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Sim Laboratory Procedure

										
Procedure #:  2013.009  
	Procedure
	PYR Disc



1.	Purpose:  The  PYR test is for the detection of the enzyme pyroglutamyl aminopeptidase.  All members of the genus 	Enterococcus are positive for pyroglutamyl aminopeptidase, while none of the Group D Streptococci possess this activity.		Among the Streptococci taken as a whole, only the Group A (S. pyogenes) possess pyroglutamyl aminopeptidase activity.  	The test can be used to presumptively identify group A & Enterococcus.								PYR impregnated discs server as a substrate for the detection of pyroglutamyl aminopeptidase.  Following 	inoculation of the disc from a blood agar plate, enzymatic hydrolysis of the substrate with suspect organisms occurs.  The 	resulting ß-napthylamide product gives a red color upon the addition of a colorimetric developer.  The test routinely requires 	less than	four minutes to perform.

2. Scope:  Will presumptively identify group A Strep & Enterococcus.

3. Procedure:
	Preparation and Notes
· Specimen and specimen handling if other than routine:  One or more isolated suspected Group D or Group A Strep colonies from a 18-24 hour culture should be selected for assay.
· Equipment:  N/A
· Materials:  PYR discs & color developer, forceps, pipets, water & loop.
· Controls:  Run a positive (Group D Enterococcus or Group A Streptococcus) and a negative (Group B Streptococcus) each day of use and enter results in the QC logsheet on bacti computer.
3.1 Procedural Steps:
3.1.1 Prior to inoculation with sample, each disc should be moistened slightly.  The disc should not be flooded, however.  Moistening may be accomplished by adding a small volume of water (5-10l) with a pipet or 10l loop.
3.1.2 With a small, sterile microbiological loop, pick up one or more isolated colonies from a 18-24 hour culture.  Take care not to gouge the surface of the blood agar.  Rub this inoculum gently into a small area of the moistened disc using the loop portion.  Do not grind the cells into the disc, or shred the surface of the disc during or after inoculation.
3.1.3 After the moistened disc has been inoculated with the suspect colony, the test should be incubated at room temperature for two minutes.
3.1.4 A positive result is indicated by the development of a pink or cherry color appearing in the inoculated portion of the disc within one minute after addition of the color developer.  A negative result is indicated by no color change in the inoculated portion of the disc, relative to the background, within one minute after addition of the color developer.  A positive result confirms the presence of the enzyme pyroglutamyl aminopeptidase, while a negative result shows the absence of the enzyme.

4. References: PYR test direction circular, Remel, 12076 Santa Fe Drive, Lenexa, KS April 98.  Facklam, RR (1980), Manual of Clinical Microbiology, 7th Ed. ASM, Washington  DC, 1990.

5. Definitions/Limitations:  False negative results can occur if an inadequate amount of cells are used for testing.  Occasional false positive results occur with organisms from unrelated genera.  Consideration of the clinical presentation, the source of the specimen, culture characteristics, and the serological grouping will eliminate the contribution of these organisms to anyfalse positive rate.  Positive PYR tests should be confirmed with Lancefield groupings if available.			
	
	Reference ranges:  Positive or Negative											
	Limitations:  See item 5. above
6.	Measurements and Records:   Test results are recorded on the culture worksheet.

	Calculations:  N/A
	Reporting Results:  Results not reported on chart.
	Records to be completed:  N/A

7.	Attachments:  None
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