EZ-Hydrogen Peroxide
/Peroxidase Assay Kit

Oxidative Stress assay kit

(Colorimetric/ Fluorometric)

Cat. No. DG-PER500

FOR RESEARCH USE ONLY.

NOT FOR USE IN DIAGNOSTIC PROCEDURES.
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* Product Description

MBIE AER|A(Oxidative  Stress)=  Reactive

Oxygen Species (ROS)2t

antioxidant (Z4t2tA)Z2te] EXYO| ofs REEH, ROSC| IEdt HZE -2 DNA,

W O KT MEOO 24D 2e MEEH oy

ZHONM L= Hydrogen Peroxide (H,0,)2t 2

BHQ M= T otLtZ TAMZOME F=OHH,

2o MetE 227 =0l FEOILE MZEAZ
olet MZN £42 o}, WY, 2AEY, S,

EZ-Hydrogen Peroxide/Peroxidase assay kite

Peroxide (H,0,) EE= Peroxidase 82 & £

UZE=E 7HX= MBZYLIC

B Kite Ay MEWNZL XZ 5)0| ZFX|2

2 &% YHE= H0, dF A= ALEO

Peroxide £= Peroxidase &d= &2 = USLILCL

» Kit Contents and Storage Conditions
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tA 3= (peroxide)2 ROSS| CH
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Oxi-ProbeE AM&3t0] Hydrogen

Components 500 assay Storage

. Oxi-Probe 5 vials
. Dimethylsulfoxide (DMSO), anhydrous 700 pe
O Horseradish peroxidase (HRP. 10U™) 1 vial -20°C
. Hydrogen peroxide (H,O,, 3%) 200 pe

5X Reaction Buffer (pH 7.4) 28 me
* & H Kit = -20°COIM 67HE7E QHE LY.
* Oxi-Probe A|%f2| Z€ Z7|0f 0§ DIASILICH & = WE AJZH LHO AH8ES RFSHH, BIEA| Hlo| =

=00 72 StHAL.

** HRP 1U(unit) = Pyrogallol2 FH 20ZEZt 1mgQ| purpurogallin

(at 20°C and pH 6.0)
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= Preparation of Stock Solution

Solution Preparation Storage

Oxi-Probe?2} DMSO vial2
H20M ZE9 50 ZLCh
StLEC| Oxi-Probe vialOfl 60 @ !
DMSOE &0 =g&LCt A2 SFA| 7| HEREL|CE

*Oxi-Probe 1Tvial & 100 assay?t  **protect from light
7tk

Oxi-Probe

4 m@2| 5X Reaction Buffer2t

1X Reaction Buffer

16 m¢ dH,0E =ZgetL|Ct.

4o gue e gyom
10U/m¢ horseradish- HRP vialOf 1 m@ 1X Reaction s
dase (HRP Buffer2 L0 SBH3HL|C} 2F5H -20 °COlAM 22
peroxidase ( ) uffers = == . SHAIA| 2

=eet 842 og-go| oj
20mM Hydrogen- 23 Wl 3% H,0, & 977 w 2 ROt Ea0| ofFSLCL
peroxide (H,0.) dH,0E =gt d Al ERFTE A0 A

SotA|7| HEEfLIC

* & protocol2 96well microplate (total volume 100u0)E AHE3t0] FFst=0 £ X3} | USLICH
g =3

* Standard fluorometerLt CH2 37|9| microplate2 AFE® 22, 10| %= 252

» Interference

1.

Oxi-Probe B30 2l8 dHEl= HY3=Q Resorufin dithiothreitol (DTT), 2-

mercaptoethanol I} Z2 thiolZl 220 22t TfL|CE

rE np> Hr n>

Ol

i

12 nx

& Tl Al sampled| &-3= DTTR 2-mercaptoethanol?| %|F =& 10 uM ECLC}
X| gtotof gfLCt.

ATl Al pHO| R[5t FHA|2 (HE pH=7~8).

SE|BLEQl Resorufin?] & =22 & FEU2 pHOl 28 HItE LICE pK,=6.0
DOl M= Resorufin?] & E& & OHE0| HetX|H =7t AXMSHA HO{ELICH
gt Oxi-Probe= pH 85 O|&0|M= E0HE5I0 Fatot 5HEO0| O{ESLICE MEkA,
ATl Al pH 7~8 O|M TIAHSHOF &S FISHH FA[L, kitdf] ZE|O /U= s
o (Reaction Buffer, pH 7.4)S AFE3I0] FA|7| HFEFL|CE
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= Preparation of Samples

Cell Culture Supernatant
@® &=IX| 2 particles= MA5H7[ f/8H 10,000 rpm, 5 min &2t centrifuge
LI

@ Supernatant= A F £ 3|AM5t0 240| 7tseLCE B H,O, standard P
LHOll =0{7}OF ShL|C.
=

® YHierum2 24 Al ZHEE F7| WEN MAHE SHAL 248 AE EE(X|
&Lt

2. Cell Lysate

@ 1 ~2x10°cells/m2 PBSL}I 1X Assay Buffer& 211 X2 El(Resuspend) gtL|CH.
(M= == Mzl SR wet ct2A T JtsgLct)

@ MES 8AH2 S 20 Homogenizelt sonicate 2tHL|CH.

® Centrifuge 50| debrisE HM75t1 4E5H = ALELL|CE

@ HBEUZ H,0,standard HP LHO| SO7I=E AT E= MG ARERELICE

3. Plasma or Urine

@® 8EX| Y2 particleES MAH3H7[ fI8H 10,000 rpm, 5 min St centrifuge
=g
@ Supernatant= &¥ £ 5|ASH0 240| JtsELICH B H,0, standard
Liofl S0{7tof gL Ct.
Notes.

1. BE ME2 SA| 246H0F 50, 2=X| @2 4% -80 °COlM & 15 Fz =t
JbegLCh deLt ARl A Hd¥ =2 A7 ZFG|oF gL Ch dE T
gigt M 4t standard curve U2 20| TIESIMAIL,

2. M=O| EXfSt= T H,0,2 peroxidase ¥2 H&d| F7HsH7| ?I6ll serial dilutiondt
of ZH™SMUAIR. 2O H,0, EE= peroxidase 7t B MMEES H MIAZ
[X7| 20 02 =2 52 H,0, (> < 500 uM, %[F s&) E= peroxidase (>
°f 100 mU/mL)= FE8UE = & USLICL

3. NADH&ZZ ¢F 10

uM O|&O|AHLL, glutathione &S&=7F 2F 50 uM O|&Ql 2MZ
Hoste] Fetot FPUS ¥ = USUCH ol ZHdE H A7 M=
superoxide dismutase(SOD)E 40 U/mLe| X|& s&7t L|=& HIts|F== A0
FE ASLCH

O
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= General Protocol

| . Hydrogen Peroxide (H;0;) Assay

1. H.0; standard preparation
20mM H,0, solution I} 1X Reaction BufferE Ofz2jQ} Z0| =8t H,0,

standard solution2 A|Z=gtL|LCt,

@ Standard= &A™ Al OFCH HESEA| 7| HRFEfL|CE
@ Standard curveE AMESHX| Q4
® Positive control: 10uM H,O0, solution - 50u2

® Negative control: 1X Reaction Buffer (without H,O,) - 50u@

<]
2 429 £ positive/negative control& TH|SHMA|L.

Standard H,0, 1X Reaction Final H,0,
20 mM H,0,

Tube No. standard Buffer Concentration
1 10 uM 0.5 pe 999.5 e 5uM
2 5uM 500 of Tube #1 500 pe 25 uM
3 2.5 uM 500 of Tube #2 500 pe 1.25 uM
4 1.25 uM 500 of Tube #3 500 pe 0.625 uM
5 0.625 uM 500 of Tube #4 500 pe 0.3125 uM
6 0.3125 uM 500 of Tube #5 500 pe 0.15625 uM
7 0.15625 uM 500 of Tube #6 500 ue 0.078125 uM
8 0uM 0 500 e 0uM

Table. protocol for H,O, standard solution

2. 96well plated| 10fA FH|St H,0, standard solutiong ZtZf 50ue® 20 FL|CL

> st £-4E 28l standardX sample2 ZfZ} two replicates O| 492 FH|sI0] MY
A

3. Sample preparation
ZH|El sample2 96well plateOf 50ue% €0 FL|CL
> Sample0f Z&E H,0,2| sE7F HF =2 8% 232 %[F ME9Q resorufing 4t}
Al

A7 Zetet £80| of@sUCh oy

b =58 de Sl FEYStAAt st= HWES serial

— o=2 2

=202
dilution 0§ ME9o| CfzFNQl A2 Z™TLICt (sample 3|41 Al 1x Reaction BufferE

oL

o[g&&HCt)

4. Oxi-Probe/HRP Working Solution preparation: (100assay)

Components Volume
Oxi-Probe 50p0
10U/me horseradish-peroxidase (HRP) 1000
1X Reaction Buffer 4.85m¢

Table. protocol for Oxi-Probe/HRP Working Solution
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Change in Absorbance

5. Oxi-Probe/HRP Working Solution2 H,0, standard solution (or control)dt sample©|

=0 platel] Z+ well®f 50ue 20 FL|C}
6. PlateE 0| XtEt=El H20|AM 30272t BHSAIZLICE

7. Ht80| B platee plate readers AFE5I0] BHE S ZETL|CH

Ofo
ot
b

st A% — Excitation: 530 ~ 560nm
Emission : 580 ~ 590nm
(optimal Ex/Em = 540/590)

@ Fluorescence plate readerE Al

@ Absorbance plate reader® A% 22 - 560nm

8. Calculation

@ Standard curveE A2 A2 2 well?] SH™ZLHA No- H,0, control

(= standard #8 )%f= {1 Ma[gL|Ct.

@ Standard curveE AMESHA| @42 ZS: ChEat 20| Fa|ghCh

H,0, (uM) = C-B X 5uM
A:Zbwell & -G
B : Negative Controlo| &7}
C : Positive Controlo| Z&Z}
H,0, Assay(Abs.) H20: Assay(Fluor.)
0.160 - abil
0.140 4 4 o 3.00E+07 :
g y = 3E+06x + 16636
0.120 - 9 250E+07
8 R2 = 0.999
0.100 A y = 0.027x - 0.000 © 200E+07
0.080 A R? = 0.999 s .
£ 150E+07
0.060 - ©
2
0.040 - §
v
o ’ 5.00E+06 »
0.000 -= - T T T T T \ 0.00E+00 -+ )
0 1 2 3 4 5 6 o . 4 ¢ . =
H,0, (uM) H,0, (1M)

Fig. Hydrogen peroxide(H,0,) standard curve. Assay was performed following the kit protocol.

(Left - used the absorbance plate reader, Right - used the Fluorescence plate reader)

T. 070-7727-0456 F. 02-855-1550 www.dogenbio.com



|l . Peroxidase Assay

1. Peroxidase standard preparation

: 10U/m@ horseradish-peroxidase (HRP)E 1X Reaction BufferE
(1/1,000)
20 E|Msl= 10mU/m@ HRPR} 1X Reaction BufferE

standard solutiong Pt=0{ FL|LCH

S| gL,

Ota2fi2f

AR5 10mU/me 2

Z0o| =2¢5

@ Standard= &¥ Al OtCh F7E5HA|7| BEEFLICH

@ Standard curveE ALESHA| & HR0|= positive/negative controlE FH| St
® Positive control: 2 mU/m¢ horseradish-peroxidase (HRP) - 50u2
® Negative control: 1X Reaction Buffer (without HRP) - 50u@

Standard 1X Reaction Final HRP
Tube No. HRP standard 10mU/mé HRP Buffer Concentration
1 2 mU/me 200 ue 800 e T mU/m
2 1 mU/me 500 of Tube #1 500 ue 0.5 mU/ml

3 0.5 mU/m@ 500 of Tube #2 500 ue 0.25 mU/m@

4 0.25 mU/me 500 of Tube #3 500 ue 0.125 mU/me

5 0.125 mU/m¢ 500 of Tube #4 500 p@ 0.0625 mU/m@

6 0.0625 mU/m@ 500 of Tube #5 500 p@ 0.03125 mU/m¢

7 0.03125 mU/me 500 of Tube #6 500 p@ 0.015625 mU/m@

8 0 mU/me 0 500 p@ 0 mU/m@
Table. protocol for HRP standard solution

2. 96well plate0f 10 Al &=H|St HRP standard solutione ZtZt 5004 20 FLICE

> Hest 588 ol standard¥ sample2 ZHZt two replicates O|A4 S 2 FH|3H0] AH
StAl= AO0| EE UL

3. Sample preparation
ZH|El sample2 96well plateOl| 500 &0Oj

£l
SE3h UR we 2%

> Sample0f| ZgHEl HRPO = g0 XF M= resorufing
Mzt A7 d=ol £HFHO| O{ESLICH ofH M2 S ZFHSILX St= HES

serial dilution ot0] MEZ2| CHEFX QI

Buffer O|&g L|LCt)

0
13

%S ZH™TLLCE (sample 3|M

4. Oxi-Probe/H,0, Working Solution preparation: (100assay)

Components Volume
Oxi-Probe 50ue
20mM Hydrogen Peroxide (H,0,) 50000
1X Reaction Buffer 4.45m@

Table. protocol for Oxi-Probe/H,O, Working Solution.
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Change in Absorbance

8.

0.400 4
0.350 1
0.300 1
0.250 1
0.200 1
0.150 4
0.100 1

0.050 1

0.000

Oxi-Probe/H,0, Working Solution& HRP standard solution (or control)dt sample©|

S0 AE plate@] 2 wellOf] 50 peX Lo FLC}
PlateE S10| XtEHEl H=20)A 3027t BHEAIZLICH
B30| Bt plate= plate readerE AE3t0] BHS gf2 FHTLCL

@ Fluorescence plate readerg ALY 4% - Excitation: 530 ~ 560nm
Emission: 580 ~ 590nm
(optimal Ex/Em = 540/590)

@ Absorbance plate readerg At2% Z4< - 560nm
Calculation

@ Standard curveE At ZAR: 2 welle] &H™Z0|M No- H,O, control

= standard #8 )Zf= W0 Hz|TrL|Ch

—~

(® Standard curveE AMESHA| @42 ZS: ChEat 20| Fa|ghCh

HRP (uM/mL) =

t 2t well & EEU
: Negative Control2| Z7d 4t

: Positive Control2| =& 7}

Peroxidase Assay (Abs.) Peroxidase Assay(Fluor.)
8.00E+07 1
» o 7.00E+07 1 ¢
v
§ bk y = 6E+07x + 86355
= N n R? = 0.991
y = 0.306x - 0.007 [SJp——
R? = 0.996 g .
° T 4.00E+07 - b
£
- 3.00E+07 1
g’ o
3 £ 2006407 1 .
£
U 1.00E+07 1 J
L4 y
] 0.00E+00
0.2 0.4 0.6 0.8 1 1.2 14 0 0.2 0.4 0.6 0.8 1 1.2 14
HRP (mU/me) Peroxidase (mU/ml)

Fig. HRP standard curve. Assay was performed following the kit protocol.

(Left - used the absorbance plate reader, Right - used the Fluorescence plate reader)
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= Related Product

Products Catalog No. Assay
EZ-S ide Di t SOD) A Kit
uperoxide Dismutase ( ) Assay Ki DG-SOD400 400 Assay
(Colorimetric)
EZ-Glutathi A Kit
wtathione Assay H DG-GLU200 200 Assay
(Colorimetric)
EZ- | A Ki
Catalase Assay Kit DG-CAT400 400 Assay
(Fluorometric/Colorimetric)
Oxidative EZ-Hydrogen peroxide/Peroxidase Assay Kit DG-PER500 500 Assay
(Fluorometric/Colorimetric)
Stress
EZ-Lipid P idati TBARS) A Kit
, Ipid Peroxidation (TBARS) Assay K DG-TBA200 200 Assay
Assay Kit (Colorimetric)
EZ-Total Antioxidant Capacity (TAC) Assay Kit DG-TAC200 200 Assay
(Colorimetric)
EZ-DPPH Antioxidant Assay Kit (Colorimetric) DG-DPH400 400 Assay
EZ-ABTS Antioxidant Assay Kit (Colorimetric) DG-ABT400 400 Assay
EZ-Glutathi id GPx) A Kit
utathione peroxidase (GPx) Assay Ki DG-GPX100 100 Assay
(Colorimetric)
EZ-Lactate Assay Kit DG-LAC100 100 Assay
(Fluorometric/Colorimetric)
EZ-Acetylcholinesterase Assay Kit DG-ACE100 100 Assay
(Colorimetric)
EZ-A ic Acid A Ki
scorbic Acid Assay Kit DG-ASC100 100 Assay
(Colorimetric)
EZ-ATP A Ki
ssay Kit DG-ATP100 100 Assay
(Fluorometric/Colorimetric)
EZ-F Fatty Acid A Kit
ree ratly Add Assay 1 DG-FFA100 100 Assay
(Fluorometric/Colorimetric)
EZ-Free Glycerol Assay Kit DG-FGC100 100 Assay
Metabolism (Fluorometric/Colorimetric)
. EZ-GI A Kit
Assay Kit ucose Assay & DG-GCS100 100 Assay
(Fluorometric/Colorimetric)
EZ-HDL, LDL/VDL A Ki
+ LDL/VDL Assay Kit DG-CHO100 100 Assay
(Fluorometric/Colorimetric)
EZ-Total Chol I A Ki
otal Cholesterol Assay Kit DG-TSC100 100 Assay
(Fluorometric/Colorimetric)
EZ-Trigl id tification A Kit
riglyceride Quantification Assay Ki DE-TGC100 100 Assay
(Fluorometric/Colorimetric)
EZ-Nitric Oxide Assay Kit (Colorimetric) DG-NO500 500 Assay
EZ-Total Collagen Assay Kit (Colorimetric) DG-COL100 100 Assay
EZ-Ethanol Assay Kit (Colorimetric) DG-ETH100 100 Assay
EZ-NAD/NADH Assay Kit (Colorimetric) DG-NAD100 100 Assay
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