
                                                                                                                                                                                                                                 

 

Technical Information 

Reinforced Clostridial Agar 
 

Product Code: DM 1154 
 Application: Reinforce Clostridia  d Agar is used for the cultivation and enumeration of and other anaerobes.  

 
 
 
 
 
 
 
 
 
 
or detecting faecal coliforms drinking in water waste water, seawater and foods samples by MPN Method. 
 

Composition** 
 Ingredients                     Gms / Litre 
Casein enzymic hydrolysate 10.000 

Beef extract 10.000 
Yeast extract 3.000 
Dextrose 5.000 
Sodium chloride 5.000 

Sodium acetate 3.000 

Starch, soluble 1.000 

L-Cysteine hydrochloride 0.500 

Agar 13.500 

Final pH ( at 25°C) 
**Formula adjusted, standardized to suit performance parameters  

          6.8±0.2 

Principle & Interpretation 
      Semisolid Reinforced Clostridial Medium was formulated by Hirsch and Grinstead they found that clostridia from small amount of 

samples could be grown well on this medium giving higher viable cell counts (1). This medium can also be used for growing anaerobic and 

facultative bacteria (2). Barnes et al used a solid (agar) version of the medium (2) to develop vegetative cells in assays of Clostridium 

perfringens. Reinforced Clostridial Medium was used in the enumeration of clostridia from different food & food products 
(3)

. 

Reinforced Clostridial Agar contains casein enzymic hydrolysate and beef extract as sources of carbon, nitrogen, vitamins and minerals. Yeast 

extract supplies B-complex vitamins which stimulate bacterial growth. Dextrose is the carbohydrate source.  Sodium chloride maintains the 

osmotic balance. In low concentrations, soluble starch detoxifies metabolic byproducts. Cysteine hydrochloride is the reducing agent. Sodium 

acetate acts as a buffer. This medium can be made selective by addition of 15-20 mg polymyxin B per litre of media (3). 

Material to be examined is homogenized in a stomacher, and dilutions are prepared. For enumeration, pour plate technique is employed. 

Incubate anaerobically. If tubes are used, they are covered with sealing Anaerobic Agar immediately after the  Reinforced Clostridium Medium 

has solidified. 

 

Methodology 

 
Suspend 51.00 grams of powder media in 1000 ml distilled water. Shake well & heat to dissolve the medium completely. Sterilize by autoclaving 
at 15 lbs pressure (121°C) for 15 minutes. Mix well and dispense as desired.  
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 

Quality Control  

Physical Appearance  
Cream to yellow homogeneous free flowing powder 

Gelling 
Firm, comparable with 1.35% Agar gel. 

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

Reaction 
Reaction of 5.1% w/v aqueous solution at 25°C. pH : 6.8±0.2 

pH Range:- 6.60-7.00 

Cultural Response/Characteristics  
DM1154: Cultural characteristics observed in an anaerobic atmosphere after an incubation at 35 - 37°C for 40 - 48 hours. 
 



                                                                                                                                                                                                                                 

 

 
 

Organism Inoculum 
(CFU) 

Growth Recovery    

Bacteroides fragilis  
ATCC 23745 

50-100 good - luxuriant >=50%    

Bacteroides vulgatus  
ATCC 8482 

50-100 good - luxuriant >=50%    

Clostridium butyricum 
 ATCC 13732 

50-100 good - luxuriant >=50%    

Clostridium perfringens  
ATCC 13124 

50-100 good - luxuriant >=50%    

Storage and Shelf Lifez 
Dried Media: Store below 30°C in tightly closed container and use before expiry date as mentioned on the label.  
Prepared Media: 2-80 in sealable plastic bags for 2-5 days. 

Further Reading  
1. Hirsch A. and Grinstead C., 1954, J. Dairy Res. 21:101.  
2. Barnes E. M., Despaul J. E. and Ingram M., 1963. J. Appl. Bacteriol. 26:415.  
3. Barnes E. M. and Ingram J. E., 1956. J. Appl. Bacteriol. 19:117. .  

Disclaimer : 

 User must ensure suitability of the product(s) in their application prior to use.  
 The product conform solely to the technical information provided in this booklet and to the best of knowledge  research and development                                                                        

work carried  at CDH is true and accurate  
 Central Drug House 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 diagnostic or therapeutic use but for laboratory, research or further manufacturing of diagnostic 

reagents extra. 
 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.  Do not use the products if it fails to meet specificatons for identity and performens parameters.                                          


