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	POLICY STATEMENT
	Detection of the mecA gene has been considered the gold standard in the determination of methicillin-resistance because of its accuracy, but this method is labor intensive and expensive to perform. The Oxoid Penicillin Binding Protein (PBP2') Latex Agglutination Test has the advantage of direct detection of the PBP2' protein encoded by the mecA gene and is performed in a rapid time frame with minimal labor. Latex particles sensitized with a monoclonal antibody against PBP2' will specifically react with Methicillin-resistant Staphylococcus to cause agglutination visible to the unaided eye. Methicillin sensitive Staphylococcus aureus (MSSA), on the other hand, will demonstrate no agglutination with the sensitized latex particles. 

	PURPOSE
	This procedure provides technical instruction for the performance of the Oxoid Penicillin Binding Protein (PBP2') Latex Agglutination 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 Oxoid Penicillin Binding Protein (PBP2') Latex Agglutination Test procedure without exception. In addition, testing personnel are also responsible for evaluating the results and taking proper remedial action. 

	RELATED DOCUMENTS
	MICR 6455 J PBP2 job aide
MICR 6455 F PBP2 QC chart


REAGENTS 

Oxoid Penicillin Binding Protein (PBP2') Latex Agglutination Test kit
· Extraction reagent 1

· Extraction reagent 2

· Test latex 

· Control Latex 

· Test cards

· Mixing sticks

Store the kits reagents at 2-8(C. Bring all reagents to room temperature (18-30(C) before use.  DO NOT use the kit beyond its labeled expiration date. Do not mix lot components.

QUALITY CONTROL

Quality Control is performed once daily each day of patient testing.
Positive Control: Staphylococcus aureus (MRSA) ATCC 43300

Negative Control: Staphylococcus aureus (MSSA) ATCC 25923 or ATCC 29213
PROCEDURE

Induction Procedure 
For Coagulase negative Staphylococci, an induction is needed for the production of sufficient PBP2'

1. Prepare a broth suspension of the organism equivalent to a 1 McFarland standard and streak a lawn on TSA with blood, Columbia Blood Agar, or Mueller- Hinton Agar. Alternately, inoculate the agar plate with several colonies and streak in four quadrants.

2. Place an oxacillin disc (1µg/ml) onto the lawn of organisms or in the main inoculum quadrant.

3. Incubate at 37ºC for at least 24 hr. but not more than 48 hr.

4. The test can be performed using colonies growing closest to the oxacillin disk.

Test Procedure

1. Add 4 drops of Extraction Reagent 1 into a test tube.

2. Using a sterile 5ul loop remove sufficient growth from an 18-24 hour culture to fill a heaped loopful about 1 mm high and making sure to cover the external diameter of the loop. Do not perform the test unless sufficient inoculum is available. If necessary to obtain sufficient growth, a 24-48 hour cultures may be tested, 

3. Suspend the test culture in the test tube.

4. Vortex, if clumps are present. A very turbid suspension should be visible.

5. Place the tube into the heating block (> 95ºC) for 3 minutes.
6. Remove the test tube and allow it to cool to room temperature.

7. Add 1 drop of Extraction Reagent 2 into the tube and mix well.

8. Centrifuge at 1500 x g for 5 minutes. Use the supernatant for the test
9. Label one circle of the test card for Test latex and another for Control Latex.

10. Mix the latex reagents well, add 1 drop of Test latex or Control Latex to each labeled circle.

11. Place 50µl of supernatant on each Test circle and Control circle being careful to avoid the pellet.
12. Mix the latex and supernatant in each circle thoroughly with a mixing stick provided in the kit.
13. Rotate on rotator at 100rpm for 3 minutes. 

14. Read results immediately. Look for agglutination under normal lighting conditions.
REPORTING

· Positive (MRSA): Agglutination is observed with Test Latex but not observed with the Control Latex within 3 minutes. True positive results generally have strong reactions. Change the organism form Staph coag positive to MRSA and enter PBP2 result in the workcard to charge for the PBP2 test.
· Negative (MSSA): No agglutination is seen with either the Test latex or the Control Latex within 3 minutes. Change the organism form Staph coag positive to Staph aureus and enter PBP2 result in the workcard to charge for the PBP2 test.

· Indeterminate Result: Agglutination is observed only with the Control latex within 3 minutes. Do not report.
NOTE: Occasionally, negative reactions may have a finely granular appearance or reactions can be stringy.  In such cases, the degree of background clearing should be used to interpret the result. An opaque background indicates a negative result and a clear background should be interpreted as a positive result. If the PBP2’ latex agglutination test does not correlate with the Microscan MIC, an oxacillin Etest should be set up to determine the exact MIC of the isolate

Because of limitations in sensitivity and specificity of the CLSI susceptibility test methods for coagulase negative Staphylococci, particularly for strains other than Staphylococcus epidermidis, the results with the PBP2' assay may not agree with the results of standard susceptibility testing. Strains with MICs of ≥0.5 µg/ml should be considered methicillin resistant, regardless of the PBP2' assay results. 
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