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Hantavirus Brno loanvirus is highly specific to the common noctule bat (Nyctalus noctula) and widespread in Central Europe
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Collection of bats, dissection and test strategy
For surveillance of bat rabies, bats were collected in 11 German federal states [1], Poland and Austria – from which, samples were collected in the framework of bat rabies surveillance and bat virus infection monitoring studies. Animals from Germany and Poland were dissected following a standard protocol, and tissue samples (lung, liver, spleen, kidney, brain, intestine) and body cavity fluid were collected. In Austria, in addition to the dead bat carcasses, swab samples were collected from oro-pharyngeal and rectal cavities, and transferred into viral transport medium (phosphate buffer saline (PBS), containing antibiotics and 5% calf serum). Bat species identification was done morphologically and, for bat carcasses in Poland and Germany, using molecular methods [1, 2].

Nucleic acid extraction, RT-PCR analysis and sequencing
Pea-sized tissue samples from bats from Germany and Austria were homogenized in 500µl PBS and a pool, consisting of all six organs from each animal, was generated for RT-qPCR screening. Pool RNA was extracted using Microlab Star automate (Hamilton Robotics, Reno, NV, USA) in combination with the Nucleo Spin 96 Virus Core Kit (Macherey-Nagel, Düren, Germany) according to the manufacturer’s instructions. In case of positive animals, all organs were subsequently extracted individually for further analysis. 
RNA of each animal was subjected to bat hantavirus RNA screening using Brno loanvirus (BRNV) specific RT-qPCR [3]. This RT-qPCR targets the L segment and results in a product of 109 base pairs that overlaps the product of the conventional nested RT-PCR (for primer sequences and positions see Table S1). In addition, lung sample-derived RNAs of all common noctules were reverse transcribed into cDNA using SuperScriptIII One-step RT-PCR Kit (Thermo Fisher Scientific, (Invitrogen, Darmstadt, Germany) and cDNA was amplified using a previously published generic L segment conventional PCR [4]. Further, almost complete coding S and M segment sequences were determined using primers given in Table S1. The amplification of specific products was resolved by agarose gel electrophoresis. DNA sequence determination was done with the BigDye Terminator v1.1 cycle Sequencing Kit (Thermo Fisher Scientific) on a 3130 Genetic Analyzer (Life Technologies, Darmstadt, Germany). 
For bat samples from Poland, RNA was isolated separately from 10% lung, liver and kidney homogenates (w/v). Subsequently, pools consisting of all three RNA preparations for each animal were used in nested RT-PCR, following a previously published protocol [4]. RT-PCR was performed using SuperScriptIII One-step RT-PCR Kit (Thermo Fisher Scientific), whereas for the nested PCR, Hot-star Taq DNA polymerase (Qiagen, Hilden, Germany) was applied. All hantavirus positive pools were subjected to individual testing, i.e. hantavirus RNA detection in each lung, kidney and liver of individual bats. Specific amplicons were detected by agarose gel electrophoresis and then sequenced on an automated sequencer ABI PRISM 310 Genetic Analyzer (Applied Biosystems, Waltham, MA, USA) using a BigDye Sequencing Kit (Applied Biosystems) with GeneScan Analysis Software.

Sequence comparison and phylogenetic analyses
Alignments of partial L and (almost) complete S and M segment sequences were constructed using the Clustal W Multiple Alignment algorithm implemented in Bioedit v7.2.3. [5]. The most suitable substitution model was determined by jModelTest v2.1.6 [6]. The consensus trees are based on Bayesian analyses with 6 x 106 to 1 x 107 generations and a burn-in phase of 25% using MrBayes v3.2.6 [7], and Maximum-Likelihood analyses with 1,000 bootstrap replicates performed with FastTreeMP v2.1.10 [8] and 50% cut-off using the General Time Reversible (GTR) substitution model with invariant sites and a gamma distributed shape parameter for both algorithms. The consensus tree was established by transferring the bootstrap values to the Bayesian tree only if branches were supported by both trees. All tree reconstructions were done on CIPRES Science Gateway [9].

Functional protein domain prediction and sliding window analysis
The complete coding S and M segment sequences from BRNV protype strain Brno 7_2012 (accession numbers: KX845678 and KX845679) were translated to protein sequences using BioEdit (V7.2.3.) [5]. For functional protein domain analysis, the InterPro Classification of protein families from the European Molecular Biology Laboratory – European´s Bioinformatic Institute (EMBL-EBI) (https://www.ebi.ac.uk/interpro/) was used and results are shown schematically.
Amino acid diversity along each protein for each clade, as well as the amino acid divergence between clade I and clade IIa or clade IIb, was calculated using a sliding window method. To avoid potential bias caused by unequal sample sizes of sequences, seven viruses were selected to represent each clade (see Fig. S1). Pairwise differences of amino acids between the selected sequences were calculated using SSE v1.4 [10] with a window length of 40 amino acids and a step size of 20 amino acids. The average numbers of amino acid differences were then calculated in R [11].
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