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Summary of general activities related to the disease

1a)
Types of test(s) in use/or available, purpose of testing (diagnosis, surveillance, etc.) and approximate number performed for each purpose

Virological Tests

Tests used for routine diagnostic work:

· Sandwich Elisa test using RHDV specific Monoclonal Antibody (MAb). A similar test using specific EBHSV MAbs is also available.

· Sandwich Elisa test using a panel of RHDV specific MAbs. This test permits the identification of RHDV variants, and particularly to distinguish between the original RHD virus and its first consistent antigenic variant (RHDVa).

· Western Blot Analysis using RHDV-MAbs cross-reactive with EBHSV. It is usually performed on the few samples, which give doubtful results in Elisa test, and in animals died due to the "chronic" form of the disease. 

Additional Tests used for particular investigations:

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

· Haemoagglutination tests

· Immunohistochemical investigations on tissue sections using specific MAbs.

· “In situ” hybridisation on tissue section using a cDNA probe.

· Reverse transcription Polymerase Chain Reaction (RT-PCR).

Serological Tests

Tests used for routine diagnostic work:

· Competition Elisa; two different tests based on specific MAbs used as tracer have been set up for RHDV and EBHSV.

· Sandwich Elisa developed using antisotype MAbs to test the sera for the presence of specific anti-RHDV IgM, IgA and IgG.

Additional Tests used for particular investigations:

· Indirect Elisa with the purified RHDV adsorbed to the solid phase.

(
Sandwich Elisa to detect IgM and IgG in liver or spleen samples already examined with the virological test. Such test is particularly useful in those animals, which die due to the "chronic" form of the disease, when the detection of the virus could be difficult. In this case, a high level of RHDV specific IgM and low level, if any, of IgG are the unambiguous marker of positivity for RHD. 

N° of diagnostic tests performed in 2001 (n. of positive in brackets)

Test
For
Specificity
Diagnosis
Import

/export
Surveillance
Total

ELISA
Antibody
RHD 


893
893

ELISA
Antibody
RHD Isotypes 
100


100

ELISA
Antibody
EBHS 


844
844

ELISA
Antigen
RHD
243 (123)*


243 (123)

ELISA
Antigen
EBHS
484 (151)


484 (151)

Western Blot
Antigen
RHD
3 (1)


3 (1)

Western Blot
Antigen
EBHS
40 (18)


40 (18)

* the percentage of RHDVa (antigenic variant) positive samples was around 40%
2.
Production, testing and distribution of diagnostic reagents

RHDV MAbs, anti-RHDV and anti-EBHSV hyperimmune sera either in form of diagnostic kits or as single reagents were delivered to: Poland, Canada, United States, Australia, Hungary and Rumania. Moreover, most of the Italian Istituti Zooprofilattici were provided with ELISA kits.

3.
Research especially related to development of diagnostic methods and vaccines

The research work during this year included:

· Epidemiological study on the diffusion of the RHDVa variant in Italian rabbitries. 

· Serological study on the isotypes variations in RHD convalescent or vaccinated rabbits following oral re-infection with live or inactivated RHDV.

· Sero-epidemiological survey on a free-living population of Silvilagus floridans.
· Epidemiological study on the diffusion of the apathogenic Rabbit calicivirus (RCV) in slaughtered meat rabbits
Activities specifically related to the mandate
of OIE Reference Laboratories

1.
International harmonisation and standardisation of methods for diagnostic testing or the production and testing of vaccines

2.
Preparation and supply of international reference standards for diagnostic tests or vaccines


The set up of International Standards is in the course. In mean time, the laboratory reference reagents (RHDV and EBHSV viral strains and related positive and negative sera) are available for distribution (see 2.b)

3.
Collection, analysis and dissemination of epizootiological data relevant to international disease control

4.
Provision of consultant expertise to OIE or to OIE Member Countries

Consultation to 1) the Instituto de Investigación en Recursos Cinegéticos of Ciudad Real, Spain, in order to try to detect EBHS in Iberian hares by ELISA and WB and 2) the Animal Quarantine and Certification Service of the Ministry of Agriculture of  new Dheli, India in order to run diagnostic test on rabbit sera for RHD.

5.
Provision of scientific and technical training to personnel from other OIE Member Countries

6.
Organisation of international scientific meetings on behalf of OIE or other international bodies

7.
Participation in international scientific collaborative studies

A continuos collaboration is in the course with Dr. B. Cooke and Dr. T. Robinson of CSIRO Canberra (Australia) on the serology of RHD in wild rabbits.

8.
Publication and dissemination of information relevant to the work of OIE (including list of scientific publications, internet publishing activities, presentations at international conferences).

· Presentations at international conferences and meetings

18-22 April 2001, Berlino (Germany) Symposium “The decline of European hares: an interdisciplinary research task”

· Lavazza A., Meneguz P.G., Tizzani P., Capucci L., Fabbi M. “Does the Sylvilagus floridanus play a role in the diffusion of pathogens infecting hares ?”

· Lavazza A., Mazzoni R., Mari M., Scicluna M.T., Frati P., Guberti V., Capucci L. “Application of an European Brown Hare Syndrome (EBHS) surveillance program. The experience of Siena province”

· Guberti V., Lavazza A., De Marco M.A., Capucci L. (a) “The endemic stability of EBHS in Brown Hare in Italy: an addressed management “

· Scientific publications
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