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Validation report 

ID Screen® Equine Infectious Anemia Double Antigen 
Indirect ELISA for the detection of antibodies against the EIAV p26 protein (GAG gene)  

in horse serum or plasma 

 
Introduction 

Equine infectious anaemia (EIA) is a persistent viral 
infection of equids, which is caused by a retrovirus 
and transmitted by bloodsucking insects. 

The virus survives up to 4 hours in the carrier. 
Contaminated surgical equipment, recycled needles 
and syringes can transmit the disease. Mares can 
transmit the disease to their foals via the placenta. 
The risk of transmitting the disease is greatest when 
an infected horse is ill, as the blood levels of the virus 
are then highest. 

A notifiable disease in most countries, serology is 
often used to control and monitor EIA. 

The ID Screen® Equine Infectious Anemia Double 
Antigen uses a recombinant EIAV antigen, which is 
the p26, an internal structural protein of the virus that 
is coded by the gag gene. The p26 is more 
antigenically stable among EIAV strains than the 
virion glycoproteins gp45 and gp90. 

It makes use of the presence of two Fab (on IgG) or 
ten Fab (on IgM) to allow for the early detection of 
anti-EIAV antibodies. A first Fab binds the 
immunoglobulins to the microplate and the other Fab 
binds a peroxydase antigen used as conjugate. This 
method is particularly suitable for the detection of IgM 
and IgG antibodies and therefore allows earlier 
testing of animals as well as long-term disease 
surveillance. 

This study presents validation data obtained for this 
test. 

Test Principle 

Wells are coated with p26 (GAG) recombinant 
antigen. 

Specimens to be tested and controls are added to the 
microwells. Anti-p26 antibodies, if present, form an 
antibody-antigen complex. 

Plates are washed and a p26 antigen -peroxidase 
(HRP) conjugate is added to the microwells. It fixes to 
the free Fab of the bound serum anti-EIAV 
antibodies. 

After washing in order to eliminate the excess 
conjugate, the substrate solution (TMB) is added: 

The resulting coloration depends on the quantity of 
specific antibodies present in the specimen to be 
tested. In the presence of antibodies, a blue solution 
appears which becomes yellow after addition of the 
stop solution. In the absence of antibodies, no 
coloration appears. 

The microplate is read at 450 nm.  

Result interpretation: 
For each sample, the S/P percentage (S/P%) is 
calculated: [ODsample - ODNC] / [ODPC - ODNC] x 100. 

Samples are then classified as positive, negative or 
doubtful depending on this S/P% result, as indicated 
in the table below: 

• Highly sensitive and specific 

• Fast and easy-to-use, with results in 90 minutes 

• Robust with haemolysed samples 

• Practical: you can easily check that all samples have been correctly deposited because the dilution 
buffer changes color upon addition of the sera 

Result Status 
S/P % ≤ 50% NEGATIVE 

50% < S/P % < 60% DOUBTFUL 
S/P % ≥ 60% POSITIVE 
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Analytical sensitivity 

The analytical sensitivity is tested using an internal weak positive standard (a strong positive serum diluted in a 
negative one) produced by IDvet.  

By analysing this internal standard*, IDvet is able to guarantee that the kit’s analytical sensitivity remains constant 
between run, batches and operators. 

Serial dilutions of this standard were tested by different operators using the ID Screen® Equine Infectious Anemia 
Double Antigen (EIAED) ELISA kit. 
 

 

 

 

 

 

 

 

 

 

 

 

 

 
Figure 1: Titration of the internal reference material MRI-EIA using the ID Screen® EIAED ELISA kit 

 

 

 
 
 
 
* This internal standard is available for purchase, product code: MRI-EIA 

 
 

Results (Figure 1): 
 The MRI-EIA was found positive or doubtful up to dilution 1:4 . 
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Specificity 

Specificity was tested on 440 horse sera from disease-free regions in France (Calvados) 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

Figure 2: S/P% distribution for sera from disease-free horses. 

 

 
 
 
 
 
 
 

Results (Figure 2): 
 All sera were found negative. 

Measured specificity: 100% (CI95%: 99.13% - 100%), n=440 
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Sensitivity 

32 horse sera from infected herds in France, Italy and Czech Republic, that were identified as positive by the IDvet 
EIA AGID test (as per OIE specifications), were tested using the ID Screen® EIAED ELISA kit. 

 

 

 

 

 

 

 

 

 

 

 

 

 

Figure 3: S/P% distribution for sera from infected horses 

 

 
 
 
 
 
 
 

Conclusion 

The ID Screen® Equine Infectious Anemia Double Antigen ELISA is an effective, reliable and rapid tool for the 
specific detection of anti-EIAV antibodies in horse sera:  

 demonstrating excellent specificity on disease-free sera 

 showing high sensitivity  
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Results (Figure 3): 
 All AGID-positive sera were found positive. 

Measured sensitivity = 100% (CI95%: 89.28% - 100%), n=32 
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