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Methods 

Genetic identification of bats 
We collected bilateral wing tissue samples using a 4 mm punch biopsy (Integra Miltex, Plainsboro, NJ, 

USA) and extracted DNA using DNeasy extraction kits (Qiagen, Germantown, MD, USA). We then 

amplified a 654 base pair fragment of the cytochrome b gene by polymerase chain reaction (PCR) using 

primers F504 and R1181 [1]. 

PCR was carried out in 25µl reactions, consisting of 8 µl molecular grade water, 12.5 µl Dream Taq 

Green mastermix (Fisher Scientific, Waltham, MA, USA), 0.5 µM of each primer, and 2 µl of template 

DNA. The thermocycler profile consisted of 95ºC for 15 min, followed by 35 cycles of 94ºC for 30 sec, 

50ºC for 90 sec, and 72ºC for 60 sec, and a final extension at 72ºC for 30 min. We confirmed successful 

PCR products on a 1% agarose gel stained with SybrGreen (Invitrogen, Carlsbad, CA, USA). Successful 

PCR products were sent to MC Lab (San Francisco, CA, USA) for PCR clean up and sequencing in both 

directions on an ABI 3730XL sequencer (Applied Biosystems Inc, Carlsbad, CA, USA). We edited and 

generated consensus sequences using Geneious version 9.0.4 (Biomatters Inc., Newark, NJ, USA) and 

aligned sequences using the MUSCLE alignment [2] in MEGA 7 [3]. We compared sequences to 

reference sequences using the NCBI Basic Local Alignment Search Tool to identify species. 

Amplification of cytochrome b does not allow differentiation between California myotis (Myotis 

californicus) and small-footed myotis (Myotis ciliolabrum) as well as western long-eared myotis (Myotis 

evotis), Keen’s myotis (Myotis keenii), and fringed myotis (Myotis thysanodes). 
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