
 
 
 
 

 
 
 
 
 
 Page 1 of 2 

 
 
17185 M Enterococcus Agar, modified 
           (Membrane filter Enterococcus Agar, modified) 
 
 
Selective medium for enumeration and detection of enterococci acc. to Slanetz and Bartley (1957) in 
water and sewage with the membrane-filter technique and in the direct application procedure in food 
acc. to Burkwall and Hartman (1964). 
 
Composition: 
 
Ingredients Grams/Litre 
Pancreatic digest of gelatin 10.0 
Yeast extract 30.0  
Sodium chloride 15.0 
Esculin 1.0  
Sodium azide 0.15 
Cycloheximide 0.05 
Nalidixic acid 0.25 
Agar  15.0 
Final pH 7.1 ±  0.2 at 25°C 
 
Store prepared media below 8°C, protected from direct light. Store dehydrated powder, in a dry place, 
in tightly-sealed containers at 2-25°C. 
 
Directions: 
Suspend 71.4 g in 1 litre distilled water. Boil to dissolve the medium completely. Sterilize by 
autoclaving at 121°C for 15 minutes. Cool to 45°C and add aseptically 15 ml of sterile 1% TTC Solution 
(Cat. No. 17779). Mix well and pour into sterile petri plates. Warning: Cycloheximide is very toxic. 
Avoid skin contact or aerosol formation and inhalation! 
 
Principle and Interpretation: 
“M Enterococcus Agar Base, modified” was developed for the enumeration and identification of 
Enterococci in the water of swimming pools, according to USEPA. Cabelli et al established the 
correlations between enterococcal densities and gastroentitis associated with swimming in recreational 
waters. This medium is also useful for the detection and quantification of Enterococci from all kinds of 
water. 
Pancreatic digest of gelatin and yeast extract act as a source of carbon, nitrogen, minerals, vitamins 
and other essential nutrients for growth. Sodium chloride maintains isotonic conditions of the medium 
besides the provision of essential ions to a variety of organisms. Sodium azide, Cycloheximide and 
Nalidixic acid inhibit many species of bacteria and fungi and thus makes the medium selective. Esculin 
is hydrolyzed by bacterial enzyme to esculetin and dextrose. TTC is reduced by Enterococci to insoluble 
formazan inside the bacterial cells which gives red colouration to colonies. 
For the membrane filter procedure, two culture media are established for the enumeration and 
identification of Enterococci where “M Enterococcus Agar, modified” serves as a selective medium while 
Esculin Iron Agar (Esculin 1g/l, Ferric ammonium citrate 0.5g/l, Agar 15g/l) confirms the identification 
of colonies on the basis of ability of organisms to hydrolyze esculin. Initially the membrane filter that 
has been used for filtering the water is placed on the “M Enterococcus Agar, modified” plate and 
incubated at 41°C for 48 hours. After incubation the filter is transferred to the Esculin Iron Agar plate 
and incubate for further 20 minutes at 41°C. 
 
 
 



 
 

The vibrant M, Millipore, and Sigma-Aldrich are trademarks of Merck KGaA, Darmstadt, Germany or 
its affiliates. Detailed information on trademarks is available via publicly accessible resources. 
© 2018 Merck KGaA, Darmstadt, Germany and/or its affiliates. All Rights Reserved. 
 
 
 
 
 Page 2 of 2 

Cultural characteristics after 48 hours at 40-42°C. 
 
Organisms (ATCC) Growth Color of Colony Esculin hydrolysis 
Entreococcus faecalis 
(11700) 

+++ pink to dark 
red 

+ (black to brown colonies 
on Esculin Iron Agar) 

Escherichia coli (25922) - - - 
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Precautions and Disclaimer  
This product is for R&D use only, not for drug, household, or other uses. Please consult the Material 
Safety Data Sheet for information regarding hazards and safe handling practices.   
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