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OxiTec™ SOD Assay Kit (Colorimetric)

(BO-SOD-250/500, 250/500 assays, Store at 4°C)

AE a2l A Ee P U 22E
Xanthine + O,— Xanthine Oxidase— Uric acid + H,0, » 96-well Microplate (Clear, Flat bottom) » Colorimetric microplate reader (450 nm Filter, 37°C)
» Pipette & Sterile tips » \ortexer
20, 20, ——SOD—» O, + H,0, » 8 or 12 Channel micropipette » Micro centrifuge (4°C)

v » Microtube
o WST Formazan

wa » (0D 450nm)
BIOMAX AtS| OxiTec™ SOD Assay Kit= Xanthone Oxidase®t WSTE O[838t0| Samplelfol EXst= e -
soD2| ZdS E4ots MEYUL teot 2tel 9SS Sof WST-FormazonS &&ot0l E& % 450 nm b Vialol= E7Z Lj50| Al2fo| %om% 4 oL e H AR Ay 2aletct
oM 3 7Fs2LItt ol SOD7F g2 LIEtL= &2 Xanthine oxidaseOil 2|5 ¥-dE 20, = WST » WST Working solution : 1 m¢ WST Solution2t 19 me Buffer Solutiong& 2gt5t0] WST Working
Qo] BhE ECt soDO| Qs 0,2 H,0,2 Metk|2{= d&0| B2 2 WST-FormazanO| M| 44| 0f solutionS Z=H|BHL|Ch =3tst gqg Y2 XjChsh AEJO| M 4°C HEH Al 337t QHEBILE, AFR EIH O
SOD ZHME ot STE 7 CHH|Z S LIEpLICE SBH5104 ALR SIS 20| T L|CH
» Xanthine Oxidase : & S22 2|7} £|0{2 M, AL& & Spin down F Pipetting 510 218 &
HEo M W 2o xA 40| Ab&dHof SfLLCt.
» Enzyme working solution : 16.5 p2 Xanthine Oxidase®} 2.5 m¢ Dilution SolutionE Z23t0] Enzyme
Components 250 Assays | 500 Assays Storage working solution & EH|L|Ch 283t AL 4°COIM 357 OHHBILE, AR ZIF 0| Bet3to]
WST Solution 2.5 me 5 me At st A0 EELILL
Buffer Solution 50 m@ 100 me 4 » Buffer solution, Dilution solution : 2% ™ &20|A S&3| Warming up 8t & AFEtL|CE X}7+2
Xanthine Oxidase 50 e 100 e 2Ef Q| Buffer A& Al Enzyme 40| AN /0] Zutof HES = = USLICH
Dilution Solution 25 m@ 50 me

* WSS %2 HES WS ATt SEfOA 4°C HEH A oF 67HFZH HE X YLICE
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Sample pre-treatment

= ME2 Freshdt HE[0|0{0F S0, -80°COf| A 22t SITHELE 1 7HE 0|4 & WES FHYY Al 21fgho] EolE
o

» Erythocytes or Plasma

@ Heparin (10 U/mQ)EE= CHE Anticoagulantg A 2|8t @Al 2~3 mE 4°C, 600 x gAilA 10 min 7t Centrifuge 2L CY.

@ Supernatant@t
42 Pelletlt SO Z PBSE EI1 Pellete &

® 4°C, 600 x gl Al 10 min Z} Centrifuge®L|Ct.

@ @~@H (Washing step)2 & Al'H BtESL|CE 1O 2 HOtUE Pelletd] DW. 4 meOfl Suspend AlZ! =,
1 m@ Ethanol2t 0.6 me2| Chloroforme E&LICt.

® 4 °COol| M ShakerZ 15 min 7t & 4 0f FL|Ct.

® 600 x golA] 10 min 7t Centrifuge®t =, 435 (Water-ethanol phase)2 A 22 Mircotubelil &71 =, 0.1 me

0.7 m2 2| DW. 2t 0.25 %2| Ethanolg 21 & =2510{ Sample solution2 = A& gHL|LCY.

22/5t0] Plasma sampleZ ALE3tH, Had B2 PBSE 3|MTLICE PelletE AHEE
EoiF Lt

Upper phase &

» Tissue (100 mg)
@ Tissue= PBSE Washingdt0] HOtU= £H0] A S HAHSHY FHA. O =2 =
ZHEgLCL

71E H7et = 2AHE

@ 400~900 p@ Sucrose buffer (0.25 M Sucrose, 10 mM Tris, 1 mM EDTA, pH 7.4)& €11, Homogenize 2LIC}
THOF SonicateE StZ RS Ice bathOfl €11 2F 15 min Zt 60 W, 0.5 sec Intervals2 Homogenize 2 L|LC}.

® 4°C, 10,000 xg&Z 60 min &2 Centrifuge g LICE. 1 2 SupernatantE M Z2 MicrotubeZ &7 F Assay
off ArgtH .

» Cells

@ HEof TS Cell (Adherent cell : 9x10° / Leukogye : 1.2x107 cells)=
10 min 7t 4 °C Centrifuge T2 2fL|C}

@ AE% X7 =, 1 me PBSZ Resuspension ZI&lst

Scraper2 =OIM HO{ EZI £, 2,000 x gOf| A

L|C}. 2,000 x gOflA] 10 min Zt 4 °C Centrifuge BfLIC} 0|5 F H
Q) ABHZS KA

@ Freeze — thaw method (-20 °C / 20 min -> 37 °C / 10 min £ EH=HS 0|2
® 1 me PBSE Z=7}4&tL|C} (R QSICHH |ce bathOf| A Sonication & R&Hsl = 24 *E.H—IEI' (60 W, 0.5sec, Interval 15 min)
® 10,000 x g 15 min ZF 4 °C Centrifuge 2184 & A-EHDE F|oHL|Ch

FO| At
» Sampledf 2-Mercaptoethanol EE= Dithiothreitol(DTT)O| 27 &l 4<
WEE H™ 25 A & AHSHA|7] B LT
> SampleOf Of2{et 22 SHO| ZotE 42 FOIT SR X2 S&7t 5|8 Sampleg 3|415t0
AR SIA 7] HEEFLICE

FE0| IS SHCL TNz

ot

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/t BSA 1% (W/V)

» Sample2| SOD Activity £ Unit2 2 Calculationg 42
2 Serial dilutiondt0 A&SHA|Z| HEEFLICE

£ SOD Standard (2= 700)E AHESHALE Sample

Blank
MY A SEHSZ 23t Blanke CHS ot 25 LICH
Blank 1
Z[0) S E LIEFHLICE SOD7t gle HEE BtSd UM E|= Superoxide anionO| &8 E|X| %1 2%
WST-formazan &-g0f 2+0{5t7| W20 dAu 7ty =2 S 27t 57 &[of 2Lt

* HHSt= Sample2| SE &L 442 Blank

= HR= 8% Sample?

12Ct Zotof BHL|Ch SampleQ| S& = 40| Blank 12t H|=
3|MHiEE =M AHESHA|Z| HEEFLICE

StAH Lt

Blank 2
Test sample 2| BackgroundE LtEHHLICE Test sample 2

Test sample@| BlankE sl 0F 2tL|Ct.

Dilution S0 A2 AL, Dilution®l ZfZto

Blank 3
Test sampleg M| 2lgt LIMX| SolutionS2| BackgroundE LIEFELICE Solution&2| Background # OfL|Z}

2T Al Kit component 2 EO|Lt 2| F 2010 23| dAnrt Jebs w=X| OfFE M3 = = ASHC
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@ Ct¥st 5= 2 543t SampleE 2 Sample wellZt Blank 2 wellOfl 20 pe EO{FLIC}
@ Blank 12t Blank 3 well®= DW.E ZtZ} 20 ¥ 2O{FL|C}.

Blank 1 Blank 3
Blank 2 Blank 2
(sample 1) Sample 1 (sample2) Sample 2

Several|doses

Example arrangement on a 96-well Microplate

(3 WST Working solution2 2 Well0f| 200 pe '&0{ & L|Ct.
@ Blank 22t Blank 3 2| WellOf| Dilution Solutiong 22t 20 pe| 'g0{ & L|Ct.
® Multi-channel micropipetteg O|83}04 Enzyme working solution2 Blank 12t Sample wellofl Z+2t 20 pe
Mo 5 ZMAYA HojFLICE
* Enzyme working solution2 @ XtOFA} Superoxide?t 244 E|0f M O| T 57| I 20f Multi-channel
micropipette® O|&3}0] Well7t2| ZXHE Z[A%t A|7AF= 40| EELICH

Blank 1 Blank 2 Blank 3 Test sample

(n2) (n2) (ve) (ne)
Sample — 20 — 20
D.W. 20 — 20 =
WST Working solution 200 200 200 200
Dilution Solution - 20 20 —
Enzyme working solution 20 = -3 20
Total volume 240 240 240 240

® PlateE 37°C O A 20~30 min &t BtSA|ZIL|C}
* Xanthine Oxidase2| Z[& HS 2k & 37 °CE F 27t F7L} Solution O] &3] Warming up
CIX] 22 42 SEET R L2 =7t AS UL Blank 1 2] SEE7H 0720 @7 Lt2E d20=
BrSAIZtE 52 s AIT ELITh (07< Blank 1 <1)

@ Microplate reader2 S& & 450 nmo|l A EFEL|CH

721 jl_l. M

HI

A
oD oD - 0D
SOD Activity (Inhibition rate %) = (OPuonc1 = Ouancs) = (ODiam bk 2) X100
(0D blank 1 ODblank 3)

SOD Activity (Unit)
- Sample®| 50 % Inhibition rate (IC_)7t Lt& W7HX] &|Mstof 5| Mufj&& et Ct
- 1 Unit = WST-12| 2l B33 50 % XSHSt=( ICSO) 20 pe2| Sample L{Of &R
0il) Blood sample L§2| Total SOD unit2 + PE
Al AT IC gr0l 1725 3| MHfE0M ZEE 8% 1 U x25 (3|4Hi8) = 25U
HH 0| A+ SampleQ| VolumeO| 20 peO|22 : 25 U / 20 p@ = 1.25 U/ue = 1,250 U/me
3kOF Blood sample &=H| A| &5 = 9| Stock sample2 10 B |43} F=H|SAHCIHH
21,250 U/me x 10 = 12,500 U/me of blood
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Inhibition curve of Cu,Zn-SOD

Related products

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

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

BO-SOD-250 /500  OxiTec™ SOD Assay Kit (Colorimetric)

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

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

* QT AL S 2l REE FEE MSDSE BXESHHAIL.
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