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ANTIBIOTIC SUSCEPTIBILITY TESTING(AST) 



AST is the “study of  the susceptibility of bacteria to a  specific 
antibiotic”Susceptibility testing is done using following 
methods: 

 

 



 The Kirby-Bauer methods are usually used for antimicrobial 
susceptibility testing, with the Kirby-Bauer method being 
recommended by the NCCLS (National Committee for 
Clinical Laboratory Standards guidelines ).  

 

 Uses  small discs impregnated with antibiotics 

 

 These discs are placed on the surface of the inoculated 
Mueller Hinton agar plate. 

 



Procedure: 
 Mostly Muller Hinton agar is used in this antibiotic 

susceptibility test. 

 Take 24-48 hours old broth (Liquid) culture of  
bacteria to be tested. 

 Place a sterile cotton swab in the bacterial suspension 
and remove the excess fluid by pressing and rotating 
the cotton against the inside of the tube above the 
fluid level.  

 The swab is streaked in three directions over the 
surface of the Mueller-Hinton agar to obtain uniform 
growth. A final sweep is made around the rim of the 
agar.  

 



 Allow the plates to dry for five minutes. 

 Using sterile forceps or a suitable disc dispenser, place 
paper disks impregnated with a fixed concentration of 
an antibiotic, on the surface agar plates at equal 
distance.  

 Incubate the plates at 37oC for 24 hours. 

 Following overnight incubation, measure the diameter 
of the zone of inhibition in millimeter (mm) around 
each disk. 

 



Mueller Hinton Agar Plate Swabbing 
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Disc Placement 
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Dilution methods 
 Used to determine the concentration of the antibiotic 

to inhibit or kill micro orgaminimal nisms. 

 Achieved by: 

1- Tube dilution methods. 

2- Agar dilution method. 

 Minimum inhibitory concentration (MIC): The lowest 
concentration of antibiotic that inhibit growth of 
bacteria. 

 Minimum bactericidal concentration (MBC): Lowest 
concentration of antibiotic that kills bacteria isolated 
from patient. 

 


