PRATHAM Kala Azar Antibody Test Device

A lateral flow chromatographic immunoassay for the qualitative detection of IgG
antibody of Leishmania (kala Azar) in human serum / plasma / whole blood é
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INTENDED USE

SPECIMEN COLLECTION AND STORAGE

Prathan’Kala azar Antibody Test Device is a rapid, qualitative, two
site sandwich immunoassay for the determination of antibodies to
Visceral Leishmaniasis (VL), members of L. donovani, in human serum/
plasma/whole blood specimens. For professional use only.

INTRODUCTION

VL is a severe disease with high mortality, endemic in 88 countries
including 17 developed nations (1,2). A serious problem in much of the
world including Brazil, China, East Africa, India and areas of the Middle
East, leishmaniasis is also endemic in the Mediterranean region
including southern France, Italy, Greece, Spain, Portugal and Northern
Africa. In areas where leishmaniasis is endemic, recent migration
patterns of people, vectors (sandfly) and reservoirs (dogs) have led to
the urbanization of VL (3). In Southern Europe, VL has become the
leading opportunistic infection in AIDS patients (4,13).VL is caused by
members of the Leishmania donovani complex and canines have been
identified as the major reservoir for transmission (5-8). Serodiagnosis
has been widely utilized to establish infection because anti-
leishmanial antibody titers are high during acute disease. The
preferred method of diagnosis in a laboratory situation is by ELISA,
although fluorescent antibody (IFAT) or direct agglutination tests
(DAT), both utilizing whole parasites, are still widely used (9-11).
These tests are highly cross-reactive with trypanosomes and
mycobacteria. In addition, the whole parasite preparations used are
unstable and variable in quality. This rapid assay is for the qualitative
determination of antibodies to a recombinant antigen specific for
Visceral Leishmaniasis (12) caused by parasite members of L.
donovani.

TEST PRINCIPLE

Pratham’Kala azar Antibody Test Device utilizes the principle of
Immunochromatography, a two site immunoassay on a membrane. As
the test sample flows through the membrane assembly of the device,
the colored ProteinA-colloidal gold conjugate complexes with the
antibody in the sample. This complex moves further on the membrane
to the test region where it is immobilized by the rK39 recombinant VL
antigen coated on the membrane leading to the formation of a colored
band which confirms a positive test result. Absence of this colored
band in the test region indicates a negative test result. The unreacted
conjugate and unbound complex if any move further on the membrane
and are subsequently immobilized by the Protein A coated on the
membrane at the control region, forming a colored band. This control
band serves as an internal control to validate the test results.

KIT COMPONENTS

1. Pouch contents: Test Cassette, Sample dropper, Desiccant
2. AssayBuffer
3. Instruction for use

MATERIAL REQUIRED BUT NOT PROVIDED

Timer, Gloves, Micropipette, tips & centrifuge etc.

STORAGE AND STABILITY

The sealed pouches in the test kit may be stored between 2-30°C till
the duration of shelf life as indicated on the pouch. Do not freeze. Once
the pouch is opened, test card must be used immediately.
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No prior preparation of the patient is required.

2. Collect blood specimen by venipuncture according to the standard
procedure.

3. Specimen (serum / plasma / whole blood) should be free of
particulate matter and microbial contamination.

4. Preferably use fresh sample. However, specimen can be stored
refrigerated for short duration. For long storage, freeze at - 20°C or

below. Do not freeze whole blood samples. Specimen should not
be frozen and thawed repeatedly.
Do not heat inactivate before use.

Turbid sample (microbial contamination) should not be used.
Specimens  containing precipitate or particulate matter should be

centrifuged prior to use.

WARNING AND PRECAUTION

+ Useproductinsert to perform the assay.

« Failuretofollow the insert gives inaccurate test results.

« Donotuse expiredkit.

 Use separate sample collection tube or micro pipette tips for each
sample to avoid cross contamination.

+ Do notuse hemolized blood specimens for testing.

« Do not throw away used device, sample tube and tips any were
discard itin proper way as bio hazardous waste.

« Use of disposable gloves and bio-hazardous clothing while
running the test.

« TheTestshall be performed by competent person only

« Bringallreagents and specimen to room temperature before use.

« Spills should be decontaminated promptly with IPA or any other
suitable disinfectant.

« Do notunwrap the packed until it attains room temperature.

 Donotre-use the test device.

TEST PROCEDURE

1. Bring the pouch to room temperature before opening it. Remove
the test device from the sealed pouch and use it as soon as
possible.

2. Check the packaging is not damaged. If damaged, discard the
testand use another test.

3. Open the pouch & check the desiccant. If color of desiccant does
not show any change (Remains blue) you can use the test. If color
changes then discard the test and use another test.

4. Add one drops (20pl) of serum /plasma/whole blood into the
sample well.

5. Add 2 drops of assay/running buffer into the sample well using
provided buffer vial.

6. Interpret test results within 15-20 minutes. Don'tinterpret results
after 20 minutes.

TEST PROCEDURE & INTERPRETATION OF RESULTS
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Negative:

Appearance of only one pink / purple line at control line region ‘C’ and
NO pink / purple line at test line region 'T" of the result window,
indicates that specimen has no indicates presence of antibody of Kala
Azar and result is negative.



Positive:

Appearance of two pink / purple lines, one at test region ‘T" and other
at control line region 'C’ of the result window, indicates that specimen
has indicates presence of antibody of Kala Azar and result is positive.
Invalid:

If there is no pink / purple line in the control line region ‘C’ of the result
window, the result is invalid. This is due to deterioration of the test
device or improper test procedure. Repeat the test with a new test
device.

INTERNAL QUALITY CONTROL

An internal procedural control is included in the test. A coloured line
appearing in the control region (C) is considered an internal positive
procedural control. It confirms sufficient specimen volume and correct
procedural technique. External controls are not supplied with this kit. It
is recommended that positive and negative controls should be tested
as a good laboratory practice to confirm the test procedure and to
verify proper test performance. Handle the negative and positive
controls in the same manner as patient specimens.

PERFORMANCE CHARACTERISTICS

1. Sensitivity: In endemic areas, the sensitivity of the Pratham Kala
azar antibody test is 92 % or better.

2. Specificity: Normal, healthy men and women do not have
detectable levels of anti VL antibodies. The specificity of the test
may vary with geographic location.

3. Accuracy: The reproducibility of the Kala azar Detect test strip
was evaluated at 3 sites using a panel of confirmed VL sera.
Positive, low/weak and normal serum samples were used. The
samples were coded and tested at each site in triplicate for 3
consecutive days. Once the samples were decoded, the reading
was in line with the ELISA titer. This data indicates that the
reproducibility of the testis 100%.

LIMITATION OF THE TEST

1. This test will only indicate the presence of antibodies to the
recombinant test antigen rk39 in patients with Visceral
Leishmaniasis and should not be used as the sole criterion for the
diagnosis of Leishmaniasis. This test alone must not be used for
any clinical treatment decision. As with all diagnostic tests, all
results must be considered with other clinical information
available to the doctor.

2. If the result is negative and clinical symptoms persist, additional
follow-up testing using other clinical methods is recommended. A
negative result does not preclude the possibility of Leishmaniasis.

3. Afalse positive result may occur. Confirmatory testing (such as by
culture) is advised especially in cases where no symptoms exist.

4. Do not use serum samples containing any glycerol or other viscous
materials. This will decrease the sensitivity of the assay.

5. Persons with advanced HIV infection or other immunocompromising

diseases frequently have low or undetectable anti-Leishmanial
antibodies.

6. This test may yield false positive results with samples from patients
having malaria. ® The performance of this test has not been
evaluated with L. infantum.

7. Certain Rheumatoid Factor (RF)-positive sera may produce false
positive results when Kala Azar Detect™ is used.

DISPOSAL

Consider all test devices run with human specimen as potentially
infectious and discard using standard biosafety practices.

DISCLAIMER:

Every precaution has been taken to ensure diagnostic ability and
accuracy of this product. This product is used outside the control of
manufacturer and distributors. Various factors including storage
temperature, environmental conditions, and procedural errors may
affect the result. A person who is subject of the diagnosis should
consult a doctor for further confirmation.

WARNING

The Manufacturer and Distributors of this product shall not be liable
for any losses, liability, claims, costs or damages whether direct or
indirect or consequential arising out of or related to an incorrect
diagnosis., whether positive or negative in the use of this product.
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