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2) 
SUMMARY OF GENERAL ACTIVITIES RELATED TO THE DISEASE

(a) Types of tests in use, purpose of testing and number performed for each purpose. 

Virological Tests

Tests used for routine diagnostic work:

- Sandwich Elisa test using Monoclonal Antibodies (MAbs) for the differential diagnosis of RHD and EBHS

- Negative staining ImmunoElectronMicroscopy using both MAbs and rabbit and hare hyperimmune sera.

N° of rabbit examined for diagnosis of RHD, coming mainly from Italian outbreaks in industrial and rural (the most) farms: 205 (84 positive and 121 negative)

N° of hares examined for the diagnosis of EBHS, they include mainly  free living animals from Italy, hares reared in captivity and animals at importation from abroad (mainly from Eastern European Countries) for hunting and repopulation purposes: 226 (57 positive and 169 negative)

Additional Tests used for particular investigations:

- Haemoagglutination test, which is carried out using different protocols for RHDV and EBHSV, the second being modified needs lower pH (6.8) and temperature (+4°C).

- Western Blot Analysis using a RHDV-MAbs cross reacting with EBHSV, which is able to bind with high affinity a continous epitope on the structural protein VP60.

- EM ImmunoGold using RHDV specific and/or cross reacting MAbs. This test has been use for the detection of RHDV epitopes in diagnostic samples, purified particles and recombined virions expressed in baculovirus (see paper n°1 in the List of Relevant Publications).   

- "Tissue species identification" Elisa test, based on the antigenic differences existing between rabbit and hare Immunoglobulins (IgG), present in high quantity in the liver extracts. This test is used when the origin of the organs is doubtful.

Serological Tests

- Competition Elisa; the Elisa for RHD is based on the competition between the antibodies anti RHDV adsorbed to the solid phase and those eventually present in the serum sample. The tracer is a conjugated RHDV MAb. The Elisa for EBHSV uses a convalescent anti-EBHSV hare serum as tracer and the antigen is EBHSV.

N° of rabbit sera examined = 151 (including the diagnostic test undertaken for other countries, see 3a).

N° of hare sera examined = 962 (idem)

In rabbits the serological tests were carried out mainly for epidemiological survey  in few outbreaks of RHDV; in hares for epidemiologica surveillance. The hare sera were taken from farmed and wild animals  both coming from inside the Country  (N° 625) as well as from abroad at importation in Italy: Czech Repubblic and Slovakia (86), Poland (121), Hungary (23), Uruguay (25).

(b) Production, testing and distribuition of diagnostic reagents

RHDV MAbs and anti-RHDV and anti-EBHSV hyperimmune sera either in form of diagnostic kits or as single reagents were delivered to the National Veterinary Institute, Uppsala (Sweden).

The EBHS antigen (our Italian reference strain), obtained infecting experimentally sensitive hares, was prepared in a liophylised form. Following an official request it was send to the National Veterinary Institute, Pulawy (Poland).

(c) Research, especially related to development of diagnostic methods   

The reserch work during this year included: 

- characterization of EBHSV specific MAbs and their experimental utilization as diagnostic reagents.

- antigenical analysis of the different RHDV and EBHSV isolates to verify the existence of different serotypes; at the moment the data acquired suggest the presenceHGB3
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