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70191 Mueller Hinton Agar (M-H Agar) 

A solid medium originally designed for the isolation of pathogenic Neisseria species, now widely 
used for antibiotic susceptibility testing (including sulfonamides). 

Composition: 

Grams/Litre 
2.0 
1.5 

17.5 
17.0 

Ingredients 
Beef infusion solids 
Starch 
Casein hydrolysate 
Agar 
Final pH 7.3 +/- 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 38 g in 1 litre of distilled water, bring to the boil to dissolve the medium completely 
and sterilize by autoclaving at 121°C for 15 minutes. 

Principle and Interpretation: 
Mueller Hinton Agar is recommended for the disk diffusion method of antibiotic susceptibility testing. 
Mueller Hinton medium is recommended by FDA, World Health Organization and NCCLS for testing 
most commonly encountered aerobic and facultative anaerobic bacteria in food and clinical material. 
The medium shows good batch-to-batch reproducibility. It is low in sulfonamide, trimethoprim, and 
tetracycline inhibitors and yields satisfactory growth of most non-fastidious pathogens. 
Beef infusion and Casein provide nitrogenous compounds, vitamins, carbon, sulphur and amino acids 
in Mueller Hinton media. Starch is added to absorb any toxic metabolites produced. 
Paper discs impregnated with certain amount of specific antibiotics are placed on the surface of the 
medium. The plates are incubated and the zones of inhibition around each disc are measured. 
Different factors influence the disc diffusion susceptibility tests as inoculum concentration, agar depth, 
disc potency, medium pH and beta-lactamase production by test organisms. 
For testing streptococci, supplementation with 5% defibrinated sheep or horse blood is recommended.  
Mueller Hinton media should be supplemented with 2% NaCl for testing methicillin or oxacillin (28221) 
against staphylococci. Mueller Hinton media with Rabbit Serum is used for the susceptibility of 
microorganisms to sulfonamides and trimethoprim. Antagonism to sulfonamide activity is 
demonstrated by para-aminobenzoic acid 
(PABA) and its analogs. Reduced activity of trimethoprim is demonstrated on medium possessing high 
levels of thymidine. The PABA and thymine/thymidine content of Mueller Hinton media is reduced to a 
minimum. 

Cultural characteristics after 24 hours at 35°C. 

Growth 
+++ 
+++ 
+++ 
+++ 

Organisms (ATCC) 
Escherichia coli (25922) 
Staphylococcus aureus (25923) 
Pseudomonas aeruginosa (27853) 
Neisseria meningitidis (13090) 
Streptococcus faecalis (29212) +++ 



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. 
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