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NAD/NADH Assay Kit (Fluorometric)
Colorimetric/Fluorometric

Cell Lysate, Tissue Lysate
Quantitative
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3 ZH: Mammals, Other species

NAD/NADH Assay Kit (Fluorometric) ab176723 provides a convenient method for
sensitive detection of NAD, NADH and their ratio.

The enzymes used in the NAD/NADH assay protocol specifically recognize NAD/NADH in

an enzyme cycling reaction that significantly increases detection sensitivity. In addition, this assay
has very low background since it is runin the red visible range that considerably reduces the
interference from biological samples.

There is no need to purify NAD/NADH from sample mix. The assay can be performed ina
convenient 96-well or 384-well microtiter-plate format.

The NAD/NADH assay signal can be easily read by either a fluorescence microplate reader
at EXEm 530 - 570/590 - 600 nm (max ExX’Em 540/590 nm) or an absorbance microplate reader
at~576 nm.

This kit provides NAD and NADH extraction buffer, and cell lysis buffer for your convenience. It
has been frequently used for determining NAD/NADH from cell lysates.

NAD/NADH assay protocol summary:

- add standards and samples for NAD, NADH, total NAD/NADH measurement to wells

- add NADH extraction solution to NADH wells, incubate for 10-15 min, and add NAD extraction
solution to neutralize

-add NAD extraction solution to NAD wells, incubate for 10-15 min, and add NADH extraction
solution to neutralize

- add NAD/NADH control solution to standard and total NAD/NADH wells, incubate for 10-15 min,
and add NAD/NADH control solution

- add NADH reaction mix and incubate for 30 minto 2 hr


https://www.abcam.co.jp/products/assay-kits/nadnadh-assay-kit-fluorometric-ab176723.html?productWallTab=Abreviews
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- analyze with a microplate reader

HAEBRTSYbTr—L Microplate reader
Hankk
REHE Store at-20°C. Please refer to protocols.
RE 250 tests
NAD Extraction Solution 1x10ml
NAD/NADH Control Solution 1x10ml
NAD/NADH Lysis Buffer 1 x10ml
NAD/NADH Recycling Enzyme Mixture 2 vials
NADH Extraction Solution 1x10ml
NADH Sensor Buffer 1x20ml
NADH Standard 1 vial
BAE NAD (Nicotinamide adenine dinucleotide) is a coenzyme in metabolic redox reactions, a
precursor for several cell signaling molecules, and a substrate for protein posttranslational
modifications. NAD is a dinucleotide, consisting of two nucleotides joined through their phosphate
groups: with one nucleotide containing an adenosine ring, and the other containing nicotinamide.
In metabolism, NAD is involved in redox reactions, carrying electrons from one reaction to
another. The coenzyme is therefore found in two forms in cells: NAD is an oxidizing agent — it
accepts electrons from other molecules and becomes reduced, forming NADH, which can then be
used as a reducing agent to donate electrons. These electron transfer reactions are the main
function of NAD. However, it is also used in other cellular processes, the most notable one being
a substrate of enzymes that add or remove chemical groups from proteins in posttranslational
modifications.
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Total NADH and NAD, and their extract dose response were
L measured with NAD/NADH Assay Kit (Fluorometric) (ab176723) in

a 96-well black plate using a Gemini microplate reader (Molecular

Devices). The signal was acquired at EXEm = 540/590 nm (cut off
at 570 nm) 30 minutes after adding NAD/NADHH reaction mixture.
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The blank signal was subtracted from the values for those wells with
the NADH reactions.
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Please note: Al products are "FOR RESEARCH USE ONLY. NOT FOR USE IN DIAGNOSTIC PROCEDURES"

Our Abpromise to you: Quality guaranteed and expert technical support

e Replacement or refund for products not performing as stated on the datasheet
e Valid for 12 months from date of delivery

e Response to your inquiry within 24 hours

e We provide support in Chinese, English, French, German, Japanese and Spanish
e Extensive multi-media technical resources to help you

e We investigate all quality concerns to ensure our products perform to the highest standards

If the product does not perform as described on this datasheet, we will offer a refund or replacement. For full details of the Abpromise,
please visit https://www.abcam.co.jp/abpromise or contact our technical team.

Terms and conditions

e Guarantee only valid for products bought direct from Abcam or one of our authorized distributors
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