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OxiTec™ Glutathione(GSH/GSSG/Total) Assay Kit
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- 2 ME2 Total (GSH+GSSG), GSSG 212t £4A0| 7tsgiL|Ch
&2 200 assaysZ, Standard, Blank & H2let &K Az 242 40 samples (duplication 7|&

-2 A =
s LIt
Components | Size ‘ Storage
Assay Buffer 60 ml X 2 Bottles
GSSG Standard (2 mM) 2 ml X 1vial
Glutathione Reductase(GR) 5 ml X 2 Bottle 4°C
NADPH (Lyophilized) 2 vials
Chromogen (DTNB) 5 ml X 2 vials
Masking Reagent (M2VP) 2 ml X1 vial

* IWEBIX| 2 FMES Y XEtet HEfolld 4°C =2t Al of 671zt HEXe/LC,

dA 2R ¥H| 3 ARE

» 96-well Microplate (Clear, Flat bottom)

P Pipette & Sterile tips

P 8 or 12 Channel micropipette

» Microtube

» Sonicator

P Colorimetric microplate reader (412 nm Filter)

» Micro centrifuge (4°C)

» MPA (Metaphosphoric Acid) : ®&= F0H (Sigma, 239275)5t0{ At&efL|Ct.
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- Vial 4 LHRO| Alefo] 20 g =+ 2L JiE H #Y 2R

- NADPH : 1 Bottle0i| Assay Bufferg 5 ml €0{ &3] =5t FLICk (1Bottle2 100 assay AFSZRILICE)
AR T HEE 3| Mt AR RILIC

b

5% MPA (Metaphosphoric Acid)
MPA1gS D.W. 20 mloi| &3] =0 AREELIC (B 0 <Sigma, 239275>510 ArEEL|Ct)

efL|Ct.
=21 EAU2 4°COIN 2t = AL BLICh 28 Al MBS0 ASEILC

- O 1=

ol A
P Dithiothreitol (DTT), 2-Mercaptoethanol2t 22 ThiolA| 2Z0|Lt Thiol-reactive compoundse= AssayOf|
20{St= Chromogen®t Enzymell| F&2 FEE Sample EH| Al F2[5HA|7| HEfLICE
P invitrodlAl GSH= WEAH| GSSGE A=tz|2 2 Lysis, Homogenization, Sample freezing step 0| BHEA|
Masking Reagent (M2VP)E Az2|gtL|Ct.
P Saliva, Plasma or Urine : Saliva, Plasma 3! UrinedilAl ZXHsH= GSSG2| H<SL Detection limit
AUELICE OxiTec™ Glutathione(GSH/GSSG/Total) Assay Kit2 O|S MZ0]| Chst GSSG2l &
t5LCh
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Sample pre-treatment

Tissues lysate

CHEE2| TissuedlA GSHS| s= 1-10 mM He[of USLICE Tissuel| <L BloodE &w5H7| WE0 =2
GSH sEE 7HX[11 0] Tissues Hz&E = Hyt & M= 1X PBS with 0.16 mg/ml PBS/Heparin &240i 22t
St FHEYLICE ARZA| PBS/Heparin 8UCE IHISHA| M = 27(|7t gle HEHOIM TissueQ FAHE HLICH
2HE H Tissues Ice-cold 5% MPA (~1 ml /100 mg Tissue)dll @11 Homogenizedto] 4°C, 12,000 rpm
olAl 15 min 2t Centrifuge®t =, SupernatantE AEELICEH

Whole blood lysate

Sodium citrateLt Heparing &R®%F Microtube0f| =& gLICt. Ice-cold 5% MPAZ & VolumeOf| CHH|SHO
481 Volume2 €0 Z 40| FLICL (GIE &0, Blood sample volume : 100 pI¥ &L Ice-cold 5% MPA
400 pl 'E0f & MO{FELICE) IceOlA 10 min 2t 22t = 4°C, 12,000 romi|Af 10 min ¢t Centrifugedstod
SupernatantE ARSELILCE

Erythrocyte lysate

Sodium citrateLt Heparing 8%t Microtubed| BloodE &3t =, 4°C, 3,000 rpmAAl 15 min 2t
Centrifuge o =, Plasma2t Erythorocytes?| HHO|| Q= White buffy coat (Leukocytes)E M ELICE
1 = |ce-cold 5% MPAZ &t Volumeof| CHH|SHO] 48 Volumes E0{ & 410{ FLICt (2 &0, Blood
sample volume : 100 pI¥ &L Ice-cold 5% MPA 400 pl '@0{ & AO{FLICE) Ice Al 10 min 2t E& =
4°C, 12,000 rpmOi|Al 10 min Zt Centrifugest] SupernatantE ALEEILICH

Cell lysate

oF 1~5 X 10%cellsg &t =, IXPBSE MMELICE SerumO| EHot Qs 22 MY Zupgio| s & =
UELICE 4°C, 12,000 rom0i[Al 3 min 2t Centrifugestt] SupernatantE H7{et = 200~500 pI2| Ice-
cold 5% MPAO] Resuspend 2LICH M= Ice 210X SonicatedtHLE Homogenize®LICE S&23| 7H Al

= 4°C, 12,000 romAilAl 10 min Zt Centrifugedtt] SupernatantS AtEELICEH
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Sample preparation

GSSG Sample preparation
@ Microtubed Masking Reagent (M2VP) 10 plE E&LICH
® Microtube?| HIEf Z0| ZMAZA ™ He2|El Sample 100 pIE €92 = B8 A0{ELICH
® 2g%t Sample A=01X 2~10 min 7} Incubation LICH
(AH8 ™ =t Sample2 -70 °COA 22t Jts, 17HEZE oFEX Q)
® Ice-cold 5% MPA Solution 290 uIE E&LICE (Sample2 1/42 3|AE)
® 15 ~ 20 sec 7t Vortexing st04 4104 FLIC}
® CentrifugeE 0[&3%t0] 1000 x g O|&0flA 10 min Zt |I&E2] BL|CH

@ 4ZH 25 pi2t Assay Buffer 350 pIE ZELICE (&EHS 1/152 3|4e)
A8 ETA Icedl| & = AR (Sample2 & 1/60 B 314 &)

GSH Sample preparation
@ Microtube®| HIE 20| ZAAEA Sample 50 plE E&LICH
(AH8 & Sample2 -70 °COllM Et 7t5, 17 e Q)
® Ice-cold 5% MPA Solution 350 uIE Microtubed| @HELICE (Sample2 1/82 3|43
® 15 ~ 20 sec 7t Vortexing ot04 4104 FLICH.
@ CentrifugeE 0|&3%t0] 1000 x g O[&0flA 10 min Zt |I&E2] BL|CH
® AB 25 pl @ Assay Buffer 1.5 miE 2RYLICE (43S 1/612 2MH)
® A T Icell & = ALSYLICE (Sample2 & 1/488 tif 3[AE)
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GSSG Standard preparation

@ 2 mM GSSG Standard 50 plet Assay Buffer 9.95 mliE Z&6t0{ 10 uM GSSG StandardE 2t

* Standard= &g Al OfC} Z85tAI7] HIgHLCY.
* Blank= Tissue, Whole blood sample9] L 5 % MPA solution 50 ul2f Assay Buffer 700 ulS Zg[610] AFEdtd, 11 2| Sample2

Assay Buffers At&gfL|Ct.

of

=
ELICH 3 M5t SHS Assay BufferE 0|23+ Microtube LHOIA Serial dilution@ 2 3|A4st0{ Ofzff H2}

Z0| Standard solutiong Z=H|gL|C}.

Volume of 10 uM GSSG GSH
GSSG stock Ass?zll)?arffer Concentration Concentration
(1) (UM) (uM)
1 500 500 5 10
2 500 of NO. 1 500 2.5 5
3 500 of NO. 2 500 1.25 2.5
4 500 of NO. 3 500 0.625 1.25
5 500 of NO. 4 500 0.3125 0.625
6 500 of NO. 5 500 0.15625 0.3125
7 Blank 1000 0 0

GSH standard= GSSG 12X} Glutathione reductased| 28l 28XtS| GSHEZ HIPEZ
2 ZH|SHX| &t GSSG standardES sTEt 2H{SH0] AFESHLICEH

® ZH|E Standard, Blank, Sampleg 2iZt 50 pl/well 4 96-well Microplateol| &&LICY.
® Chromogen(DTNB)E Standard, Blank, Sample wellofl 50 ul/well 4 Z&L|CE.

® Enzyme(GR)E Standard, Blank, Sample wellofl 50 ul/well % E&LICt,

® AR20|A 5min 7t BESA|ZL|CE

® NADPHE Standard, Blank, Sample wellofl 50 pl/well % ‘@&L|Ct,

® 412 nmofA] Kinetic modeZ 5 minZt S&& ZHgLCt
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® GSSG STD2 GSH STDO|A Q| 2t s&=2| A7t |E7| ws T
- ODann0IIM SE = EHA| gt o= *d%é LIEHLIH, MY Tejzol e Chzel Ao Z2FELC

s|7| 284 :y=ax +b

y = ODa120m
a= 7|87 (slope)
=

X=X=
b=HH

2t (minutes)

e

- EB(b) 32 DTNB Background & NADPH &7 AR % =8 A9l AIZH k10|12 ojujste e

o I'

Helg o AFLICE

0.18
0.16
0.14
0.12

0.1
0.08
0.06
0.04
0.02

Absorbance of 412 nm

—

---------- .
________ PR
| Iy
317194 y=0.0117x + 0.1165
R*=0.9977
0 X - 3 4 5

Time (min)

GSH, GSSG 2| 0 uM AlZHE Tz{zo|i o] J2jze| 7|27| (Slope)= 0.0117 LCL.
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® 2 sk2 7|27 A(O)M OuMolMel 7127 gts wiELICH

Table 1. Net Blank Slope

Standard Time (min)

Net Blank
Slope (®)

Blank 0.1158 0141 01625 0.011675 0
0.312 0156 0.1195 0.168 0.2169 0.02435 0.012675
0.62 0.313 01232 0.2094 0.2756 0.0381 0.026425
1.25 0.625 01332 0.2477 0.3538 0.05515 0.043475
2.5 1.25 0.1505 0.3832 0.6029 0.1131 0101425
5 2.5 0.1905 0.6205 0.9863 0.19895 0187275
10 5 0.2792 1.0597 1.7098 0.35765 0.345975
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® GSH, GSSG STD 0l|A 78t Net blank slope 2{(®)2 0|83t0{ M T2z E OZL|C

[GSH Calibration curve. GSSG Calibration curve.]
® @ M J2ime| st+=5 J2{FLICh

Calibration curve of GSH

(® Calibration curve of GSH

GSH (uM) Net Blank Slope
0.2
0.18 *
0.16
0.312 0.012675 % 014
0.626 0.026425 5 012
5 o .-
1.25 0.043475 2 008 ’
2 006 @ y = 0.0377x + 0.001
2.5 0101425 0.04 e g R? = 0.9972
0.02 *
5 0187275 04
10 0.345975 0 1 2 3 ‘ . °
UM
Calibration curve of GSSG ® Calibration curve of GSSS
m Net Blank Slope "
0 0 035 IS
0156 0.012675 i
0.313 0.026425 £ 02 N :
0.625 0.043475 5 015 4
Z 01 - @ y = 0.0695x + 0.0048
1.25 0.101425 . e R? = 0.9972
a ”’
2.5 0.187275 0 4
0 1 2 3 4 5 6
5 0.345975 UM

Table 1.0A&2] Net blank slope 22t EA|$H HO|H, Max con.2 5 uM 7TX|2F EA|SH BEQILICE.
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® GSSG sample It Total GSH sample 9| AlZtH 7|27] 22 FELICL

0ofl) GSSG sample 2| A[ZHE 7|E27] = 0.0244
Total GSH sample 2| A|ZHE 7|&7| = 0.0381
® GSSG sample L= GSH sample 7|27|Z GSH Calibration curve, GSSG Calibration curve & 0|23}
GSH sZZH(uM)2Zt GSSG sXgt(uM)S 242t RLELCt
ofl) GSSG
0.0244=0.0695x+0.0048
x=(0.0244-0.0048)/0.0695
=0.282
GSSH 5E2t (uM) = 0.282 (uM)
Total GSH
0.0381=0.0377x+0.001
x=(0.0381-0.001)/0.0377
=0.984
Total GSH SE2t (UM) = 0.984 (uM)
@ Z2e| skl I MEi~E SoliELIC)
- Datasheet 2 Sample preparation ZHEO|lA /A El Hi4=QiL|Ct,
GSSG skt X60: Sample (A2l GSSG &
Total GSH sX7f X 488 : Sample 0IA 2| Total GSH &
ol) Sample 042 GSSG 2
0.282 x 60 =16.92
Sample A9 Total GSH &
0.984 x 488 = 480.2
@ GSH/GSSG Ratio = Ctg 3413t Z0| AlXMSIH gt FLCh

Ratio = (Total GSH - 2 x GSSG) / GSSG

oll) (480.2-2x16.92)/16.92 = 26.4

Copyright©2024 BIOMAX Co, Ltd. All right reserved



BIOM’\X FOR RESEARCH USE ONLY!

Fast, Accurate and Economic Solutions for Scientific Discoveries rev 06/18

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

- BO-PER-500 OxiTec™ Hydrogen Peroxide/peroxidase Assay Kit (Colorimetric/Fluorometric)
- BO-GLU-T100 OxiTec™ Total Glutathione Assay Kit (Colorimetric)

* QHHBH AFEE PI0] RUSE FEE MSDSE XA

Homepage : www.biomax.com

Shopping mall : www.biomaxmall.com

E-mail : info@scgbiomax.com

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

(F) HO|RWMA : AHT| 22A] ZililestZ2166HE 46, ZHEHZ|S IXEHY CORE-C, 7&
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