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Introduction
Lloviu cuevavirus (LLOV) is the sole member of Cuevavirus genus and the only bat-associated filovirus discovered in Europe so far. LLOV

genomic RNA was identified during the investigation of Schreiber’s bats (Miniopterus schreibersii) die-off events in the Iberian-peninsula in

20021. No other reports were published with regards to the presence of this virus until 2016, when RT-PCR positive bat carcasses in Hungary

confirmed a more widespread presence of LLOV in M. schreibersii2. This was followed by a report on seropositivity among Schreiber’s bats in

Spain, suggesting the circulation of LLOV in that area3. Nearly two decades have now passed since the discovery of LLOV and many questions

remain unresolved regarding the nature of the virus, the risk of zoonotic spillover, and most importantly, the pathogenic potential for bats and

humans4. Our main goal was to develop novel sampling protocol and study design for viral discovery and monitoring in bats to support multi

purpose research activities (ie. detection, sequencing, serology, isolation) with minimal conservational effect and disturbance. For this purpose, we

started to implement on-site laboratory techniques which could accelerate research activity and serve as an intervention tool for the next

pandemics. We tested this method within the framework of LLOV surveillance program, which is a barely known member of Filoviridae5.

Key feature - Concept of resampling
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Animal sampling: 10 min

Centrifugation, aliquoting: ~10 min

RNA extraction: ~50 min

RT-qPCR: < 50 min
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Turnaround time is less than 3 hours!
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On-site Laboratory Workflow

Establish Mobil Laboratory

-Electricity or Power generator

-Portable devices (MyGo PCR, Nanopore)

-TRIzol based nucleic extraction methods

can provide the inactivation of the viruses

and other infectious agents

On-site screening and sequencing

-Fast and Accurate on-site qRT-PCR 

methods (qRT-PCR Brilliant III Probe

Master Mix, Agilent)

-Amplicon based Nanopore sequencing

methods

Sample collection

-Wear full Personal Protective Equipment

- Avoid the cull of the animals

-Aliquot as much as you can:

°Serum (serology) °Native sample (In 

vitro  isolation °Sample in TRIzol (On-

site detection)

Suitable

equipments

Lloviu cuevavirus (LLOV) on site surveillance

-Identification of active LLOV infection in bats

-Possibility to resample LLOV positive live animals

-On site generated sequence data from the complete coding region of LLOV 

-Fresh sample for in vitro isolation

-Multipurpose sampling without any harm for the bats

Aliquot your samples

Centrifugation at 8000 rpm / 5 min
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Environment

Reduce the freeze and thaw cycles!
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On-site generated sequence data and qRT-PCR results Succesful In vitro isolation of LLOV on SuBK12-08 cell line in the BSL-4


