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OxiTec™ SOD Assay Kit

(Colorimetric)
BO-SOD-250/500, 250/500 assays
HZE #e
Xanthine + 0, —— Xanthine Oxidase — Uric acid + H,0,
20, 20, SOD » 0,+H,0,
- u WST Formazan
WS > (0.D 450nm)

BIOMAX Afe| OxiTec™ SOD Assay Kit= Xanthone Oxidase@t WSTE 0|&3t0] Samplelio| ZxSt=
SODe| g2 EAoh= HEFYLICE &9t = Bh28 S3lf WST-Formazons %’Sﬁf@l SZ% 450 nmoflA

A< Xanthine oxidase0i| 2[d HdE 20, = WSTRQ| EHS
gko| AstE2 WST-Formazano| 7‘*711 MME0] SOD ZHE9t

=X JHsELICt ojmf SODt EAS Liehy
=L} SODO| 28t 0.2 H.0.2 Hetk2=
SEE U2 gHEHE LIERLIC

oY FIF
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Components | 250 Assays ‘ 500 Assays ‘ Storage
WST Solution 2.5 mi 5 ml
Buffer Solution 50 ml 100 ml 4°C
Xanthine Oxidase 50 ul 100 ul
Dilution Solution 25 ml 50 ml
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B ==

71*'. Illg Il'HI ﬂ*l EE

» 96-well Microplate (Clear, Flat bottom) P Colorimetric microplate reader (450 nm Filter, 37°C)

P Pipette & Sterile tips » Vortexer
P 8 or 12 Channel micropipette » Micro centrifuge (4°C)
» Microtube
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- Vial &7 L0 Aloto] 20f 22 4 UoL| e A elAl Bajsic

WST Working solution
1 ml WST Solution2t 19 ml Buffer Solutiong =2gfst] WST Working solutiong &=H|g =
S KICHSE MEHOIA 4°C E2b A| 337F QHESILE, AR ZITO)| 28fdt] At8dt= 0| E&LICH
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Xanthine Oxidase
5 B50=2 227t H0UCH, AHE T Spin down = Pipetting St =11 & 40| AMEdHOF BfLICE

Enzyme working solution
16.5 ul Xanthine Oxidase2t 2.5 ml Dilution SolutionE Z&6t0d Enzyme working solutionS ZH|gfL|Ct.

=2fet 8H2 4°Col|lA| 352t FotLf, AHE AT 25t AEdte A0l FE5LICH

Buffer solution, Dilution solution
A ® ALR0||A ZE3| Warming up &t = AFRSELICE X7t AtEje| Buffer AF® A| Enzyme 20| AM|E|0f

=
Zatol| Jeks & = AFLICH
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Sample pre-treatment
* BE M2 Fresht HE0[0{of 51, -80°COIA B2 SICI2HE 14 014 H YES ZHFet Al ZFlo| ol + YL,
Erythocytes or Plasma
® Heparin (10 U/ml)E= CHE Anticoagulant2 A2(|gt &t 2~-3 mIE 4°C, 600 x golA 10 min 2t
Centrifuge &L|Ct.
® SupernatantZt 22|50 Plasma sample® AtEdHH, R Z<2 PBSE 3|AgLIC] Pellets AFEY 22
Pelletst SEO=Z PBSE €11 Pelletg & E{ELICEH
® 4°C, 600 x gdlA 10 min 2t CentrifugegfL|Ct.
® ®~0 (Washing step)2 & Ml H EtEELICE O = HOIQUE Pelletol]l D.W. 4 mio| Suspend Al7!
1 ml Ethanol2t 0.6 mI2| ChloroformZ &&LICt.
® 4 °CO|M ShakerZ 15 min 7+ & 410{ FLICH,
® 600 x gollA 10 min 7+ Centrifuge®t =, A& (Water-ethanol phase)2 MZ& Mircotubedl| £7! =,
0.1 ml Upper phase & 0.7 ml 2 D.W. 2 0.25 %2| Ethanol2 @11 & =350 Sample solution@ 2

AHE LY

Tissue (100 mg)

@ TissueS PBSZ Washingdto]
=ESEH S

@
2rL|Ct. 2teF SonicateE
LT

® 4°C, 10,000 xgZ 60 min ¢t Centrifuge gfL|LCt.

St 2ISHH Ice batho|

.
(=)
—"‘I_

|

400~900 pl Sucrose buffer (0.25 M Sucrose, 10 mM Tris, 1 mM EDTA, pH 7.4)

Supernatant2 MZ2 MicrotubeZ &

z 27| At = RAIE

= g

= S

11, Homogenize

20 oF 15 min ZF 60 W, 0.5 sec IntervalsZ Homogenize

.
(=)

2l

AssayOf| AtEEILICE
Cell
@ A0 XIg Cell (Adherent cell : 9x106 / Leukocye : 1.2x107 cells)2 ScraperzZ Al H0{ E2I =,

2,000 x g4} 10 min 2t 4 °C Centrifuge

al
001*

LT,

@ &EN HMH =, 1 ml PBSZ Resuspension ZIH2LICE 2,000 x gofiAl 10 min 2t 4 °C Centrifuge 2fLCY.
O & H O TlligfL|C,
@ MBHZS HAHLLICE
® Freeze —thaw method (-20 °C /20 min -> 37 °C /10 min & & BHl=2)S 0|25t Cell2 Z4LICt.
® 1 ml PBSE F7IZLIC} (ER3HCHH Ice bathOllAl Sonication 2 ZTls= FEISILICE (60 W, 0.5sec,
Interval 15 min)
® 10,000 x g 15 min Zt 4 °C Centrifuge T = AbZoHat [stL|Ct,
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ol Mg

P Sampled| 2-Mercaptoethanol = Dithiothreitol(DTT)O|
NHEE HY 25 WA

o

2RE 39 3= s

o = MASHA|T| HEEfLICH
P Sampledi| Of2liet 22 SHO| Xl 2R FOT SEHL U2 st 5= SampleS 34510 AFESHA|Z|
HFEfLIC.
Detergents | Solvents
SDS 0.05% Ethanol 25%
Tween 20 0.5% DMSO 5%
NP-40 05% 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 Activity £ Unit2= Calculationg 22 SOD Standard (2T 0l)E AHE5HALE SampleS
Serial dilutiondt0] AFZ3tAIZ| HEEfLICE
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Blank 1
At SETE LIEPHLICE SOD7t Qs MEHZE BHSAF HME|= Superoxide anion0| 2di=X| &1 D& WST-

(=)
formazan 4o 2o{5tr| 0| d¥En It 52 S/t £F = of Lot
* MYsl= SampleSl S35k g2 Blank 1L} %0l0F BiLICl. SampleQ] & gl0| Blank 13} HIZL8IALE =7 LIQ+= ZR SampleQ| 3[4

HIES =0A AFE3EAIZ] HFEHLIC
Blank 2
Test sample@| BackgroundZS LIEFHLICE Test sampleS Dilutionsts] At2E ZL, Dilution®l 2t249| Test

sample®| BlankE ZXs{OF &L|Ct,

Blank 3
Test sample2 M|2$t LIHX| Solution=2| BackgroundE LtEFHLICE Solution=2| Background ¢ OfL|2t
A T Al Kit component 20[L} 2/ 2210 <fsf AHZart dotg Bh=X| HEE NIH 2 = YSBLIC

Copyright©2023 BIOMAX Co, Ltd. All right reserved



BIONAX

Fast, Accurate and Economic Solutions for Scientific Discoveries

FOR RESEARCH USE ONLY!

rev 07/13

Al'S] jl_l.g

@ LISt s 2 5 Mot Sample2

® Blank 12 Blank 3 wellf= DW.E 22t 20 p¥ 'Fo{FEL|Ct.

b Sample well2t Blank 2 wellof 20 pli¥| ‘@oiFLct.

Blank 1 Blank 3
Blank 2 Blank 2
(sample 1) Seppind (sample 2) Sample 2
N N A 4 4
Several|doses

Example arrangement on a 96-well Microplate

® WST Working solution2 2f Welloil 200 pl¥ Eo{FL|Ct
@ Blank 22+ Blank 32| Wellof| Dilution Solutiong 22t 20 pl¥ Eo{&L|Ct.
® Multi-channel micropipette2 O|&3t0{ Enzyme working solutiong Blank 12t Sample welloi] 282f 20 pl 4

do = ZAARP| AolELIC
* Enzyme working solutionE XA} SuperoxideZt S0 Lalo] Zgie|7| Ti20f Multi-channel micropipetteS O[&3t WeliZte]

HAE H|AS AATE 20| FELICL

Blank 1 Blank 2 Blank 3 Test sample
(1) (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°C Ol 20~30 min ¢t BFSA|ZLICE

* Xanthine Oxidase2| |8 BtS2E £ 37 °CE FYREIF Y7Lt Solution 0] F&3] Warming up =X/

U&LICL Blank 1 8f SZ 21 0.780F & LiRe &R0 2rsA

® Microplate reader2 &% 450 nmoj|A] EXELICE,

SO A Lig
<

IZtg 52 ZEFAIH E/LIC) (0.7s Blank 1s1)
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2t 24

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

SOD Activity (Inhibition rate %)= x 100
SOD Activity (Unit)
- Sample2| 50 % Inhibition rate (ICso)7t L& MW7HK| E|MSte] B|MHES FRLICE
- 1Unit = WST-19] 2t@l BtSS 50% XBlSt=(ICso) 20 pI2l Sample L B RE SOD2| &=
o) Blood sample LS| Total SOD unitg Fot= AL
AT IC 20| 1/25 S/MHiE0M ZFE E2 11U x 25 (3|A4H18) = 25U
Aol AFE3E SampleQ| VolumeO| 20 PIOIEZ : 25U /20 pl = 1.25 U/l = 1,250 U/m
oF Blood sample Z=H| A| 25E9| Stock sampleS 10 B 3|Ast0] Z=H|SHRCHH
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)

* OHMBE AFBE ol ROHEE FE= MSDSE EZTSHIAIL.

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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Note
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