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Immediately place the loop containing the sample 
into the tube containing the Blood Sample Buffer.  
Swirl the loop in the tube to mix thoroughly. 

Remove the sample loop and discard into 
biohazard waste.

Tear open the foil pouch containing the assay test 
strip.  Tear the pouch at the location of the notch 
on the side of the pouch.  Remove the assay test 
strip from the pouch.  Avoid touching the mem-
brane surface in the middle of the strip with your 
fingers. 

Place the assay test strip in the 
tube containing the diluted 
specimen, with the arrows on the
assay test strip pointing down. 

Set a timer for 20 minutes, or note
 the time the assay test strip was 
added to the sample and wait 20
minutes. 

Read test result after 20 minutes.
Do not read the result more than 
45 minutes after beginning the test.
Record the test result seen in the 
Test and Control Zones of the assay
test strip. (Refer to Test Results and Interpreta-
tion and Limitations of the Procedure, below). 

Dispose of the assay test strip and
tube in a biohazardous waste 
container. 

Whole blood, serum or plasma sample15-16

Whole blood, serum or plasma samples may be 
obtained by collection of blood by conventional 
venipuncture methods and serum or plasma 
separated from blood cells  Plasma specimens 
may be collected with collection tubes containing 
EDTA, or ACD (acid/citrate/dextrose) 
anticoagulants.

Using the Specimen Collection
Loop provided, touch the round 
end of the loop to the whole, 
blood, separated serum or plasma.  

Visually inspect the loop to 
make sure that it is completely
filled with blood, serum or plasma.

Finger-stick blood sample14
 

Using an antiseptic wipe, clean the finger of 
the person being tested.  Allow the finger to 
dry thoroughly or wipe dry with a sterile gauze 
pad. 

Using a sterile lancet, puncture 
the skin just off the center of the
finger pad. Squeeze the finger 
gently to obtain a drop of blood.
Avoid squeezing or milking the 
finger to accelerate bleeding, as
this may dilute the blood with 
excess tissue fluid.  

Using the Specimen Collection 
Loop, touch the round end of 
the loop to the drop of blood.  
Visually inspect the loop to 
make sure that it is completely 
filled with blood.

Mix the Blood Sample Buffer by gently inverting the 
bottle about 3 times.

Remove the cap from the bottle, aspirate buffer to 
the fill line and dispense it into a clean Specimen 
Dilution Tube.

Follow one of the two methods below that 
corresponds to the specimen type to be tested. 

Dispose of all test specimens and materials used 
in the test procedure in a biohazard waste 
container.  Lancets should be placed in a 
puncture-resistant container prior to disposal. Used 
materials may be incinerated.  Liquid wastes may 
be mixed with appropriate chemical disinfectants.   
A solution of 10% bleach (0.5% solution of sodium 
hypochlorite) is recommended. Allow 60 minutes 
for effective decontamination. 

Use each test device (assay test strip) only once.  
If a test must be repeated, start the process over 
using a new test device.  

Do not use the test beyond the expiration date 
printed on the foil pouch or Sample Buffer.

Use adequate lighting to visually check a test 
result. If two lines are present at any visible 
intensity, the test result is interpreted as reactive 
(see Interpretation of Results section).

One package insert (this document)
25 or 50 Foil Pouches. Each pouch contains one 
device (assay test strip) and a desiccant
2 dropper bottles of Blood Sample Buffer 
(5 mL each)
1 or 2 packages of Specimen Dilution Tubes 
(25 each)
1 or 2 packages of Specimen Collection Loops 
(25 each)

20-45 minute timer or watch
Sterile lancet or blood collection system 
(1 required per test)
Antiseptic wipe (1 required per sample)
Sterile gauze pads (1 required per sample)
Disposable gloves
Biohazard disposal container

NAME AND INTENDED USE
The Calypte® AwareTM HIV-1/2 BSP test is a single 
use, qualitative, visually read, in vitro immunoassay 
for the detection of antibodies to Human 
Immunodeficiency Virus Type 1 (HIV-1) and Type 2 
(HIV-2) in human whole blood (venous or finger-stick), 
serum, or plasma specimens.  It is intended for use as 
a point-of-care aid in the clinical diagnosis of HIV 
infection.  This test may be used as a component of a 
multi-test rapid algorithm in conjunction with other 
approved HIV antibody assays.

SUMMARY AND EXPLANATION OF THE TEST
Acquired Immune Deficiency Syndrome (AIDS), AIDS 
related complex (ARC), and pre-AIDS are thought to 
be caused by the Human Immunodeficiency Viruses 
(HIV) Type 1 and Type 21-4.  Individuals infected with 
HIV produce antibodies against the HIV viral proteins.  
Testing for the presence of these antibodies in bodily 
fluids (e.g., blood, oral fluid, urine) is an accurate aid in 
the diagnosis of HIV infection5-9.  The Calypte® 
AwareTM HIV-1/2 BSP test is a point-of-care test to aid 
in the diagnosis of infection with HIV-1 or HIV-2.

BIOLOGICAL PRINCIPLES OF THE TEST
The Calypte® AwareTM HIV-1/2 BSP test is a manually 
performed, visually read, 20 minute qualitative (i.e. 
“yes/no”) immunochromatographic assay for the 
detection of antibodies to HIV-1 and 2 in venous or 
finger-stick whole blood, serum, or plasma.  The 
Calypte® AwareTM HIV-1/2 BSP test is composed of a 
single-use test device and a bottle of buffered diluent 
for the blood, serum or plasma.  The test utilizes a 
proprietary lateral flow immunoassay procedure.  The 
assay test strip is comprised of several materials that 
provide the matrix for the immunocheromatography of 
the specimen and the platform for the indication of the 
test results.

The assay test strip contains synthetic peptides 
representing the immunodominant regions of the HIV-1 
gp41 and HIV-2 gp36  transmembrane proteins and a 
Protein A antibody-capture procedural control 
immobilized onto the nitrocellulose membrane in the 
Test  Zone and the Control Zone, respectively.  To 
perform the assay, a loopful (5 μl) of blood, serum or 
plasma specimen is added to approximately 200 μl of 
Blood Sample Buffer in a test tube and mixed in the 
test tube.  The assay test strip is then placed vertically 
into the test tube containing the sample/buffer mixture. 
As the diluted specimen migrates up the assay test 
strip, it rehydrates a reddish Protein A-colloidal gold 
reagent  (“conjugate”) on the strip and IgG in the 
specimen becomes bound to the Protein A/colloidal 
gold particles (“IgG/conjugate complex”).  The 
specimen/conjugate mixture continues to migrate up 
the strip, and first encounters the Test Zone of the 
assay test strip containing the HIV antigens. If the 
specimen contains antibodies to HIV, the  
IgG/conjugate complex binds to the antigen and 
becomes immobilized at the antigen line in the Test 
Zone and a reddish colored line appears.  This 
indicates a reactive result.  The intensity of the line is 
not proportional to the amount of antibody present in 
the specimen.  The absence of a colored line in the 

specimen is tested.  The Positive Control should be 
run to provide an alignment guide to indicate the 
location of the Control and Test Zones on the assay 
test strip.  Controls should also be run whenever 
changing to a new operator, to a different lot of tests, 
or when testing conditions (e.g. new location, 
lighting, temperature etc.) change.

TEST RESULTS AND INTERPRETATION
View the Test and Control Zones of the assay test 
strip as described below and shown in the diagram 
below.

REACTIVE - two lines appear. If both a test and 
control line appear, (i.e. two lines appear on the test 
strip, in the Test Zone and Control Zone, respec-
tively) the result is considered reactive. One of these 
lines may be darker than the other.  
At the right are examples of reactive 
results.  A reactive result means 
that anti-HIV-1 or 2 antibodies have
been detected in the specimen.  
This test result is interpreted as a 
preliminary positive for HIV antibodies.  
Note: using the Calypte® Aware™ HIV-1/2 BSP 
Positive Control in a valid test gives this result.

NON-REACTIVE - only the control line appears. If a 
single line appears on the test strip in the Control 
Zone, the result is non-reactive. 
The diagram at the right shows 
examples of non-reactive results.  
A non-reactive result suggests 
the absence of reactive anti-HIV
antibodies in the specimen.  
Note: using the Calypte® Aware™ HIV-1/2 BSP 
Negative Control in a valid test gives this result.

INVALID - no control line present. If there is no 
control line in the Control Zone, the 
result is invalid (examples at right). 
The result is invalid even if a test 
line appears in the Test Zone.  An 
invalid test should be repeated with
a new test device or specimen.

 

The Calypte® Aware™ HIV-1/2 BSP test must be 
used in accordance with these instructions to 
obtain an accurate result.
Reading test results sooner than 20 minutes or 
later than 45 minutes after the start of the test 
may give erroneous results.
Blood, serum and plasma specimens for antibody 
testing must be collected as detailed in the 
procedure. 
Plasma specimens collected in the presence of 
an anti-coagulant other than EDTA or ACD have 
not been evaluated.
Blood, plasma or serum specimens that have 
been heat or chemically inactivated, or have 
repeatedly been frozen and thawed, may not give 
accurate results.
Whole blood specimens that are highly hemo-
lyzed or are more than 48 hours old may give 
erroneous results.  
The test is not for use with body fluids other than 
blood, plasma or serum collected as described in 
the instructions above. 
The intensity of the test line in a reactive result 
does not necessarily correlate with the amount of 
anti-HIV antibody in the specimen.
If a red background makes it difficult to read the 
test at 20 minutes, wait until the background 
clears to read the result (but not more than 45 
minutes after starting the test).

This test should be performed at ambient 
temperature (15-30˚C or 59-86˚F).

Practice universal precautions10-13 when handling 
whole blood, serum, or plasma specimens, and 
used assay test strips or tubes.

Do not drink, eat or smoke in areas where 
specimens are being handled.

Wear gloves, a lab coat, and eye protection when 
handling specimens or devices that have come into 
contact with blood or blood components.  Wash 
hands thoroughly after performing each test. Dispose 
of gloves in a biohazard waste container after use.

 

A qualitatitve, visually read in vitro immunoassay 
for the detection of antibodies to Human Immuno-
deficiency Virus Type 1 (HIV-1) and type 2 (HIV-2) in 
human whole blood (venous or fingerstick), serum 
or plasma specimens.

4. 
 

5.

6.

7.

8.

9.

QUALITY CONTROL
A control line in the Control Zone indicates a valid 
result. A valid result indicates a suitable sample was 
collected and the test functioned properly. The 
control line will appear on all valid tests, whether or 
not the result is reactive. (Refer to Test Results and 
Interpretation, below).

Calypte® Aware™ HIV-1/2 BSP Controls are 
provided separately. The controls are used to verify 
proper test performance. Both Positive and Negative 
Controls should be run by each operator at the 
beginning of each shift during which an unknown 

TEST PROCEDURE
1.  

2.

3.

WARNINGS AND PRECAUTIONS (Continued)
5. 

6.

7.

8.

TEST STORAGE
Store unused Calypte® Aware™ HIV-1/2 BSP pouches 
and Sample Buffer unopened at 2-30˚C (36-86˚F).  Do 
not open the foil pouch containing the assay test strip 
until you are ready to perform a test. If stored 
refrigerated or below room temperature, allow Blood 
Sample Buffer and unopened pouched device to come 
to room temperature (15-30˚C or 59-86˚F) before use.

Test Zone indicates that the specimen does not contain 
anti-HIV antibodies. The specimen/conjugate mixture 
continues to migrate up the assay test strip until it 
encounters the Control Zone.  The Control Zone 
contains Protein A immobilized in a line on the assay 
test strip.  The remaining IgG/conjugate complexes 
become bound to the Protein A and a reddish colored 
line appears.  The appearance of the control line is 
evidence that the test functioned properly and 
contained IgG.  A reddish-purple control line will appear 
in the Control Zone during the performance of all valid 
tests, whether or not the sample is reactive or negative 
for antibodies to HIV-1 or 2.   The specimen continues 
to migrate past the Control Zone into the final absor-
bent pad, which helps draw the specimen/conjugate 
mixture through the strip and clear any background 
color.

The test results are interpreted after 20 minutes but not 
more than 45 minutes after the introduction of the 
assay test strip to the diluted specimen.

MATERIALS PROVIDED
Each Calypte® Aware™ HIV-1/2 BSP Test (25 or 50 
test kit) contains:

• 
• 
 
• 
• 
•

•

MATERIALS REQUIRED BUT NOT PROVIDED
• 
• 

• 
• 

Also available separately are: 
Calypte® Aware™ HIV-1/2 BSP Controls.

WARNINGS AND PRECAUTIONS
Test is for in vitro diagnostic use only.  Read the 
package insert completely before using the product.  
Follow the instructions carefully.  Failure to follow 
instructions may result in inaccurate test results. 
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4.

LIMITATIONS OF THE PROCEDURE
1.

2.

3.

4.

5.

6.

7.

8.

9.
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