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3 BEAR (96 tests)

B Assay buffer 30 mL
B Enzyme 100 uL
I Substrate 100 uL

ROS buffer 15 mL
I Detection 150 ul
[ Detection buffer 15 mL
Il 400mM Gallic acid (Standard) 500 ulL

1 96 well microplate (White plate) 1 plate
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A 7A7L—kY—%— (EXAE)
s A YFaR—4— (25-30°C)
CRILFFrrRILERY M (0.5-200uL)

« 1.5mLFa-—-7
5 RECBIHR
RERE : Assay buffer 4°CRE
Enzyme 4°CIRE
Substrate 4°CRE
ROS buffer 4°CIRE
Detection 4°CRE
Detection buffer 4°CIRE
400mM Gallic acid 4°CIRE
96 well microplate ERRE
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CRRREETS < & £ HS8T 2.,

6-1. L&Y

CBKMELEEY YU TILERBEK PBSHULIEF v MMiBAssay bufferzaEe U THRET 3,
FRIT2BEIEF v MMIBDAssay bufferz B\ %,

- FhELeY YYTLEIS/—ILEULIEDMSOZBREE LTHART S, Thze+xy MIED

Assay bufferc&HIRU TRET %,
YU 7N ELTOFAMER : pH 2-12
5 ./—=) 20%LLF
DMSO 20%LLF
6-2. IE - Mmig

MmEE & M E—MRPRFETEWRL, AEXT-80CTRET %, BINLMEL LK VMFEEZFD
FXHEICERTEILHTEZN. YU TILOERICIEF Y MMIEBDAssay bufferzERT %,

6-3. #fifa - BMEYERER LY

. il #pZPBSTI1-2 X 107 cells/mLTBEI 5. KETREIzF1XHLLRBY =
TF—ravickhiilRERmnd 5. BEYW%E10,000 X g, 4C, 105 EEOSBEL.
LEEYYTINELTERT S, -80CTRET S EMNTES,

- BiEYER & (100mg) #300uLDOPBSTHRET %5, KETHREYzHr Xickh g%z
WY %, BWHY%10,000 X g, 4C, 109MELIBL., LEEY Y FILELT
RT3, EETZ2ETBOCTRETZIENTES,

B TLDOFRICEF v MIBDAssay bufferz AT 5. BREEI LIREMREEHET 51
HHEEYDOY VIV EBEZREL, VNV EBTHET S L 2HET S, 2



7-1. Standard

F v MJBDAssay buffer £400mM Gallic acidZ W T 7EREBED XY > ¥ — R5EFH R
(0.00256, 0.0128, 0.064, 0.32, 1.6, 8, 40mM) ZHEIT 3 (TRIEZFERAEDIHAR) o

15ul 30ul 30ul 30uL 30ul 30u.L 3OML

NONONONNN

400mM Gallic acid 6 @ @ @ @ @ @
Assay buffer®  135ul 120ulL 120l 120uL 120l 120ulL 120ulL

Gallic acid 40mM 8mM 1.6mM 032mM  0.064mM 0.0128mM  0.00256mM
SR EE 20mMm 4mM 0.8mM 0.16mM 0.032mM 0.0064mM  0.00128mM

7-2. Detection solution (Step1gijicZEH)
R  )LEICIE U TDetection solutionZ A3 %,

Detection solution 19x)LHhoERE
B Detection Tul
! Detection buffer 99uL

BRAZERURRIERED 2EERETHART L 2R

7-3. ROS solution (Step2i&aiicHH)
EAY LI U TROS solutionZ AR %,

ROS solution 19zBihDERE
. Enzyme 05uL
I Substrate 05uL
ROS buffer 49ul

BERAZERURRIEREDO1 2EERETHARI I L £HE
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70~ O—)LBEg
50uL 50uL 100uL Measure
Sample ROS solution  Detection solution chemiluminescence
** nd  hd ad

Incubate at 25-30°C for
10min

Step1. Sample®Di7iN

YV TR A VT — ROBEADRUEE LSS LS KHRREZ
T2 =TT 5,

BV /07L—hD&Y z)lIC 50uLdControl(Sample %A U /-
AfE). Standard (FARIE7-1ICiC#). Sample FARIZ6ICEEH)ZRNT S,

B ZIOFHERESRMULCBREBED 1 /2RBEL RS,

Step2. ROS solution®Z¥iN

&2 x)lic 50uLDROS solution (FARIKX7-3ICECHE)ZE MU,
TL—hZEEBRT S,

¢

1 YFa2R—4F— (25°C-30°C) K104 MRM

Step3. Detection solution DN

£ x)lic 100 uLd Detection solution (FASIX7-2(CEE#&) ZA/RMU.
TL—hZBEBRT S,

Step4. MENFENEDRE

Detection solutioni&FM#& T <lc 7L — kY —%—C THEHEKE (RLUs: :
Relative Light Units ) ZBIEY % X, 3

5 L8 1 D DRERTE 1 100msbr T
% 2 LMOMERMEEE % < 376 (e 1 00msM COMEE K
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CERTIMBOL > TREBENRAZD £TOCEIICY 1 Y ARS
DREBEDORNE{T> T EE W, 4
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MEBRCREDOFMME UTY Y 7ILDBEILKRHEERPLICE0ME (50%HEE (CHE) BE) 28EI A
E. MBECEEYETH 28R FE (Galic acid) ZAWVWLCERFREMEMEM (Gallic acid
equivalent antioxidant capacity: GAEAC ) 2813 345N H 5.

9-1. HEXROHEH

BRLUsHSUTOXNSHERZRET %,

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

9-2-1. ICB0fEDEH (AHik1) 4 parameter logistic curvelc K 2 &H

Gallic acidD[E]/@aE
O-1.TEHUIHERNAS FL— N -5 —EBDE

7Y 7 &% HV T4 parameter logistic curve% 1 o0
BU. %S EIICE0EEEHT 5. 4
£ &
B
i -
BTy 7 NENBRWHEERUTOAETICE0EHIET 2]

32ENTES,
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Gallic acid (Log DOSE)

9-2-2. ICEOEDEE (5E2) 50%EEXRZHROIREEN S DEH

50% 4 ERE D 2 BEDNEEENS Gallic acidD50%;HZ&H % LB
IC50fE2HET %, 2EBEMIETESL 20
TERETHZZENETLL,

D787 emais

70

60

HEE (%)

A: 50%E RO B VEE
B: 50%% SO {EVEE
C: BTOHER C:40.0% -
D: ATDHER 30

50

35
(mM)

ik Log(A/B) X (50-C)/(D-C) + Log(B IIB:SAHM s
|Cso=1o(°g(/) (50-C)/(D-C) + Log(B))




9-2-3. IC50fEDHEL (F7iA3) ERENS DR

9-2-2. RS2 AEDEIER #X) HSICE0EXEHT S, LEUL2EERIEIERETHZ
EDPRBETH D, ex) 9-2-2MGallic acidDiFzE. #Hidy = 1.53 x + 295 TH o1z,

9-2-4. HHIARICXBHE

FNEFNOAETER U Gallic acidDIC50{&
AET 990uM
AiE2 994uM
AHE3 133uM

AEETHNIEAHET TEHI DI ENETL W, S0BHERZRD 2 RMNERMETHNIEHE3.
ERETRWVGREAE2 TEHTZ I ENTES,

9-3. RERFERFMEMHEDEL

Gallic acid& ¥~ 7)LDIC50{EH 5% B FEFME!E(E (GAEAC: Gallic acid equivalent antioxidant
capacityZB T2 &N TES,

IC50 (Gallic acid)
IC50 (Sample)

GAEAC =

ex) \AFRMBEYOZE BRMEY DIC50: 8.2mg protein/L
Gallic acid®IC50: 10uM

10 umol/L )
GAEAC = —— = 1.22umol/mg protein
8.2mg/L
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10-1. &Fxv hZEAWARRMNEICYED IC50E
Catalase N.D.
SOD 80ng/mL
Trolox 110uM
Glutathione 8mM
N-Acetyl-L-Cysteine N.D.
Ascorbic acid 140uM
a-Lipoic acid N.D.
Gallic acid 10uM
Chlorogenic acid 1.2mM

IC5OMBAMEW (E EHBALN DN T & £BHKT 2.
10-2. &Fv hZRVEW - BYHLEY ORRFREMENEE

| GAFAC (ymol GAE /ma protein

S AVHER 0.95
ZYIVRHER 0.75
TRk R 1.22
YR 2.56
b= MEHR 0.08

GAEACEABWIE EMMIENABNWC L Z2BKYT %o

KRRMFTISRYAIITVR
T233-0013 AR | RfEEmEEXAILE2-38-34 BREEE/L301
TEL/FAX: 045-353-7244

E-mail: info@sakulab-sci.co.jp
HP: https://sakulab-sci.co.jp/
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