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PicoSens™ NAD/NADH Assay Kit

(Colorimetric)
BM-NDH-100, 100 assays
HZE #Hel
Ethanol NAD* YSET;SOT:;‘;E‘”’”
Alcohol dehydrogenase Electron mediator
Aldehyde NADH WST-8

BIOMAX PicoSens™ NAD/NADH Assay Kit (Colorimetric)= NAD+2F NADHQ| Atst &Hel a2k HHS04|A
NADHZ} thebEl mf 2dsh= +ARIXQF WST-80| 2HS5t0 WST-8 Formazang &5t &1 0|2 S&=
450 nmoi|A ZHst0d Sample LiS] NADH2F NAD*E EHE 4= USLICt

HSel 48 ¥ Ha2t =

Components Size Storage
NAD Assay Buffer 15 ml
NAD/NADH Extraction Buffer 25 ml X 2 Bottles
NAD Enzyme (Lyophilized) 1 vial ol
NAD(H) Probe 1T ml
Stop Solution 1 ml
NADH Standard (Lyophilized) 1 vial

* HWEOHX| 2 HE2 W et HE0A -20°C 22t Al 6747 FEFILILY,

0
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A 2 FH| % ARE

» 96-well Microplate (Clear, Flat bottom) P 60°C Water bath / Heating block
P Pipette & Sterile tips » Microcentrifuge
P Dimethyl sulfoxide (DMSO) » Colorimetric microplate reader (450 nm filter)

a8 H =] Mg % =22 Uy

- HEQ HE FEE2 o20AM =50 2T =¢

< 2!
- Vial 4 LHRO| Alefo] 20 g = el JiE H #Y 2R

NAD Assay Buffer, NAD/NADH Extraction Buffer, Stop Solution
A8 = 4°C EE -20°C0| EEL|CY.

NAD Enzyme
D.W. 220 pIZ =2 = Sample =2 AF2E0| S| EFYLICL AL = -20°Cof E2t5t0] 2702 O|ufiof AL
Lok

NADH Standard
DMSO0 200 pIZ =Ql = Sample =2t AL 0| XA 2FSLICEL AFE = -20°Co| 22510 2702 O[LHY|
AtERILICY,

NAD(H) Probe
HE KIESH -20°C E25H0] 2702 O|Lfiol| ARZgiLich.

Sample type

- Animal tissues
- Serum, Urine
- Culture cell
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Sample preparation

* Cell, Tissue lysate®] NADH= 2450i 2o =2 ZE/LIC). of2f ZHE @0l 222 T 4S5HS 10 kDa Centrifugal filterS 0l&d}
0f SampleS] EMIEZ T7| T SIS HS HHELICH

* TCA, Perchloric acidS &2+ S A|2= ARSI + IELICE

Cell

@ Cellg X}7}2 PBSZ Washing&L|Ct.

® 2x10°9| Cell@ Microtubedl] &4 200 x g, 5 min 7t |14 22|51 ASHS H2|1 Cell pellets 2L BiL|CH,

® 400 pl NAD/NADH Extraction BufferE €11 Freeze/Thaw IEE 22 HA[gLIC]
(12| = Dryice 20 min, &2 10 min)

@ 10 sec 7t Vortex = 4°COflA 5minZt 14,000 x g O|MCZ A 2ot ASHS MEZL Microtubed]|
£H NADt sampleZ AREgLICE (NADt = NAD + NADH)

® NADH sample2 NADt sample2 60°C Water bath == Heating blockdA 3027t Incubation®t %
lceOi| Al HZEAIZILICE 4°COlM 1min 2+ 14,000 x g O|ACZ Al B2[510] A5HS MZL Microtubed|
£ NADH sampleZ AtERILICY
® Z=H[3t Sample2 Iced| 2250 AtEELICH

Standard preparation

NADH Standard 10 pl2t NAD/NADH Extraction Buffer 990 plE =850 10 pmol/ul Standard solution2
OF=0{ Of2f Qb 2t0| BHSL|CH.

STD Vol. of 10 pmol/pl NAD/NADH Final STD Final STD amount in
No. Standard solution Extraction Buffer Vol. in well well
(m1) (m1) (pl/well) (pmol/well)

Blank 0 50 50 0

2 2 48 50 20

3 4 46 50 40

4 6 44 50 60

5 8 42 50 80

6 10 40 50 100

* Single test 7|Z=2ILIC. Duplicate L= Triplicate O[S H&FBILICH.
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Al
uy At
* O/X|9 Sample = HE ZFot= SampleQ 2 Z&70] Standard curve Lo LIX[oH== oA Kidst = AlE2S AHESHLICE
* Standard= A8ig mjojC} Standard solution@ = 3]X5}0] AF23SHH 3|AI3t Standard solutionS MAFESIX| OfAAIL.
* Sample®| & gf0| =2 BackgroundgtsS Z1XH Z&ol Alg88H &2 29| Sample £ Background controlZ #=H|gIL|C}.
* Sample0l ZgHEl of2] SefE50] eSS dioflgh & Yooz Hif Hefst AES 26 NADH Standard 60 pmolS Sample0l| X{2]
(Spike)oto] Ba=E HEE 715 AHEBILICE
@ ZFH|E Sample 2~50 pIE 96-well Microplatedil 23 £ %Z Volume2 NAD/NADH Extraction Buffer=
50 pi7t T =5 Z=HeL|C
® ZH|=l Standard solution2 2+ Wellti| 50 pl¥ &%
® Reaction mixE Of2fieF 20| BH=0{ FH|gL|C.

m]
—=
* =2 Backgroundg Zt= Samplel| 3% Background control mixS =H[L|C}.

IO

FL|CY.

Kit components
(Colori&etric) Reaction Background Control
(100 pl/well) (100 pl/well)

Assay Buffer 98 i 100 i

Enzyme Mix 2 i vl

*100 pl/well Z[ELZ Sampledf Standard well 8 12{dt=| & AL8FFCF oF 10% 2 Reaction MixE &H|ELICL. (At& & Spin-down)

® Samplezt Standard solution2 £33t Welloll 228t Reaction mixE 100 pl¥ EFFIL|CE,
* £2 BackgroundE ZH= SampleQl Z9 &H[gl Background control welloll Background control mix 50 ulE Z3F8fL|Ct
® PlateE Tappingsto] & 412 = A20A 5 min 2+ BFSAIH NADZt NADHEZ H2te|A| BfL|Ct,
® 2} Wellol NAD(H) Probe 10 plg 25t &=20iM 1~4 h g8 = Microplate reader2 &= 450 nm
OlA ZEeL|ch
* ghf dig2 AjzZto] X0l et FoX[E2 gzl 2IBHH Stop Solution 10 LIE 2F Wello]] 25810 Yt8S SX[gLC}.
Ol & 48 h HHME RX[gfL|C).
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=
2n B

- NADH molecular weight : 663.4 g/mol
- 2} Standard wellZt Sample well®| Duplicate == Triplicate £8ZtQ HHZIS FEILICEH
- BE FT0IM Blank 2= LT
* Sample background controlS &&st B2 SampleS] Z£Ezi0fIA Sample background control ZXgt2t Blank 5% Zis ZF #iELICh
- Standard Curve0i| Sample2?| ODZtE CHRISIH +ot NADHS| &= Ctg AlE 0[&3t0 Sample Li
NADHS| sEE F&LICt

Sample Lif NADH 2| & (C) = B/ V x D (pmol/ul)

B: =X Well© NADH 2 (pmol)
V: Well of 232t Sample 2| Volume (ul)
D:Sample 34 HiE

- NAD/NADH ratio = (NADt — NADH) / NADH

1.4
e 1.4
g 1.2 /,t g 1.2 /
8 1 - -* B 1 A
5 0.8 s Bos /
S 06 -~ § 06 —o- NAD
s Y s —@- NADP
S 04 y = 0.0132 +0.0032 2 04 A est
a - 2 =
< 02 /,0 R? = 0.9999 2 02 : e
04= 0
0 20 40 60 80 100 0 20 40 60 80 100
NADH (pmol) NAD,NADH,NADP,NADPH (pmol)
NAD, NADH Standard curve NAD, NADH Specificity

32 oIZ £0{ NADHZ} AH[ZE& 5 pmolo] QIX|2H oftH EFo)
!ZLICT oj2{st HAS HESII| 23] Samplert EX = Sampleo]
Sampleo| s E BHst= dHelLct,

* Spike sample : Sample LIS oftH 20| stgoff Fets FUS 71580]
o= 9l 4 pmol (80%)8t EAlfst= HO=E Hrfgho| LIEHLIE B2
x2kol StandardS X7ttt Well£ 2 8Fsto 1 Zif 42 Soff

J=
(==
o
AR

A

o
AR
7t
Alxd
=

O] AHOllA Spike sampleS 0|8%t &2 ¢ sk ZAIMAI2 Ci32t &0| Fe|gL|Ch
Sample L NADH 2| 2{(B) = OD1/(OD2 - OD1) * NADH Spike (pmol)

OD1: Sample 2 OD # (Blank corrected)
OD2 : Spiked sample 2| OD gf(Blank corrected)
NADH Spike : Sample 0 €2 NADH spike 2| &
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Related products

- BM-ACC-100 PicoSens™ Ascorbic Acid Assay Kit (Colorimetric/Fluorometric)
- BM-ATP-100 PicoSens™ ATP Assay Kit (Colorimetric/Fuorometric)
- QA-0100/1000 Quanti-ATP™ Luciferase Cell Viability Assay Kit (Luminometric)

* OHMBH AME S Pl ROISE FEE MSDSE HZSHAIL.

[higaf

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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