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Within the years of 1997 to 2011 the epidemic hemorrhagic fever was registered in 42 regions and cities and 21440 cases were registered in human.
Annually, the ratio of lethal cases is 0.8% from the infected patients. The principal source and the vector is a bank and common vole. In order to improve
the epidemiological situation of the region the disinfestation along with personal and collective sanitation is promoted among the population.

In Tatarstan 4 cases of Western Nile fever infection were also registered. In this regard the prevention measures and informational works are per-
formed.
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The West Nile virus (WNV), also called West Nile virus is a flavivirus transmitted by mosquitoes. This virus can cause fatal neurological
diseases in humans and horses (in about 1% of infections). Birds are the main reservoir hosts of the virus.

The monitoring of this virus by health authorities has helped to highlight an increase in severe forms of the disease, especially a
worsening of nerve damage. Indeed, several human epidemics occurred in Europe, North America and around the Mediterranean. Also,
several epidemics affecting only the horses have been described in Europe. The West Nile virus presents a significant variability of its stem:
the stem lineage 1 is responsible for the vast majority of recent outbreaks and epidemics, lineage 2 is responsible for the epidemic and
equine epizootic in Hungary in 2008. Therefore, it is necessary to develop adapted molecular tools to efficiently amplify a majority of strains
of West Nile virus circulating in Europe, especially various strains on the nucleotide level (lineages 1, 2, 3 ...).

According to epidemiological data provided by the authorities, LS| wished to propose a kit for RT-PCR in real time to improve the

detection of the genome of various strains of WNV, in collaboration with the French Afssa reference laboratory.

Material & Methods. kit has been developed from the work of the French reference laboratory for virus Nile fever (Afssa Lerpaz). The detection
system was designed to detect a majority of strains of West Nile, particularly the strains involved in human and equine outbreaks that occurred in Europe
in recent years.

The system was evaluated in silico and experimentally on strains of lineage 1 and 2.

The specificity of the kit was evaluated in silico and experimentally on a panel of West Nile virus strains and genetically related
flaviviruses and also on viral strains responsible for equine encephalitis.

The diagnostic kit of WNV has been developed in duplex to allow the detection of the target and a control of the extraction and
amplification of the target due to the presence of a IPC (Internal positive control) endogenously present in the native samples. It is also
possible to validate the extraction of acellular matrices with a IPC exogenously added during the extraction of nucleic acids.

The characterization of tRT-PCR West Nile (determination of the sensitivity, specificity, repeatability and reproducibility of the system)
has helped to highlight the robustness of the kit.

RNA were amplified by a duplex rtRT-PCR assay in an ABI Prism 7500 Apparatus (Applied Biosystems) using (i) a set of primers and
probe labelled with FAM reporter dye targeting the 3' non coding region of WNV, and (i) a set of primers and probe labelled with VIC
reporter dye targeting the BetaActin gene (internal positive control). The detection limit and efficiency of the tRT-PCR was determined by
testing a 10-fold dilution series of a WNV quantified RNA.

Discussions & Conclusions.The tRT-PCR-N (LS| Taqvet WNV) is specific and highly sensitive. The detection limit was 6 copies
per PCR demonstrating the ability of this assay to detect very few amounts of virus. The tRT-PCR is able to detect the whole lineages of
the west nile virus which allow the kit to be a good diagnosis tool for WN virus detection in case of outbreak or in case of epidemiological
surveillance.

OL|IHKA KOMEPLIHOTO HABOPY NP PEANLHOIO YACY ANA BUABNEHHSA BIPYCY
NMXOMAHKK 3AXIAHOr O HIny
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®paHuy3bke aeeHmcmeo caHimapHoi beaneku fikysansHoi Mpodykuil ma npodykmig xapyyeaHHs, ®paHuis

Bipyc nuxomarku 3axidHoeo Hiny € chnasisipycom, wio nepedacmscs koMapamu. Lled sipyc Moxe npussecmu 00 hamarbHUX HE8POo2iHUX 3aX80-
progaHb y model i KoHel (MpubnusHo 8 1% eunadkig). [Imaxu € 0CHO8HUMU pe3epsyapamu 8ipycy.

MonimopuHe yb020 8ipycy opeaHamu 0x0poHU 390p08’s 00360/1U8 BU3HAYUMU 3POCMaHHsI 8aXKUX (hOPM 3aX80PHOBaHHS, 0C0bILIBO HEP8OBOi hopMu.
Kinbka enidemitl ceped model eidbynucs e Esponi, [ligHidHitl Amepuui i y ecbomy CepedsemHomop’i. Kpim moeo, Kinbka enidemid, wo epaxanu minbku
KkoHel bynu onucaHi 8 €eporni. Bipyc nuxomarku 3axidHozo Hiny nposiensie 3HayHy eapiabenbHicmb: wmam nikii 1 eidnosidae 3a nepesaxHy binbwicmb
ocmaHHix cranaxie ma enidemiti, wmam niHii 2 Hece 8idnogidanbHicmb 3a enidemito i enizoomito koHel 8 Yeopwuri 8 2008 poui. Y 38’a3Ky 3 yum He-
06xi0HO po3pobumu adanmosaHi MoneKynapHi iHcmpyMmeHmu s egpekmugHoi amnnighikauii binbwocmi wmamie 8ipycy nuxoMaHku 3axioHozo Hiny,
o yupkynioe 8 €gpori.

LSI'y cnienpaui 3 copaHuy3bkoi pecpeperm nabopamopiero AFSSA xomig 6u 3anporioHyeamu Habip 0ns /1P y pexumi peanbHo20 yacy Onis nokpa-
WEHHST BUSIBNIEHHS 26HOMa PI3HUX Wmamig 8ipycy nuxomaHku 3axioHozo Huny.
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