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I Assay buffer 30 mL
B 50 X H;0, 150 uL

H20: buffer 7.5 mL
I Detection 300 uL
. Detection buffer 20 mL
Bl 25mM Gallic acid (Standard) 100 uL

1 96 well microplate (White plate) 1 plate
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A >FarR—4%— (25-30C)
- TILFFrVRILERY ~ (0.5-200uL)

- 1.5mLFa1—7
5 RELBIHIERE
REBE . Assay buffer A°CIRE
50 X H20- 4°CIRE
HzOz buffer 4°Cﬁg
Detection 4°CIRE
Detection buffer 4°CIRE
2.5mM Gallic acid 4°CIRE
96 well microplate ERRE
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6-1. {t&¥

- BUKMELEY YU FILEEEK PBSH UL IEF Y MiBAssay bufferziadiEs U THRRET %,
HMT 2HEIEF v MIBDAssay bufferz L%,

EEE e YU FILEIY/—ILEULIIDMSOEAEE UTHRET 2, chiaxy MIEBOD

Assay buffercFRU TRIET 2.
Yo 7ILELTOHAER : pH 2-12
I /=) 2%LL T
DMSO 2%
6-2. IE - Mmig

MiEH & MR IF—RIEFETEUR L., BIEET-80°CTHRET %, ML MEH & P MiEAEFD
FFAEICERT 2 EHTESZD,. YU TILOFRICIEF v MIBDAssay bufferz{EH7 %,

6-3. A2 - EHEYIIRIEH LY

i) #R2Z=PBST1-2 X 107 cells/mLTEET %, KETHREY XLV =
F—yavick DHRRERRY . BR%10,000 X g, 4°C, 109 REEODBEL.
EBEEY Y TIVEUVUTERT %, -8OCTHRE T 22 ENTED,

- BYIEYIAER H#E (100mg) #300uLDPBSTRHE T %, KETHREY x40 Xk g%
R %, WH%10,000 X g, 4C, 100BEEODEEL. EBEEY Y FILELT

EHY %, AT ZET-B0CTREIT DI ENTES,

YU 7INOFRICIEF Y MIBDAssay bufferzfEHY %, WREEIC L 2BREEREERFBIET 5/
HMEPDT VIO EREZAEL. FV/INVEEBETHIET S E&HET 3,
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7-1. Standard

v MIB®DAssay buffer&2.5mM Gallic acidzBW\WT7 REEREDR Y ¥ — K 2 &5 R75
(0.39,0.78, 1.56, 3.13,6.25, 125, 25uM) %=HET 3 (TRIEZZFAEDHS) o

25ul 125ul 125ul 125l 125ul 125ulL 125ul
Mix @Mix @Mix @Mix @Mix @ Mix @ Mix
125ulL 125uL 125ul 125ul 125uL 125ul

2.5mM Gallic acid

Assay bufferl® 247.5ul

Gallic acid BE 25uM  125puM  625uM  313uM  156uM  078uM  0.39uM
FRATRAE 125uM  625uM  313uM  156uM  078uM  039uM  0.20uM

7-2. H,0, solution (Step1#ijlcFHEL)
EBY LTI U TH,0, solutionZA%T %,

H,0O solution 17 z)LHlizb DiERE
B 50XH:0: 5ul
Hz20:2 buffer 45ulL

BEADEZERURBREERAED 2EERETHARI T & #EE

7-3. Detection solution (Step1giiCiHZY)
A o JLEICTIE U TDetection solutionZiA%d %,

Detection solution 17 z)LHBichDERE
. Detection 2ul

| Detection buffer 98uL

BENSEEZRUERGERAED] 2EEBRE RT3 L #E

8 ZOkMd—JL

70 & O—) U
50ulL 50uL 100uL Measure
Sample HoOo solution  Detection solution ~ chemiluminescence

. Beosgner

Incubate at 30°C for 10min



Stepl. Sample DN

YV FIVEERIICRY V5 — R OHERNORIEE &85 &S ICHRIEsT =
TS5 & &#ERT 3,

TBOYr-707L—kD&D )l 50 uLdControl(Sample%&af# U /=
Bi¥). Standard (FASUE7-1Icic#E). Sample GFRARUIGICECE)ZR/RINT .

YO 7 OFHBRESTRIMUICERRED 1 / 2RE LR 5.

Step2. H,0, solutionDsiN

&7 x)bIc 50 uLDH, 0, solution (FAEI7-2(CFCH) ZARM L.
TL—h=8EBRIT S,

4

A >FaR—F— (25'C-30°C) (1043 BRIt

Step3. Detection solution®i7¥iN

& 1 )LIC 100uLD Detection solution (FHEL37-3IC5EE) = FmML.
7[/_ |\ ’é§< Eﬁa?%o

Step4. HENFEBEDRIE
Detection solutionfFi&d <lc /7L — kU —4'—Ic THNFEXE (RLUSs:
Relative Light Units ) ZBIE Y % ¥,

XU LBz b ORIERR : 100msUA
2 )V DRI EREREE % 72 < 9 /261 100msfE TORIE % #EEE

9 HEREDFHM

TIEACREDFHE & U TH > FIL DBE{LKRBEFRPICE0fE (50%ME (BX) RE) 2HHT5H

. MBCEEYETH 8B FR (Galic acid) #AWVWRBFREMEMME (Gallic acid
equivalent antioxidant capacity: GAEAC ) 2819 345 %,

9-1. HEXDHEH

BRLUsH SUTORMN S HEREHEHT %,

RLUs(Standard or Sample
) = 100 - Ple) & 100
RLUs(Control)




9-2-1. ICBOEDEH (% 1) 4 parameter logistic curvelc & 2EH

Gallic acidD /@R

O-1. TEHUICHEEERNS L — KN -5 —(RBD#E
Y 7 hE%F\\ T4 parameter logistic curvex{E
BU. #hzH EICICR0EEZETHT 5,

BT 7 RENRWBEIRUTOAETICE02EHT
b ENTES,

1 T T
0.1 1 10 100

Gallic acid (Log DOSE)
9-2-2. ICBOEDEE (FE2) 50%BEEXRZHRGEEENS DEE

Gallic acid?D50%;H 7= % B s

50%HERE D 2 BEDHEERNS 0
ICE0fE% BT 5, 2BEMIETE 51 i
HESMTH 2 ENEE L, 60 t
A 50%% SO R & 50 :
B: 50%% S {EL =R % i ‘
C: BTOHER
D: ATOEEER C:30.3%-30-1----- C 3
20 i
B 06 | 1.1 1 6
e50.as 2Pey e KOG HlagB) B:0.78uM A:156uM

9-2-3. ICBOfENFE L (757&3) [ElFEHRHSDEH

9-2-2. TR 2 REIDEIFER #) HSICSOEZHET . IEL2RERIGERETHZ
EDRETH D, ex) 9-2-2DGallic acidDBE. Ky = 4274 x - 3.00 TH ol

9-2-4. BHiRICK BHR

FNENOAETEL U Gallic acidDIC50fE&

AET 1.16uM
BHiE2 1.17uM
AE3 1.11uM

HAETHNIEIIE | THIET BT EAEH L, SOREERERE 2 RN ERIETHNIEIES,
ERETRWVBESIEAE2 TEHT 32 ENTES,



9-3. REFEREFMmIIHEOHEH

Gallic acid &> Z)LDIC50fED 5% B FEFHMmE & (GAEAC: Gallic acid equivalent antioxidant
capacityzEHHI 2 &N TES,

IC50 (Gallic acid)
IC50 (Sample)

GAEAC =

ex) FEMEMDHE BB DIC50: 8mg protein/L
Gallic acid®IC50: 1uM
1 umol/L

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

Y ZILDICSOENEH TERL & Z(dGallic acidDIEHERN SEHITZZEHTES,
Gallic acidD[o]¥EeaiR
" LA ex) BEMEMDBE

BERBEYOHEEE 42mg/L=16.7% (HER)
EAERRIE D 5HEK16.7%D & = DGallic acidi=E£0.52 uM

HEE (%)

0.52 umol/L ;
A N R AR GAEAC = —— = 0.123umol/mg protein
e 4.2mg/L

T aa) T —+ —t
0.1 1 10 100

10-1.  FFv bRV ARNRER{CYMED IC50(E

Catalase 30ng/mL

SOD N.D.
Trolox 3uM
Glutathione 1uM
N-Acetyl-L-Cysteine 2uM
Ascorbic acid 5uM

a-Lipoic acid 100uM
Gallic acid 1uM
Chlorogenic acid 1uM

ICS5OfEAYEWE EMBRIE DBV EZBKT %,
10-2. AFv hZRHWEY) - EYhEY) OX B FEREFMEMEE
| GAFAC (umol GAE /mg protein) |

A UHIER 0.10
=YY VR 0.01
RRAHHIR 0.13
R e 0.03
< M 0.01 6

GAEACIEN' @WEETERILONE W EZBKY %o
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