DEVELOPMENT OF ANTI-IgE OLIGOCLONAL ANTIBODY FOR THE DIAGNOSIS OF ALLERGY IN DOGS

Tests "in vitro" for the determination of specific IgE in veterinary allergy are not all equal. Almost all serological tests are
essentially based on ELISA, the main difference is the molecule that is used in each of them to recognize dog IgE. It must react
stronger, uniquely and exclusively with IgE, which determines the sensitivity and specificity of the assay. Any test is as good as its
IgE detector. There are many tests that use polyclonal or monoclonal antibodies, or use the fragment of IgE receptor (FceRl) to
detect immunoglobulin IgE in the serum of animals. Although comparative studies have attempted to show the superiority of
one method over others, the advances in technology have improved reagents and procedures and make that such comparisons
have become obsolete (Lee et al 2009).

After 2 years of research and development, Alergovet in collaboration with the CNB - CSIC has developed an oligoclonal antibody
for “in vitro” identification of the allergens that cause allergy in dogs: OLYGO.3mAb®
An oligoclonal is a mixture of two or more monoclonal antibodies. In this case we have used 3.

The main advantages of this type of antibody are:
¢ Keep the specificity of a monoclonal antibody (mAb), as it is the mixture of monoclonal antibodies
e Sensitivity of a polyclonal, recognizing each of them a different epitope of IgE.
¢ Reagent unlimited and constant: development technique allows freezing hybridomas in liquid nitrogen for indefinite
time, and use them anytime to produce exactly the same antibodies as often as necessary and indefinitely.

PROJECT PHASES:

CLONING AND PRODUCTION OF RECOMBINANT DOG IgE

The project began 2 years ago with the production of a recombinant canine IgE molecule (rlgg) by generating a plasmid or DNA
fragment of IgE, which was transfected into cells in culture (fibroblasts) in order to produce this fraction on a large scale and its
subsequent isolation. This phase lasted about 9 months.
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This was demonstrated in several trials like the one shown below.

PRODUCTION AND SELECTION OF MONOCLONAL

During this phase of the project we have collaborate with the "PROTEIN TOOLS UNIT OF CNB-
CSIC." In the immunization of mice, cell fusions and cloning of hybridomas. After analyzing
more than 3.000 wells, we have selected fusion 3 monoclonal which had the higher specificity
and sensitivity (5A7, 1C8 y 5G10).




PREPARATION AND STUDY OF OLIGOCLONAL:

Later tests were made to ensure that the mixture of three monoclonal antibodies recognizing different epitopes generate a
synergistic effect rather than a competitive effect between them, as shown in the figure below:
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These antibodies labeled with peroxidase for use in ELISA which is something new and not done yet. This is an advantage over
other methods because it avoids a step in the technique with the consequent reduction of the possibility of errors in handling
and washing, improving the reproducibility of the technique.

As a summary of the advantages of OLYG0.:mAb®:
e 100% specificity for canine IgE, no cross-reactivity with IgM or IgG, absence of false positives
e High sensitivity (99.3%), the three monoclonal antibodies recognize different epitopes (mixture).
e We have a reagent inexhaustible and constant in its characteristics.
e It works by detecting specific dog IgE in routine improving any existing technology, with an exclusive sensitivity and
specificity.
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