Technical Data

HiCrome Chromogenic Coliform Agar (CCA) M 1991l

HiCromeChromogenic Coliform Agar is recommended for detection of Escherichia coli and coliformsin water
samples. The composition and performance criteria of this medium are as per the specifications laid down in 1SO
9308-1:2014.

Composition**

Ingredients Gms/ Litre
Enzymatic digest of casein 1.000
Y east extract 2.000
Sodium chloride 5.000
Sodium dihydrogen phosphate, 2H20 2.200
Disodium hydrogen phosphate 2.700
Sodium pyruvate 1.000
Sorbitol 1.000
Tryptophan 1.000
Tergitol-7 0.150
6-chloro-3-indoxyl B-D-galactopyranoside 0.200
5-bromo-4-chloro-3-indoxyl- 3-D-glucuronic acid 0.100
cyclohexamine ammonium salt, monohydrate

IPTG (Isopropyl-B-D-thiogal actopyranoside) 0.100
Agar 15.000
Fina pH ( at 25°C) 6.8+0.2

** Formula adjusted, standardized to suit performance parameters

Directions

Suspend 30.92 grams(the equivalent weight of dehydrated medium per litre) in 1000 ml distilled water. Heat to boiling to
dissolve the medium completely. DO NOT AUTOCLAVE. DO NOT OVERHEAT. Cool to 45-50°C. Mix well and pour into
sterile Petri plates.

Principle And Interpretation

HiChromogenic Coliform Agar is a selective medium recommended for the simultaneous detection of Escherichia coli and
total coliforms in water samples (1). The medium contains three chromogenic substrates. The enzyme 3-D-galactosidase
produced by coliforms cleaves 6-chloro-3-indoxyl-f-D-galactopyranoside to form pink to red coloured colonies (3). The
enzyme 3-D-glucuronidase produced by E.coli, cleaves 5-bromo-4chloro-3-indoxyl-B-D-glucuronic acid (2). Colonies of
E.coli give dark blue to violet coloured colonies due to cleavage of both the chromogens. The presence of the third

chromogen IPTG enhances the colour reaction. Addition of L-Tryptophan improves the indole reaction thereby increasing the
detection reliability.

Enzymatic digest of casein, sodium pyruvate and sorbitol provide nitrogenous substances, fermentable carbohydrate and other
essential growth nutrients for the organisms. Phosphates buffer the medium. The media formulation helps even sublethally
injured coliforms to recover and grow rapidly. Tergitol-7 inhibits gram-positive as well as some gram-negative bacteria other
than coliforms (3).

The medium is inoculated either by pour plate technique or by spreading the sample on the surface of plated medium.
Membrane filter technique can also be used. To confirm E.coli, add a drop of Kovacs reagent on the dark blue to violet
colony. Formation of cherry red colour indicates a positive reaction.

Quiality Control

Appearance

Cream to yellow homogeneous free flowing powder
Gelling

Firm, comparable with 1.5% Agar gel.

Please refer disclaimer Overleaf.
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Colour and Clarity of prepared medium
Light yellow coloured opalescent gel formsin Petri plates

Reaction
Reaction of 3.09% w/v aqueous solution at 25°C. pH : 6.8+0.2

pH
6.60-7.00

Cultural Response
Cultural characteristics observed after an incubation at 34-38°C for 18-24 hours.

Cultural Response

Organism Inoculum Growth Recovery Colour of
(CFU) Colony*

Cultural Response

Citrobacter freundii ATCC 50-100 luxuriant >=70 % pink to red

8090

Enterobacter aerogenes 50-100 luxuriant >=70% pink to red

ATCC 13048

Escherichia coli ATCC 50-100 luxuriant >=70% dark blueto

25922 violet

Enterococcus faecalis ATCC >=103 inhibited 0%

29212

Pseudomonas aeruginosa  50-100 luxuriant >=70% colourless

ATCC 27853

Key * : either on plate or membrane

Storage and Shelf Life
Store dehydrated powder in tightly closed container and prepared medium at 2-8°C. Use before expiry period on the 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.
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