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Nitric Oxide Assay Kit (Cat #: A-103) 
 

COMPONENTS:   NO Assay Solution-  50 ml, store at 4ºC (for 500 assays) 

   Sodium Nitrite-   1 g, store at room temperature 
 

 

PRODUCT DESCRIPTION: Although nitric oxide (NO) can be measured by diazotization of sulfanilic acid, electron 

paramagnetic resonance, met-hemoglobin conversion, and chemiluminescence reactions (FASEB J. &:349,1993), 

measurement of NO in biological samples is difficult due to its low level and lability in the presence of oxygen. Nitrite is the 

major NO byproduct upon reaction with oxygen, and is relatively stable. Thus, NO measurement can be conveniently done 

using the standard technique for measuring inorganic nitrite. This assay is based on the observation that the adduct of 

nitroxides and sulfanilic acid interacts with N-(1-naphthyl)ethylenediamine, generating a product that is readily monitored by 

spectrophotometry (Anal. Biochem. 126:131,1982). Nitrite concentrations can be obtained by comparison to a standard curve 

performed at the same time. This assay (Griess assay) is a simple inexpensive spectrophotometric assay that can be run on a 

microplate and measured by an ELISA reader. The assay kit is stable for one year if stored refrigerated and shielded from 

light.  
 

 

PROTOCOL: 
 

Nitrite standard preparation -  
 

Prepare FRESH a 10 mM sodium nitrite solution (13.8 mg dissolved in 20 ml ddH2O) prior to assay. First dilute 

the 10 mM solution 1000-fold to obtain a 10 M solution (1 l mixed with 999 l ddH2O). Then make serial 

dilutions to obtain 5, 2.5, and 1.25 M sodium nitrite standards. Discard the solutions after each assay. 
 

Sample preparation-  
 

Liquid sample: Culture medium, serum/plasma, and urine can be used for the assay. Samples containing insoluble 

materials should be clarified by centrifugation prior to assay. Store samples at -20ºC. Keep thawed samples on 

ice. 
 

Cell sample: Wash 10
5
-10

6
 cells twice with ice-cold phosphate-buffered saline (PBS), and remove PBS 

completely from the cell pellet. Add 50-100 l ice-cold ddH2O to cell pellet. Lyse cells by vigorous vortexing. 

Freeze-thaw cells once. Centrifuge lysate in a refrigerated microfuge for 3 min at maximal speed. Collect 

supernatant for the assay.  
 

Tissue sample: Tissue should be washed with saline thoroughly to remove blood cells, which can interfere with 

the assay. Tissue (~50 mg) is homogenized in ice-cold ddH2O (~0.5 ml). Lysate is clarified by centrifugation, and 

supernatant is used for the assay. 
 

 

ASSAY- 
 

1. Add 0.1 ml of a suitable blank, nitrite standards, and samples to a 96-well plate. Assay is initiated by adding 

0.1 ml NO Assay Solution to each well. Mix contents by gentle agitation. Incubate at room temperature 

shielded from light for 15 min. Note that culture media may contain low levels of nitrite. It is therefore 

necessary to assay control culture media for background measurement. 
 

2. Measure absorbance at 540-550 nm. Nitrite concentrations can be obtained by comparison to a standard curve 

performed at the same time (see representative graph below). 

 

NOTE:   
 

- NO Assay Solution contains sulfanilic acid and N-(1-

naphthyl)ethylenediamine. Please contact us or visit our website for 

MSDS information on these chemicals. 

 

- NO Assay Solution should be kept cold and shielded from light to 

preserve maximal shelf life. 

y = 0.0156x

0

0.03

0.06

0.09

0.12

0.15

0.18

0 5 10

Nitrite Concentrations

O
.D

. 
5
4
0
 n

m

mailto:chunglee@buffalo.edu

