EZ-DPPH Antioxidant Assay Kit

Oxidative Stress Assay Kit

Cat. No. DG-DPH400

FOR RESEARCH USE ONLY.

NOT FOR USE IN DIAGNOSTIC PROCEDURES.

DOSENBIO

DoGenBio Co., Ltd.
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—

mm_
o0
IH
o

=
[

-

=2

DPPH

LIEFLHTH 517 nm Of|A]

—

DPPH & Al
Storage
4 °C

2 ¥z
DPPH

I

Z
=

PCENS
Ae

P 0l
0 ZHERSE SHRHQILICH HEfMES o
400 assay

4 vials
20 m@ X 2

4 vials

(e]
[

=}

AH

Fig. Reduction of free radical DPPH by antioxidants.
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» Kit Contents and Storage Conditions
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Preparation of Reagent

Solution Preparation Storage and Stability

DPPH Reagent = ethanol 2
22 = 24 A7t otof
AFRBIAIAD.
AHE ol =H|5tL,
A2 So2RH XH 2

AMEBHIAIL.

Ethanol 1.1 m= 92
ZSHA vortexing S+0| 2tH
=Lt

OF ot

-

DPPH Reagent Ethanol 9 me= 15 m@ tube Of
42 < DPPH Reagent
1 mS 440 %[F volume 10

meO| E[=5F FH|ELICY.

TH| &

Ethanol 1 me €0 =B

inverting ot{ & 40{&ZL[CE Trolox Of ethanol & E2 %
ArEStZl X Z=H|5H0 24 A|ZF QHOf AFESHMAIR
AHESH A 2.

Trolox Standard

*

* & Kit AH& Al AH8E|= Ethanol(anhydrous), Proteinase K(Merck, P2308 &) B FOI5I0] AFESIUAIL.
2 protocol 2 96-well plate £ 0|23t Me/ZHSIC-E A3} £|0fQU&L|CE
* DPPH Reagent 7t 2tH3| SQt=X| 20l 3 AMBIMAIL,

= General Protocol

Sample preparation

Note

YR FO| CHE 5 ASLICE Wt S48 L + AFLICH
- 2ER2 Sample(ex. HEF, OFMF &) CHAIZALE 24510 =2 = ALE.

- O Q| THERSE Sample(ex. MG, #2|, AXE A= =Z S): homogenization S2

(V2]
Q
3
=i
D
rlo

sonication 5t0f & £ ALE.
« DE MEQ 58 FHIR}S M 0.0 2k0| Standard Curve Q0| ZEBHE|O{OF BFL|CH [IHEfA],
MES 03 sE2 FTH|S S THSIMAIL.
o Qo E2HH3t sample 2 ICE I0A AEg TSUAIR,
« Sample O EDTA(ethylenediaminetetraacetic acid) &=0| Z&EZ|0 JAZ Al FHO| X %S

T ASLIL

« Sample Ul A7 [AALE M0| UAS E2 =t 5F0| oS LI
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1. Serum

@ Serum 285 @2t Proteinase K (20 mg/m¢) 15 p@= microtube
@ 37 °CO|M 45 2 St 2r3A[Z] = CHA| 90 °CO|A 10

® 4°C, 12,000 x g OlM 60 & 7

b centrifuge =

2. Fruits, vegetables, other foods and plants

@ Sample 100 mgOll DPPH Assay Buffer 500 u2E

10,000 x g OlAl 10 & Zt centrifuge St 4ZHS AtETHL|C

= 0f vortexing =

o d

&L/
= O BHSAIZLC

SHE 20| ArSRLIC

=0l ot

ot

@ HCt Y5t 58S I8l DPPH Assay Buffer & AFE310] 012 59| sample &

TH|SHYAI2.

3. Liquid Sample (Beverages including juices, wines, teas and others)

@ 02 um ZEE 0|30 sample S O1tA|7{ HIZ AFETHLICE

@ HCt Y5t ZHE I8l DPPH Assay Buffer & AFE310] 012 59| sample &

TH|SHYAI2.

Standard preparation

1mM Trolox Standard Solution 0, 40, 80, 120, 160, 200 pE 1.5mL

% Ethanol 8 & 71510 Final volume & 400 W2 =™ ghL|CH

micro tube O 23

1mM Trolox Trolox Conc
Standard No. Standard Ethanol Final volume LoimL) :
Solution
1 0 e 400 e 400 0 0
2 40 1o 360 ul 400 pe 25
3 80 320 w0 400 pe 50
4 120 w@ 280 0 400 pe 75
5 160 p@ 240 10 400 pe 100
6 200 p@ 200 1@ 400 pe 125

* Standard = A& A| OiCH HY5H=

70| E&Lict
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DPPH Radical Scavenging Activity Assay

: Trolox Equivalent Antioxidant Capacity (TEAC)= Sample 0| CH3t EC50* 422
LEEHEHLICE (EC50* : DPPH radical O] 50% A~HElE &)
Trolox Sample
Standard Sample Blank Blank 1 Blank 2
Trolox Standard Solution 20 ue
Sample 20 e 20 ue
Solvent 20 ue 20 ue
Ethanol 100 we 100 u@
Assay Buffer 80 ue 80 ue 80 e 80 ue 80 ue
DPPH Reagent Solution 100 p@ 100 u@ 100 p@

* Blank 1 : without antioxidant,
Blank 2 : ethanol blank,
Sample Blank : sample background blank.
* Sample 2| A0 TIgh AL sample blank £ sample 49| Z&= S EELICL
* DPPH Reagent Solution 2 @& &Zt2H Br30| AIZE|7] WZ0 M OFX|2H0) 'Eof B3 A|Z L Tt

* getot HHE 2o standard X sample 2 =22 duplicates 0|22 FH[SHA 2.

o= = o

@ Trolox Standard 2t Sample, Sample Blank O =22 Zt well 0] 20 ¥ E&L|Ct

@ Blank 1, 2 Of ethanol 20 S E&L|Ct.

® EE well O Assay Buffer 80 pe @& L|CE

@ Blank 2 2} Sample Blank Of| Ethanol 100 ue= E&L|CtH

® Trolox Standard, Sample 3 Blank 1 0 DPPH Reagent Solution 100 p¢= E11 Plate
sharker X pipette 22 & A0{FLIC}

® Plate & H10| XICh=l A2 25°C)0|M 10 £7F HHSA|ZIL|CL

@ Br30| Y plate & plate reader & AHE3t0 517 nm Of|A S EE ZEELICE

Sample

0 pg/ml STD. Blank

Sample

25 pg/ml STD.

50 pg/ml STD.

75 pg/ml STD.

100 pg/ml STD.

125 pg/ml STD.

Blank 1

Blank 2
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» Calculation

= o . =HI& 1E o S
BE ZAM 242 duplicates O|4 FTH|SIHD, B gt2 7HX D AAteL|Ct
v AL OflA|
— o -
@ Sample, Sample Blank 22| Hx2 ALtgL|Ct

B2 Sample

ug/mL Sample [Sample BLK
125 0.214 0.032
100 0277 0032
75 0320 0034
50 0.360 0.032
25 0409 0.033
0 0487 0.032
BLK1 0.661 0.000
BLK2 0.031

- o o = =
@ SampledA| Zt 5=0| S ESt= Sample Blank 2t U AE 151, Blank 10]
o = S

M Blank 2 ¢t | BE ALHeL(CE

Uiz Sample HoLL Sample

ug/mL Sample |Sample BLK A SA(%) ug/mL Sample |Sample BLK A SA(%)
125 0.214 0.032 =TZS—._.28| 71.2 125 0.214 0.032 0.181 71.2
100 0.277 0.032 0.245 61.2 100 0.277 0.032 0.245 61.2
75 0.320 0.034 0.286 5346 75 0.320 0.034 0.286 54.6
50 0.360 0.032 0.328 479 50 0.360 0.032 0.328 479
25 0.409 0.033 0.376 40.3 25 0.409 0.033 0.376 403
0 0.487 0.032 0.456 277 0 0487 0.032 0.456 277
Blank1 0.661 0.000 B Blank1 0.661 0.000 B

Blank2 0.031 0.630 Blank2 0.031 =T34f_35|

® Scavenging activity (SA, %) To17| ®ISi 20N T3t ARt BL| 72 7K

o o
i

® SA (%) : 100-(A/B)*100

O[83t0] ALtgtHCt.

HS = Sample

ug/mL Sample |Sample BLK A | sA@e)
125 0.214 0.032 =100-(V28/V35)*1 UU{
100 0.277 0.032 0.245 61.2
73 0.320 0.034 0.286 346
50 0.360 0.032 0.328 479
25 0.409 0.033 0.376 403
0 0.487 0.032 0456 27.7

Blank1 0.661 0.000 B

Blank2 0.031 0.630

® Samplel| =& Zt1F SA (%)
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y=0.3281x + 29.958
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Absorbance of 517nm

Total Trolox Equivalents Antioxidant Capacity (TEAC)
- ECso 2 scavenging activity(%) 12iZO0A y=ax+b A0 y 0 50 2 CHYSIN
ABTS radical & 50% M|7%t= Trolox s=& T+ &= UASLICL

- Sample &= SEZYHN SEEUZ FY scavenging activity(%) d2ZEE

Antioxidant Capacity (TEAC) = Trolox ECs, / Sample ECs,

. s Es
< .
- £ s y=06634x-1.0315
= < R = 00085
o £
e 2 30.0 .
- > 200
- )
veo1uu
: T r ' . , 0.0 + . x . T . ]
o 25 50 75 100 125 150 a 25 50 75 100 125 150
Trolox (pg/mL) Trolox (pg/mL)

Fig. Trolox standard curve. Assay was performed following the kit protocol.
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= Related Product

Products Catalog No. Assay
EZ-Superoxide Dismutase (SOD) Assay Kit
DG-SOD400 400 Assay
(Colorimetric)
EZ-Glutathione Assay Kit
DG-GLU200 200 Assay
(Colorimetric)
EZ-Catalase Assay Kit
DG-CAT400 400 Assay
. . (Fluorometric/Colorimetric)
Oxidative
EZ-Hydrogen peroxide/Peroxidase Assay Kit
Stress Assay DG-PER500 500 Assay
(Fluorometric/Colorimetric)
Kit
EZ-Lipid Peroxidation (TBARS) Assay Kit
DG-TBA200 200 Assay
(Colorimetric)
EZ-Total Antioxidant Capacity (TAC) Assay Kit
DG-TAC200 200 Assay
(Colorimetric)
EZ-DPPH Antioxidant Assay Kit
DG-DPH400 400 Assay
(Colorimetric)
EZ-Lactate Assay Kit
) ) DG-LAC100 100 Assay
(Colorimetric)
EZ-Acetylcholinesterase Assay Kit
DG-ACE100 100 Assay
(Colorimetric)
EZ-Ascorbic Acid Assay Kit
DG-ASC100 100 Assay
(Colorimetric)
EZ-ATP Assay Kit
DG-ATP100 100 Assay
(Fluorometric/Colorimetric)
EZ-Free Fatty Acid Assay Kit
DG-FFA100 100 Assay
(Fluorometric/Colorimetric)
Metabolism EZ-Free Glycerol Assay Kit
DG-FGC100 100 Assay
Assay Kit (Fluorometric/Colorimetric)
EZ-Glucose Assay Kit
DG-GCS100 100 Assay
(Fluorometric/Colorimetric)
EZ-HDL, LDL/VDL Assay Kit
DG-CHO100 100 Assay
(Fluorometric/Colorimetric)
EZ-Total Cholesterol Assay Kit
DG-TSC100 100 Assay
(Fluorometric/Colorimetric)
EZ-Triglyceride Quantification Assay Kit
DG-TGC100 100 Assay
(Fluorometric/Colorimetric)
EZ-Nitric Oxide Assay Kit
DG-NO500 500 Assay

(Colorimetric)
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