EZ-Glutathione Peroxidase

(GPx) Assay Kit

Oxidative Stress Assay Kit

Cat. No. DG-GPX100

FOR RESEARCH USE ONLY.

NOT FOR USE IN DIAGNOSTIC PROCEDURES.
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* Product Description

Glutathione peroxidase (GPx)& A2t& AEQ A oet &2MCZHEH RIINE
BEodt=0H s2% 92 ot 2L
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EZ-Glutathione peroxidase (GPx) Assay kit = plasma, erythrocyte lysates, tissue,

homogenates, 12|11 cell lysates 52| sample & 0|83%t0 H=stH HEY = U
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Fig. Activation mechanism of Glutathione peroxidase.

» Kit Contents and Storage Conditions

Component 100 assay Storage
2X Cumene Hydroperoxide 5 m¢
Glutathione reductase (GR) 1 vial
Glutathione peroxidase (GPx) 1 vial
-20 °C
NADPH (40mM) 1 vial
Glutathione (GSH) 1 vial
GPx Assay Buffer (pH 7.0) 30 m X2
* 2 HE2 A7 SHoZM ABE[OfOf S, QNE L= TEE FHOZ MEBEOM= HELUCH
* A8 W H20M 23] S0t T ABSUAIR
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= Preparation of Reagent

Solution

Preparation

Storage and Stability

Glutathione reductase

220 pe Assay buffer M7t =

T 4ol E 3 ABTHIAIL.

= A2 S|
Clutathi ” 110 we Assay buffer 7t & RIFO| 8| 5IH R
utathione peroxidase Al k=) o
P T 4Ol E 3 ABBHIAL. T
500 42 DW H 7}t -
NADPH N 20 °CO|l AN Stet
T N0l E 3 ABsHIAIL.
220 12 A ouffer BT = 4 °COJlM LFUZH
_ ul Assay buffer 5/1 < o N
Glutathione y N AtEg = ASLICH

2 A0 & 2 AESHIAIL.

Assay buffer 2} 1:1 2 4

Cumene hydroperoxide
yerop ZH|SH T AL SHAAIL,

* & protocol 2 96-well plate & 0| &010] d&/5Eot=E X[H3} O ASLIL

[ |
* Assay Buffer 7} 2t-8| ==X 2ol T ALESHY

= General Protocol

Standard preparation

40mM NADPH standard solution 25 pe2t DW 975 wE 40 1 mM NADPH £
M z=ghL Lt
ofzf Ee} Z0] 1 mM NADPH 2} Assay buffer £

xS

20| total volume 2 300 WZ

1 mM NADPH NADPH Conc.
Standard No. Solution Assay buffer Total volume (nmoliwell)
1 0 e 300 @ 300 pe 0
2 60 e 240 e 300 pe 20
3 120 e 180 e 300 we 40
4 180 w@ 120 1@ 300 pe 60
5 240 10 60 ue 300 ue 80
6 300 pe 0 pe 300 w2 100
* Standard = Of & Al 20| 55t= A ATSLIL
Zt s=H2 well O 100 wX duplicate 2 238t £ 340 nm O|A SAEZE
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Sample preparation

Note
« Standard Curve O 2Z& MEO| s&7t =t 0joF L Ch o 52 MEZ FH|H0
g Tdetct
- Sample 2 FH £ HZ AI8%t= AS AYSIH, HIZ 2M5HA| B2 42 9H 22 o
deep freezer(-80°C)0f E2 = StE oH0f ALESHA Q.
- Sample 2 ICE QI0|A ™S TlAL T
1. Cell (adherent or suspension) samples and Tissue Samples
@ 4 20| 2ast &2l cell & EHIZUCL Ol2i= SEAFSYLICE dHetE0
A TAsHTFM L)
> Cell (adherent or suspension): 2 X 10° cells
»  Tissue Sample: 100 mg
@ XI7h2 PBS 2 cell / tissue & M&AEtL|Cl.
® AF7HR Assay buffer 200 i0S 2{FLICEH
@ Ice ?I0IAM O] & ISt WEH o EHatetL(C.
® 4°CO|A 10,000 g 2 15 min Zt centrifuge 3l0] 288 =& S MAHELICHL
® SBTUT MER tube B &7 A0 ALESLICE
@ HI2 AtESHALE K| HA G deep freezer(-80°C)0f| 22 = oHE ot
ALESHA K.
2. Erythrocytes
@ 200 pe Sample & X}7}2 Assay buffer 200 ;02 & A4 0{FLIC}
@ 4°COo|A 10,000 g 2 15 min Zt centrifuge 5t 284 2HS HMAHELICL
@ HEYY MZ2 tube 2 &7 = HIZ AESHALE A Ea 3 deep
freezer(-80°C) 2t = SHE Q0| ALESHN Q.
3. Plasma and serum samples
@ Plasma/serum sample 2 ™X 2| 1 10| Assay buffer 2 3|4st 2 HIZ 5™
T AL
@ Sample 2 HIZ AFESIX| UZ [Mf AKX EHA U deep freezer(-80°C)0f| 22 =

FEF

o

oHoil Ar835tAl 8.

r
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Glutathione peroxidase Assay

@)

®

Positive control Q! Glutathione peroxidase (GPx) solution 2 ~ 10 weE well Of
23811, Assay buffer 2 total volume & 50 02 HFEFLICH

Reagent Control (RC) well 2 Assay buffer 50 ;0 '@0{&L|Ct

ZH|Bt sample @ SEEZ 50 ¢ HO{FLICH

Reaction Mixture X|Z=

1 assay 7|&2| volume O[O, MO ALEStE = assay &2 ALHSHO] assay+1 THE

reaction mix & ZH|gHL|C}

Components Reaction mixture
Assay Buffer 33 e
40 mM NADPH solution 3 ue
GR solution 2 e
GSH solution 2 Ul
Total 40 pe

® 2E well O reaction mix solution & 40 e HIIst = 15 2 7+ B8 Z AslEl

glutathione (GSSG)E M| &L C}.

® GSSGZt EXotH Feot 50| o FE0| HS T AL

o
® 340 nm OA SEE=E FHTLICH (A1).

=
10 pe¥ g0 Z A2 = d20M & XS0 of 5~20 7F BSAIZ] = 340
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» Calculation

@ NADPHO Z =
&5

=2 585 ¢o Bous T
@ NADPH 9| %Z& Z

T X )0 tiet O.D.

ME W¥AS FELC
® 2E MBo WIS I
@ ME BIUOIN ok AS BEIO STE US BHILICE

AAs40nm = {(Sample A1 — Sameple A2)
— (Reagent Conctrol A1 — Reagent Conctrol A2)}

® NADPH MEEHA0| A340nm 242 CHRSIY B E LS LICE

AA340nm — intercet

Slope
® MEO GPx s+ Lt 20| ALHE LICHnmol/min/mL = mU/mL).

B

GPx Activity = m
2711

x Sample dilution = nmol/min/mL = mU/mL

T, = Time of the first reading (A1) (minutes).
T, = Time of second reading (A2) (minutes).
V = Pretreated sample volume added into the reaction well (mL).

® Glutathione peroxidase 1 unit = 25 °CO|A 1 & 5¢ NADPH & NADP*E
MAZ| = BA0 &2 TELLCH
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Fig. NADPH standard curve. Assay was performed following the kit protocol.
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= Related Product

Products Catalog No. Assay

EZ-Superoxide Dismutase (SOD) Assay Kit

DG-SOD400 400 Assay
(Colorimetric)
EZ-Glutathione Assay Kit

DG-GLU200 200 Assay
(Colorimetric)
EZ-Catalase Assay Kit

DG-CAT400 400 Assay

. . (Fluorometric/Colorimetric)
Oxidative

EZ-Hydrogen peroxide/Peroxidase Assay Kit

Stress DG-PER500 500 Assay
(Fluorometric/Colorimetric)
Assay Kit — T .
EZ-Lipid Peroxidation (TBARS) Assay Kit
DG-TBA200 200 Assay
(Colorimetric)
EZ-Total Antioxidant Capacity (TAC) Assay Kit
DG-TAC200 200 Assay
(Colorimetric)
EZ-DPPH Antioxidant Assay Kit (Colorimetric) DG-DPH400 400 Assay
EZ-ABTS Antioxidant Assay Kit (Colorimetric) DG-ABT400 400 Assay
EZ-Lactate A Kit
actate Assay | DG-LAC100 100 Assay
(Colorimetric)
EZ-Acetylcholinesterase Assay Kit
DG-ACE100 100 Assay
(Colorimetric)
EZ-Ascorbic Acid Assay Kit (Colorimetric) DG-ASC100 100 Assay
EZ-ATP Assay Kit
DG-ATP100 100 Assay
(Fluorometric/Colorimetric)
EZ-Free Fatty Acid Assay Kit
DG-FFA100 100 Assay
(Fluorometric/Colorimetric)
EZ-Free Glycerol Assay Kit
Metabolism DG-FGC100 100 Assay
(Fluorometric/Colorimetric)
Assay Kit EZ-Glucose Assay Kit
DG-GCS100 100 Assay
(Fluorometric/Colorimetric)
EZ-HDL, LDL/VDL Assay Kit
DG-CHO100 100 Assay
(Fluorometric/Colorimetric)
EZ-Total Cholesterol Assay Kit
DG-TSC100 100 Assay
(Fluorometric/Colorimetric)
EZ-Triglyceride Quantification Assay Kit
DG-TGC100 100 Assay
(Fluorometric/Colorimetric)
EZ-Nitric Oxide Assay Kit (Colorimetric) DG-NO500 500 Assay
EZ-Total Collagen Assay Kit (Colorimetric) DG-COL100 100 Assay
EZ-Ethanol Assay Kit (Colorimetric) DG-ETH100 100 Assay
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