EZ- NAD/NADH Assay Kit

Metabolism Assay Kit

(Colorimetric)

Cat. No. DG-NAD100

FOR RESEARCH USE ONLY.

NOT FOR USE IN DIAGNOSTIC PROCEDURES.
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Fig 1. Detection mechanism with EZ-NAD/NADH Assay Kit
» Contents and Storage Conditions
Component 100 assays Storage
NAD/NADH Extraction Buffer 25 m@ X2
NAD Assay Buffer 8 me X2
. NAD Enzyme Mix 1 vial
-20 °C
O NAD/NADH Probe 1 me
. Stop Solution 1 me
© NADH Standard (1 mM) 1 vial
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= Preparation of Reagent

Component Preparation

Storage and Stability

NAD/NADH

Extraction Buffer

AH2 Z™ protease inhibitor
g X7t B =5 HIbe

Protease inhibitor ®7} &
-20°COf| ERSHMA|IL.

_ DW 220 w 20| 2=
NAD Enzyme Mix

inverting St & HO{FZLLC|L HE = AF5H0] -20°COf| A
IS0 270 o|Lio AFR
NADH Standard NAD Assay Buffer 200 w2 =ootal 2/HE OILHOl A8
andar SLAIA
(4 mM) 20| 2EA inverting 3HH reAL.
m
2 HAojFZLC
& protocol2 96-well plateE 0|8%t0 M/ZHSGEE XMzt |0 UEL|C
* General Protocol
Sample preparation
Note
« OIX|9| sampleQ| &% standard curve #HP| LHO| ZEE=X =QI5t7| Qo) & HH T

o 2gs AYUCL
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- Sample2 7t=X HIZ AMESHAl= A0 F20, THeF FA| 40| S7tsoittE M2 =4
THAE Ot 2 -20°CO| 25t =5 X2 AH ZL2 g% S50 -80°Col HatelL

C},
« Serum, Tissue, Cell2] NADHE= 220 Qs AH|E 4= Q0] 10 kDa Spin Column2Z EHHE
510 EAE N HSHM K.

SHEs Al 5 fI0AM BHY| st = A

« Sample2 oF £ AFESHYAIR.

® Serum

a O
£ 2 108 52 MES centrifugedt] OjtAS ALESL|Ct.
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® Tissue
@ TissueE Xt7h2 PBSZE MA F sample®22 =% (20 ~ 40 mg)= FH|EtLICE
@ Dounce homogenizerE O|&3dll 400 p¢ NAD/NADH Extraction Buffer& & 7tst

of Z&BFLLCH 30 ~ 50%]

® =284 2E2 M| Il 4 °C, XD £E2 587t centrifuge®fLICE
@ <454 M ®FEO 7|2 €F fl0 EtetLCt (NADt sample)

® Cell lysate
NADt Sample Preparation
@ Cellg A7t PBSE MAFL|CH

@ Microtubel| cellS 92 % 200 x g2 5% centrifugedto] A4&AHS HEL|CE
> Cell == MZEFOICE XO|7t JUS £ A2 =2, Y HY 2 x 105 ~ 1 x 109
E Tt Hyste MZEO| XA X X5 TIASHFEAM K.
® 400 pe2| NAD/NADH Extraction Buffer& €2 F freeze-thaw cycle2 22| BtE%t

=

L|C}.

> 13| G Deep freezer (-80 °C)0| A 202, A-=20|A 102

®
)
P
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x ot 3 4 °C, X1 £ 2 5827t centrifuge®f L Ct.
® MZ2 microtubeli &5HS F7|1, €5 ?0 E25HHM NADt sampleZ A
BHLIC} (NADt sample = NAD + NADH)

> NADtZF 57 Al o2 EtAl= et

NADH Sample Preparation

@ NADH ttE £HE 28l NADt sample 200 ;0E MZ2 microtubed| &7 60 °C
heat block £ water bathO| A 3027t incubation2fL|C}.

> Samples HIZ ALESIX| 22 Al NADt sample &EHZ deep freezer0f| B2 =

Ml X1 Al NADH samples M| &g CL

> X2 & M7l NADHE freeze-thawOf F st Ay =0 H=hL|Ct,
@ HZ HZ RI0M EZ = 4 °C, 22 £E2 1~2F7F centrifuge® LT},
® MZEZ microtubeli 454

njo

=711, dS2/0] E2LLICE (NADH M E)
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NADH standard preparation

- NADH Standard (1 mM) 10 p@2t Extraction Buffer 990 p¢S microtubel =%t5}0]
10 pmol/u@ standard solution (10 uM NADH) X|Z3t1, otz EF 20| F=H|gtL|Ct,

NAD/NADH ) )
Standard 10 pM NADH . Final volume Final NADH Amount
. Extraction
Tube No. standard solution (u@) (ue/well) (pmol/well)
Buffer (u@)
1 - 125 125 0
2 5 120 125 20
3 10 115 125 40
4 15 110 125 60
5 20 105 125 80
6 25 100 125 100
* Standarde Of A Al &4 FE5s A2 AFLSLCL
* A% & Sample ® Enzyme2 O FAStnE HZ /0| Ha5H0f TSL|C

NAD/NADH Assay

@ NADH standard solutiong SE=%E 50 ue® duplicate2 FH|grL|Ct.

@ NADt, NADH sample 2 ~50 % duplicate2 F=H|$t Z Extraction Buffer2 %|&
volumeg 50 w2 FEFL|C

® Of2f E2F Z0| Reaction MixE well+12t3 F=H|gtL|C},

Background Reaction

Component Reaction Mix (p2)
8 Mix (p2)
NAD Assay Buffer 98 100
NAD Enzyme Mix 2 -

Reaction MixE inverting &

NADH Standard, sample well0fl 100 pe

Ml
A

[ =
T

T

NADE NADHZ B{EIA|7|7| 2[sl plateE tapping = plate shakerE AtESt
OFE = &4=20AM 527t BHSA[AHAFLCE
® Z wello| NAD Probe 10 i0E 20 &=20 A 0 ~ 2 hr B8 Z microplate reader2
450 nmOi| A F-gL|Ct.
> PlateE O3] A|ZHEQH SHBALL kineticsC 2 FHste AS AYEELIC
> OD ol ek sfFAIZEol Eetd = o, {dt= 0D 40 =HMS [
Stop Solution 10 peE 2 well0f] X2| Al BtSE HE = USLICH

DoGENBIO

DoGenBio Co., Ltd.



» Calculation

NADH concentration of sample (pmol/pe = pM)

1. Standard, sample, sample background?| duplicate 820 Cist BdS F&LCH
o
=

2. Sample background Zt0| =LCIH sample 8 4L0|A background Zk

3. 2E ZH™UOIM Black O.DE | 2= O.D%f(Corrected absorbance)a & L|LC.

* Blank = O.D4s0nm from NADH standard No. 1 (O pmol NADH)

4. NADH standard?| 5=(X =)0 tiet OD. Z(Y=)S 0[8dt EE
g dEAME FU oL
Standard curveO sample 587t =X|E {50 NADH Y2 ALY FL

6. Sample2| NADt or NADH &&=+ CHSaf Z0| AHAkghL|ct,

ADH

NADt or NADH Concentration = X D = pmol/pl = uM

NADH = =733t well2] NADH & (pmol)
V = Well2| Sample Volume (u@)

D = Sample®| 3|4 Hj==

7. NAD/NADH ratioe= CtS1t Z0| AHAtgtL|Ct,

NADt — NADH

NAD/NADH ratio = NADH

Fig 2. Nitrite standard curve. Assay was performed following the kit protocol.

Spike sample

ME Y MESO| Yl (Matrix effect) 2 Q18] NADH $=X|= AMXMECH ZHL =A
2 = JASUCLH olgst @XE HEStD Fot s E 2057 o, ME0 YFE
HFESH(Standard)2 F7tote ALIO|Z(Spiking)'#H 2 AHEEHLICH

(0fl: 60 pmol, = 10 pmoles/uL NADH standard 6 pL).
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NAD/NADH ratioE A4tg = UA&SL|C
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= Related Product

Products Catalog No. Assay
EZ-S ide Di t SOD) A Kit
uperoxide Dismutase ( ) Assay Ki DG-SOD400 400 Assay
(Colorimetric)
EZ-Glutathi A Kit
wtathione Assay H DG-GLU200 200 Assay
(Colorimetric)
EZ- | A Ki
Catalase Assay Kit DG-CAT400 400 Assay
(Fluorometric/Colorimetric)
Oxidative EZ-Hydrogen peroxide/Peroxidase Assay Kit DG-PER500 500 Assay
(Fluorometric/Colorimetric)
Stress
EZ-Lipid P idati TBARS) A Kit
, Ipid Peroxidation (TBARS) Assay K DG-TBA200 200 Assay
Assay Kit (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-Glutathi id GPx) A Kit
utathione peroxidase (GPx) Assay Ki DG-GPX100 100 Assay
(Colorimetric)
EZ-Lactate Assay Kit DG-LAC100 100 Assay
(Fluorometric/Colorimetric)
EZ-Acetylcholinesterase Assay Kit DG-ACE100 100 Assay
(Colorimetric)
EZ-A ic Acid A Ki
scorbic Acid Assay Kit DG-ASC100 100 Assay
(Colorimetric)
EZ-ATP A Ki
ssay Kit DG-ATP100 100 Assay
(Fluorometric/Colorimetric)
EZ-F Fatty Acid A Kit
ree ratly Add Assay 1 DG-FFA100 100 Assay
(Fluorometric/Colorimetric)
EZ-Free Glycerol Assay Kit DG-FGC100 100 Assay
Metabolism (Fluorometric/Colorimetric)
. EZ-GI A Kit
Assay Kit ucose Assay & DG-GCS100 100 Assay
(Fluorometric/Colorimetric)
EZ-HDL, LDL/VDL A Ki
+ LDL/VDL Assay Kit DG-CHO100 100 Assay
(Fluorometric/Colorimetric)
EZ-Total Chol I A Ki
otal Cholesterol Assay Kit DG-TSC100 100 Assay
(Fluorometric/Colorimetric)
EZ-Trigl id tification A Kit
riglyceride Quantification Assay Ki DE-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
EZ-NAD/NADH Assay Kit (Colorimetric) DG-NAD100 100 Assay
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