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OxiTec™ Hydrogen Peroxide / Peroxidase Assay Kit

(Colorimetric/ Fluorometric)

BO-PER-500, 100 Assays

H=E 32|

[ H,0, + Peroxide Assay]

HRP
Deproteinized sample 4 Oxi Probe ———» Resorufin

[ Peroxidase Assay J
Sample + OxiProbe + H,0, ——>» Resorufin

BIOMAX Ate| OxiTec™ Hydrogen Peroxide/Peroxidase Assay Kit= Oxi-Probe?t Horseradish
Peroxidase(HRP)2 O|235t0] Sample L0 ZX{st= H,0, S2 Peroxidasel 48 EMste MEQLICEH
HRPZ} U= AEHOIA Oxi-Probe= ME LH H,0,%2t 2tS3t0] Resorufing HASHH, H,0.7t UE AEHOIA]
Oxi-Probe= MZ LN Peroxidase?t 22510} Resorufing HAMeILICH @M=l Resorufin SZ& 560 nm<t
3 Ex/Em= 540/590 nmoilM =X JhsEL|Ct.

H=Ee #4 & =2t =A

Components ‘ Size ‘ Storage
Oxi-Probe 200 pl x 3 vials
Horseradish Peroxidase (HRP, 10 U) 1 vial 20°C
Hydrogen Peroxide (H,0,, 3%, MW=34)) 200 pl
5X Reaction Buffer (pH 7.4, 0.25 M) 28 ml

* IWEBIX| 2 FES Y Xt HEfoflA -20°C B2 Al of 671 E 7 SR ARILIC.

ZiA} TQ ZHH| 8l AR

P 96-well Microplate (Clear, Flat bottom) P Colorimetric microplate reader (560 nm Filter)

P Pipette & Sterile tips P Fluorescence microplate reader (Excitation :

P 8 or 12 Channel micropipette 530~560 nm, Emission : 580~590, Filter, 37°C)
» Microtube » Micro centrifuge (4°C)

P Sonicator
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MY H EH AZ Y 2

- Vial &4 LHRO0| Al2fo] 20 S = el JiE T #d 2elguC.

Oxi-Probe
H20IM S| =0 ABSIAD AL AT =50 AFEYLICE A = HE2 M2 Hlg XITHet AEfol|A
Cf.

|
-20 °Cof| 22tetL

1X Reaction Buffer
5X Reaction Buffer 4 mlZt D.W. 16 mI2 =g6t0{ ZH|gtL|C},

10 U/ml Horseradish Peroxidase (HRP)
Horseradish Peroxidase (HRP, 10 U) vial®il 1X Reaction Buffer 1 miE =2gtsto{ &=H|gfL|Ct.
22 Aliquotsto] -20 °Cofl EgtL|Ct

20 mM Hydrogen Peroxide (H20>)
Hydrogen Peroxide (H202, 3%) 23 pl2t D.W. 977 uIE 2850 FH|gtL|Ct =8tEl 842 oPMo| oiQ wot
A Al R0 50 AFESIAIY| BELICE

ol Mt

P Oxi-Probe EtE0] oJsf MME|l= BFSEQ! Resorufin® Dithiothreitol (DTT), 2-Mercaptoethanolat 22
ThiolA S&0f SQHAEELICE MY T Al Sampled]| &RE DTT2t 2-Mercaptoethanol?| £& sk=
10 uM ELCH =X| QfotoF gfL|Ct.

] Al pHoll Rt (B pH=7~8)

Aozl

2t B2 Resorufine S& Z2 & U2 pHOl| 2l BHSHELICH pKa=6.0 0|20l M=Resorufin?|
=S¥ L= ¥ nigo| Zef|n A=t NS BT ESF Oxi-Probe= pH 8.5 0|d0M= =5
Hefoh ZHO| o{FGLICt Tt A Tl Al pH 7~80lM TIAlsoF afE R2I5t0f A1, OxiTec™

Hydrogen Peroxide / Peroxidase Assay Kit Off Z2tz|0f = 2tEM(Reaction Buffer, pH 7.4)2 AtESHY
A 7| HHgLUCE
» Sampledi| ZetEl H,0,FE = HRP 571 R =2 &

= g
Zdo| ofggUCt o] deds Sl ZESH A} of=

—

_

00

o A& AHEQ! Resorufin® AFStAIA Hzlst
erial dilution S04 SampleQ| CHEFHOI A4S

k)

40

0=

E2 S
C

ZHBtLICE (Sample &4 A| 1X Reaction Buffers 0|2%fL|
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Sample preparation

* E Sample2 Freshdt AE[0[0{0} SfH, -80°COA E& SICE2HE 1~2 & Of4t &l SampleS ZX/E Al Z1jgko| ZolE + Q&LICt.
* 0{X|9] Sample = HE ZXsH= SampleS 29 =& 70| Standard curve LHOf| YX[SI=2= ofjH|AlE ZIdsH & At8S AFEHICE
Cell culture supernatant

ParticlesE H|7{8t =, 10,000 rpmAi|Al 5 min Zt Centrifuge t0] AlZoiot AFSHLICE £ pH 7~82 430
AtEBEMOF BILICE Serum sample?l HL Interfere HA0| QU2 5 JYOOZ EHMBHX| AELICE

Cell lysate
1~2 X 10% cells/ml Lt, 50 mg/ml 2 =% MZE 1X Assay BufferLt PBSO| €2 = Ice ?/0llA Homogenizelt
SonicateE TEILICE O = DebrisE X|7st = AM2EILICE

Plasma or Urine
ParticlesE A2t = 10,000 romOllA 5 minZt Centrifuge®LICt. Supernatant2 Direct2 AFE3SIALE 1X
Assay Buffer == PBSOl| 344510 AEEILICE,
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Hydrogen Peroxide (H202) assay

- Standard= & Al OfCH ZFBEA|7| BEZLICEH

—
- "ot ZHE 9ld Standard A Sample2 242} Duplicate O|4Q= ZH|5I0{ AHBIAl= 20| Z&LICH

H.0- standard preparation (Colorimetric assay)

® 20 mM H,0, 50 pl 2t D.W. 950 pIE =25t 1 mM H.0, (#6)E 2t

® THEOT 1mM H0, (#6)2F 1X Reaction Buffers Ofzlf Eeb 20| =¢tst
HIZretu|ct.

H.0. standard preparation (Fluorometric assay)
® 20 MM H,0, 5 pIet D.W. 955 pIE 285101 100 uM H20, (#6)2 Dt
®@ PHEOZ 1mM H,0, (#6)2} 1X Reaction Buffer2 ofzf #et 20| =tsto] 2t2+9| H,0, Standard solutionS

HIZretu|ct.
Vol. of 1X Final Vol. Final H.0, Concentration (uM)
Number STD Reaction | Standard in well
Stock (pl) Buffer (ul)

#5 @#6 50 450 50 5

#4 #5 250 250 25 25

#3 #4 250 250 12.5 1.25

#2 #3 250 250 >0 6.25 0.625

#1 #2 250 250 3125 0.3125

#0 0 0 0 0

Standard curveE AI26IX| %2 AL : Positive/Negative control2 Z=H|gfL|C}.
P Positive control

- Colorimetric assay : 100 uM H;0, Solution (#5) - 50 i

- Fluorometric assay : 10 uM H20, Solution (#5) - 50 i
» Negative control

- 1X Reaction Buffer (without H203) - 50 I
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96-well Microplatedl =8|l H,0, Standard solutiong 22t 50 pl /well & Z0{ FL|C}

-~

®
® ZH| & Sample2 96-well Microplate ol 50 ul/well¥ 'H0{ FL|Ct.
®

=)

Oxi-Probe/HRP Working solution2 Of2ff E2t 20| 2tE0{ Samplext Standard welloil 50 pl/well 4

0 FLICE
Components Total volume (100 assays)
Oxi-Probe 100 pl
10 U/ml Horseradish-Peroxidase (HRP) 200 pl
1X Reaction Buffer 4.70 ml

@ PlateE 90| XTtE M20|A 30 min 7 BESAIZILICE
® Microplate reader £ Atgdsto] ¢

Fluorescence plate readerg AtEg &< - Excitation: 530~570 nm

Emission : 580~590 nm (Optimal Ex/Em = 540/590)
Absorbance plate readerg At E<2 - 570 nm
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- Standard curveE AEY Z2 1 2 well?| ZHGI0IA Standard #0 g2 0 He|gL|Ct

- Horseradish Peroxidase (HRP) 1U = PyrogallolZ£ £E{ 20 sec 7t 1 mg2| Purpurogallin ‘44& Z0i5=

20| &g HELICE (at 20°C and pH 6.0)

-

14- 35000 -
124 E 30000
€ 3
g o] 8 25000 |
5 =)
5 08 2 20000 -
° 1
8 &
8 0.6 X 15000
S o
[%2]
2 049 y = 0.0257x + 0.0171 100007 y = 5667.1x + 562.75
2 — 2 —
02 R? = 0.9991 5000 | R? = 0.999
0 T T T T T 1 O T T T T T 1
0 10 20 30 40 50 60 0 1 2 3 4 5 6

H,0, (uM)

Hydrogen peroxide(H,0,) Standard curve.

H,0, (uM)

(Left — used the Absorbance plate reader, Right — used the Fluorescence plate reader)

Standard curveE AI26lX| 242 A2 : CiS1 20| Me|gfL|Ch

Colorimetric assay

Fluorometric assay

H,0,(uM) = 2= B « 50 um Hy0.uM) = 28 « 5um
202(uM) = =5 x 50H 202(uM) = =5 x 54
A: 2t Well & =Xzt A ZF Well & =%z}

B : Nagative control 2| Z&3}
C : Positive control2| £XZt

B : Nagative control 2| X3}
C : Positive control 2| X3t

I:I
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Peroxidase assay

- Standarde= &A1Y A| OFCH ZFSHA|Z7| HEEFLICE

- oot £HE 9ol Standard % Sample2 22 Two replicates O|&4 Q=2 FH|SI0] A@stAl= 20| E&LICH

Peroxidase standard preparation (Colorimetric assay)
® 10 U/ml Horseradish Peroxidase 20 ul 2t D.W. 980 uIE
® PHEO0{E 200 mU/mI Peroxidase (#6) 2 1X Reaction Buffer £
Standard solutiong H|IZFefL|Ct.

Peroxidase standard preparation (Fluorometric assay)

® 10 U/ml Horseradish Peroxidase 10 pl2t D.W. 990 pIE

® PHEO0{ZI 20 mU/ml Peroxidase (#6)2t 1X Reaction Buffer
Standard solutiong H|ZfgtL|Ct.

Final Vol.

Standard in
well

=5t 100 mU/ml PeroxidaseE
® PHEO{Z! 100 mU/ml Peroxidase 100 pI2F D.W. 400 plE 2&5t04 20 mU/ml PeroxidaseE ZHSLICH
= 0

=36tod 200 mU/mI PeroxidaseS 2HSL|CE.
Otz HE2} 20| =&t 242te| Peroxidase

2HSLICY.

2 et 20| =85t Z422| Peroxidase

Final Peroxidase Concentration (uM)

Vol. of 1X
STD Reaction
Stock (ul) Buffer

#5 O#6 50 450
#4 #5 250 250
#3 #4 250 250
#2 #3 250 250
#1 #2 250 250
#0 0 0

(ml)

50

Colorimetric Fluorometric

10 1

5 0.5
2.5 0.25
1.25 0125
0.625 0.0625

0 0

Standard curveE M26lA| ¢¥S AL : Positive/Negative control2 &=H|gfLICH

P Positive control

- Colorimetric assay : 20 mU/ml Horseradish Peroxidase Solution (#5) - 50 pl
- Fluorometric assay : 2 mU/ml Horseradish Peroxidase Solution (#5) - 50 pl

» Negative control

- TX Reaction Buffer (without Peroxidase) -

50
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*l'é'l jl_l-I-I
@ 96-well Microplatedi| #=H|=l HRP Standard solution2 22t 50 pl/well¥| ‘20 EL|Ct.
® ZH| & Sampleg 96-well Microplated]| 50 ul/well® &€o{ FL|Ct.
® Oxi-Probe/H,0, Working solution2 Of2{f E2 20| 2F50{ Samplelt Standard wellol] 50 pl/well 4

g0 FL L.

Components Total volume (100 assays)

Oxi-Probe 100 pl

20 mM Hydrogen Peroxide (H20,) Tml
1X Reaction Buffer 3.90 ml
@ PlateE 80| X{HEl 2014 30 min 78 BFSA[ZLCH
® Microplate readerg AFEstH EIS g2 HELLICL

A" ZL - Excitation : 530~570 nm

Fluorescence plate readerE =
Emission : 580~590 nm (Optimal Ex/Em = 540/590)

Absorbance plate readerg At E<2 -570 nm
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zn 2y

- Standard curveE At Z2 : 2 well?] EXZI0IA Standard #0 2t2 0 Ma2|gfL|Ct
- HRP 1 U(Unit) = Pyrogallol2 £E 20X7t 1 mg 2| Purpurogallin &g £olst= 242 &g TELCH
(at 20°C and pH 6.0)
1.8 6000 —
1.6
g 14 "g 5000
E 1.2 A é 4000 1
5 | S
3 f=]
g 08 | i 3000
- £
2 06 35 2000
< 04 | y=0.1573x - 0.0116 ES y = 5602.2x - 62.578
o R = 0.9976 1000 -} R? = 0.9996
0 T T T T T 1 0 i 1 I I | |
0 2 4 6 8 10 12 0 0.2 0.4 0.6 0.8 1 1.2
HRP (uM) HRP (uM)

HRP standard curve.
(Left — used the Absorbance plate reader, Right — used the Fluorescence plate reader)

Standard curveE AI26lX| 242 A2 : CiS1 20| Me|gfL|Ch

Colorimetric assay Fluorometric assay
A-B A-B
HRP (mU/mil)= C_B x 10 mU/mi HRP (mU/ml)= C_B x TmU/mi
A 2H Well & =87t A Zb Well & EHZY
B : Nagative control | =&t B : Nagative control 2| 83t
C : Positive control2| &2t C : Positive control 2| X7t
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Related products

- BO-TAC-200
- BO-TBR-200
- BO-GLU-200
- BO-SOD-250/500
- BO-CAT-400
- BO-DPH-200/500

OxiTec™ Total Antioxidant Capacity Assay Kit (Colorimetric)
OxiTec™ TBARS Assay Kit (Colorimetric)

OxiTec™ Glutathione(GSH/GSSG/Total) Assay Kit (Colorimetric)
OxiTec™ SOD Assay Kit (Colorimetric)

OxiTec™ Catalase Assay Kit (Colorimetric/Fluorometric)

OxiTec™ DPPH Antioxidant Assay Kit (Colorimetric)

* QXS AI8S Pl6] RASE HE= MSDSE HZESHIAIL.

Homepage : www.biomax.com

Shopping mall : www.biomaxmall.com

E-mail : info@scgbiomax.com

Tel : 02-3296-3158 / Fax : 02-973-2858

(F) HO|RMA : AHT| 22A] Ziilast2166HE 46, 2LHEZ|S IXEHY CORE-C, 7&
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