
Please refer disclaimer Overleaf.

R2A Agar, Modified M1743

This medium is recommended for the enumeration and cultivation of bacteria from potable water.

Composition**
Ingredients Gms / Litre
Casein Enzymic hydrolysate 0.250
Peptic digest of animal tissue 0.250
Casein Acid hydrolysate 0.500
Yeast extract 0.500
Glucose 0.500
Starch soluble 0.500
Dipotassium phosphate 0.030
Magnesium sulphate, heptahydrate 0.500
Sodium pyruvate 0.030
Agar 15.000
Final pH ( at 25°C) 7.2±0.2

**Formula adjusted, standardized to suit performance parameters

Directions
Suspend 18.12 grams in 1000 ml distilled water. Heat to boiling to dissolve the medium completely. Sterilize by autoclaving

at 15 lbs pressure (121°C) for 15 minutes.

Principle And Interpretation

This medium is recommended in standard methods for pour plate, spread plate and membrane filter methods for hetrotrophic

plate count (1). It was developed by Reasoner and Geldreich (2) for bacterial plate counts of treated potable water. The HPC,

heterotrophic plate count formerly known as the standard plate count is a procedure for estimating the number of live bacteria

in water and measuring changes during water treatment in distribution systems or in swimming pools. The use of low nutrient

media favours growth of injured or stressed organisms at longer incubation periods as compared to the use of high nutrient

media. As compared to Tryptone Glucose Agar or Standard methods agar, R2A agar has been reported to give improved

recovery of stress and chlorine tolerant bacteria from drinking water systems (3,4,5).

Enzymic digest of casein, enzymatic digest of animal tissue, casein acid hydrolysate and yeast extract provides necessary

nitrogen sources, carbohydrates, vitamins, minerals and growth factors to growing organisms. Dextrose serves as carbon source,

Soluble starch aids in recovery of injured organisms toxic metabolic byproducts while sodium pyruvate increases recovery of

stressed cells. Magnesium sulphate is a source of divalent cations and sulphate. Dipotassium phosphate is used to balance the

pH of medium. Agar acts as a solidifying agent.

For heterotrophic plate count, one can prepare set of dilutions of the test sample. Either of the methods; spread plate

pour plate or membrane filter method can be used for isolation. However pour plate method is not much practiced as the

recovery of stressed bacteria may be compromised by heat shock (44-46°C) and low oxygen tension that are part of procedure

(6,7). In case of spread or pour plate maximum of 1 ml sample should be used. Please note that the volume of sample for

membrane filtration technique varies from spread or pour plate. While studying the sample incubate the plates at 35-37°C for

minimum 72 hours whereas 5 days when at 20 to 28°C. The optimum incubation time should be 5-7 days in either case. Results

may be recorded as colony forming units per ml. At times incubation of longer period is also required to recover additional

slow growing bacteria. The number of colonies obtained on a plate are reported as CFU per volume of sample.

Quality Control
Appearance
Cream to yellow homogeneous free flowing powder
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Gelling
Firm, comparable with 1.5% Agar gel

Colour and Clarity of prepared medium
Light yellow coloured clear to slightly opalescent gel forms in Petri plates

Reaction
Reaction of 1.81% w/v aqueous solution at 25°C. pH : 7.2±0.2

pH
7.00-7.40

Cultural Response
Cultural characteristics observed *by using standard ATCC cultures after an incubation at 35-37°C for 24-72 hours. (*-In
case of water samples from fields it is suggested to incubate further for upto 7 days to ascertain the absence of organisms)

Cultural Response

Organism Inoculum
(CFU)

Growth Recovery

Cultural Response
Candida albicans ATCC
10231

50-100 good-luxuriant >=50%

Enterococcus faecalis ATCC
29212

50-100 good-luxuriant >=50 %

Escherichia coli ATCC
25922

50-100 good-luxuriant >=50%

Salmonella Enteritidis ATCC
13076

50-100 good-luxuriant >=50%

Salmonella Typhi ATCC
6539

50-100 good-luxuriant >=50%

Escherichia coli ATCC 8739 50-100 good-luxuriant >=50%
Staphylococcus aureus
ATCC 25923

50-100 good-luxuriant >=50%

Escherichia coli NCTC 9002 50-100 good-luxuriant >=50%

Storage and Shelf Life
Store below 30°C in tightly closed container and prepared medium at 2-8°C. Use before expiry date on label.
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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.




