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5. Add  STOP SOLUTION and measure 
absorbance at 573 nm.  

6.  Calculate the results and confirm 
assay quality (Positive Control 
readings) . 

NADH 6 å 15 min 

1. Equilibrate reagents, Sample  Extracts, 
Positive Control Extracts and Standards 
to RT. 

2.  Pipette Standards, Sample Extracts 
and Positive Control Extracts on the 
NAD and NADH  plate(s) according to 
plate Layout. Work on one plate  at 
the time.  

 
Work in dim conditions. Protect 
the plate  and reagent reservoirs 

from light.  

3 . Prepare the Assay buffer  
(ASSAY BUFFER C - SMALL + 
ASSAY COLOR REAGENT - 
SMALL). Add Assay buffer to 
Blank wells.  

4. Add  NAD  ENZYME to the Assay 
buffer  (ASSAY BUFFER C -SMALL + 
ASSAY COLOR REAGENT -SMALL ). 
Add  (+Enzyme) Assay buffer to the 
Standard, Positive Control and  
Sample wells.  

NAD+ Stabilized  
Positive control  

Add  EXTRACTION 
BUFFER A - SMALL 

NADH Stabilized  
Positive control  

Extract the metabolites in sets of 1-8 blood 
samples 

Up to 16 samples 

1.  Thaw samples on 
ice-water bath  0-(+2°C) 

up to 12 -15 minutes.  
(Sets of 1-8 samples) 

Pre-heated  
EXTRACTION 

BUFFER A -
SMALL +75°C-

(+80°C) 

2. Add Sample  into hot 
EXTRACTION BUFFER A - SMALL  
on heat block. Incubate  1-2 min. 

(Keep the incubation time constant 
for all your samples). 

3. Cool the Sample 
for 5 min on  

ice-water bath  

4. Centrifuge 10 min at  
20,000 x g (+4°C)  and 
collect super natant. 

Optional: The Extract  (=supernatant ) can be 
stored up to 7 days in -80°C 

(before Stabilization  5a. and 5b.) 

5a. Stabilize NAD+ with  
NAD+ STABILIZER.  
Incubate 5 min in RT. 

NAD+ stabilized  
Extracts 

NADH stabilized  
Extracts 

5b . Stabilize NADH with  
NAD H STABILIZER.  

Heat 2 minutes  +75°C-(+80°C) 
and cool for 5 min  on ice-water 

bath.  

Up to 16 samples Up to 16 samples 

Refrigerate until the Assay.  
Protect from light.  

Refrigerate until the Assay.  
Protect from light.  

Stabilize NADH with  
NAD H STABILIZER.  

Heat 2 minutes +75°C -(+80°C) 
and cool for 5 min on ice -water 

bath.  

Stabilize NAD+ with 
NAD+ STABILIZER.  
Incubate 5 min in RT. 

Positive Control 
Extract 

Refrigerate until the Assay.  
Protect from light.  

Refrigerate until the Assay.  
Protect from light.  

Mix Working Stocks with 
POSITIVE CONTROL BUFFER 

NAD+ Standards 1 -5 NADH Standards 1 -5 

NAD+ STANDARD STOCK  NADH STANDARD STOCK  

Prepare Working Stock  
(50 µM) 

Prepare Working Stock 
(10 µM) 

Mix with DEIONIZED  
WATER, EXTRACTION 
BUFFER A, and NAD+ 

STABILIZER. 

Mix with DEIONIZED 
WATER, EXTRACTION 

BUFFER A - SMALL,  
and NAD H 

STABILIZER. 

NAD+ 4 å 6 min 
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NAD+ ( M˃)

NADH ( M˃)
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