
FeLV ELISA gp-70 Ab 96 well

Indirect immunoenzymatic assay
for detection of specific antibodies

to Feline Leukaemia Virus (FeLV) gp-70 protein
in cat serum or plasma samples

INTRODUCTION:

Feline Leukaemia is one of the most important causes of mortality in cats.
Its etiological agent is the Feline Leukaemia Virus (FeLV), an Oncoretrovirus
(Retroviridae Family). It mainly affects cats younger than 5 years old that
have not been vacinated. Both sexes are equally affected.
The virus is transmitted is by tears, bites and ingestion of secretions and
excretions (saliva, urine and faeces). The FeLV is isolated from blood,
saliva, urine and faeces.
Approximately 30% of exposed subjects become infected, and 85% of
infected subjects die within 3-4 years.
The most notable symptoms are:
Lymphocytic alterations: Immunodeficiency.
Erythrocytic alterations: Non regenerative anemia.
Neoplasic alteration: Tumors.
Interleuquina and interferon are used as palliative treatment. Surgerical
intervention is turned to for localized tumors, while antibiotics are used to
treat secondary infections.

Diagnosis is generally carried out by virus particle detection, however,
antibody detection can also be used for diagnosis or protection level
evaluation.
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TEST PROCEDURE

READING AND INTERPRETATION OF THE RESULTS

Before commencing testing, take out all of the reagents, the plate, or strips or
microwells to be used and keep at room temperature for at least 2 hours.

Add 100 ul of the positive and negative control in duplicatewells.
Add 100 ul of each sample dilueted 1:100 to each of the remainingwells. It is advisable

to run the samples in duplicatewells.
Seal the plate and incubate for 10minutes at room temperature.
Wash 4 times following the procedure previously described.
Add 100 ul of conjugate to each well. Seal the plate and incubate for 10 minutes at

room temperature.
Wash 4 times following the procedure previously described.
Add 100 ul of substrate to each well. Seal the plate and incubate at room temperature

for 5minutes.
Add 100 ul of stop solution to eachwell.
Read the absorbance of each well with a spectrophotometer at a wavelength of 450

nm.

Reading of the absorbance values must be carried out at a wavelength of 450 nm. If
you run the samples in duplicate wells, the OD value for the sample will be mean of
both wells.

The test is validated when:
: OD < 0,25
OD > 1

Taking the negative control value, determine the following cut off
Negative cut off: OD of negative control + 0,20
Positive cut off: OD of negative control + 0,25

: samples with an OD lower than the negative Cut Off.
samples with an OD higher than the positive Cut Off value.
samples with an OD between both cut off values. In such

instances, testing should be repeated after 3-4 weeks. If the OD level of subsequent
testing results is lower than the positive cut off, the sample should be considered
negative.
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Kit Validation

Results Interpretation

Negative control
Positive control:

Negative samples
Positive samples:
Doubtful samples:
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TECHNICAL PRINCIPAL

CONTENTS OF THE KIT

PRECAUTIONS AND WARNING FOR USERS

The test is performed as an indirect enzyme linked immunosorbent assay (indirect
ELISA). The polystyrene microwells are coated with a specific antigen (gp-70
protein of FeLV virus). When a sample serum contains specific antibodies against
the virus, they will bind to the antigen adsorbed in the microwells. After washing to
eliminate all non-fized material from the sera samples, we can detect the presence
of cat immunoglobulins using a specific peroxidase conjugate. After addition of the
substrate a colorimetric reaction will appear which could be measured by a
spectrophotometer.
In this way the presence of colour means the presence of antibodies against the
virus in the cat sera, and the absence of colour the absence of specific antibodies.

The kit includes:
1 coated plate of 96 wells
1 dropper with Positive control (2,5 ml)
1 dropper with Negative control (2,5 ml)
1 vial with peroxidase conjugate ready for use (15 ml)
1 bottle with 10X concentrated washing solution (100 ml)
1 bottle with serum diluent (125 ml)
1 bottle with substrate TMB (15 ml)
1 bottle with stop solution (15 ml)

Read the instructions of use carefully.
Bring all reagents to room temperature (20°-25°C) prior to use.
Do not substitue or mix instructions or reagents from different kits or lots.
Avoid any contamination of the kit�s reagents.
Do not use components after expiration dates.

Use a new pipette for each serum sample.

Storage of the reagents:
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Kit must be stored at +4°C.

There should be no eating, drinking, or smoking where specimens or kit reagents
are being handled.

For each utilization of the kit, control positive and negative serum should be tested
in a systematic way.
The substrate is very sensitive to light and contamination.
The stop solution is a strong acid, handle with care.

INFORMATION ABOUT  WASHING STEPS

PREPARATION OF SAMPLES

PREPARATION OF REAGENTS

The washing steps should be carried out using an automatic washing machine, or
a multichannel pipetting device, suitable for dispensing 300 ul in each well.
After the incubation periods, the washing steps should be performed according to
the following instructions:

Sera samples to be tested should be diluted 1:100 in serum diluent. For titration
we recommend to assay two fold dilutions from the first (1:200, 1.400 etc.)

! Empty out the contents of the plate by vigorously turning the plate over to avoid the
possiblemixture of the contents from onewell to another

Dispense a volume of 300 ul of washing solution into each well.
Shake the plate delicately, avoiding contamination between wells.
Decant the plate and tap the wells bigorously to remove the wash buffer.
Repeat the process as many times as is indicated by the kit�s instructions.
Prior to emptying out the plate�s contents during the final washing step,
ensure that the next reagent to be added to the plate is ready to use.
The wells should not be left dry for any longer than strictly necessary in
order to dispense the reagent of the following step.
After the last washing step, blot the empty wells face down on clean paper
towels or absorbant paper to remove residual wash buffer.

Dilute one part of the concentrated washing buffer provided with the kit into 9
parts of distilled or deionized water.
Once diluted, the wash buffer solution may be stored at +4°C.
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Washing solution:


