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97580 Mueller Hinton Agar 2 (M-H Agar 2, Mueller Hinton II Agar) 
 
Mueller Hinton Agar 2 is a solid medium recommended by Bauer et al. and NCCLS for susceptibility 
testing of pathogens. Antimicrobial susceptibility test discs impregnated with known amount of 
antibiotics are placed on the agar surface. Manufactured to contain low levels of thymine, thymidine, 
calcium and magnesium. 
 
Composition: 
Ingredients Grams/Litre 
Beef heart infusion 2.0  
Acid Casein Hydrolysate 17.5 
Starch, soluble 1.5 
Agar 17.0 

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 1000 ml of purified water. Heat with frequent agitation and boil for one minute. 
Sterilize at 121°C for 15 minutes. Cool to 50°C. Mix gently and dispense into sterile Petri dishes. 
 
Principle and Interpretation: 
Mueller Hinton Agar 2 is recommended for the disk diffusion method of antibiotic susceptibility testing. 
Mueller Hinton medium is recommended by National Committee for Clinical Laboratory Standards 
(NCCLS) for testing rapidely growing aerobic or facultatively anaerobic bacterial pathogens. Mueller 
Hinton Agar with 5% sheep blood and Mueller Hinton Chocolate Agar have been recommended for 
antimicrobial susceptibility testing of Streptococcus pneumoniae and Haemophilus influenza. Thymine 
and thymidine inhibit Sulfonamide and Trimethoprim5,6 activity and calcium and magnesium7,8 

interferes with activity of aminoglycoside antibiotiscs. To overcome this problems Mueller Hinton Agar 
2 is manufactured to contain low levels of thymine, thymidine and controlled levels of calcium and 
magnesium. 
Beef heart infusion and acid casein hydrolysate provide nitrogenous compounds, vitamins, carbon, 
sulphur, amino acidsand other essential nutrients in Mueller Hinton media. Starch act as a “protective 
colloid” against toxic substances present in the medium. 
The Bauer-Kirby procedure is based on the agar diffusion method. Paper discs impregnated with 
certain amount of a single antibiotic are placed on the surface of the medium. The plates are incubated 
and the zones of inhibition around each disc are measured. The inhibition zones correlate with the 
minimal inhibitory concentration (MIC). Different factors influence the disc diffusion susceptibility tests 
as inoculum concentration, agar depth, disc potency, medium pH and beta-lactamase production by 
test organisms. 
 
Cultural characteristics after 24-48 hours at 35°C. 
 
Organisms (ATCC) Growth 
Escherichia coli (25922) +++ 
Staphylococcus aureus (25923) +++ 
Pseudomonas aeruginosa (27853) +++ 
Neisseria meningitidis (13090) +++ 
Streptococcus pneumoniae (6305) +++ (growth on Mueller Hinton Blood 

Agar) 
Streptococcus faecalis (29212) +++ (growth on Mueller Hinton Chocolate 

Agar) 



 
 

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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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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