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For isolation and enumeration of Enterococci in sewage, water and food by membrane filter technique.

Composition
Ingredients Gms/Ltr.
Casein enzymic hydrolysate 15.00
Agar 10.00
Yeast extract 5.00
Papaic digest of soyabean meal 5.00
Dipotassium phosphate 4.00
Dextrose 2.00
Sodium azide 0.40
2,3,5-Triphenyl tetrazolium chloride 0.10

* Dehydrated powder, hygroscopic in nature, store in a dry place in tightly- sealed containers 25°C and
protected from direct Sunlight.

Instructions for Use

Dissolve 41.5 gms in 1000ml of distilled water. Gently heat to boiling with gentle swirling to dissolve the
medium completely. DO NOT AUTOCLAVE. Do not overheat. Cool to 50° C. Add 0.5ml of polysorbate
80 and 2ml of 10% aqueous solution of sodium carbonate, if desired. Mix well and pour into Petri plates.

Warning: Sodium azide has a tendency to form explosive metal azides with plumbing materials. It is
advisable to use enough water to flush off the disposables.

Appearance: Light pink colour, clear to slightly opalescent gel
pH (at 25°C): 7.2+ 0.2

Principle

M-Enterococcus Agar Base is used for the isolation and enumeration of Enterococci in sewage, water and
food by membrane filter technique. The presence of enterococci is a valuable bacterial indicator for
determining the extend of fecal contamination of recreational surface waters.3 m-Enterococcus Agar is
recommended for the detection of fecal streptococci using the membrane filtration technique for water
testing. The food industry also has applications for testing enterococci using m-Enterococcus Agar.

Slanetz and Bartley modified this medium by the addition of Triphenyl Tetrazolium Chloride (TTC).
They observed that larger colonies and higher counts were obtained by placing membrane filters directly
on the agar surface than on pads saturated with liquid medium. To increase the sensitivity, polysorbate
80 (0.5 ml/1) and sodium carbonate (2 ml of a 10% aqueous solution per litre) is added.

Casein enzymic hydrolysate, papaic digest of soyabean meal, yeast extract, dextrose act as source of
carbon, nitrogen and other essential growth nutrients. Dipotassium Phosphate acts as a buffer. Sodium
azide is used to inhibit gram negative organisms. TTC is a rapid indicator of bacterial growth. TTC is
reduced to insoluble formazan inside the bacterial cells, which gives red coloration to colonies.

For filtration, transfer the filter aseptically to agar medium, avoiding any air bubbles beneath the
membrane. It can also be used by streaking the specimen and incubating the plates at 35 + 2°C for 24-48
hours. After incubation, count all pink to dark red colonies as Enterococci.
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Interpretation

Cultural characteristics
hours.
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observed after inoculating (103CFU/ml), on incubation at 35 + 2°C for 24 - 48

Inoculum

Microorganisms ATCC (CFU/ml) Growth Apperance of colony
Enterococcus faecalis | 29212 10° Good-Luxuriant | Pink to dark red colonies
Escherichia coli 25922 10° Inhibited | -
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