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[bookmark: _heading=h.b4m1ptexp7vq]Molecular protocols for the identification of Plecotus spp. from faeces.
Guano samples for species identification were analysed using the protocol specified in Gili et al. (2025). Briefly, total genome DNA was extracted using the Qiagen PowerSoil Kit and bat species were identified using a single bat-specific primer pair (SFF145f: 5’-GTHACHGCYCAYGCHTTYGTAATAAT-3’/SFF351r: 5’-CTCCWGCRTGDGCWAGRTTTCC-3’) targeting a 206 bp DNA minibarcode region of the COI (Walker et al. 2016).

Molecular protocols for the identification of Plecotus spp. from wing biopsies.
Species identification from guano followed the protocol developed by Botti ad Fiou (2025). Briefly, DNA was extracted from minimally invasive biopsy tissue samples obtained by removing a small portion of the patagium with a 3 mm biopsy punch, carried on under authorization as specified in the “Animal ethic” section of the manuscript. The tissue samples were then preserved in 96% ethanol at −20 °C. DNA extraction was performed using the DNeasy® Blood & Tissue Kit (QIAGEN), following the manufacturer’s protocol. DNA concentration was subsequently quantified using a Qubit Fluorometer (Thermo Fisher Scientific). Two target regions—the 5′ terminus of the mitochondrial COI gene and the Recombination-Activating Gene 2 (RAG2)—were amplified via PCR. The resulting PCR products were assessed for quantity and quality using a QIAxcel Advanced system (Qiagen). All PCR reactions that produced a single clear product were subsequently subjected to cycle sequencing. Sequencing reactions were performed using BigDye v3.1 chemistry and analyzed on an Applied Biosystems 3500 Genetic Analyzer (ThermoFisher Scientific) employing Sanger sequencing.
The obtained sequences were compared to those available in NCBI and BOLD Systems. DNA electropherograms and sequences were uploaded to the BOLD Systems project file “AOSTAVALLEY_BAT” under the identifiers AVBAT033-21, AVBAT034-21, AVBAT035-21, AVBAT036-21, and AVBAT037-21.
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