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This procedure is electronically produced, revised, monitored, reviewed and/or retired. For a full document history of initiation, revisions, and reviews with electronic signatures and dates, please open document in the procedure publishing software.

	PRINCIPLE:


The Sofia RSV FIA employs immunofluorescence for detection of respiratory syncytial virus (RSV) nucleoprotein antigen in nasopharyngeal swab and nasopharyngeal aspirate/wash specimens taken directly from symptomatic patients. This qualitative test is intended for use as an aid in the rapid diagnosis of acute RSV infections in pediatric patients. Negative results do not preclude RSV infection and should not be used as the sole basis for treatment or for other management decisions. A negative result is presumptive, and it is recommended these results be confirmed by virus culture or an FDA-cleared RSV molecular assay. 

The Sofia RSV FIA test employs immunofluorescence technology that is used with the analyzer, Sofia, to achieve the rapid detection of RSV antigens. The Sofia RSV FIA test involves the disruption of virus and detection of nucleoproteins inside the virus. The patient specimen is placed in the Reagent Tube, during which time the virus particles in the specimen are disrupted, exposing internal viral nucleoproteins. After disruption, the specimen is dispensed into the Cassette sample well. From the sample well, the specimen migrates through a test strip containing various unique chemical environments. If RSV viral antigens are present, they will be trapped in a specific location. 

	


	CLINICAL SIGNIFICANCE:

	RSV is a causative agent of highly contagious, acute, viral infection of the respiratory tract in pediatric and elderly populations. Respiratory syncytial virus is a single-stranded RNA virus. Nearly half of all children become infected with RSV in their first year of life. It is also the major viral cause of nosocomial illness in children already hospitalized for other reasons. 


	SPECIMEN:  
A.   COLLECTION AND PROCESSING:


	Nasopharyngeal Swab Sample 

	Use the nasopharyngeal swab supplied in the kit. 

	To collect a nasopharyngeal swab sample, carefully insert the swab into the nostril that presents the most secretion under visual inspection. Keep the swab near the septum floor of the nose while gently pushing the swab into the posterior nasopharynx. Rotate the swab several times then remove it from the nasopharynx. 

Nasopharyngeal Aspirate/Wash Sample 
Follow protocol for obtaining nasopharyngeal aspirate/wash samples. 
Use minimal amount of saline. 
To collect a nasopharyngeal aspirate sample: instill a few drops of sterile saline into the nostril to be suctioned. Insert the flexible plastic tubing along the nostril floor, parallel to the palate. After entering the nasopharynx, aspirate the secretions while removing the tubing. The procedure should be repeated for the other nostril if inadequate secretions were obtained from the first nostril. 

To collect a nasopharyngeal wash sample: the child should sit in the parent’s lap facing forward, with the child’s head against the parent’s chest. Fill the syringe or aspiration bulb with the minimal volume of saline required per the subject’s size and age. Instill the saline into one nostril while the head is tilted back. Aspirate the wash specimen back into the syringe or bulb. The aspirated wash sample will likely be approximately 1 cc in volume. 



	B. REJECTION
Unlabeled or improperly labeled specimens will be rejected.




	STORAGE AND PRESERVATION:


Samples should be tested as soon as possible after collection. However, if transport of samples is required, minimal dilution of the sample is recommended, as dilution may result in decreased test sensitivity. Whenever possible, 1 milliliter or less is best to avoid excessive dilution of the patient sample.
	Specimens may be stored at 2 – 8 Co or room temperature for up to 24 hours.  All specimens must be at room temperature prior to testing.


	


REAGENTS 
MATERIALS SUPPLIED 
25-Test Kit: 
· Individually Packaged Cassettes (25): Mouse monoclonal anti-RSV antibodies 

· Reagent Tubes (25): Lyophilized buffer with detergents and reducing agents 

· Reagent Solution (25): Vials with salt solution 

· Sterile Nasopharyngeal Swabs (25) 

· Large (250 μL), Pink Fixed Volume Pipettes (25) 

· Small (120 μL), Clear Fixed Volume Pipettes (25) 

· RSV Positive Control Swab (1): Swab is coated with non-infectious RSV antigen 

· Negative Control Swab (1): Swab is coated with heat-inactivated, non-infectious Streptococcus C antigen 

· Package Insert (1) 

· Quick Reference Instructions (1) 

· QC Card (located on kit box) 

· Printer Paper (1) 

MATERIALS NOT SUPPLIED in kit 
· Timer or watch for use in Read-Now Mode 

· Sofia analyzer 

· Sterile saline for the collection of Nasopharyngeal Aspirate or Wash Specimens 

· Equipment used for collection of Nasopharyngeal Aspirate or Wash Specimens 

· Calibration Cassette (supplied with the Sofia Installation Pack) 

KIT STORAGE AND STABILITY 
Store the kit at room temperature, 59°F to 86°F (15°C to 30°C), out of direct sunlight. Kit contents are stable until the expiration date printed on the outer box. Do not freeze.

	CONTROL PROCEDURE:

	There are three types of Quality Control for the Sofia and the Cassette: Sofia Calibration Check procedure, built-in procedural control features, and External Controls. 
Sofia Calibration Check Procedure   Note: This is a “Calibration Check” procedure. 

The Calibration Check Procedure must be performed every 30 days. Sofia will remind the user to complete the Calibration Check Procedure. The Calibration Check is a required function that checks the Sofia optics and calculation systems using a specific Calibration Cassette. This Calibration Cassette is supplied with the Sofia Installation Pack. Refer to the Sofia User Manual for details regarding the Calibration Check Procedure. Important: Ensure that the Calibration Cassette is stored in the provided storage pouch between uses to protect from exposure to light.

Built-in Procedural Controls 
The Sofia RSV FIA contains built-in procedural control features. Each time a test is run in Sofia, the procedural control zone is scanned by Sofia and the result is displayed on the Sofia screen. This documentation is automatically logged into Sofia with each test result.  Printed test results will be stored on the Sofia test log and entered into the LIS.
A valid result obtained from the procedural controls demonstrates that the test flowed correctly and the functional integrity of the Cassette was maintained. The procedural controls are interpreted by Sofia after the Cassette has developed for 15 minutes. If the test does not flow correctly, Sofia will indicate that the result is invalid. Should this occur, review the procedure and repeat the test with a new patient sample and a new Cassette.


External Quality Control 
External Controls may also be used to demonstrate that the reagents and assay procedure perform properly. Positive and Negative External Controls must be run when each new box of kits is opened.
To test External Controls
1. User must first select Run QC on the Sofia Main Menu.
2. When prompted, scan the QC Card (located on kit box). This card provides information specific to the kit lot, including lot number and expiration date. 
3. Sofia will prompt the user to select the desired mode (Walk Away or Read Now) and then to run the External Control swabs. 
4. Internal Positive and Negative Control swabs are supplied in the kit and should be tested using the Swab Test Procedure. The Positive Control test must be run prior to the Negative Control test. When the QC run is complete, each result will be displayed as “Passed” or “Failed” for the Positive Control and the Negative Control. 

Do not perform patient tests or report patient test results if either of the QC test results fail. Repeat the test before testing patient samples.
5.  Mark each box of kits with date, initials and QC performed.  Place print-out on log sheet.  Enter QC results in the LIS using Kit Validation test code.
TEST PROCEDURE
	Nasopharyngeal Swab Test Procedure 
1. Verify that Sofia is set to the desired Mode: WALK AWAY or READ NOW.
2. Prepare Reagent: 

a. Flick or shake the Reagent Solution vial down so that all fluid is in the bulb. 

b. Twist off the tab. 
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    c. Slowly dispense all of the Reagent Solution into the Reagent Tube. 

    d. Gently swirl the Reagent Tube to dissolve its contents. 

3. Place the patient swab sample into the Reagent Tube. Roll the swab at least 3 times while pressing the head against the bottom and side of the Reagent Tube. 
Leave the swab in the Reagent Tube for 1 minute. 
4. Roll the swab head against the inside of the Reagent Tube as you remove it. Dispose of the used swab in your biohazard waste. 

5. Fill the provided Small, Clear 120 μL Fixed Volume Pipette with the patient sample from the Reagent Tube. To fill the Fixed Volume Pipette with the patient sample: 
[image: image2.emf]
  a. FIRMLY squeeze the top bulb. 

  b. Still squeezing, place the Pipette tip into the patient sample. 

  c. With the Pipette tip still in the patient sample, slowly release pressure on bulb to fill the      Pipette. 

6. Firmly squeeze the top bulb to empty the contents of the Small, Clear 120 μL Fixed Volume Pipette into the Cassette sample well. Extra liquid left over in the overflow bulb should be left behind. NOTE: The Fixed Volume Pipette is designed to collect and dispense the correct amount of patient sample. Discard the Pipette in your biohazard waste. 
7. Promptly proceed to the next section, “Using Sofia,” to complete the test. 

Nasopharyngeal Aspirate/Wash 
1. Verify that Sofia is set to the desired Mode: WALK AWAY or READ NOW. 

2. Prepare Reagent: 
a. Flick or shake the Reagent Solution vial down so that all fluid is in the bulb. 

b. Twist off the tab. 

c. Slowly dispense all of the Reagent Solution into the Reagent Tube. 

d. Gently swirl the Reagent Tube to dissolve its contents. 

3. Fill the provided Large, Pink 250 μL Fixed Volume Pipette with patient sample from the collection cup. To fill the Fixed Volume Pipette with the sample: 
a. FIRMLY squeeze the top bulb. 

b. Still squeezing, place the Pipette tip into the patient sample. 

c. With the Pipette tip still in the patient sample, slowly release pressure on bulb to fill the Pipette. 

4. Firmly squeeze the top bulb to empty the contents of the Large, Pink 250 μL Fixed Volume Pipette into the Reagent Tube. Extra liquid left over in the overflow bulb should be left behind. Gently swirl the Reagent Tube to mix. NOTE: The Fixed Volume Pipette is designed to collect and dispense the correct amount of patient sample. Discard the Pipette in your biohazard waste.
5. Fill the provided Small, Clear 120 μL Fixed Volume Pipette with patient sample from the Reagent Tube, by slowly releasing pressure on the bulb. 

6. Firmly squeeze the top bulb to empty the contents of the Small, Clear 120 μL Fixed Volume Pipette into the Cassette sample well. Extra liquid left over in the overflow bulb should be left behind. Discard the Pipette in biohazard waste. NOTE: The Fixed Volume Pipette is designed to collect and the correct amount of patient sample. Discard the Pipette in biohazard waste. 
7. Proceed to the next section, “Using Sofia,” to complete the test. 
Using Sofia analyzer
WALK AWAY Mode 
In WALK AWAY Mode, the user immediately inserts the Cassette into Sofia. The user then returns after 15 minutes to get the test result. In this mode, Sofia will automatically time the test development before scanning and displaying the test result. 

READ NOW Mode 
Critically important: Allow the test to develop for the FULL 15 minutes BEFORE placing it into Sofia.  The user must first place the Cassette onto the counter or bench top for 15 minutes (outside of Sofia) and manually time this development step. The Cassette MUST stand 15 minutes to get an accurate result. Then, the user inserts the Cassette into Sofia. In READ NOW Mode, Sofia will scan and display the test result within 1 minute. Note: Results will remain stable for an additional 15 minutes after the recommended development time of 15 minutes.
Critically important, the user should never open the foil pouch exposing the Cassette to ambient environment until ready for immediate use. 

Run Test 
1. Input the User ID using the handheld barcode scanner or manually enter the data using the key pad. 
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2. Input Patient ID or Order # using the handheld barcode scanner or manually enter the data using the key pad. 
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	3. Press Start Test and the Sofia drawer will automatically open 
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4. Verify that the correct development mode, Walk Away or Read Now, has been selected. Insert the prepared patient Cassette into the Sofia drawer and close the drawer. 
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5. Sofia will start automatically and display the progress, as shown in the example below. In Walk Away Mode, the test results will be displayed on the screen in approximately 15 minutes. In Read Now Mode, the test results will be displayed on the screen within 1 minute. See Interpretation of Results section. 
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	INTERPRETATION OF RESULTS:


When the test is complete, the results will be displayed on the Sofia screen. The results can be automatically printed on the integrated printer. Test Lines, which are fluorescent, cannot be seen with the naked eye. 

The Sofia screen will display results for the procedural control as being “valid or invalid,” and will provide a positive or negative result for RSV. If the procedural control is “invalid,” retest with a new patient sample and a new Cassette. 

Positive Results:




Negative Results:
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	Invalid Result:
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Invalid Result: If the test is invalid, a new test should be performed with a new patient sample and a new Cassette.
	


	EXPEXCTED RESULTS:

REPORTABLE RANGE:  Positive or Negative
Normal Range:  Negative

	

	LIMITATIONS AND INTERFERRING SUBSTANCES:


· This test is suitable for the pediatric population (less than 19 years of age) only. Performance characteristics have not been established for use with patients older than 19 years of age and for immunocompromised patients. 

· The contents of this kit are to be used for the qualitative detection of RSV antigen from nasopharyngeal swab and nasopharyngeal aspirate/wash samples. 

· This test detects both viable (live) and non-viable RSV. Test performance depends on the amount of virus (antigen) in the sample and may or may not correlate with viral culture results performed on the same sample. 

· A negative test result may occur if the level of antigen in a sample is below the detection limit of the test or if the sample was collected or transported improperly. 

· Failure to follow the Test Procedure may adversely affect test performance and/or invalidate the test result. 

· Test results must be evaluated in conjunction with other clinical data available to the physician. 

· Positive test results do not rule out co-infections with other pathogens. 

· Negative test results are not intended to rule in other non-RSV viral or bacterial infections. 

· Positive and negative predictive values are highly dependent on prevalence. False negative test results are more likely during peak activity when prevalence of disease is high. False positive test results are more likely during periods of low RSV activity when prevalence is moderate to low. 

· Monoclonal antibodies may fail to detect, or detect with less sensitivity, RSV viruses that have undergone minor amino acid changes in the target epitope region. 

· Samples contaminated with whole blood >1% may interfere in the interpretation of the test. Visually bloody samples should not be used. 

· Mycoplasma pneumoniae at levels greater than 1x105 cfu/mL may cross-react or interfere with the performance of the test. 

· The performance of this test has not been evaluated for use in patients without signs and symptoms of respiratory infection. 

	

	METHOD VALIDATION:

	April/May 2015 and ongoing proficiency testing
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