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OxiTec™ SOD Assay Kit

(Colorimetric)
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Components | 250 Assays ‘ 500 Assays ‘ Storage

WST Solution 2.5 ml 5 ml

Buffer Solution 50 ml 100 ml .
Xanthine Oxidase 50 i 100 pl ac
Dilution Solution 25 mi 50 mi

AEHOIM 4°C B A| 674 ZF QHYRIQILICY,

* HWEOHX| 2 HE2 Ye AEet &

AL HE TH| U ARE

» 96-well Microplate (Clear, Flat bottom)
P Pipette & Sterile tips

P 8 or 12 Channel micropipette

» Microtube

P Colorimetric microplate reader (450 nm Filter, 37°C)
P Vortexer
» Micro centrifuge (4°C)
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WST Working solution
1 ml WST Solutionzt 19 ml Buffer Solutiong =&5t0 WST Working solutiong Z=H|gIL|CL =giet 82
2SS Ktctet defollM 4°C B2t A 352 oHgStLE AFE ZT0l| =85t ALgdte 20| S&L

Xanthine Oxidase
T oz Ze|7t Holen, AF8 T Spindown = Pipetting 8t =11 Z 40f ARZ3H{OF SLICH

Enzyme working solution
16.5 ul Xanthine Oxidase?t 2.5 ml Dilution SolutionE 2%&5t04 Enzyme working solutiong Z=H[&fL|C}.
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Buffer solution, Dilution solution
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Sample pre-treatment
* DE MZS Freshdt AEf0]0{O} S, -80°COlIA| HESICZHE 1S OfAF Bl MEZS X&z Al ZjZlo] HoE + UBLIC

Erythocytes or Plasma

@ Heparin (10 U/ml)E= CHE AnticoagulantS X2|3t €4 2~-3 mIE 4°C, 600 x goilAl 10 min 2t
Centrifuge gfL|Ct.

® SupernatantZt £2[5t0{ Plasma sampleE At&% Hjﬂl, Qs 22 PBSE &
Pelletlt SEOZ PBSE €1 Pelletg & EXELICH

® 4°C, 600 x gollAl 10 min Zt CentrifugegL|Ct.

® ©~® (Washing step)2 & Ml # Ht=gL|CE O = HOIQl= Pelletoil D.W. 4 mioil Suspend AlZl =
1 ml Ethanol2t 0.6 ml2| Chloroform& E&LICH

® 4 °COH|A ShakerZ 15 min Zt & 440{ FL|Ct.

® 600 x gollA 10 min 2t Centrifuge®t =, 45 (Water-ethanol phase)g MZ2 Microtubed| 71 =

B 5,

0.1 ml Upper phase & 0.7 mI2| D.W. 2 0.25 %2| Ethanol2 €1 & =86t Sample solution®@ =
ArSEL|Ct.

MEILICE PelletE MY B2

Tissue (100 mg)

@ Tissueg PBSE Washingsto] HORRle &0 HHlS HASIH FHAL. O = S7|E WMot & FAE
=xSH|C},

® 400~900 pl Sucrose buffer (0.25 M Sucrose, 10 mM Tris, 1 mM EDTA, pH 7.4)E €11, Homogenize
2rL|Ct. 2HeF SonicateE ot ASHH Ice batholl 'E1 2F 15 min ZF 60 W, 0.5 sec IntervalsZ

Homogenize

LT

® 4°C, 10,000 xg=2 60 min =2 Centrifuge &LICt. O = SupernatantE MZ2 MicrotubeZ® &7/
AssayOf| AtETILICE

Cell

@ Adof| Tl Cell (Adherent cell: 9x10°%/Leukocyte: 1.2x107 cells)& ScraperZ =0A EH{ERZI &
2,000 x goilAf 10 min 2+ 4 °C Centrifuge ZI3stL|Ct,

@ 4ZAH H7H =, 1 ml PBSE Resuspension ZI&gtLICE 2,000 x goflA 10 min 2t 4 °C Centrifuge gfLIC.
O & H Of TIligL|Ch

@ MBHS HAYLICE

® Freeze —thaw method (-20 °C/20 min -> 37 °C/10 min & ¥ 2H=2)S 0|235}0] CellS

® 1 ml PBSE F7t2iL|Ct (ZRSICHH Ice bathO|A Sonication2 Tl FPEITHLICE (60 W, 0.5sec,
Interval 15 min)

® 10,000 x g 15 min Zt 4 °C Centrifuge T3l = AtbZ=oHat X[t
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» Sampled]| 2-Mercaptoethanol &= Dithiothreitol(DTT)0| &= AR S0 g2 SLCH TNz

HEE AN 25 HAst = HEOtAT] BREfLIC.
P Sampled] ofefiet 22 20| ZefE R FOIT SEEL W2 SE71 EE5 Samples 8|45t0{ AIESHA|

o

7|
HRELIC
Detergents | Solvents

SDS 0.05 % Ethanol 25 %

Tween 20 0.5% DMSO 5%

NP-40 0.5% Methanol 25 %

Reducing agents Others
Glutathione reduced form 1.25 mmol/? EDTA 2 mM
Ascorbic acid 0.1 mmol/? BSA 1% (W/V)

P Sample2] SOD ActivityE Unit2Z Calculationgt 29 SOD Standard (E2=70H)E AHEStHLE Sample2

Serial dilutiondtoy AHEotA|Z| HEEHL|CY.
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MY Al SEHCE LT Blankes Chazt Z&LICH

Blank 1

A S22 LIEFHLICE SOD7t Ql= AEiZ Bt A 2ME[= Superoxide anionO| 23| X| 1 H&= WST-
formazan &40 3_*04 7] Mol deZst 7H =2 ST/t SEE(0{0f gLCh

* MEol= SampleQ 3T 12 Blank 1:2C} %HOJOF gHLICE Sample@ 3= Zl0| Blank 12} HILolAHLE =] LI2E B2 Samplel &
E M AEBIAIZ] HFEHLCE

Blank 2

Test sample@| BackgroundE LIEFALICE Test sample2 Dilutionsto] AM2E AL, Dilution®l 2429| Test
sample2| BlankE ZXsH{OF &L|Ct.

Blank 3
Test sample2 M2I$t LIHX| SolutionS2| BackgroundE LIEFHLICE Solution=2| Background £ OFL|
t
A Tl Al Kit component 2HO0|LE 2/F 2210 ofef AEZHart &t
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Al'S] jl_l.g

@ CIYSE 52 5|43 Sampleg 2t Sample wellZt Blank 2 welldil 20 pl# Ho{FL|Ct.
2z

2
® Blank 12} Blank 3 welldi= DW.E 242t 20 pl¥ Go{FELICE

Blank 1 Blank 3
Blank 2 Blank 2
camploD) Sample 1 tdample® Sample 2
N v y
Several|doses

Example arrangement on a 96-well Microplate

® WST Working solutionS 2f Welloil 200 pl¥ Eo{FL|Ct.
® Blank 22t Blank 32| Wellof| Dilution Solution2 2zt 20 ¥ ZO{ELIC.

® Multi-channel micropipetteE O|&3t0 Enzyme working solutionS Blank 12t Sample wellofl 2{2t 20 ul 4
22 T ZeAFA HOSLICL

* Enzyme working solutionS SXHOfA} SuperoxideZ} S0 Lalo] ZIgie|7| TiZ20f Multi-channel micropipetteS O[&3t0] WeliZt
o HAIE HAZAATE Z0] ZEELICH

Blank 1

Blank 2 Blank 3 Test sample

(ul) (ul) (ul) ()

Sample - 20 - 20

D.W. 20 - 20 -

WST Working solution 200 200 200 200

Dilution Solution - 20 20 -
Enzyme working solution 20 - - 20
Total volume 240 240 240 240
® PlateE 37°COi|Af 30 min =¢F BHSA[ZL|CE

* Xanthine Oxidase9| #|& BF2R2TE 37 °CZE F9/2E7F %7{L} Solution Of
QU&LICE Blank 12| &&=} 0.72C0F 7| LIQE HR0E 2teAzte &

58
I
ZX38

=

@ Microplate reader2 SZT 450 nmojjAf ZHESL|CE

—1Tod

3] Warming up =X/

2 SO A e
ZAIH EILICE (0.7< Blank 1 <1)
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2t 24

(ODpjank 1= ODpjank 3) = (ODsampie = ODpjank 2 ) x

SOD Activity (Inhibition rate %)= (0D oD )
blank 1~ blank 3

100

SOD Activity (Unit)

- Sample®| 50 % Inhibition rate (ICso)7t Lt& M7HX] S|AJsH0] S| MuigS FEtL|Ch

- 1Unit = WST-19] 2t 8t8E 50% Xsish=(ICso) 20 uISl Sample Lo &RE SOD9| 5%
ofl) Blood sample Li2| Total SOD unitg Fst= 2L

AHZD IC 20| 1/25 SJAHiE0M 2FE ES:1Ux 25 (3|AH1E) = 25 U

Aol AH83t Sample?l VolumeO| 20 pIO|EZ: 25 U/20 pl = 1.25 U/ul = 1,250 U/ml

oteF Blood sample &=H| A| s E2| Stock sampleS 10 i &|AJst0] Z=H|SHFCHH

21,250 U/ml x 10 = 12,500 U/ml of blood
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SOD Dilution ratio
Inhibition curve of Cu,Zn-SOD

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

- BO-PER-500 OxiTec™ Hydrogen Peroxide/peroxidase Assay Kit (Colorimetric/Fluorometric)

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

* OHMBt AI8S 2l6] 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] Zillest2166HE 46, 2LHEZ|S IXEHY CORE-C, 7&
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Note
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  SOD Activity (Inhibition rate %)=    (   OD  blank 1  –    OD  blank 3 ) – (   OD  sample  –    OD  blank 2  )  (   OD  blank 1  –    OD  blank 3 )   × 100

