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ABSTRACT
Rabbit hemorrhagic disease (RHD) is a highly contagious, per acute and acute fatal viral

disease of rabbits caused by a haemagglutinating, enveloped virus, with a single stranded RNA
genome, belonging to Lago virus of the Caliciviridae. While HA and HI tests are gold standards
for detection of RHD virus (RHDV) in liver tissues used for preparation of the inactivated
vaccine, disappearance of this phenomenon at chronic stages of the disease directed this study to
thoroughly investigate some factors which could affect HA titer in different steps of vaccine
preparation. In addition, reverse transcription and polymerase chain reaction (RT-PCR) was used
as a sensitive tooUo detect the presence of RHD viral RNA in livers collected from rabbits at
chronic stage of infection and, at the same time, negative in HA test. Experimental infection of
susceptible rabbits with the locally isolated RHDV GIZA-2006 strain with a 10465 LD50/ml titer
and a_haemagglutinating (HA) titer equal to 1014 HA units, was carried out. Liver samples were
collected at different stages of the disease, 20 hours to 6 days post infection, as the clinical
evolution of the disease can be peracute, acute, subacute or chronic. The haemagglutinating
activity was measured for these liver samples using HA test. This study cleared that, increasing
freezing and thawing more than 5 times decreased HA units (HAU) RI-illV do not undergo
illusion and can read HA test after 45 minutes and 24 hours after incubation and using plates
with V button shaped wells to perform HA test gave more accurate results than those with U
button shaped wells. While addition of antibiotic or antifungus had no effect on the obtained
HAU, storage of the virus as liver suspension over 10 days in +4°C declined the obtained HAU.
In addition, Using RT-PCR, a 530 base pair fragment of the RHDV Vp2 gene was detected in
HA negative liver tissues collected at chronic stage of infection could indicate detection of RHD
virus like particles as mentioned before. The obtained results could help to improve RHDV
vaccine in future.

INTRODUCTION

Rabbit hemorrhagic disease (RHD) is a highly
contagious, highly fatal, peracute and acute viral
disease of both wild and domestic rabbits. The
disease is characterized by a short course 2-3
days, high levels of morbidity (100%) and
mortality (80-90%), severe signs (dyspnoea,
anorexia, depression, convulsions and epistaxis)
with severe necrotizing hepatitis (1,2). The
disease is caused by rabbit haemorrhagic disease
virus (RHDV), a member of Lagovirus of the
Caliciviridae family (3,4).

Caliciviridae infection is the major cause of
the severe disease in the stocks of wild and farm
rabbits that has occurred world wide during the
last two decades (5). The clinical evolution ofthc
disease can b~ peracute, acute, subacute or

chronic (6). In acute form, the rabbits showed
severe depression, anorexia, dyspnoea with
foamy bleeding from nostrils up to suffocation.
Some rabbits developed nervous manifestations
in the form of severe convulsion, in coordination
and paralysis (in few cases before death).
Sometimes, the animals showed a back bend
head position and crying before die. Most
affected rabbits died within 36-48 hours and
occasionally 72 hours from the onset of the
disease (7).

RHD viral RNA was persisted for at least 15
weeks after experimental infection of rabbits.
Accumulation ofRHDV RNA was found in liver
and spleen, which are the major target organs of
RHDV (8). Haemagglutination test (HA) using
human RBCs type "0" is the primary test for
routine laboratory diagnosis of RVHD (9) and
























