
R010Nessler's Reagent

Intended use
Nessler's Reagent is used to detect production of ammonia and ammonia salts.

Composition**
-

    10.0 g 

     7.0 g 

    16.0 g 

Ingredients 
Mercuric chloride 
Potassium iodide 
Sodium hydroxide 
Water (ammonia free)    100.0 ml 

**Formula adjusted, standardized to suit performance parameters

Directions
1. Emulsify a 24 hours old culture of organism to be tested for urease test in 0.5 ml substrate in a test tube containing 2%

urea.

2. Place the tube in a water bath at 37°C for 3 hours.

3. Remove the tube and add 0.1 ml of Nessler's reagent and similar amount to the negative control and blank tubes.

4. Read the results after 3-5 minutes after adding the Nessler's Reagent. Both negative and control tubes must be

absolutely colourless.

5. When isolated colonies are to be examined, the volume of substrate is reduced to 0.3 ml and only one drop of Nessler's

reagent is added.

6. For detecting NH3 production in L-arginine breakdown, Remove a loopful from a 4 day L-arginine culture and place

into 0.5 ml of ammonia free distilled water.

7. Add 1 drop of Nessler's reagent. run the same check on the control.

Principle And Interpretation
Bacteria, particularly those growing naturally in an environment exposed to urine may decompose urea by means of the 
enzyme urease. The occurrence of this enzyme can be tested by growing the organism in the presence of urea and testing 
for alkali (NH3) production by means of a suitable pH indicator. An alternative method is to test for the production of 
ammonia from urea by means of Nessler's reagent and/or to detect NH3 production due to L-arginine breakdown.

Type of specimen
Used as biochemical reagent in diagnosis

Specimen Collection and Handling
1. For clinical samples follow appropriate techniques for handling specimens as per established guidelines.

2. For food and dairy samples, follow appropriate techniques for sample collection and processing as per guidelines.

3. For water samples, follow appropriate techniques for sample collection, processing as per guidelines and

local standards.

.
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   13.2 ± 0.05   Final pH ( at 25°C)
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After use, contaminated materials must be sterilized by autoclaving before discarding.

Warning and Precautions
In Vitro diagnostic use only. Read the label before opening the container. Wear protective gloves/protective clothing/ eye

protection/face protection. Follow good microbiological lab practices while handling specimens and culture. Standard

precautions as per established guidelines should be followed while handling clinical specimens. Safety guidelines may be

referred in individual safety data sheets.

Limitations
1. The reaction time of ammonia with Nessler's reagent also affects the accurate quantification of NH 3.

2. The result of the  Nessler's method becomes inaccurate if there are interfering substances such as C                  l2, Cl −,hardness

causing compounds (e.g., Mg2+), and Fe2+ in target samples.

Performance and Evaluation
Performance of the medium is expected when used as per the direction on the label within the expiry period when stored

at recommended temperature

Quality Control

Appearance : Pale yellow coloured solution.

Clarity : Clear with no insoluble particles. 

Note : On storage of the reagent, precipitate may develop. This will not affect the performance criteria of the reagent.

Reaction : Reaction of the solution at 25°C. pH :13.2 ± 0.05

Test : Emulsify a 24 hour old culture of organism to be tested for urease test,  in 0.5 ml substrate containing 2%

urea. Place the tube in a water bath at 37°C for 3 hours. Remove tube and add 0.1 ml of Nessler's reagent. Read the 
results after 3-5 minutes.

Results : A positive reaction for presence of ammonia is a colour ranging from a pale yellow to a dark brown 
precipitate.

Storage and Shelf Life
Store between 10-30°C in tightly closed container and away from bright light. Use before expiry date on label. On

opening, product should be properly stored in dry ventilated area protected from extremes of temperature and sources of

ignition. Seal the container tightly after use.

Disposal
User must ensure safe disposal by autoclaving and/or incineration of used or unusable preparations of this product.

Follow established laboratory procedures in disposing of infectious materials and material that comes into contact with

clinical sample must be decontaminated and disposed of in accordance with current laboratory techniques.
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Storage temperature Do not use if package is damaged

In vitro diagnostic medical device CE Marking
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Disclaimer : 

User must ensure suitability of the product(s) in their application prior to use. Products conform solely to the information contained in 
this and other related HiMedia™ publications.The information contained in this publication is based on our research and development 
work and is to the best of our knowledge true and accurate. HiMedia™ Laboratories Pvt Ltd reserves the right to make changes to 
specifications and information related to the products at any time. Products are not intended for human or animal or therapeutic use but 
for laboratory,diagnostic, research or further manufacturing use only, unless otherwise specified.Statements contained herein should 
not be considered as a warranty of any kind, expressed or implied, and no liability is accepted for infringement of any patents.




