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	POLICY STATEMENT
	A standardized inoculum of bacteria is inoculated onto the surface of a Mueller Hinton Agar plate. Filter paper discs impregnated with antimicrobial agents are placed on the agar.  After overnight incubation, the diameter of the zone of inhibition is measured around each disc. 

	PURPOSE
	This procedure provides technical instruction for the performance of the Kirby Bauer.

	SCOPE
	This procedure applies to testing personnel authorized to perform testing. This group includes, but is not limited to Laboratory Technologists as well as leads and supervisory personnel.

	RESPONSIBILITY
	All the above personnel are responsible for following the Kirby Bauer procedure without exception. In addition, testing personnel are also responsible for evaluating the results and taking proper remedial action. 

	RELATED DOCUMENTS
	MICR 6530 Fa ESBL KB QC chart
MICR 6530 Fb Hemophilus KB QC chart


REAGENTS
· Mueller Hinton II Agar - ESBL
· HTM (Hemophilus Test Media) - Hemophilus
· Mueller Hinton II Broth 
· Antimicrobial discs 
Store the media at 2°C to 8°C and the discs at -20°C to 8°C. Do not use media, broth or discs beyond the expiration date.

QUALITY CONTROL
Quality control should be performed each day of use. If the quality control results are outside the stated ranges, the Kirby Bauer must be repeated and patient results should not be reported.
	ESBL Kirby Bauer QC

	Escherichia coli 25922
	Ceftazidime (CAZ)

	
	Ceftazidime-clavulanic acid (CAZ/CLA)

	
	Cefotaxime (CTX)

	
	Cefotaxime-clavulanic acid (CTX/CLA)

	Klebsiella pneumoniae 700603
	Ceftazidime (CAZ)

	
	Ceftazidime-clavulanic acid (CAZ/CLA)

	
	Cefotaxime (CTX)

	
	Cefotaxime-clavulanic acid (CTX/CLA)

	KIRBY BAUER - H. influenzae

	H. influenzae (49247)
	Ampicillin (AM 10)

	
	Cefotaxime (CTX 30)

	
	Trim/Sulfa (SXT) 


PROCEDURE
1. Bring media, broth and discs to room temperature before use.
2. Prepare the inoculum from an 18-24 hour culture plate from nonselective medium.  The suspension should be adjusted to a 0.5 McFarland standard using a turbidity meter. 
3. Inoculate the media:

a. Dip a sterile cotton swab into the adjusted broth culture within 15 minutes of adjusting the turbidity.
b. Rotate the swab against the inside of the tube to remove excess inoculum. Remember too wet or too dry a swab will alter results.

c. Streak the swab evenly in three directions on the agar plate, turning the plate 60 degrees between each streak.

d. Streak back and forth along each of the three directions, taking care to cover the entire plate evenly.

e. Rim the plate with the swab to insure inoculum of edges.

4. Permit the inoculum to dry (3-5 minutes) before dispensing the antibiotic discs with the disc applicator.  If necessary, press each disc down gently with sterile forceps to insure contact with the media.

5. Invert the plates and incubate the ESBL plate in a non-CO2 35(C incubator within 15 minutes of application of the discs for 16 to18 hours. Place the HTM plate in a 35(C CO2 incubator.
6. After overnight incubation (16 to 18 hours), the zone diameters are measured by placing a ruler on the undersurface of the petri plate and reading through the agar.  
7. The endpoint of growth is taken as complete inhibition of growth as determined by the naked eye
REPORTING
Enter the zone measurements in Meditech for H. influenzae. Meditech will report the appropriate interpretation.
A ≥5 mm zone diameter for either antimicrobial agent tested in combination with clavulanic acid versus its zone when tested alone is confirmation of ESBL (Extended spectrum beta lactamase). Enter the interpretation of the confirmation in the MicroScan where indicated and the zone sizes under alert resolution in MicroScan and 
REFERENCE
BBL Sensi-Disc Antimicrobial Susceptibility Test Disc package insert 2011/07
St. Agnes Hospital, 900 S. Caton Avenue, Baltimore, MD 21229
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