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

I Assay buffer 30 mL
BN 50 X H20: 700 uL

H202 buffer 7.5 mL
Bl Detection 300 uL
" Detection buffer 20 mL
Bl 2.5mM Gallic acid (Standard) 100 ulL

1 96 well microplate (White plate) 1 plate
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A YFarR—4F— (25-30°C)
CTWILFFrRILERY N (0.5-200uL)

c 15mLFa—7
b REEBHMHE
RERE : Assay buffer 4°CRE
50 X H202 4°CIRE
H»>02 buffer 4°CIRE
Detection 4°CRE
Detection buffer 4°CRE
2.5mM Gallic acid 4°CIRE
96 well microplate ZRRE
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6-1. L&Y

cBKHELEEY YU TILEFERBK PBSH UL IEF v MMiBAssay bufferz@ife UTHRRT %,
FRI2BEEF Y MMIBDAssay bufferz W3,

cgmt ey YYTLEIY/—ILHULKIEDMSOZARKEE UTHART Z. Thexy MIEBOD
Assay buffertHIRU TRIET %.

YU 7WELTOHFAMR : pH 2-12
v ./— 2% T
DMSO 2% T
6-2. IME - Mg

MEH L MR E—MOBRFETERL, MEXT-80CTREY %, BRLLMEL LT MEZEZD
FFNEICERI BT ELHTEDN, YU TILOFRICIEF Y MIBDAssay bufferzEFHT %,

6-3. #fifa - BMEYERE LY

i il R ZPBST1-2 X 107 cells/mLTBEI 5. KETREYzF1XHLLRBYZ
F—ravickhillRaemmnd s, BEHYW%E10,000 X g, 4C, 105 EEOSBEL.
LEEYYTINELTERT %, -80CTRET S eNTE S,

- BpEMAE R @& (100mg) #300uLDOPBSTEEY %, KETHREI 1 Xick b iz
W9 2. BBR®W%E10,000 X g, 4C, 102MELSEEL. EBEETTINELT
ERY %, EAITSET-B0CTREIT B ENTEDS,

YU ZILOFERICIEF Y MIBDAssay bufferz{ERT %, BREEICLZ2REMBREEBET S
HHMEPOI VNV EEREEZANEL, VNNV EEBTHETZIL2HET S,
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7-1. Standard

* v MMdBDAssay buffer&2.5mM Gallic acidzZ W T 7 REEBEDRY V¥ — K 2 EHR7
(0.39,0.78, 1.56, 3.13, 6.25, 12.5, 25 uM) ZHEI 2 (TRIE_FHAEDHBS) -

25uL l25uL 125uL 125uL 125uL lZSuL 125uL
e 6 @ @ @ @ @ @
Assaybufferl 2475uL 125ul lZSuL 125ul 125uL 125ulL 125uL
25uM 125uM 3.13uM 1.56uM
Hﬁl! 125uM 6.25uM 313uM 1.56uM 0.78uM 039uM ozouM

7-2. H,0, solution (Step1#iic )
ERY  )LEUITIE U TH202 solutionZ AN T %,

H>02 solution 19z)LBhOERE
B 50 X H0: 5ulL
H202 buffer 45ul

BEHEERUERREARO] 2EREECHENT 5T RN
7-3. Detection solution (Step1#iilc F3%L)

ERAY  JL¥UICTIE U TDetection solutionZ @3 3,

Detection solution 19z BhDERE
. Detection 2ul
' Detection buffer 98 uL

BEDEZERURRISERBO 1 2EEERETHART 2 2R
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70k J—)LiERE
50uL 50ulL 100uL Measure
Sample H,0, solution  Detection solution chemiluminescence

=M=

Incubate at 30°C for 10min



Step1. Sample®i#iN
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BT 07L—hkD&Y I 50uLdControl(Sample%Z&#& L 1=
BAE), Standard (FARIE7-1ICECH). Sample (FARIE6ICECHE)ZRMT S,

B 7 OFHERESRIMUCBRBED 1 /2BE LS,

Step2. H,0, solution®siN0

& )i 50uLDH20, solution (FAHLIX7-2ICEC#) ZFMU.
TL— B BHT S,

¢

1 YFa2R—F— (25°C-30°C) (105 R

Step3. Detection solution®iZxiN

&)l 100 uL®D Detection solution (AR IX7-3ICEE#)ZFHMU.
TL—hZEBJIBERT D,

Step4. MENFENEDORIE

Detection solutionEM& T <l FL— MY —4—c THENHEXE (RLUSs:
Relative Light Units ) ZRIEY % %,

X 1Lt h ORERR : 100msHUA '
Pz LR ORERRISE % 12 < T8I 100msE TOHIE % #5E \\M\
ERTIMBD L > TREBENRRARD £TOCEI T, 1 VABZEORERBE
DREEFT>TLIEE W,
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MERCEEDFM E U TY Y 7L DIBRR{ILKRBEERPICE0ME (50%HEE CHE) BE) 28BHIT A
. MBLECEEYETH SRR FE (Galic acid) ZAWCERFEEMELME (Gallic acid
equivalent antioxidant capacity: GAEAC ) #8493 3 4ENH %,

9-1. HEXOHEH

BRLUSHSUTORISHEREEHT 3,

RLUs(Standard or Sample
HEE(%) = 100 - ( ple) X 100
RLUs(Control)




9-2-1. ICEOfEDEH (A% 1) 4 parameter logistic curvelc K 2&EH

Gallic acid® [Bl)FHHER
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Gallic acid (Log DOSE)

9-2-2. ICE0EDEHE (H5E2) b0BHEERZHROREENSDEE

Gallic acidD50%:;E A3 % O RA

50% 4 EREME 2 BEDONEENS 19
IC50fE.2EHT %, 2REMIETESR D :63.7% - ------=s-==m-=smsomssoaooogy
TERMETHZZENEXLW, 60 xﬂt
A: 50%% B B VR i BY
B: 50%%§%U{EL\7\§E ;Hr 40 l
C:BTOHER h
D: ATDHER C:30.3% -30-|---®
20 |
gaHR 06 | 1.1 16
650 =10 ~2SWEBIR BO-CHDC) +Log(B) B:0.78uM A:156uM

9-2-3. ICE0fEDREL (5iE3) ElEENSDEH

9-2-2. TR 2 AEDEIRIR (HRX) HSICE0EEZHET %, LIEUL2EBEMIEERETHZ T
ENRETH D, ex) 9-2-2MGallic acidDiFE. ¥alldy = 42.74 x - 3.00 TH > fz,

9-2-4. BHIRIC KX BHE

FNEFNoAETER U fzGallic acidDIC50{E

AET 1.16uM
AE2 1.17uM
AE3 1.11uM

TRETHNIEAE] TEHIT BT ENEFZ UV, SO EEREZMD 2 ABRNERETCHNIEAEI.
ERETHRWSEAIRAE2 CEHT T ENTE S,



9-3. RETFREMEMHEOHEL

Gallic acid& > 7)LDIC50fED 5 &R FEEMEME (GAEAC: Gallic acid equivalent antioxidant
capacityZBHI B ENTE S,

IC50 (Gallic acid)
IC50 (Sample)

GAEAC =

ex) ERBHEY DIHE BRHEYDIC50: 8mg protein/L
Gallic acid®IC50: 1uM
1 umol/L

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

Y2 7L DICS0ENEE TEARWE E(dGallic acidDFEEMBJHISEHITZ2LHTE S,
Gallic acidDEREH

g af ex) ®RMEVOHE
VRS S
el i e ] BREBEMOEER 42mg/L = 16.7% (EEX)
S | R S HEEI6.7%0 & E DGallic acidi#EIX0.52uM
i . [ 0.52 mol/L
16.7% 2 I A HEH1 I GAEAC = ﬂ = 0.123 umol/mg protein
H B i H 4.2mg/L

o bt of i H e H
(3] ] 1 0 100

10-1.  &F v b Z2RVWARMTERCYMED IC50(E

Catalase 30ng/mL
SOD N.D.

Trolox 3uM
Glutathione TuM
N-Acetyl-L-Cysteine 2uM
Ascorbic acid 5uM

a-Lipoic acid 100uM
Gallic acid TuM
Chlorogenic acid TuM

ICSOEMMEVNEERBIEANBWT & ZBKT 5.
10-2.  AFv NZRVEY) - {EYHEY 0% R FEREFMEIEE
| GAFAC (umol GAE / mg protein) |

I AVHER 0.10
ZyIVtRE 0.01
oS3 il 4 0.13
YR 0.03
kv M EER 0.01 6

GAEACENBWE ERBILADBEWN I L ZBIKT %
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