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Antioxidant Capacity Assay Kit
for Superoxide
(chemiluminescence)

Cat. No. SL-2020
(96 tests)
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3 HEAZA (96 tests)

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

ROS buffer 15 mL
I Detection 150 ulL
" Detection buffer 15 mi
Il 400mM Gallic acid (Standard) 500 uL

1 96 well microplate (White plate) 1 plate
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A7 L—KY—F— (FXAE)
cAYFarR—4— (25-30°C)
CRILFFrRILERY KN (0.5-200uL)

« 1.5mLFa—7
b REEEXMHR
RERE :  Assay buffer 4°CRE
Enzyme 4°CRE
Substrate 4°CIRE
ROS buffer 4°CIRE
Detection 4°CIRE
Detection buffer 4°CIRE
400mM Gallic acid 4°CIRE
96 well microplate ERRE
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BT RAENCBRT 3 L A HET 5, BHICRY Y — ROBARONEMEE R &S
CRRRNEGS C LAY 3,
6-1. {t&Y

CBKELREY YU TILEFEEK PBSH UL IEF v MMdBAssay bufferz B e UTHRRT 3,
FRT2EEIE+ Y MMIEDAssay bufferz W5,

- BhELEew YU EISY/—ILHULLIEDMSOZBHEE L THART S, hefy MIBOD

Assay buffert&HRU TRET %,
YU 7NEULTOHFAMER : pH 2-12
LSS 20% LT
DMSO 20%LL T
6-2. & - M

MiES & VM IE—RORFETENRL. AEXT-80CTRET 5. BNLLMEL LUMEEZFD
FXNECEBITZTEHTESZD, YU TLOFRICEF Y MIBDAssay bufferzfEfEd %,

6-3. i - EMEMERE LY

- ¥R #EEPBST1-2 X 107 cells/mLTEET %, KETKREYVzF1 X6 LRV =
F=yavick il zERT 5. BERYWZ10,000 X g, 4C, 109 BEOSBE L.
LEEYYTINELVLTERT S, -80CTRETZIENTE S,

- BpEYE R i@ (100mg) Z300uLDPBSTHET %, KETREI zFH A Xic LD %
W9 5. B#H®W%Z10,000 X g, 4C, 100HELHBEL. LBEZEYYTILELT
ERY %, EAITSHET-BOCTRET B ENTE S,

YU ZINOFERICIEF Y MIEDAssay bufferzfERT %, BREEICLIREFHMREERET S
HHEMOI VNNV EBEZAEL,. FYNNIEBTHIET I L 2HET S, 2
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7-1. Standard

F v Nt EB D Assay buffer &400mM Gallic acidZ AW T 7 ERBEEBED XY V¥ — R5{EHR3
(0.00256, 0.0128, 0.064, 0.32, 1.6, 8, 40mM) %ZHET 2 (TRIIXZEAEDIHER) o

lSuL SOHL 30uL 30IJ.L 30uL 30uL 30/JL

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

Gallic acid ﬂmM gmM 1.6mM 0.32mM  0.064mM 0.0128mM  0.00256mM
SRR OmM 4mM 0.8mM 0.16mM 0.032mM 0.0064mM  0.00128mM

7-2. Detection solution (Step1#iicE%Y)
A = JL¥ITIE U TDetection solutionZ %3 3,

Detection solution 19z)LBhDERE
B Detection Tul
' Detection buffer 99uL

BENZZERURBRBERED 2HEERETHAR I Z & 2HE

7-3. ROS solution (Step2i&E#iic %)
EAY £ )LEITIE U TROS solutionZ AR 3 %,

ROS solution 12zBlhDERE
[ | Enzyme 05uL
B  Substrate 0.5uL
ROS buffer 49ulL

BRAZERURBRREBERAED 1 2EEEETRARN I I L 2R
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50uL 50uL 100uL Measure
Sample ROS solution  Detection solution ~ chemiluminescence

Sig-ad

Incubate at 25-30°C for
10min

Stepl. Sample®#iN

HYTNEERIICR Y V5 — ROBEROUEEE B3 & 5 CERRE %
75 L 18T 3,

TBOYA707L—hD&Y z)LIC 50uLDControl(Sample% AU /=
BA%). Standard (FARIE7-1ICECH). Sample (FARIK6ICEER)ZRMT 5,

Y7 OFHEREHRMUCBRERED 1 /2BEE RS,

Step2. ROS solution®FsAM

&V )L 50uLDROS solution (FAEIK7-3ICFECH)ZARMU.
7L—bhZEBBET S,

¢

A >FaR—%— (25°C-30°C) (105Kt

Step3. Detection solution DM

&9 x)lic 100 uL®D Detection solution (AR IE7-2ICEE#)ZFMU.
TL—hE&JBIRT S,

Step4. ERIFEALEDRIE

Detection solutioniEiN& 3 <Clc 7L — kU —%—Cc THNFEXE (RLUs:
Relative Light Units ) ZRIE T % X,

XU T)LHh ORERRB : 100msLlA
U )LEDRERREREZ B THIC100msiE TORIE % #HEE

CHERTIMBOL > TRERENERLBDEZIIOTERIICT 1V ARE
DREBEORFZIT-oTLEE W,
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MBRCEDOFMEE UTY Y 7L DOBRERI{ILKREERPICE0(E (50%EE (HE) BE) 28BHI DA
. MBLAEEEYE THZERFE (Galic acid) ZAWVWLERRFBEMEMME (Gallic acid
equivalent antioxidant capacity: GAEAC ) #8813 3 5ENH %,

9-1. HEXDHEH

ZBRLUSH'SUTORISHEREEHT %,
RLUs(Standard or Sample) %
RLUs(Control)

HEER(%) = 100 - 100

9-2-1. ICE0fEDEH (% 1) 4 parameter logistic curvelc & 2EH

Gallic acid®[E])FERIR
O-1. TCEHUICHEERENS L — KU —F—(EBDE

Y 7 &%\ T4 parameter logistic curve% 1 100
BU. #nh%EbEICICE0E.2EET %, il
g .
B
g ]
BTy 7 NENBRWBERUTOAETIC50ZEHT -

5T ENTES,

v T T — iJ
0.001 oot 01 1 0 100

Gallic acid (Log DOSE)

9-2-2. ICBOMEDEE (5E2) 50%HEXRZHROREEDNSDEE

Gallic acidD50%;E%&F % P B
S50%HERZHD 2 BEDHERMIS
IC50fEZ8 T %, 2EERMIETESE
TERETHDZZENEL UL,

HEE (%)

A: 50%Z RO BWRE
B: 50%% S {ELVRE C:256% | @
C:BTOHEX E :
DA D B:0.01mM A:0.03mM

HHA
IC50 = 10 (Log(A/B) X (50-C)/(D-C) + Log(B))




9-2-3. IC50EDHEHE (757E3) EFE#RHSDHEE

9-2-2. K2 AEDREIER (FK) NSICEOEZEHT D, ILEUL2EEBITERMETH D Z
EDRRBTH S, ex) 9-2-2MGallic acidDiZE. Hidy = 1770x + 7.9 TH > feo

90-2-4. HHIERIC KB

FNEFhoHETEH U Gallic acidDIC501E
HE1T 20.2uM

AE2 21 uM

HE3 23.8uM

FIRETHNIEAE TRHT DI ENET LW, SOBHERERD 2 AENERETHNIEHES.
ERETRVWERRBAE2 TEHIT S ENTE S,

9-3. RERFERFMEEEOCRL

Gallic acid & %> 7)LDICS0ED 5 & B FHEFMEME(E (GAEAC: Gallic acid equivalent antioxidant
capacityZ®HHIT B ENTES,

IC50 (Gallic acid)
IC50 (Sample)

GAEAC =

ex) ®RMEY OHE BRMEPDIC50: 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. &% v M Z2RAWARINERIEYMED IC50E

Catalase N.D.
SOD 100ng/mL
Trolox 150uM
Glutathione N.D.
N-Acetyl-L-Cysteine N.D.
Ascorbic acid 100uM
a-Lipoic acid N.D.
Gallic acid 20uM
Chlorogenic acid 50uM

IC50fEAMEWE EMBEIE DBV & 2BKT %,
10-2. &*v hZEBWCEY - iBHEY OB FEREMmEEE
| GAEAC (umol GAE / mg protein

S AVHER 1.2
ZYI VR 0.86
TR R 1.5
B R 3
b= bR 0.1

GAEACEA' BWE EMRIENNBWC L Z2BHKT %,

KRR T I SRIFA TV X
T233-0013 #&R/I|REEHEBEXANILA2-38-34 BREE/L301
TEL/FAX: 045-353-7244

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