	Microbiology 

Reader
	Document No.  MICR 6460 R

Page 2 of 2

	PYR Disks
	Origination: 03/2001

                                             Version 2



	POLICY STATEMENT
	PYR is a rapid, colorimetric test for the presumptive identification of enterococci and group A streptococci. Filter paper disks are impregnated with L-pyrrolidonyl-ß-naphthylamide. In the presence of the enzyme Pyrrolidonyl arylamidase (PYRase), the substrate is hydrolyzed resulting in the formation of β-naphthylamine. This compound produces a red color upon the addition of the color developer р-dimethlyaminocinnamaldehyde . 

	PURPOSE
	This procedure provides technical instruction for the performance of the PYR test.

	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 PYR procedure without exception. In addition, testing personnel are also responsible for evaluating the results and taking proper remedial action. 

	RELATED DOCUMENTS
	MICR 6460 F PYR Disk QC chart


REAGENTS 

PYR Disk with Reagent

· L-pyrrolidonyl-ß-naphthylamide disk
· 0.01% р-dimethlyaminocinnamaldehyde 
Store at 2° to 8°C. Protect from light. DO NOT use the beyond the expiration date. Do not mix lot components.
QUALITY CONTROL

Perform with each new lot or shipment. 

· Positive Control = Enterococcus faecalis ATCC 29212 

· Negative Control = Streptococcus agalactiae ATCC 12386 

PROCEDURE

1. Only test isolates that are catalase negative, gram positive cocci consistent with enterococci  or Group A streptococci

2. Using forceps, place the disk on a clean slide or the lid an agar plate, free of excess moisture
3. Moisten the disk slightly with demineralized water. DO NOT OVERSATURATE.
4. Using a sterile loop or wooden applicator stick, remove a visible inoculum from an 18 to 24 hour culture growing on nonselective culture media and rub into the disk.
5. Incubate at room temperature for 2 minutes.
6. Add 1 drop of Color Developer to the disk.
7. Allow up to 1 minute for a pink to red color to develop.
8. Weak results may occur if insufficient cells are tested or if the test strain is unusually poor in the expression of PYRase activity. If necessary the result can be confirmed by repeating the procedure with a larger inoculum and incubating the disk for 5 minutes, prior to the addition of Color Developer.

REPORTING

· Positive = Pink to red color development 

· Negative = Cream, yellow or no color development
Enter the result in the appropriate spot in the Meditech workcard.

· Some strains of Enterococci are beta hemolytic; therefore colony morphology must be carefully evaluated to differentiate between Enterococci and Streptococcus pyogenes. 

· Aerococcus viridans, Lactococcus garvieae, certain staphylococci, and most Corynebacterium haemolyticum strains are PYR positive, as are some Enterobacteriaceae and other gram-negative rods.

REFERENCE

Remel PYR Disk with Reagent package insert, December 18, 2008
St. Agnes Hospital, 900 S. Caton Avenue, Baltimore, MD 21229
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