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	POLICY STATEMENT
	Legionella pneumophila is responsible for 80-90% of reported cases of Legionella infection with serogroup 1 accounting for greater than 70% of all legionellosis.  Current methods of detection of pneumonia caused by Legionella pneumophila require a respiratory specimen.  Unfortunately, one of the presenting signs of patients with Legionnaires’ disease is the relative lack of productive sputum.  The Binax NOW ® Legionella Urinary Antigen Test, an immuno-chromatographic membrane assay, allows for the early detection of Legionella pneumophila serogroup 1 infection through detection of a specific soluble antigen present in the urine of patients with Legionnaires ’ disease.  This antigen has been detected in urine as early as three days after onset of systems. 

	PURPOSE
	This procedure provides technical instruction for the performance of the Legionella Urinary Antigen 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 Legionella Urinary Antigen procedure without exception. In addition, testing personnel are also responsible for evaluating the results and taking proper remedial action. 

	RELATED DOCUMENTS
	MICR 6935 F Legionella Ag QC Chart


PRINCIPLE

The Binax NOW ® Legionella Urinary Antigen Test is an immuno-chromatographic membrane assay to detect Legionella pneumophila serogroup 1 soluble antigen in urine. Rabbit anti- Legionella pneumophila serogroup 1 antibody, the Sample line, is adsorbed onto nitrocellulose membrane.  Goat anti-rabbit IgG, the Control line, is absorbed onto the same membrane as a second stripe.  Rabbit anti- Legionella pneumophila serogroup 1 antibodies are conjugated to visualizing particles that are dried onto an inert fibrous support.  The resulting conjugate pad and the striped membrane are combined to construct the test strip.  

SPECIMEN HANDLING

Collect urine sample in a standard urine container.  Specimen should be sent to lab as soon as possible. Samples can be stored at room temperature if tested within 24 hours of collection.  Alternatively, specimens may be stored at 2° to 8(C for up to 14 days or at -10(C to -20(C for longer periods of time.  Boric acid may be used as a preservative.  

NOTE: The test has not been approved for testing on plasma, serum, body fluids and environmental samples (i.e. potable water).  

REAGENTS 
Binax NOW ® Legionella Urinary Antigen Kit:
· Test Devices: A membrane coated with rabbit antibody specific for Legionella pneumophila serogroup 1 antigen and with goat anti-rabbit IgG antibody is combined with rabbit anti- Legionella pneumophila serogroup 1 antigen conjugate in a hinged test device.

· Reagent A: Citrate/Phosphate buffer with Tween 20 and Azide.

· Sample swabs: Designed for use in the Binax NOW ® Legionella Urinary Antigen Test.  Do not use other swabs.

· Positive Control Swab: Heat inactivated L. pneumophila dried onto the swab.

· Negative Control Swab: L. pneumophila negative swab.
Store the kits at 2°C to 30(C.  The test cards and reagents are stable until the expiration dates marked on their outer packaging and containers.  DO NOT use the kit beyond its labeled expiration date. Do not mix lot components.

QUALITY CONTROL

The Binax NOW ® Legionella Urinary Antigen Test contains built-in procedural controls.  Daily quality control requires documentation of these procedural controls for each sample tested each day. The pink-to-purple line at the “Control” position can be considered an internal positive procedural control. The background color in the window should be light pink to white within 15 minutes and should not interfere with the reading of the test result.

External Positive and Negative Controls are performed with each new lot or shipment of test kits received and weekly thereafter.  

PROCEDURE
1. Bring patient sample(s) to room temperature, then swirl gently to mix. 
2. Remove room temperature device from its pouch just before use and lay flat.

3. Dip a Binax swab (Do not use other swabs) into the sample to be tested, completely covering the swab head. If the swab drips, touch the swab to the side of the collection container to remove excess liquid.

4. There are two holes on the inner right panel of the device. Insert specimen swab or control swab into the BOTTOM hole (swab well).  Firmly push upwards so that the swab tip is fully visible in the Top hole.  DO NOT REMOVE SWAB.
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5. Hold Reagent A vial vertically, ½ to 1 inch above the device. 

a. Control Swabs:  Slowly add six (6) free falling drops of Reagent A to the BOTTOM hole.

b. Specimen Swabs:  Slowly add two (2) free falling drops of Reagent A to the BOTTOM hole.
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6. Immediately peel off adhesive liner from the right edge of the test device.  Close and securely seal the device.  
7. Read result in window 15 minutes after closing the device.  Results read beyond 15 minutes may be inaccurate. However, some positive patients may produce a visible sample line in less than 15 minutes.
REPORTING
1. A positive sample will give two pink-to-purple colored lines.  This means that antigen was detected.  Specimens with low levels of antigen may give a faint patient line. Any visible line is positive. Antigen excretion may begin as early as 3 days after onset and persist for up to 1 year afterwards.  
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Enter results in Meditech as:
POSITIVE: presumptive positive for Legionella pneumophila serogroup 1 antigen in urine, suggesting current or past infection.

2. A negative sample will give a single pink-purple colored Control Line in the top half of the window, indicating a presumptive negative result. 
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Enter results in Meditech as:
NEGATIVE:  presumptive negative for Legionella pneumophila serogroup 1 antigen in urine, suggesting no current or recent infection.  Infection due to Legionella cannot be ruled out since other serogroups and species may cause disease, antigen may not be present in urine in early infection, and the level of antigen present in the urine may be below the detection limit of the test.

3. If no lines are seen, or if just the Sample line is seen, the assay is invalid. Invalid tests should be repeated.  

REFERENCE

Binax NOW Legionella Urinary Antigen Test package insert 2013/01
St. Agnes Hospital, 900 S. Caton Avenue, Baltimore, MD 21229

P:\labadmin\Quality Management\MICR\MICR QSE 6-Process Control\Immunology\MICR 6935 R Legionella Ag v3.doc

