HIVTRID - T

Rapid Visual Test for the Qualitative Detection of Antibodies to Hl V-1 & HIV-2 in Human Serum/Plasma
Separate Dots for HIV-1, HIV-2 & Control

I. HISTORICAL REVIEW AND AETIOLOGY OF AIDS

(Acquired Immuno Deficiency Syndrome)

First confirmed case of AIDS was identified in 1983 and by 1984 the
etiologic agenl, the Human Immunodeliciency Virus (HIV),
subsequently named HIV-1 was isolated. Shorlly afterwards in 1985
another retrovirus subsequently named HIV-2 was isolated in Africa.
These two viruses belong to the retrovirus group and are slow viruses.
The structure, gene organisation and serological behaviour of HIV-1
& HIV-2 and their complete nucleotide sequence has been determined.
This knowledge has laid a foundation for the development of a new
assay based on Recombinant DNA technology leading to the
differential detection of antibodies 10 HIV-1 & HIV-2 (if present) in
Human Serum or Plasma. Research has shown that antibodies
produced against envelope gene are found in infected people as shown
in graph, (Fig.-1).
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HIV TRI-DOT has been developed and designed

using gp41, C terminal of gp120 & gp36

representing the immunodominant regions of

HIV-1 & HIV-2 envelope gene structure @
respectively. The device (an immunofiltration

membrane) includes a "Built-in Quality Control
DOT* which will develop colour during the test,

thereby, confirming proper functioning of the

device, reagents and correct procedural (Fig.-2).
application. This CONTROL DOT is the "Built-
in Quality Control.” (Fig.2)

HIV TRI-DOT has been specially researched, developed and
engineered using several thousands of serum/plasma specimens. It
has also been evaluated by UNAIDS (WHQ) Geneva, using samples
of European, Asian, Latin American & African origin. The Sensitivity
and Specificity has been extremely high in these samples of diverse
aorigin.

The panel used for evaluation of HIV TRI-DOT by Institute of Tropical
Medicine, WHO Collaborating Centre in AIDS, Belgium also included
HIV-O Virus, which was found reactive with HIV TRI-DOT,

2. INTENDED USE

The HIV TRI-DOT Test is a visual, rapid, sensitive and accurale
immunoassay for the differential detection of HIV-1 & HIV-2 antibodies
(IgM, 1gG & IgA) in Human Serum or Plasma using HIV-1 & HIV-2
Antigens immobilized on an immunofiltration membrane. The test is &
screening test for anti-HIV-1 & anti-HIV-2 and Is for in vitro diagnostic
use only.

3. PRINCIPLE OF THE TEST

A

HIV antigens are immobilized on a porous pe
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{immunafiltration membrane. Sample and

reagents pass through the membrane and Bt

are absorbed into the underlying absorbent. &*
Capmand s
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As the patient's sample passes through the
membrane, HIV antibodies, if present, bind
to the immobilized antigens.
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Conjugate binds to the Fc portion of the
HIV antibodies to give distinct pinkish purple
DOT(s) against a white background. | —— e

(Fig.-3) (Fig.-3).
4. KIT DESCRIPTION
COMPONENTS CONTENTS PREPARATION
1. HIV TRI-DOT Packed individually. Cut open the pouch
Test Device Device has membrane before use.
with 1 Control &
2 Test Dots,
one each for HIV-1 &
HIv-2.

2. Buffer Solution  Buffer containing BSA
and sodium azide.

Ready to use.

3. Protein-A Protein-A Conjugate in Ready lo use.
Conjugate liquid form containing
sodium azide.
4. Sample Long Plastic dropper provided
Dropper for adding the sample.

Store the kit at 2-8°C in the driest area available.

Bring all reagents and test components to room temperature
(20-30°C) before use. Return entire kit at 2-8°C when not in use. DO
NOT FREEZE TEST COMPONENTS.

5. MATERIAL REQUIRED BUT NOT PROVIDED

The kit contains all the items required to perform this test. But if the
sample is viscous/turbid/contains particulate matter, a centrifuge will
be required, to separate off the suspended matter. Since the test is
completed in less than 5 minutes a timer or stop walch is not essential.

6. STORAGE

Slore the entire kit at 2-8°C in the coolest and driest area available,
The components are stable for 24 months from the date of
manufacturing, when stored at 2-8°C. Do nat use the kit beyond the
expiry date. DO NOT FREEZE THE KIT COMPONENTS.

7. KIT PRESENTATION
50 Test Pack

100 Test Pack
200 Test Pack



TRUSTIline HIV 1/2 Ab Rapid Test - Cassette
for the Detection of Antibodies to HIV 1 and 2 In Human Serum | Plasma | Whole Blood
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INTENDED USE

The TRUSTIine HIV 1/2 Ab Rapid Test is intended for use by heallhcare professionals and
s a rapid, qualitalive, screening, laleral flow i say for the simult detection
and differentiation of HIV-1 and HIV-2 antibodies (IgG, IgM, IgA) in human serum, plasma
or whole blood. The test kil Is not automated and does not require any additional instrument
Any reactive specimen with the TRUSTIline HIV 1/2 Ab Rapid Test musl be confirmed with
alternative testing method(s) such as ELISA, Westemn Blol assay or PCR

SUMMARY AND EXPLANATION OF THE TEST

Human immunodeficiency virus lype | and type Il (HIV-1 and HIV-2) are enveloped, single-
siranded, positive-sense RNA viruses. The causalive relationship between HIV-1 and HIV-2
virus and acquired immunodeficiency syndrome (AIDS) has been established over several
decades. HIV-1 has been isolaled from patients with AIDS and AIDS-relaled complex and
from healthy individuals with a high risk for developing AIDS'. HIV-2 has been Isolated from
Waesl African AIDS patients and from sero-positive asymplomatic individuals?,

The two types of HIV have significant variation in sequences. HIV-1 has been divided inlo
three groups: group M (for major) including at leasl ten subtypes (A through J); group O (for
outlier); and group N (for non-M, non-0). Similarly, HIV-2 has been classified Into at least
five subtypes (A through E). Some HIV-1 vanants share up to 50% homology in their
envelopa genes with the sequences of more common prolotype strains

Both HIV-1 and HIV-2 can elicil strong immune responses including the production of anti-
virus antibodies’. Presence of specific anti-HIV-1 and/or anli-HIV-2 in blood, serum or
plasma indicates exposure of an Individual to HIV-1 and/or HIV-2 and thus is of great value
for clinical diagnosis*

The TRUSTIine KIV 1/2 Ab Rapid Test was developed lo detect and differentiate anti-HIV-1
and anti-HIV-2 (1gG, IgM. IgA) in serum, plasma or whole blood. The test can be performed
by minimally trained personnel and without cumbersome laboratory equipment.

" TESTPRINCIPLE

The TRUSTline HIV 1/2 Ab Rapid Test is a lateral flow chromato- |
graphic immunoassay. '[ha lest cassetle consists of 1) a
burgundy colored conjugBle pad containing recombinant HIV-1
antigen conjugaled with colloidal gold (HIV-1 conjugates),
recombinant HIV-2 antigen conjugaled with colloidal gold (HIV-2
conjugales) and a control antibody conjugated with colloidal
gold, 2) a nitrocellulose membrane strip containing two lest lines
(1 and 2) and a control line (C). Test line 1 is pre-coated with
HIV-1 anligen for the detection of antibodies 1o HIV-1, tesl line 2
s 8 pre-coated with HIV-2 antigen for the delection of antibodies to
HIV-2, and the C line is pre-coaled with a control line antibody.

When an adequate volume of test specmen is dispensed into the

wememo  sample well of the lest casselle, the specimen migrales by
capillary action across the strip. HIV-1 antibodies, il present in
the specimen, migrate through the conjugate pad where they
bind to the HIV-1 conjugates. The immune-complex is then
caplured on the membrane by the pre-coated HIV-1 antigen
forming a burgundy colored line at tesl line 1, indicatng a HIV-1
anlibody positive or reactive tesl result. Lack of color develop-
ment on test line 1 suggests an HIV-1 antibody negative or
non-reactive result.
HIV-2 antibodies. if present in the specimen, migrate through the conjugate pad where they
bind 1o the HIV-2 conjugates. The immune-complex Is then captured on the membrane by
the pre-coated HIV-2 antigen forming a burgundy colored line at test line 2, indicating a
HIV-2 antibody positive or reactive lest result. Lack of color development on lest line 2
suggests a HIV-2 antibody negative or non-reactive result

The tesl contains an interal contrel (C lina), which should exhibit a burgundy colored line
of the immunocomplax of the control antibodies regardiess of color development on the lest
lines. If the C line does not develop, the test resull is invalid and the specimen must be

ratested with another device
B o " 'REAGENTS AND MATERIALS PROVIDED " " 0 ]
1 Individually sealed foil pouches containing:

a One cassette device

b. One desiccant
2 Specimen transfer device
1 Sample diluent (5 mL/bottle)

Package insert (instruction for use)

1 Clock or Timer 3

2 Lancing device for whole blood test 4. Disposable gloves

For In Vitro Dlagnostic Use

1 This package insert must be read complelely before performing the test. Failure to

follow the insert may lead to Inaccurate lest results

Do not open the sealed pouch unless ready lo conduct the assay.

Do not use the test device if pouch Is not intact.

Do nol use explred devices or components.

Bring all reagents to room temperature (15-30°C) before use

Do not use the components of different lots and of any other type of test kit as a

substitute for the components in this kit.

7. Do not use hemolyzed blood for testing.

8 Wear prolective clothing and disposable gloves while handiing the kit reagents and
clinical specimens, Wash hands thoroughly after performing the test.

9. Users of this test should follow the US CDC Universal Precautions for prevention of
transmission of HIV, HBY and other blocd-borne pathogens.

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

1" Dispose of all specimens and materials used to perform the test as bio-hazardous
waste.

12. Handle the negative and positive controls in the samé manner as the patient
specimens.

13, The lest result should be read 15 minutes after a specimen is applied to the sample
well of the device. Reading the test resull after 20 minutes may give eroneous

results.

14 Do nal perform the test in a room with strong ar Mow, | e an electnc fan or strong air
conditioning
15 Clean up spllls Lhoraughly using appropriate disinfectant
REAGENT PREPARATION AND STORAGE INSTRUCTIONS

All reagents are ready lo use as supplied. Store test kil al 1-30°C. If stored at 2-8°C, ensure
thal all reagents are brought to room temperalure before opening. The sample diluent
(opened and unopened) and unopened lest device is stable through lhe expiration date
printed on the label, when stored al recommended temperature. Do not freeza the kit or
temperalures above J0°C. The test device is sensiliva lo humidity and
{ immediately after removing the last davica from the foil pouch

SPECIMEN COLLECTION AND HANDLING

Consider any materials of human origin as infectious and handle them using standard bio-
safety procedures

expose the kit to
heat. Perform Lhe les!

Plasma

Step 1: Collect blood specimen inlo a lavender, blue or green top collection tube
(containing EDTA, cirate or heparin, respectively. in Vacutainer®) by
venipuncture

Slep 2. Separate the plasma by centrifugation

Slep 3. Carefully withdraw the plasma into a new pre-labeled tube.

§.ﬂm

Step 1: Collect blood specimen ine a red lop collection tube (conlainng no
anticoagulants in Vacutainer®) by venipuncture.

Step 2. Allow the blood to clot.

Step 3 Separale the serum by centrifugation.

Slep 4.  Carefully withdraw the serum into a new pre-labeled lube.

Test specimens as soon as possible after collecting. Store specimens at 2-8°C. ff not tested

immediately. The specimens can be stored al 2-8°C for up to 5 days. The specimens

should be frozen at -20°C for longer slorage

Avoid mulliple freeze-thaw cycles. Pnor lo lesting, bring frozen specimens 1o room

lemperature slowly and mix gently. Specimens containing visible particulate matter should

be clarified by centrifugalion before tesling.

Do not use samples demonstrating gross lipemia, gross hemolysis or lurbidity in order o
avoid interference with result interpretation.

Blood

Drops of whele blood can be obtained by either finger lip puncture or veni Collect
blood specimen into a lavender, blue or green lop collection lube (containing EDTA. citrate
or haparin, respectively, in Vacutainer®). Do not use hemolyzed blood for lesting. Capillary
blood (finger tip puncture) can be used directly without anticoaguiant. Collect blood with
Specimen transfer device and transfer it to sample well of device

Whole blood specimens should be stored in refrigeration (2-8°C), if not tested immediately
The specimens must be tested within 24 hours of collection
. ASSAYPROCEDURE

o |

Step 1°  Bring the specimen and ltest companents to room lemperature if refrigerated or
frozen. Once thawed, mix the specimen well prior to performing the assay.

Step 2 When ready to test. open the pouch at the nolch and remove device. Place the
{est device on a clean, flat surface

Step 3. Be sure to label the device with specimen’s ID number

Step4  Fill the specimen transfer device with specimen (aboul 20 pL) not to exceed the
specimen line as shown In the images below. For better precision, transfer
I using a pip pable of delivering a 20 uL volume.

p

Holding the specimen transfer device vertically, dispense the enlire spacimen into
the center of the sample well making sure that there are no air bubbles.

Immediately add 2 drops (60-80 uL) of sample diluent to the sample well with the
boltle positioned vertically
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2 drops of sample diluent )

Result at 15 minutes

20 pL specimen

2 drops of sample diluent

20 L specimen

Step 5:  Set up timer.
Step 6. Resull should be readat 15 minutes.

Do not read result after 20 minutes. To avold confusion, discard the test
davice after Interpreting the result.

T U QUALTYCONTROL . T

1. Internal Control: This test contains a built-in control feature, the C line. The C line
devalops after adding specimen and sample diluent. if the C line does not develop,
review the entire procedure and repeat the test with a new device.

2. External Control: Good Laboratory Practice recommends using extemnal controls,
positive and negative, to assure the proper performance of the assay, particulary
under the following circumstances:

a. A new operator uses the kit, prior to performing testing of specimens.
b. A new lot of test kits is used
c. A new shipment of test kits is used



Signal HIV

Flow Through HIV 142 Spot / Immunodaot Test Kit
51FT100-10, 51FT100-50, 51FT100-60

W 10, 50, 100
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INTENDED USE

Signal® HIV - Flow through HIV 1+2 Spol / Immunodot Test Kit is a simple, rapid & an in
vitroqualitative screening test for the detection of antibodies to HIV-1 and / or HIV-2 using
human serum or plasma to diagnose HIV infection. The test does not require any
additional instrument.

The assay is intended for use by skilled Health Care Workers / Laboratory Professionals,

for an initial screening only. Reactive samples should be confirmed by a confirmatory
assay.

INTRODUCTION

HIV infection, without treatment. progresses through three stages : acute infection,
clinical latency and AIDS (Acquired Immunodeticiency syndrome). Globally, 36.7 million
people are living with HIV infection."’ Although HIV-1 infection is associated with most of
the global AIDS pandemic, HIV-2 is animportant cause of disease in West Africa where it
is endemic, but has now spread to other parts of Africa, Europe, India and United
States.” By crude estimates, approximately one to two million of these people are
infected with HIV-2 including some who are dually infected with both viruses .”

HIV 1 and HIV2 belong to retrovirus group and are slow viruses. The modes of
transmission for HIV 1 and HIV-2 are the same, namely sexual contact, blood-bome
exposure (blood transtusion, shared needles), organ or tissue transplant and perinatal
transmission.” The clinical manifestations of HIV-2 AIDS are similar to those for HIV-1
and only minor differences in pathology resulting from HIV-2, compared to HIV-1,
infection have been observed. Most of the assays utilized to detect nucleic acids (NAT)
are complex, technically demanding or inappropriate for non-specialist diagnostic
laboratories. Serological testing identifies HIV antigen and/or antibody generated as part
of the immune response to infection with HIV. Serological studies indicate that HIV 1 and
HIV2 share multiple common epitopes in their core region but the envelope glycoproteins
are fairly conserved and much less cross-reactive."”

Signal® HIV - Flow through HIV 1+2 Spot / Immunodot Test Kit uses a combination of
recombinant gp 41 and gp 36 antigens derived from the conserved and immunodominant
regions of HIV-1 and HIV-2 envelope proteins.

3. Wear protective laboralory clothing in laboratory areas.

4. Donot pipette any reagent by mouth.

5. Donotsmoke, eat or drink in area where samples are being handled

6. Technicians with wound, cut or skin abrasions on the hand must refrain from
performing the test without proper precautions.

7. Pravent splashing or spilling of samples or solutions containing samples, In case of

spillage, immedialely clean it with 1:10 dilution of 5% freshly prepared sodium

hypochlorite and dispose off the cleaning material by a suitable method.
8. Anyaccessories which come in direct contact with specimen and used Test Devices

should be considered as contaminated product and should be treated appropriately.
9. Wash hands tharoughly with disinfectant after completion of the test.

SPECIMEN COLLECTION AND HANDLING

Stability
+2°Cto +8°C | Short term

Specimen | Storage at Remarks

Samples containing clots or debris should

(Upto be centrifuged prior to use.

7 days) Use fresh non-hemolysed, unheated serum
Serum / or plasma for parforming the test.
Plasma Grossly hemolysed / contaminated or

lipemic samples should not be used. The
test shows best results with freshly collected
sample. The test performs well with frozen
sample provided it is not repeatadly frozen
and thawed.

-20°C or lower | Long term

PHINCIPLE
Recombinant gp 41 and gp 36 antigens of HIV-1 and HIV- 2 [ [D] are immobilised at
Test T"region on the porous membrane of the Test Device.

2. As the sample flows through the membrane, if anti-HIV-1 and / or anti-HIV-2
antibodies [ )- ] present in the specimen, they get trapped by immobilised antigens.
Non-specific antibodies are liltered through in washing step.

3. Colloidal gold protein-A reagent [ 1B ] is added in the next step which gets bound
with bound anti-HIV antibodies and give pinkish red colour dot attest ‘T region.

T‘ )_3-.

4. An inbuilt immobilised control at 'C’ region ensures the test validity. A pinkish red
coloured dot will always appear at the “Control area” during the test after application
of test sample detecting presence of human immunoglobulins (IgG), irrespective of
the presence or absence of HIV specific antibodies in the specimen.

KIT CONTENTS AND DESCRIPTION

REAGENTS
Reagent Reagent
g Py Content

Plastic Device enclosing nitrocellulose membrane
onto which recombinant antigens cocktail specific to
HIV-1 and HIV-2 is immobilised at 'T' region and
control reagentimmobilised at ‘C' region

Reagent 1 | Test Device

Physiological buffer containing detergent, protein
stabiliser and preservative

Signal Protein-A Colloidal Gold Reagent in a leak proof
Reagent dropping bottle

ACCESSORIES (*QS-Quantity Sufficient)

Disposable Plastic Dropper and Rubber Teat

MATERIALS REQUIRED BUT NOT PROVIDED IN THE KIT
Timer

Biohazard Disposable Container

Sharp Container

Pen / Pencil

Disposable Gloves

Reagent 2 | Wash Buffer

Reagent 3

PRECAUTIONS

1. Forevery new kit, check the intactness of the reagent bottle, do not use the reagents

ifthey are opened or leaked.

Do notuse reagents after expiry date.

Do not use the reagents from different lots of kits.

Do not use the reagents, if they appear turbid or discoloured.

Open the sealed pouch at the time of assay performance only after it aftains the

room temperature.

Follow the assay procedure stnctly, deviahon will invalidate the results.

Once opened the Test Device should be used immdiately.

Test Device & disposable plastic droppers are single use items. DONOT REUSE

The reagent and sample should be brought to room temperature and shaken gently

prior to use,

10. Donotovertighten the bottle cap, as it can lead to increased nozzle size of the bottle
cap resultingin large drop volume.

11. Donotinterchange vials or bottle caps.

12. Addallthe reagents and sample to the center of the sample loading area of the Test
Device.

13. Always allow each reagent to fall freely from the dropper tip by holding the bottle
vertically over the Test Device.

14 Do nottouch the dropper tip to the surface of nitrocellulose membrane in the device.

15. Caution should be taken while interpreting results with potentially interfering
samples like hemolytic samples, Rheumatoid Factor containing samples, lipaemic
samples, icteric samples & samples from neonates & newbom under the age of 14
months.
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REAGENT STORAGE AND STABILITY

Storage at +2 °C to +8 °C, away from direct sunlight and excess humidity. The Test
Device (Reagent 1), Wash Buffer (Reagent 2) & Signal Reagent (Reagent 3) are stable
till expiry date in unopened condition. Once opened the Test Device should be used
immediately. May be refngerated. Do not freeze. The shell life of the kit is as indicated on
the outer package. Do not use Test Device, Wash Buffer & Signal Reagent beyond
the date of expiry.

BIOSAFETY

1. Handle all the samples with care, as they can be potentially infectious.

2. Wear disposable gloves throughout the test procedure and dispose them off as
biohazard waste

PROCEDURE

Note: Ensure that the Test Device and Reaction Buffer are at *room temperature
before starting the assay procedure.

1. Remove the Test Device from pouch and label with the patient's identfication

number/name and keep it on a flat horizontal surface. '
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2. Add2drops (100 uL) of Wash Buffer to the Test Device.
Note: After addition of sample or each of the reagent to Test
Device, allow it to soak in completely before addition of next
reagent.

3. Add1drop (50 L) of patient's sample using the disposable
plastic dropper (provided in the kit).

i

4. Add2drops (100 pL) of Wash Buffer.

5. Add2drops (100 pL) of Signal Reagent.

6. Add3drops (150 pL) of Wash Buffer.

o

7. Readthe result within next 10 minutes. . @ [
s

Do not read beyond 10 minutes. READING TOO LATE CAN GIVE FALSE
RESULTS

*Note : As per USP room temperature is (+15 °C to +30 °C).




