Technical Data

Cooked M Medium (R.C. Medium) M 149

Intended use

Recommended for cultivation of aerobes and anaerobes, especially pathogenic Clostridia from clinical, food and water
samples. This can also be used as a maintenance medium for stock cultures.

Composition**

Ingredients Gms/ Litre
HMH peptone B # 98.000
Proteose peptone 20.000
Dextrose(Glucose) 2.000
Sodium chloride 5.000
Fina pH ( at 25°C) 7.2+0.2

** Formula adjusted, standardized to suit performance parameters

# Equivalent to Beef heart, solids

Directions

Suspend 12.5 grams in 100 ml purified/distilled water (or suspend 1.25 grams in 10 ml distilled water in test tubes). Mix
thoroughly and allow to stand for 15 minutes until all the particles are thoroughly wetted. Dispense into tubes or flasks as
desired. Sterilize by autoclaving at 15 1bs pressure (121°C) for 15 minutes.

Principle And Interpretation

Clostridium is a large genus of gram-positive spore-bearing anaerobes. They are normaly present in soil, some
are responsible for human and animal diseases and others are associated with food spoilage. They may be
saccharolytic, decomposing sugars to form butyric and acetic acids and alcohols. The HMH peptone in
Robertson's Medium is reddened and gas is produced. Other proteolytic species attack the amino acids.
HMH peptone B in Robertson's medium is blackened and decomposed by Clostridium species, giving the
culture a foul odour. The mesophilic spore-forming anaerobes are of primary importance in the spoilage of low
acid foods packed in sealed containers, because of their high heat resistance, their ability to grow in the absence of
oxygen and a growth range which covers the temperature of norma storage of canned and other processed foods
including the refrigerated storage of cured meats.

Cooked M-Medium was originally developed by Robertson (3) for the cultivation of certain anaerobes isolated from wounds.
The present formulation is a modification, also called as Chopped M-Medium (7), which supports the growth of many
spore forming and non-spore forming strict anaerobes. It has the ability to initiate growth of bacteria from very small inocula
and to maintain the viability of cultures over long period. Mixed cultures of bacteria survive in Cooked M-
Medium without displacing the slower-growing organisms. The products of growth do not rapidly destroy the
inoculated organisms and therefore it is an excellent medium for the storage of aerobic and anaerobic
organisms. It is wused for cultivation and maintenance of Clostridia and for determining proteolytic activity of
anaerobes (6,7). FDA has recommended this medium for enumeration and identification of Clostridium perfringens from
foods (10).

Cooked M-Medium contains HMH peptone B, which provide amino acids and other nutrients. It also contains
glutathione, a reducing substance that permits the growth of obligate anaerobes. The sulfhydryl groups,
which impart reducing effect, are more available in denatured protein and hence cooked meat is added in the
medium. The addition of dextrose allows rapid and heavy growth of anaerobic bacteria in a short time and
leads to more rapid identification of important anaerobes. Growth in this medium is indicated by turbidity or bubble
formation by some organisms. Blackening and disintegration of the meat particles indicate proteolysis. For best results,
medium should be used on the day it is prepared, otherwise it should be boiled or steamed for a few minutes and allowed to
cool without agitation and then inoculated. Inoculation should be made near the bottom of the tube in the meat particles for
anaerobic cultures. Aerobes grow at the top whilst more anaerobic species grow deeper in the medium. For the isolation of
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Cycloserine (T.C.S.) Agar Base (M837). Place a metronidazole disc on the inoculum. Incubate anaerobically at 37°C
overnight. To count the clostridia, pour the plates with the dilutions on Perfringens Agar Base (O.P.S.P.) (M579). Incubate
duplicate plates aerobically and anaerobically to distinguish between clostridia and other organisms. Add some of the
suspension to two tubes of Cooked Medium. Heat one tube for 10 min at 80°C and incubate as above. Growth of clostridiais
visualized as turbidity or gas bubbles. This medium can be further tested for presence of Clostridium (3).

Type of specimen
Clinical samples - Blood; Food and dairy samples; Water samples

Specimen Collection and Handling

For clinical samples follow appropriate techniques for handling specimens as per established guidelines (4,5).

For food and dairy samples, follow appropriate techniques for sample collection and processing as per guidelines (1,9).

For water samples, follow appropriate techniques for sample collection, processing as per guidelines and local standards (2).
After use, contaminated materials must be sterilized by autoclaving before discarding.

Warning and Precautions :

In Vitro diagnostic Use. Read the label before opening the container. Wear protective gloves/protective clothing/eye
protection/ face protection. Follow good microbiological lab practices while handling specimens and culture. Standard
precautions as per established guidelines should be followed while handling clinical specimens. Safety guidelines may
be referred in individual safety data sheets

Limitations :
1.Further biochemical tests must be carried out for confirmation.

Performance and Evaluation
Performance of the medium is expected when used as per the direction on the label within the expiry period when stored at
recommended temperature.

Quiality Control
Appearance
Brown coloured granules

Colour and Clarity of prepared medium

Medium amber coloured, clear to slightly opalescent supernatant over insoluble granules.
Reaction

Reaction of 12.5% w/v agueous suspension at 25°C. pH : 7.2+0.2

pH

7.00-7.40

Cultural Response
Cultural characteristics observed after an incubation at 35-37°C for 40-48 hours.

Organism Inoculum Growth
(CFU)

Clostridium botulinum 50-100 luxuriant

ATCC 25763

Clostridium perfringens 50-100 luxuriant

ATCC 12924

Clostridium sporogenes 50-100 luxuriant

ATCC 11437

Enterococcus faecalis ATCC  50-100 luxuriant

29212 (00087%)

Sreptococcus pneumoniae 50-100 luxuriant

ATCC 6303

* - Corresponding WDCM numbers
Storage and Shelf Life

Store between 10-30°C in a tightly closed container and the prepared medium at 2-8°C. Use before expiry date on the
label. On opening, product should be properly stored dry, after tightly capping the bottle inorder to prevent lump formation
due to the hygroscopic nature of the product. Improper storage of the product may lead to lump formation. Store in dry
ventilated area protected from extremes of temperature and sources of ignition Seal the container tightly after use. Use
before expiry date on the label.

Product performance is best if used within stated expiry period.

Please refer disclaimer Overleaf.
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Disposal

User must ensure safe disposal by autoclaving and/or incineration of used or unusable preparations of this product. Follow
established laboratory procedures in disposing of infectious materials and material that comes into contact with clinical
sample must be decontaminated and disposed of in accordance with current laboratory techniques (4,5).
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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.

HiMedia Laboratories Pvt. Ltd. Reg.office : 23, Vadhani Ind.Est., LBS Marg, Mumbai-400086, India. Customer care No.: 022-6116 9797 Corporate
office : A-516,Swastik Disha Business Park,Via Vadhani Ind. Est.,, LBS Marg, Mumbai-400086, India. Customer care No.: 022-6147 1919 Email:
techhelp@himedialabs.com Website: www.himedialabs.com
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