PRODUCT SPECIFICATION SHEET

Cetrimide Agar (DMO57E)

Intended Use
Cetrimide Agar (DMO57E) is recommended as a selective medium for the isolation of Pseudomonas aeruginosa from

pharmaceutical productsin compliance with EP.

Product Summary and Explanation

Pseudomonas aeruginosa is a gram-negative, aerobic bacterium which grows well on all normal laboratory media but
specificisolation of the organism, from environmental sites or from human, animal or plantsources, is best carried out
ona medium, which contains a selective agentandalso constituents fo enhance pigmentproduction. Mostselective media
depend upon the infrinsic resistance of the species fo various antibacterial agents. King et al.() developed the
formulation of Cetrimide Agar. Thismedia isbased on the formulation describedin EP® andisinaccordance with the
harmonized method of EP/USP/BP/JP/IP.(23458) It is used as a selective medium for the isolation of Pseudomonas
aeruginosa from pharmaceutical products. In 1951, Lowbury(” described the use of 0.1% cefrimide ina selective medium
for P. aeruginosa. Because of the increased purity of the inhibitory agent, the concentration was later reduced, as
reported by Lowbury and Collinsin 1955 (8

Cefrimide isa quaternary ammoniumsalt, whichactsas a cationicdetergent that reduces surface tension in the pointof
contact and has precipitant, complexing and denaturing effects on bacterial membrane proteins. Itexhibits inhibitory
actionsona wide variety of microorganisms including Pseudomonas species, whilstallowing Pseudomonas aeruginosa to
develop typical colonies. Brown and Lowbury employed incubation at 37°C with examination after 18 and 42 hours of
incubation®

P.aeruginosa can be identified due fo their characteristic production of pyocyanin, a blue, water-soluble, non-
fluorescent phenazine pigment coupled with their colonial morphology and the characteristic grape-like odor of
aminoacefophenone.(® P.aeruginosa is the only species of Pseudomonas or gram-negative rod known to excrefe
pyocyanin. These media are therefore, imporfant in the identification of P.aeruginosa.

Principles of the Procedure

Cetrimide Agar contains pancreatic digest of gelatin which supplies the nutrients necessary to support growth of the
organisms. The production of pyocyanin a blue-green pigmentis stimulated by the magnesiumchlorideanddipotassium
sulfate in the medium, whichimproves detection of Pseudomonas on this medium. Presence of maghesiumions can also
neutralize EDTA, if present in the sample. Cetrimideis a quaternary ammonium, cationic defergentcompound,which is
inhibitory fo a wide variety of bacterial speciesother than P. aeruginosa. Cetrimide causes nitrogen andphosphorus to
be released from bacterial cells other than Pseudomonas aeruginosa. Cetrimide Agar is supplementedwith 1% glycerol as
a source of carbon for growing cells.

Formula / Liter

Ingredients 6ms / Liter
Pancreatic digestof gelatin 20.00
Magnesium chloride 1.40
Dipotassiumsulphate 10.00
Cetrimide 0.30
Agar 13.60
Final pH: 7.2 £ 0.2 at 25°C

Formula may be adjusted and/or supplemented as required to meet performance
specifications

Precautions

1. For Laboratory Use only.

2. IRRITANT.Irritatingto eyes, respiratory system, and skin.

Directions

1. Suspend45.3 gramsof medium inone liter of distilled water water containing 10 ml glycerol.
2. Heat to boiling, to dissolve the medium completely.

3. Autoclaveat121°C, 15 psi pressure, for 15 minutes / validated cycle.

Quality Control Specifications
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Dehydrated Appearance Creamto yellow homogeneous free flowing powder

Prepared Medium Light amber colouredopalescentgel with a slight precipitate formsin Petri plates
Reaction of 4.53% Solution | pH:7.2+ 0.2 at 25°C

Gel Strength Firm, comparable with1.36% Agar gel

Growth Promotion Test

Growth Promotion is carried out in accordance with the method of EP. Cultural response was observed after an
incubation at30-35°C for specified time. Recovery rate is considered as 100% for bacteria growth on Soybean Casein
Digest Agar.

Growth promoting properties

Growth of microorganism comparable to that previously obtained with previously tested and approved lot of medium
occurs at the specified femperature for not more than the shortest period of fime specified inoculating <=100 cfu (at
30-35°C for<=18 hours).

Inhibitory properties
No growth of the test microorganism occurs for the specified femp for not less than longest period of time specified
inoculating >=100 cfu(atleast 100 cfu) (at 30-35°C for>= 72 hours).

Expected Cultural Response: Cultural characteristics observedafter incubation at30-35 °C for 18-72 hours. Recovery
rate isconsideredas 100% for bacteria growth on Soyabean Casein Digest Agar.

Results to be achieved
Sr. . Observed Incubation
Organisms I
No. B n(c:'::utl;;m Growth Lot value | Recovery | Temperature
(CFV) & Time
Growth promoting
Pseudomonas aeruginosa . kA 30-35°C
1. ATCC 9027 50-100 | good-luxuriant | 25-100 >=50 % <18 hrs
Inhibitory
Escherichia coli PP . o 30-35°C
2. ATCC 8739 >=10 inhibited 0 0% 5272 hrs
Additional Microbiological
testing
Pseudomonas aeruginosa . Ao 30-35°C
3. ATCC 27853 50-100 | good-luxuriant | 25-100 >=50 % 18-24 hrs
Pseudomonas aeruginosa . Ao 30-35°C
4. ATCC 25668 50-100 | good-luxuriant | 25-100 >=50 % 18-24 hrs
Stenotrophomonas maltophila A - o 30-35°C
5. ATCC 13637 >=10 inhibited 0 0% 5272 hrs
Escherichia coli A3 I o 30-35°C
6. ATCC 25922 >=10 inhibited 0 0% 5272 hrs
Escherichia coli PP I o 30-35°C
7. NCTC 9002 >=10 inhibited 0 0% 5272 hrs
Staphylococcus aureus A3 - o 30-35°C
8. ATCC 6538 >=10 inhibited 0 0% 5272 hrs
Staphylococcus aureus 1n3 S 0 30-35°C
9. ATCC 25923 >=10 inhibited 0 0% +=72 hrs
Salmonella typhimurium A3 . 0 30-35°C
10. ATCC 14028 >=10 inhibited 0 0% =72 hrs
Proteus mirabilis PP N o 30-35°C
11. ATCC 29906 >=10 inhibited 0 0% 5272 hrs

The organisms listed are the minimum that should be used for quality control testing.

Test Procedure

L N0y,

C Elwe) oo




PRODUCT SPECIFICATION SHEET

1. For the isolation of P.aeruginosa, plates of Cetrimide Agar should be inoculated fromnon-selective medium such as
Soybean Casein Digest Medium (DM277E).

2. Ifthe countishigh, the test sample can be directly inoculatedonto Cetrimide Agar.

3. Referto appropriate referencesforstandard test procedures.

Results

1. Colonies that are surrounded by a blue-green pigment and fluoresce under short wavelength (254 nm) ultraviolet
light may be presumptively identified as Pseudomonas aeruginosa.

Note, however, that cerfain strains of P. aeruginosa may not produce pyocyanin.

Other speciesof Pseudomonas do notproduce pyocyanin, butfluoresce under UV light.

Most non-Pseudomonas species are inhibited, and some species of Pseudomonasmay also be inhibited.

Gramstaining, biochemical fests and serological procedures should be performedto confirm findings.

Referto appropriate referencesandstandard fest procedures forinterpretfation of results.
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Storage
Store the sealed bottle containing the dehydrated mediumat 10 - 30°C. Once opened and recapped, place containerina
low humidity environmentat the same storage femperature. Protect frommoisture andlight.

Expiration

Referfo the expiration date stamped on the container. The dehydrated medium should be discardedif not free flowing,
or if the appearance has changed from the original color. Expiry applies to mediuminits infact container when stored as
directed.

Limitations of the Procedure

1. Pseudomonasaeruginosa colonies may appear pigmented greenish (under UV light also). Addition of nalidixic acid can
aidininhibiting the growth of accompanying flora.

2. For identification, organisms must be in pure culture. Morphological, biochemical and/or serological fests should be
performedfor final idenftification.

3. Consultappropriate fexts for detailed information and recommended procedures.

Packaging

Product Name : Cetrimide Agar
Product Code : DMO57E

Available Pack sizes : 100gm / 500gm
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Further Information
For further information please contactyour local \ICROMASTER Representative.
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MICROMASTER LABORATORIES PRIVATE LIMITED DMO57EPSS, QAD/FR/024 Rev.00
Unit 38/39, Kalpataru Industrial Estate,

Off 6.B.Road, Near'R-Mall', Thane (W) - 400607. M.S. INDIA.

Ph: +91-9320126789/9833630009/9819991103

Email: sales@micromasterlab.com

Disclaimer :

All Products conform exclusively to the information contained in this and other related Micromaster Publications. Users must ensure that
the product(s) is appropriate for their application, prior to use. The information published in this publication is based on research and
development work carried out in our laboratory and is to the best of our knowledge true and accurate. Micromaster Laboratories Pvt L+d
reserves the right fo make changes fo specifications and information related to the products at any fime. Products are intended for
laboratory, diagnostic, research or further manufacturing use only and not for human or animal or therapeutic use, unless otherwise
specified. Statements included 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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