTHD, ex) 9-2-2DGallic acidDiFH. B idy =4274x -3.00 THo 1

9-2-4. HHIAICK HHER

ZhEThDFETREE U Gallic acidDIC50fE

AE1 1.16uM
HiE2 1.17uM
HE3 1.11uM

PEETHNIEFE1 TEHT BT ENEE L\, S0%EEREZHD 2 AEPERETHNIESES.
ERETLRWVERRAFE2 TEHT B &N TES,



9-3. REFRIHmEMHEDHL

Gallic acid &t > 7 )LDICE0fED 5% B FRFMmEME (GAEAC: Gallic acid equivalent antioxidant
capacityz=®# I 5 &N TE S,

IC50 (Gallic acid)
IC50 (Sample)

GAEAC =

ex) FFMEMOBE BEEHmEPDIC50: 8mg protein/L
Gallic acid®IC50: 1uM
1 umol/L

GAEAC = —— = 0.125umol/mg protein
8mg/L

B ZILOICSOENEE TE LRV E ZEGallic acidDEEENSBE T EHTE S,
Gallic acid®do)¥Bdhif

ex) RFMEYDBE

BHMEYMOEEE 42mg/L=167% (HEX)
AR S EEFK6.7%D & = DGallic acidEZEIZ0.52uM

HEFE (%)

0.52 umol/L .
= — =0.123umol/mg protein
GAEAC 22mg/L umol/mg p

00

10-1.  FFv bZRVARERNNERIEHED IC50E

Catalase 30ng/mL
SOD N.D.
Trolox 3uM
Glutathione TuM
N-Acetyl-L-Cysteine 2uM
Ascorbic acid 5uM
a-Lipoic acid 100uM
Gallic acid 1uM
Chlorogenic acid TuM

ICSOEMMEVE EMBRIEND BN C L ZBIKRT %o
10-2. AFv ZERAVCEY) - 1EYIHEY OB FERFHMmEIEE
| GAFAC (umol GAE /mg protein)

S hymb® 0.10
ZyIVHMER 0.01
RRHR 0.13
YR 0.03
k< Ml 0.01 6

GAEACENEWE EMBIEANBWZ L EBHKRT %o
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