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This study began in 2013, before P. destructans invaded Michigan and Wisconsin, and continued through 2020, after all Michigan and
Wisconsin hibernacula were invaded by the pathogen. Throughout this period, we visited 22 hibernacula twice per winter during bat
hibernation to quantify bat colony sizes, individual bat roosting temperatures, fungal loads (to which we added a constant 0.0001
before transforming to the log10 scale), and recapture probabilities. We sampled bats during early hibernation in November, when
more than 95% of swarm activity was expected to be finished, and again during late hibernation in March, when less than 1% of
spring emergence activity was expected to have begun. For each sampling event, we counted all bats of all species within the site.
We focused our analyses on the little brown bat (Myotis lucifugus). We divided bat counts by sections within the hibernaculum (i.e.,
“rooms”) that potentially varied in microclimate, and we used HOBO Pro v2 data loggers to continuously record temperatures every
three hours in these sections. After counting all bats, we haphazardly sampled 20-25 individual little brown bats stratified across
sections and roughly in proportion to the number of bats in each section.

We focused our analyses on the species that was most common before P. destructans invasion, the little brown bat (Myotis
lucifugus), because it provided adequate sample sizes and had been substantially impacted by the disease. We sampled adult bats of
both sexes.

We divided bat counts by natural sections within the hibernaculum (i.e., “rooms”) that potentially varied in microclimate, and we
used HOBO Pro v2 data loggers to continuously record temperatures every three hours in these sections. After counting all bats, we
haphazardly sampled 20-25 individual little brown bats stratified across sections and roughly in proportion to the number of bats in
each section. We chose to sample up to 25 bats per site per survey because this would allow us to detect the fungus if at least 4% of
bats were infected (1/25). We did not sample more than 25 individuals per site because we wanted to limit disturbance to
hibernating bats.

For each sampled bat, we used a Fluke 62 MAX IR laser thermometer to quantify the temperature of the substrate directly adjacent
to the bat (<1 cm)(i.e., the “roosting temperature”). We then used a previously developed protocol to collect a standardized swab of
each bat’s forearm and muzzle, which we stored in RNAlater until we could quantify fungal loads using qPCR (Langwig et al. 2015a).
Finally, we banded as many swabbed bats as possible with an aluminum band (2.9mm; Porzana Ltd., Icklesham, E. Sussex, U.K.), so
that they could be re-sighted and individually-identified during subsequent visits. One team member trained in the recording
procedure recorded the data during each survey.

Beginning in 2013, before P. destructans invaded Michigan and Wisconsin, and continuing through present (2020), when almost all
Michigan and Wisconsin hibernacula have been invaded, we visited 22 hibernacula twice per year during bat hibernation (October to
April). Individual bats could be touching, separated by millimeters, or separated by tens of meters with a given hibernaculum.

We only used bats that were infected during our November samples in our analyses of recapture rates and fungal growth rates,
because we wanted to know how temperature affected disease outcomes after infection. We excluded bats that were uninfected in
November because if they had been infected in March, we would not have known how long they had been infected for. The decision
to exclude uninfected bats was pre-established before we ran our analyses. For the distribution shift analysis, we only included sites
that were sampled during all three invasion periods, so as not to skew the mean roosting temperature in any given period by adding
new sites to the analysis. This decision was pre-established before we ran the analysis.

In the fungal load change analysis, each infected, recaptured bat was considered an independent replicate (N=123), and we used a
standard reproducible method to quantify fungal loads. We used simple correlation tests and a Logan-10 growth curve to confirm
that there was a relationship between fungal load change and temperature. The code to reproduce these analyses is available in the
repository in the Code Availability section.

In the recapture rate analysis, each infected, banded bat was considered an independent replicate (N=259). We used five-fold cross-
validation to show that our logistic regression model could predict whether a bat would be recaptured with 73% accuracy. The code
to reproduce this analysis is available in the repository in the Code Availability section.

In the distribution shift analysis, each counted bat was considered an independent replicate (N=8473). The code to reproduce this
analysis is available in the repository in the Code Availability section.

As described above, we stratified sampling within hibernacula by section/room, and then haphazardly sampled bats within sections/
rooms.

NA - researchers are blind to infection load and microtemperatures until after they take the measurements, so this did not affect our
sampling design.

We visited mines during the winter, when bats were hibernating. Temperatures varied within and between mines, as quantified in
our study. We did not quantify weather conditions outside of the mines, because this was not relevant to our study.

We surveyed 22 mine hibernacula in Michigan and Wisconsin. Due to the sensitive nature of mines and bat conservation concerns,
precise locations are not provided.

All sites and sampling procedures were covered by the appropriate, annually-renewed state permits for bats (Michigan Permit SC
1651, Wisconsin permit 882), Virginia Tech IACUC protocol #17-180, and University of California, Santa Cruz IACUC protocol




