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POC.21 Influenza A and B
Using the

Binax NOW® Influenza A & B Test Kit

PRINCIPLE
The Binax NOW® Influenza A & B Test is an immunochromatographic assay used for the qualitative detection of influenza A and influenza B nucleoprotein antigens in nasal wash or nasopharyngeal swab specimens from symptomatic patients.  It is intended to aid in the rapid diagnosis of influenza A and influenza B infections.    
Influenza A or B antigen present in the sample reacts to bind anti-influenza A or B conjugated antibody.  The resulting antigen-conjugate complexes are captured by immobilized anti-influenza A or B antibody, forming the Sample Line.  Immobilized Control Line antibody captures a visualizing conjugate, forming a pink Control Line in a device that has been tested.  

The test results are then interpreted by the presence or absence of visually detectable pink to purple colored lines.  

SPECIMEN
Use fresh nasal washes and nasopharyngeal (NP) swabs for this test.  Do not use frozen samples.  Use nasal washes for optimal test performance.  

Collect nasal washes in standard containers.  Test as soon as possible.  Washes can be held at 2-8°C for up to 24 hours prior to testing. 

Use cotton, rayon, foam or polyester flexible-shaft NP swabs to collect nasopharyngeal sample.  Calcium alginate swabs are not recommended for use in this test.  Elute sample within one hour of collection.  Test as soon as possible.  Elutes swab samples can be held at 2-8°C for up to 24 hours prior to testing. 
Samples should be at room temperature before testing.  Swirl gently to remix before testing.  

Reagents – Supplies – Equipment
1.
Binax NOW® Influenza A & B Test Kit – Store kit at room temperature (15-30°C).  Test kit and reagents are stable until the expiration dates marked on their outer packaging and containers. 

· Test Devices      
· Transfer Pipettes (fixed volume transfer pipettes)
· Positive Control Swab (inactivated influenza A and B onto swab)
· Negative Control Swab (inactivated Streptococcus Group A dried onto swab)

· Nasopharyngeal Swabs (sterile foam swabs)
· Elution Solution vials (vials containing 0.5 ml of elution solution)
2.
Clock, timer, or stopwatch is needed for testing.
3.
Nasal wash collection containers if using nasal wash specimen

CALIBRATION
No calibration needed

PRECAUTIONS

1.
For in vitro diagnostic use.

2.  
Leave test device sealed in its foil pouch until just before use.

3.  
Do not use kit past its expiration date.

4.  
Do not mix components from different kit lots.

5.  
The white sample pad at the top of the test strip contains reagents that extract the target antigen from the virus.  To ensure optimum performance, add the sample SLOWLY to the MIDDLE of this pad such that all of the sample volume absorbs into the pad. 

6.  
Solutions used to make the control swabs are inactivated using standard methods.  However, patient samples, controls, and test devices should be handled as though they could transmit disease.  

7.
All transfer pipettes and test vials are single use items – do not use with more than one specimen. 

8.  
The ability of this test to detect avian influenza was determined using cultured avian influenza viruses, the performance characteristics of this test with specimens collected from humans infected with H5N1 or other avian influenzas is unknown.
QUALITY CONTROL
The use of positive and negative controls ensure that the test reagents are working and that the test is correctly performed.  
Procedural (Daily or Internal) Quality Control
The Binax NOW® Flu A and Flu B tests have built-in procedural controls that will be observed with each test device.  For procedural quality control, the results will be recorded on the patient log sheet.  
· Procedural Positive - An untested device has a blue line at the "Control" position.  If the test flows and the reagents work, this blue line will always turn pink in a tested device.  Record results on patient test log sheet.  
· Procedural Negative – The clearing of background color from the result window is a negative background control.  The background color in the window should be light pink to white within 15 minutes.  Background color should not hinder reading of the test.  Record results on patient test log sheet. 
If Procedural Quality Control test results are not as expected, do not report patient results.  Repeat testing with another test device. 
External (Test Kit Verification) Control

· Binax NOW® Influenza A & B test kit contains Positive and Negative Control Swabs.  These swabs will monitor the entire assay and verify the test kit is working properly.  The Ancillary Testing Coordinator will test the kit before it is provided to the VA Outpatient Clinic for patient testing.  
· To test positive or negative control swabs, put the swab to be tested into a labeled Elution Solution test vial.  Rotate the swab three times in the liquid

· Press the swab against the side of the vial and turn as you remove it from the vial.  This removes sample from the swab.
· Discard the swab.

· Test the liquid control sample as soon as possible in the same manner as a patient test.  Record results on the appropriate log sheet.

If the External Control test results are not as expected, do not use the kit and contact the supplier of the problem and request a replacement kit.
PATIENT SPECIMEN PREPARATION

· If the patient specimen is a nasal wash, no added preparation is needed.

Precaution:  When testing nasal wash/aspirate samples, avoid thick areas of the sample when drawing it into the transfer pipette.  If the pipette becomes clogged, and the lower part of the pipette is not full, put the sample back into the container by squeezing the top bulb.  Redraw the sample into the pipette.  Use a new pipette if needed.  

· If the specimen is a nasopharyngeal swab, prepare the specimen by placing the swab in a vial of elution solution.  

· Rotate the swab three times in the liquid.

· Press the swab against the side of the vial and turn as you remove it from the vial.  This removes sample from the swab.

· Discard the swab into biohazard trash.  
· Test liquid sample as soon as possible
PATIENT TESTING
.  

· Remove an Influenza A & B device from the pouch just prior to testing and lay flat on work bench.  

· Fill pipette by firmly squeezing the top bulb and placing pipette tip to sample.  Release bulb while tip is still in sample.  This will pull liquid into the pipette.  Make sure there are no bubbles in the lower part of the pipette.

·  See arrow on the test device to find White Sample Pad.  Slowly add entire contents (100 μl) of pipette to the middle of this pad by squeezing the top bulb.
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· Immediately peel off brown adhesive liner from the test device.  Close and securely seal the device.  Read result in window 15 minutest after closing the device.  

NOTE:  When reading test results, tilt the device to reduce glare on the result window if necessary. 
RESULT INTERPRETATION
For a NEGATIVE SAMPLE, the BLUE Control Line in the bottom third of the window turns to a PINK-TO-PURPLE color.  No other line will appear.

Pink Control Line  [image: image2.png]



For a Flu A POSITIVE SAMPLE, the BLUE Control Line turns a PINK-TO-PURPLE color.  A second PINK-TO-PURPLE Sample Line appears above it in the middle third of the window.  Any shade of a pink to purple Sample Line indicates a positive result.  
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Pink Sample Line
Pink Control Line
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For a FLU B POSITIVE SAMPLE, the BLUE Control Line turns a pink-to-purple color AND a second pink-to-purple Sample Line appears above it in the top third of the window. Any Sample Line, even when very faint, is positive. 
                                                                                           Pink Sample Line

Pink Control Line
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For a FLU A and FLU B POSITIVE SAMPLE, the BLUE Control Line turns a pink to purple color, AND two pink to purple SAMPLE Lines appear above it in the middle and top thirds of the window.  Any shade of pink to purple Sample Lines indicates positive results.  
Pink Sample Line

Pink Sample Line

Pink Control Line  
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A test is INVALID if the Control Line remains BLUE or is not present at all, whether a Sample Line(s) is present or not.  Repeat Invalid tests with a new test device. 
Blue Control Line

No Control Line  
REPORTING OF RESULTS
Results of Influenza A and influenza B will be reported as POSITIVE or NEGATIVE.    All results are to be recorded on the patient log sheet and reported directly to the requesting provider upon completion of the test.  The patient log sheet will be submitted each day of patient testing to the Ancillary Testing Coordinator along with the regular shipment of patient specimens.  The Ancillary Testing Coordinator will enter the results into the hospital computer system after reviewing the log sheet for proper recording of patient information and procedural controls has taken place.  
LIMITATIONS
Negative test results do not exclude infection with Influenza A or Influenza B.  The results obtained with the Binax NOW® Influenza A & B Test Kit should be used in conjunction with clinical findings to make an accurate diagnosis.  
The Binax NOW® Influenza A & B Test Kit detects both viable and non-viable influenza A and B.  Test performance depends on antigen load in the specimen and may not correlate with cell culture performed on the same specimen.
Inadequate specimen collection or improper sample handling/transport may hield a false-negative result.  

Performance of the Binax NOW® Influenza A & B Test Kit has not been established for monitoring antiviral treatment of influenza.
Use of visibly blood samples is not recommended with the Binax NOW® Influenza A & B Test Kit
REFERENCES
Binax NOW® Flu A and Now® Flu B Test Kit package insert; Rev. 2, 02/16/06.
CAP Point-of-Care Testing Checklist; Revised 10/06/2005.
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