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OxiTec™ Hydrogen Peroxide / Peroxidase Assay Kit

(Colorimetric/ Fluorometric)

BO-PER-500, 100 Assays

HE Az

[ 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-Probe2t Horseradish
Peroxidase(HRP)E O|&3%t0{ Sample LHoll &Xst= H,0, =2 Peroxidase?| g4 EAM5t= FMSLICL
HRPZ} = AEHOA Oxi-Probes= ME LH H,0,2t BtS5t0d Resorufing &45HH, H,0.7t U AEHOIA
Oxi-Probe= MZ L Peroxidase®t 2tS5t0{ Resorufing @AELICH A= Resorufin 2= 560 nmet
&3 Ex/Em= 540/590 nmoilM =X JhsELICt.

H=Eel 74 & =2 =A

Components ‘ Size ‘ Storage
Oxi-Probe 200 pl x 3 vials
Horseradish Peroxidase (HRP, 10 U) 1 vial 20°C
Hydrogen Peroxide (H20,, 3%, MW=34)) 200 pl
5X Reaction Buffer (pH 7.4, 0.25 M) 28 ml

* WSS Y2 MES2 W Atet HEo|M -20°C 22t Al of 677 HE XL,

A 2R "] o ARE

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

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

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

» Sonicator
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- Vial 4 LHRO| Alefo] 20 g =+ 2L JiE H #Y 2R

Oxi-Probe

H20M B2 =0 AFBSIALD AFR 2T = 610 AFBEILICEH AR = HE2 82 HIZ XIHEH AEHoA
-20 °Cof| 22ratL|Ct,

1X Reaction Buffer

5X Reaction Buffer 4 mlZt D.W. 16 ml2 =g6t0{ ZH|gtL|Ct.

10 U/ml Horseradish Peroxidase (HRP)
Horseradish Peroxidase (HRP, 10 U) vial®il 1X Reaction Buffer 1 miE Z=g&tsto] Z&=H|gtL|Ct.
2% Aliquotst] -20 °Coil EatgfL|Ct.

20 mM Hydrogen Peroxide (H20.)
Hydrogen Peroxide (H20z, 3%) 23 2t DW. 977 IS =gtoto] FH|gL|CH =8tEl 842 oFHH0| oi Wot
A Al HEDE 40| AFSSHAIY] HIZIL|CE

o] Mt

P Oxi-Probe BH20f oJslf MMEl= BH2E921 Resorufin Dithiothreitol (DTT), 2-Mercaptoethanolzt Z2
ThiolA S&0| SHHEELICE M X Al Sampled]| &7E DTT2H 2-Mercaptoethanol?| (& sk

P AT Al pHO| REIBILICE (B pH=7~8)
B £ EAMEQ! Resorufin?] 2 =2 o2 ZHZI2 pHO|l 2ldl HFEILICEH pKa=6.0 O|2tof|Al=Resorufin®|
S = ¥ IE0| YK 27 HXSHA| HO{ELICE 3t Oxi-Probe= pH 8.5 O|A0lA = SR EHO
Mot £X0| OfFSLICE w2ty M 2l Al pH 7~80]A ._%H SfoF &S RISt FA|L, OxiTec™

Hydrogen Peroxide / Peroxidase Assay Kit O Z&t=|0f = 2tEM(Reaction Buffer, pH 7.4)2 A3t
ZA|7] HFEfL|CE
P Sampledi| Z&tEl H,0,8= HRP SE7F B &2 AL 8129 | 29l Resorufing ASHA|AH Tztst
£H0| ofPELICt o] MYes S ZHSIAt st= MES Serial dilution St Sample?| CHEfAQI A
C

=20
ZH LIt (Sample 8|4 A| 1X Reaction Buffer

i
L2
00
oot
C
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Sample preparation

* HE Sample2 Freshgl AE(0[0{o} 81, -80°COflA| =2 SIE{2kE 1~2 JHE OJAt £l SampleS &g Al Zzfgto] ZofH + JU&Lch
* OJX]2| Sample =& XS Z&st= SampleQ] &2 Z&Zt0| Standard curve Lol A[SHE S ofH|AE st & AgS ABELIC)
Cell culture supernatant

ParticlesE A7t =, 10,000 romOfiAl 5 min 7t Centrifuge 10 AMEHTH AFBILI|CE. EBH pH 7~82 54301

AH2SEMOF BLICE Serum sample?| EL Interfere $&0| JUE & JOO 2 FHSIX| UAHLICE

Cell lysate
1~2 X 108 cells/ml Lt, 50 mg/ml 2 =% MEZS 1X Assay BufferLt PBSO| ‘€2 = Ice 2I0|A Homogenizelt
Sonicate2 TIABIL|CL. O = DebrisE XA = AtEEL|Ct.

Plasma or Urine
ParticlesE A3t = 10,000 rpmoflA 5 minZt Centrifuge2tL|Ct. SupernatantS DirectZ AFESHAHLE 1X
Assay Buffer EE= PBSOI| 3|445t0{ AMEEILICEH
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Hydrogen Peroxide (H202) assay

- Standard= A3 A| OfCF =™SEA|Z] HIEfLICE

- Metst X8 QI8 Standard & Sample2 ZtZt Duplicate O|ACZ ZFH|st0] A

H.0. standard preparation (Colorimetric assay)
® 20 mM H;0, 50 pl 2t D.W. 950 pIE =25t 1 mM H.0, (#6)E ZHSLICEH

®@ PHEOZ 1mM H,0, (#6)2} 1X Reaction Buffer2 Of2lf #et 20| =&sto] 24249| H,0, Standard solution2

H.0, standard preparation (Fluorometric assay)
® 20 MM H;0, 50 pI2t D.W. 950 pIE =2&3t] 1 mM H,0, (#6)E ZHSLICE.
® TEOT 1mM H0, (#6)2F 1X Reaction BufferE Ofzf e} 20| =&tsto] 2H249| H,0, Standard solutionS

eS|,
Vol. of 1X Final Vol. Final HO, Concentration (uM)
STD Reaction | Standard in well
Stock (pl) Buffer (ul) Colorimetric Fluorometric

#5 O#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 AE5HX| %2 &
» Positive control
- Colorimetric assay : 100 yM H;0, Solution (#5) - 50 I
- Fluorometric assay : 10 uM H20; Solution (#5) - 50 pl

: Positive/Negative controlg ZH|EHL|C}.

» Negative control
- 1X Reaction Buffer (without H20,) - 50 I
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a2

@ 96-well Microplatedl| =H|=l H,0, Standard solution2 242t 50 ul /well & Lo FL|CH
® ZH| & Sample2 96-well Microplate ol 50 ul/well¥ 'H0{ FL|Ct.

® Oxi-Probe/HRP Working solutionS Oz E2F 20| ZH=0{ Samplezt Standard wellofl 50 pl/well &
0| FLICh

Components Total volume (100 assays)

Oxi-Probe 100 pl
10 U/ml Horseradish-Peroxidase (HRP) 200 pl
1X Reaction Buffer 4.70 pl

@ PlateE 90| XFEHel 204 30 min 2t BHSAIZILICE
® Microplate reader £ AMESIY B8 ZfE ZEELICL
Fluorescence plate readerg AtEY Z<2 - Excitation : 530~570 nm
Emission : 580~590 nm (Optimal Ex/Em = 540/590)
Absorbance plate readerg A& E<2 -570 nm
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23 24
- Standard curveE ALY 22 : 2 well2| XA Standard #0 242 1! M2 SL|CH

- Horseradish Peroxidase (HRP) 1 U = Pyrogallol2 2E{ 20 sec 7t 1 mg2| Purpurogallin 442
B0 ¥S LELICE (at 20°C and pH 6.0)

sfste

35000 -
30000 -{
25000 -
0.8 20000 -

0.6 15000

RFU (Ex/Em= 540 /590 nm)

Absorbance of 570 nm

0.4 10000

y = 0.0257x + 0.0171
R? =0.9991

y = 5667.1x + 562.75

R?=0.999

0.2 1 5000

H,0, (uM)
Hydrogen peroxide(H.,0,) Standard curve.

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

Standard curveE AEotX| g AL : CtSat 20| Ma2[&L(Ch

Colorimetric assay

-B

H;02(uM) = =—5 x 50 uM

A 2 Well &t &XZ}
B : Nagative control 2| Z&Zt
C : Positive control2| X2}

Fluorometric assay

H202(uM) = =5

x 5umM

A ZH Well & =87t

B : Nagative control 2| &3}
C : Positive control 9| £z}
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Peroxidase assay

- Standard= A% A| OFCE ZSABEA| 7| HERILICE

- Mot ZHE I8l Standard & Sample2 ZtZt Two replicates O|AQZ ZH[SH0] AEStA|E= Z10] EELICL

Peroxidase standard preparation (Colorimetric assay)

@ 10 U/ml Horseradish Peroxidase 20 pl 2t D.W. 980 pIE =&5t04 200 mU/ml PeroxidaseE 2HsLICEH
® THEO{ZI 200 mU/mI Peroxidase (#6) 2t 1X Reaction Buffer £ Ofzf HE2l 20| 28tsto] 2H2t9| Peroxidase
Standard solutiong H|IZFefL|Ct.

Peroxidase standard preparation (Fluorometric assay)
@ 10 U/ml Horseradish Peroxidase 10 pl2t D.W. 990 plE =&5t0d 100 mU/ml Peroxidase2
® PHEO{Z! 100 mU/ml Peroxidase 100 pI2t D.W. 400 plE 2&35t0d 20 mU/ml PeroxidaseE ZHsLICH

® PHSO0{ZI 20 mU/ml Peroxidase (#6)2t 1X Reaction BufferS Ofzf H2t 20| =&5t04 242t9| Peroxidase
Standard solutionS A ZfetL|Ct,

V§-|r_ Sf ce ;giion Slt:::\ac;a‘:zlin Final Peroxidase Concentration (uM)
Stock (ul) Buffer \a:I)I Colorimetric Fluorometric

#5 O#6 50 450 10 1

#4 #5 250 250 5 0.5

#3 #4 250 250 b 2.5 0.25

#2 #3 250 250 1.25 0125

#1 #2 250 250 0.625 0.0625

#0 0 0 0 0

Standard curveE ME%}X| &2 AR : Positive/Negative controlg &H[EL

» Positive control

- Colorimetric assay : 20 mU/ml Horseradish Peroxidase Solution (#5) -

- Fluorometric assay : 2 mU/ml Horseradish Peroxidase Solution (#5) -

» Negative control

- 1X Reaction Buffer (without Peroxidase) -

50 ul
50 pl
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@ 96-well Microplated| £H|E HRP Standard solutiong 22t 50 pl/well¥| Z0f FL|Ct.
® ZH| &l Sample2 96-well Microplatedi| 50 pl/well® E0{ FL|C}
® Oxi-Probe/H,0, Working solutiong Of2ff Fet 20| BHE0| Samplezt Standard welloil 50 pl/well

g0 ST

Components Total volume (100 assays)
100

Oxi-Probe
20 mM Hydrogen Peroxide (H205)
1X Reaction Buffer

T ml
3.90 ml

@ PlateE 90| XIHeEl A2014 30 min 2t BHEEAIZLICE
® Microplate readerg AE5t0 Bt g2 HELLICL
Fluorescence plate readerg AtEY Z<2 - Excitation : 530~570 nm
Emission : 580~590 nm (Optimal Ex/Em = 540/590)

[=13

Absorbance plate readerg AtEg 22 -570 nm
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2t 24

- Standard curveE AMEY 22 1 Z well?| £HGI0IA Standard #0 S #f2 H2[gL(Cf.
- HRP 1 U(Unit) = Pyrogallol2 28 20%7t 1 mg 9 Purpurogallin 4AS =0{ste 49| 242 UeHL|Ct
(at 20°C and pH 6.0)

1.8 1 6000 —
16 |
~ 5000 |
£ 141 E
(=]
g 12 & 4000
‘s =)
® 1 2
e 1 3000
_g 0.8 u‘%
3 06 X 2000 -
< 04 4 y=0.15673x - 0.0116 > y = 5602.2x - 62.578
02 R?=0.9976 1000 R? = 0.9996
0 T T T T \ 0 T T \ \ T 1
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 AEotX| g AL : CtSat 20| Ma2[&L(Ch

Colorimetric assay Fluorometric assay
A-B A-B
HRP (mU/ml)= C_B x 10 mU/mi HRP (mU/ml)= C_B x 1mU/ml
A: 2t Well & X3t A: 2t Well & X3t
B : Nagative control 2| &z} B : Nagative control 2| &2t
C : Positive control?| £Hz} C : Positive control 2| &2}
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Related products

- BO-TAC-200 OxiTec™ Total Antioxidant Capacity Assay Kit (Colorimetric)

- BO-TBR-200 OxiTec™ TBARS Assay Kit (Colorimetric)

- BO-GLU-200 OxiTec™ Glutathione(GSH/GSSG/Total) Assay Kit (Colorimetric)
- BO-SOD-250/500 OxiTec™ SOD Assay Kit (Colorimetric)

- BO-CAT-400 OxiTec™ Catalase Assay Kit (Colorimetric/Fluorometric)

- BO-DPH-200/500 OxiTec™ DPPH Antioxidant Assay Kit (Colorimetric)

* OHMB AFEE POl ROHSE FE= MSDSE AZESHHAIL.

Homepage : www.biomax.com

Shopping mall : www.biomaxmall.com

E-mail : info@scgbiomax.com

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

(F) Ho|W™A : H7| p2|A| Ziij=gt2166HE 46, SZHEZ|S IXEIY CORE-C, 7%
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