Rapid Plasma Reagin (RPR) Test for Syphilis

I.    
Purpose:

The RPR (Rapid Plasma Reagin) Card Tests are macroscopic screening procedures for the detection of syphilis, which utilize unheated serum or plasma from venous or finger-puncture blood.

II.  
Specimen: 
Serum 2.0 ml

Specimen stability

	Temperature
	Stability

	20~25oC
	3 days

	  4~8 oC
	5 days

	-20 oC
	at least 5 days


SAFETY NOTICE: Sine blood is a primary carrier for HBV, HCV and HIV universal precautions as required.  Wear gloves.  Dispose of needles in biohazard sharp keeper.  Dispose of blood, serum and blood soaked items (used RPR cards) in biohazard waste.

III. 
Materials:

A. RPR Kit (Hynson, Westcott and Dunning) containing:

1. 18 mm circle cards  

2. 0.05 ml capillary pipettes 

3. Dispenstirs, 0.05 ml/drop 

4. Stirrers 

5. Rubber bulbs Plastic dispensing bottle 

6. 20-gauge needle without bevel, silicon coated 

7. RPR test antigen

B. Other supplies not in kit

1. Pipettes, serological, 0.1ml (optional) 

2. Latex gloves 

3. Biohazard sharp keepers 

4. Timer, accurate to one second 

5. Humidifier cover - Any convenient cover containing a moistened blotter may be used to cover the cards during rotation

C. Rotating machine.  Fixed speed or adjustable to 100 + 3 RPM, circumscribing a 3/4 inch diameter circle on a horizontal plane.

IV. 
Method:

A.  Specific Instructions

1. Centrifuge blood specimens at room temperature at a force that is sufficient to separate serum from cells.  Generally, 1500-2000 rpm for five minutes is sufficient.  

2. Place one drop of unheated serum onto an 18 mm circle of the test card, using a dispenstir, a 0.05ml capillary pipette with attached rubber bulb, or a 0.2 ml serological pipette.   

3. Spread serum with inverted dispenstir (closed end) or a stirrer to fill the entire circle.  (The specimen may be spread with serological pipette if the tip is smooth and will not scratch card surface.)  

4. Add exactly one drop (1/60 ml) of RPR card test antigen suspension to each test area containing serum.   Do Not Stir.   

5. Place card on the rotator and cover with the humidifier cover.  

6. Rotate eight minutes at 100 rpm on a mechanical rotator.

A. Limitation of method

1. Biological false-positive reactions are sometimes caused by diseases such as infectious mononucleosis, leprosy, lupus erythematosus, vaccinia, and virus pneumonia. The extent to which they may occur with RPR card test is not as yet known, with the exception of leprosy.  

2. Slide flocculation tests for syphilis are affected by room temperature.  For reliable and reproducible results, controls, RPR card antigen suspension, and test specimens must be at room temperature, 73-85oF (23-30oC) when tests are performed.  Record the room temperature at which the test is performed in a QC log sheet

3. Reactive specimens should be subjected to further serologic study, including quantitation, whenever feasible.

V. 
Results:  

A. Report the results as follows:

1. Small to large clumps = Reactive (R) 

2. No clumping or very slight roughness = Non-reactive (NR)

B. Upon completion of the daily tests, remove needle, rinse in water and air dry.  (Avoid wiping the needle, this removes silicone coating.)  Recap dispensing bottle and store in refrigerator. 

C. Reactive specimens are confirmed by Quantitative RPR Test and are sent to the Michigan State Laboratory for confirmation.

VI. 
Quality Control:   

A. Reactive and non-reactive, minimally reactive and reactive control is tested with each batch of patient specimens. 

B. Temperature of RPR antigen, controls and test specimens must be in range of 23-30oC.  High temperatures increase sensitivity, low temperatures decrease sensitivity of the reaction.  Record the temperature.  

C. The rotator should be checked daily to see that it rotates at 100 +3 rpm; adjust as needed.  Record the observed rate on speed.  

D. Record the lot number and expiration date of the antigen on the worksheet.

E. Check needle weekly for volumetric delivery (60drips/ml) and record on the A.C. worksheet.

F. Each new lot number of antigen and card control is run in parallel with old lot numbers and results recorded side by side in Q.C. worksheet.

G.  File all records for two years.
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