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/Peroxidase Assay Kit
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= Kit Contents and Storage Conditions
Components 500 assay Storage
@ Oxi-Probe (MW=257) 5 vials
@ Dimethylsulfoxide (DMSO), anhydrous 700 1
O Horseradish peroxidase (HRP, 10U**) 1 vial -20°C
. Hydrogen peroxide (H,O,, 3%, MW=34) 200 pe
5X Reaction Buffer (pH 7.4, 0.25 M) 28 me
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= Preparation of Stock Solution

Solution Preparation Storage

Oxi-Probe® DMSO vial&

N ~ HSet viale Y AESt
H20M 23 50 FLICh B Lo Qoo opcof wot
S1LE0| (i : N =
10mM Oxi-Probe SHLtS] Oxi-Probe vialol 60w sx2, Ag =W zEreto
DMSOE &0 zgelL(C) AF2SFA|7| HEREL|CH

*Oxi-Probe 1vial & 100 assay7f **Protect from light
7tsELth

4m@2| 5X Reaction Buffer 2t
1X Reaction Buffer 16m@ deionized water (dH,O)
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20mM Hydrogen- 2319 30 % H,0, & S ot HEo| ofFHELICE
peroxide (H,0,) 977w dH,0E =ggtLCt. HE Al 2T Ao A
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* 2 protocol2 96well microplate (total volume 100u)S ArE3t0] HHst=0

=
= AA
* Standard fluorometerLt CHE 37(2| microplate2 AFEY 2%, 10| H= SEE2E X7510] ALSIHAIR.

» Interference

1. Oxi-Probe Bt30| oJgf MME= HLEZQ Resorufin2 dithiothreitol (DTT), 2-

mercaptoethanol I} Z2 thioll 220 =2t gfL|Ct

2. MY X Al sampleO &R= DTTet 2-mercaptoethanol?| %|&F s=& 10 uM ECt
=X| @OrOF BT,

3. AgETA Al pHO| Ro5HH FHAIL (HE pH=7~8).

4. HFESEBZAEQ Resorufin?] & 52 d& U2 pHOl 2lsi HatE LTt pK,=6.0
Oj2H0 M= Resorufin?| & L= & WI0| FEfX|H HE7F AAXNSHA EHOojg Lt
EESE Oxi-Probe= pH 85 O|&0|M = ZQHF5IH Fatot S5E0| O{FESLCH MakA,
HATIY Al pH 7~8 O M TIHBHOF SHS FISH0 FA|L, kit0] ZSE|Of U= &S

=
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= Preparation of Samples

Cell Culture Supernatant
@O 8HEIX| U2 particlesS HMASH7| I8 10,000 rpm, 5 min &2t centrifuge

L Cf

@ Supernatant= AF L& 3|AM5H0 240| JtserL|Ct B H,O, standard EH 2
Liol S0{7toF gfLct.

® YHerum2 24 Al ZHEE F7| W& MAHE SHAL 248 #E EEX
=R

2. Cell Lysate
@ 1 ~2x10°cells/mZ PBSL} 1X Assay Bufferg @11 X§&dEf(Resuspend) 2fL|CH.

(M= == Mzl SFO0| et ct2A T JtsgLct)
@ MEDH 8H2 AZ 20 AM Homogenizell sonicate B L|C}.
® Centrifuge St0] debrisE H|73st1 A4FHZS ALETL|CE
@ dBULS H,0, standard HP| 0| SO7I=F AT L= 54510 AFERL|CE
3. Plasma or Urine
© BMEX| Y2 particlesS HMASH7| fI8H 10,000 rpm, 5 min &t centrifuge
=g
@ Supernatante= A& E& M5t 2M0| 7hsELICEH T H,0, standard B ?
Liofl =0{7toF gL Ct.
Notes.

1. B ME2 A 246H0F 5tH, A™8X| ®2 8% -80 °COlM of 18 Fx =it
ZhsLCh d2{L Alzel %[ HdY A2 AR mHSHOF L CE A™E T
aat [ 4 standard curve U Z0| TASIMA|R

2. ARO| EXSt= & H,0.2t peroxidase &2 F&d| FHSHT| I8l serial dilutiondt
O ZHESIMAIR. IOl H,0, & peroxidase 7t 28 HHEE2 O AN ZE =+
U7 M0 R =2 52| H,0, (> & 500 uM, XF s5E) & peroxidase (>

100 mU/mb)= S8Us ¥E &+ AsUCLh

3.

o
gofistol Hetol H™4U2 ¥2 = USLICHL ol 7S E|AaEH7| f{BiA
superoxide dismutase(SOD)E 40 U/mLe| X|& s&7t E=& HIIS|F= A0l £E2

+E gL,
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= General Protocol

| . Hydrogen Peroxide (H;0;) Assay

1. H,0; standard preparation
20mM H,0, solution IF 1X Reaction BufferS Of2ffet Z0| =Zgst0 H,0,

standard solution® X =gtL|C}.

@ Standard= 2@ Al ORCh Z7ESEA[Z] HEEfL|CE

@ Standard curveE AESHX| 42 ZBR0|= positive/negative controlg TH|SHYA| L.
®  Positive control: 10uM H,0, solution - 502
® Negative control: 1X Reaction Buffer (without H,0,) - 502

Standard H,O, 1X Reaction Final H,0,

Tube No. standard Ak e Buffer Concentration
1 10 uM 0.5 pe 999.5 1@ 5uM
2 5uM 500 of Tube #1 500 ue 2.5 uM
3 2.5 uM 500 of Tube #2 500 ue 125 uM
4 1.25 uM 500 of Tube #3 500 p@ 0.625 uM
5 0.625 uM 500 of Tube #4 500 ue 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 p@ 0.078125 uM
8 0uM 0 500 pe 0 uM

Table. protocol for H,0, standard solution

2. 96well plateOf 10jA] F=H|St H,0, standard solutiong ZtZt 50ue® 20| FL|C}
> ot 5FE2 8l standardX sample2 ZtZf two replicates 0|22 FH|SI A

StAlE A0 F5LL

3. Sample preparation
ZH|El sample2 96well plated| 50ue® 20 FZL|C|.
»  Sample0| Z&E H,0,°| 87t HF =2 &% U329 %F M4=9Q resorufing 4t}
Al Eget £E0| of@&LUCL o d¥s 8o ZHYStUA St= MWES serial

o =2 0=
dilution 5t0f MEQ| CHEfM Ol &S A™SLICE (sample 3|4 Al 1x Reaction Bufferg

o] HCt)

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

Components Volume

10mM Oxi-Probe 50pe

10U/me horseradish-peroxidase (HRP) 100ue
1X Reaction Buffer 4.85me

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)2f sampleO|
=0{UE platel] Z+ well®f 50pe% 20 FL|C}
PlateE 5!0| XtChEl H20)AM 3027 BHSAIZLICE
H1-80| B plate= plate readerg AMESHY Bt 442 FITLICH
uorescence plate readerg A& AL - Excitation: ~ nm
@ F plat derg A EY 42 - Excitat 530 ~ 560
Emission : 580 ~ 590nm
(optimal Ex/Em = 540/590)
@ Absorbance plate readerg A2 42 - 560nm
Calculation
andard curveE AtEY 2 2 wellQ EH™ U o- H,O, contro
@ Standard = Al-_g_oF 24o. 7}t ||o| XI—|7I-01|A-| N H-.O trol
(= standard #8 )22 W0 2| Ct
@ Standard curveE ALESHA| %S 42 Ch3dh 20| Fa|gL ot
H,0, M) = —A =By 5,m
Y2
C-8B
A Zhwell T -
B : Negative Control@| ZH g}
C : Positive Control2| &7 4}
H,0, Assay(Abs.) Hz02 Assay(Fluor.)
0.160 - 3.50E+07
0.140 o 3-00E+07 %
g y = 3E+06x + 16636
0.120 + § 2.50E+07 R? = 0.999
0.100 + y = 0.027x - 0.000 g 2.00E+07
0.080 R?=0.999 =
£ 150E+07 2
0.060 - g’
0.040 - E 1.00E+07
0.020 - ' so0e406 :
0.000 -«= : : T T \ 0.00E+00 o
0 1 2 3 4 5 6 0 2 4 6 8 10
H,0, (uM) H,0, (kM)

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)
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|l . Peroxidase Assay

1. Peroxidase standard preparation
: 10U/m@ horseradish-peroxidase (HRP)E 1X Reaction Buffer& AFE3H0] 10mU/me 2
(1/1,000) S|AgtL .
oM EMSE 10mU/me HRP2} 1X Reaction BufferE Ofz{et 20| =3tst0] HRP
standard solutiong ZH=0{ & L|CH
@ Standard= A™ Al OCh ZESHA| 7| HEELCE
@ Standard curveE AMESHA| Y= dR0|= positive/negative controlE FH|SHA AL,
® Positive control: 2 mU/m¢ horseradish-peroxidase (HRP) - 50u@
® Negative control: 1X Reaction Buffer (without HRP) - 502

Standard 1X Reaction Final HRP

Tube No. HRP standard 10mU/n HRP Buffer Concentration
1 2 mU/m@ 200 e 800 e 1 mU/me
2 1 mU/me 500 of Tube #1 500 e 0.5 mU/m@
3 0.5 mU/me 500 of Tube #2 500 @ 0.25 mU/me
4 0.25 mU/me 500 of Tube #3 500 pe 0.125 mU/m¢
5 0.125 mU/me 500 of Tube #4 500 e 0.0625 mU/m@
6 0.0625 mU/m@ 500 of Tube #5 500 u@ 0.03125 mU/me
7 0.03125 mU/me 500 of Tube #6 500 pe 0.015625 mU/me
8 0 mU/m 0 500 pe 0 mU/m

Table. protocol for HRP standard solution

2. 96well plate0f 10 A] F=H|BH HRP standard solution2 ZtZ+ 50ue% 20| FL|C}
> BEst £FE I8l standard® sample2 22} two replicates 0|4 22 FH|SI0] Hd
StAlE A0l & UL

3. Sample preparation
ZH|El sample2 96well platedf| 5004 2O FL
>  SampleO| ZEE HRP2| &7 HE =2 4<% 389 AT
Az A7 HEst ZF0| f@ELUCH ofH HEE S WS
serial dilution 5t0f ME9| ety Ql L2 ZAFTLICE (sample &

Buffer& O|2%fL|Ct)

MZOQl resorufing
o

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

Components Volume

10mM Oxi-Probe 50u@

20mM Hydrogen Peroxide (H,O.) 50002
1X Reaction Buffer 4.45m@

Table. protocol for Oxi-Probe/H,0, Working Solution.
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Change in Absorbance

8.

Oxi-Probe/H,0, Working Solution=

HRP standard solution (or control)at sampleO|

=0 U= plate@] 2 wellOf] 50 peX Lo FL|C}
PlateE H10| XtEHEl A20)A 3027 2HSA|ZL|C}
B3 0| 2t plates plate readerS AMESIO BHS 742 FETL|CH

@ Fluorescence plate readerg AtEY

@ Absorbance plate readerg A%

Z2 - Excitation: 530 ~ 560nm
Emission: 580 ~ 590nm
(optimal Ex/Em = 540/590)

42 - 560nm

Calculation
@ Standard curveE A2 A2 2 well?] EH™ZL0AM No- H,0, control
(= standard #8 )gt= W1 2|2 Ct,
(® Standard curveE AESHA| %2 4% Ch=dh 20| FalghL ot
A
HRP (uM/mL) = B X 1 uM/mL
c -
A Zbwell T X7
B : Negative Control2| = Zf
C : Positive Controle| £ 7}
Peroxidase Assay (Abs.) Peroxidase Assay(Fluor.)
8.00E+07 4
» g 7.00E+07 1 *
§ EBHELET 4 y = 6E+07x + 86355
y = 0.306x - 0.007 [ R— R?=0.991
R = 0.996 2 .
° = 4.00E+07 1
c
'; 3.00E+07 o
<) 5
5 S 2006+07 y 4
s ,
U 1.00E+07 1
i ;
od 0.00E+00 1=
0.2 0.4 0.6 0.8 1 1.2 14 0 0.2 0.4 0.6 0.8 1 1.2 1.4
HRP (mU/ng) 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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