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PicoSens™ NAD/NADH Assay Kit

(Colorimetric)
BM-NDH-100, 100 assays
HE 3
Ethanol NAD* WST-8 Formazan
(OD 450 nm)
Alcohol dehydrogenase Electron mediator
Aldehyde NADH WST-8
BIOMAX PicoSens™ NAD/NADH Assay Kit (Colorimetric)= NAD+2t NADHQ| Atsh 2H &3t BESO||A
NADHZt &tote mf LMSH= SARIKIeF WST-80| 8HESH0] WST-8 Formazang HASHA &1 0|2 &=

450 nmoi|X ZHst0d Sample LiS] NADH2F NAD+E EHE 4= USLICt

HSel 48 % =22 =

Components Size Storage
NAD Assay Buffer 15 ml
NAD/NADH Extraction Buffer 25 ml X 2 Bottles
NAD Enzyme (Lyophilized) 1 vial 20°C
NAD(H) Probe 1T ml
Stop Solution 1T ml
NADH Standard (Lyophilized) 1 vial

* WSS G2 MES Y X oAl -20°C 2t Al 6722 oFEXe/LIL)
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» 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)

e

8 H Fd| Al % 22 Y

NAD Assay Buffer, NAD/NADH Extraction Buffer, Stop Solution
AHE 2 4°C E= -20°Co| EEgtL|Ct

NAD Enzyme
DW. 220 pI2 =2l ¥ Sample =2t ALEZ0| S| EFELICH AFE = -20°C0| H2K5t0] 2702 OfLholl AR
2LIC

NADH Standard
DMSO 200 pIZ2 =2 = Sample =2t ALEE0| A EFILICE A8 = -20°C0f| 22510 27§ O[LHof|
AtERILICE

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

Sample type

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

* Cell, Tissue lysate] NADH= 2450l ool M= FHelL|Ct. ofzlf 31 @olA AAEE] T 4S5HS 10 kDa Centrifugal filterS 0/&
sfof Sample| EMIEZ X7 F MSSHIE 22 HEBLICL

* TCA, Perchloric acidE S¢t Et A2 AI8SHA = Q&LC).

Cell

@ Cellg Xt7}+2 PBSZ WashinggfL|Ct.

® 2x10%2| Cell2 Microtubed £4 200x g, 5min 2t &A 22[5t0] ASHS HE|D Cell pelletE SEBIL|CE

® 400 pl NAD/NADH Extraction BufferE @11 Freeze/Thaw HEE 22| AA|gL|CE
(12| = Dryice 20 min, A& 10 min)

@ 10 sec 7t Vortex = 4°COllA 5 minZt 14,000 x g O|MOE M 225t ASHE MEL Microtubed|
£ NADt sampleZ AFZEL|CE (NADt = NAD + NADH)

® NADH sample® NADt sample2 60°C Water bath == Heating block0lAl 3027t Incubationgt F
lceOll A HZEAIZILICE 4°COflA] 1 min 2t 14,000 x g O|AICE 2IAl HE|510] ASHS MZL Microtubeo]|
£ NADH sample2 AR28iL|C}.

® ZH|3t Sample2 Iced| 226t AtTtL|CE

Standard preparation

NADH Standard 10 pl2t NAD/NADH Extraction Buffer 990 plE =850 10 pmol/ul Standard solution2
oHSO0{ ofzf et Z0| HELICH

Vol. of 10 pmol/pl NAD/NADH Final STD Final STD amount in
Standard solution Extraction Buffer | Vol. in well well
(u1) (1) (ul/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 Z|Z=@ILIC}. Duplicate = Triplicate OJ&E ZZEBILICY.
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* OJX|9] Sample = ME ZF38H= SampleS 3L Z8ZI0] Standard curve Lol {IA[SIEE OfH[AE ZIdis = AlgS AXEILICE
* Standard= Mgt mjofC} Standard solutionQE 3[A1510] AF23SHH 2]A8t Standard solution2 MAFESIX| OFAA
* SampleS] & 70| 2 BackgroundifS ZIX|H ZH0l ALt 52 29 Sample & Background control2 ZH|SILICH
* Sampleof| ZgtEl 0f2] 31gHEE0] HISS g + Qoo Brf st Ay

gl= 2ldl NADH Standard 60 pmolS Sample0] X{2]
(Spike)sto] B2 BAY Z1S AHASILICH

.

@ ZH|E Sample 2~50 pIE 96-well Microplatedll 23 = £& Volume NAD/NADH Extraction Buffer=
50 pI7t =5 ZFEELIC

=

® ZEH|E Standard solutiong 2f Wellof 50 pl¥ 2ZgfL|CE
® Reaction mixE Ofz2{e} &0| BH=0{ E=H|gL Lt

=

e =

Mix
Kit components -
(Colorilronetric) Reaction mix Background Control mix
(100 pl/well) (100 pl/well)
Assay Buffer 98 ul 100 p
Enzyme Mix 2 i -l

*100 ulwell Z7|=C= SampleZ} Standard well =5 12{5ts] & A~ Q2L oF 10% B2 Reaction Mix2 #F=H|BILICL. (At& & Spin-down)
® Samplezt Standard solutionS
* =2 BackgroundE ZH= Sample9| 2

mix 100 pIE E5atL|ct

=T e

N = |

233 Wellof Z&tst Reaction mixS 100 pl¥ £2FEH|CE
=2

29| Background control well2 #=H|at0] Sample solution 50 ulofl Background control

® PlateS Tappingstd] & 42 = A20AM 5min 2t EF=2A1H NADZF NADHZ HHEhe|A| BL|Ct.
® 2} Welloll NAD(H) Probe 10 ul2 &

oA ZFgct
/

-

Zoto] AR20A 1~4 h gF2 = Microplate reader2 S2 % 450 nm

* B HE22 AlZHO] X1 mpef ZO(X|22 BEZ RIBIIH Stop Solution 10 piE 2f Wello)] 2010 Htg5 SX[ZfLCf.
=]

[ -
Ol= °f 48 h 24l RXelLC.

©
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- NADH molecular weight : 663.4 g/mol
- 2} Standard wellZt Sample well2| Duplicate =& Triplicate £t
- BE ZHAU0IM Blank 2t LICH

* Sample background control2 &2l #R SampleS] Z&Zi0A Sample background control Z& g2} Blank £& S Z5F WiEL|CE
- Standard Curve0f| Sample2| ODZ}= CHRISIH Fot NADHS| &e=Z Ctg Alg 0[&3t0 Sample Li

NADHS| s& FlL|Cf.

ri.l

WS L.

Sample L NADH 9| 5k (C) =B/ V x D (pmol/ul)

B: &3 Well 2 NADH & (pmol)
V: Well off 232t Sample 2| Volume (ul)
D: Sample 3|4 HiE

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

1.4
A 1.4
g 1.2 e E 12 /"
-4
5 0.8 & Sos //
[£] -
€ 0.6 T 20.6 —o- NAD
8 e s -8 NADP
S 0.4 // y = 0.0132x + 0.0032 g 0.4 // NADH
2 R R?=0.9999 Bl
< 02 = 202 ;’ -®- NADPH
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

& Spike sample : Sample Lie] 0fH ME0] HISO] FE FUS FHHO| U= FS, OfS 50/ NADHZ} MHZE= 5 pmolo] LUX|2t ofm S|
o1sto oIsf 4 pmol (80%)t EXSH= HOE Hatzlo| LIELH= HS} PALILE 0j2{st BAS Es17| $I8 Sampled} HWEE Sample
o 2H2te] StandardS H7I3 WellS 2 £s0] 1 Zat Zte S8 MK Sampleo| SEES B WL},

O] AE0|A Spike sample2 0|8%t HR ?| s AMAI2 CHSot 20| He|glL|Ct

|

40

Sample L NADH 2| 2¥(B) = OD1/(OD2 - OD1) * NADH Spike (pmol)

OD1:Sample 29 OD Z} (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)

* OHH3H A2 S 9lol RHSE FBE MSDSE HZSHINL.

Homepage : www.biomax.com

Shopping mall : www.biomaxmall.com

E-mail : info@scgbiomax.com

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

(F) Ho|lHA : HI| p2|A| Zij=gtZ2166HE 46, SZHEZ| IXEIY CORE-C, 7%
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