
Griess/Nitrite Assay 
 

Introduction 
The procedures of this assay are based on bio-protocol "Simple Spectroscopic 
Determination of Nitrate, Nitrite, and Ammonium in Arabidopsis thaliana" [1] and the 
Technical bulletin of the Promega Griess Reagent System [2]. This test is known to be 
able to detect nitrite and nitric oxide.  

Materials 
Solutions: 

• Sodium nitrite stock solution in the medium used for the overall experiment: 
concentration depends on the goal of the overall experiment, however, should be 
at least 500 uM for a standard standard curve 

• 1% (w/v) sulfanilamide in 1 M hydrochloric acid (in miliQ water) 
• 0.02% (w/v) N-1-naphthylethylenediamine dihydrochloride in miliQ water 

NOTE: all stocks should be freshly prepared daily 
 
Equipment: 

• 96 wells plate 
• 1.5 ml eppendorfs and/or Deepwell plate 
• Pipettes 
• Spectrophotometer for 96 wells plates 

Methods 
1. Prepare a nitrite dilution series with the nitrite stock solution (first dilutions 500 

uM, decreasing the concentration by 2x dilutions for at least 6 other dilutions) in 
the standard medium also used in the samples to be tested. 

2. If the samples contain cells (e.g., from a growth experiment), spin them down and 
save the supernatant: minimally 5 minutes at max speed (eppendorf of 2 ml) 

3. Mix the samples or the dilution series with equal volumes of the sulfanilamide 
solution and the N-1-naphthylethylenediamine dihydrochloride solution in 1.5 ml 
eppendorfs or a Deepwell plate. 

4. Incubate at room temperature for 15 minutes. 

5. Transfer the mixtures to a 96 well plate and measure the absorbance at 540 nm 
using a spectrophotometer. 

Data analysis 
From the standard curve, the nitrite concentration (µM) can be determined using one of 
the following formula: 

(Abs540 - intercept)/slope. 
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