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No a priori sample-size calculation was performed. The sample size was typically 5-10 mice per group and 20-40 mosquitoes per group, as is
generally the case in similar studies. Sample size was adjusted to capture the typical biological and experimental variation seen for the
examined variables (Aubry F. et al. Science 2020; Zmurko J. et al. PLoS Negl. Trop. Dis. 2016; Gladwyn-Ng I. et al. Nat. Neurosci. 2018).

Three extreme outliers were excluded from the mouse viremia data shown in Fig. 4c.

Robustness of experimental findings was supported by obtaining consistent results across multiple experiments, sometimes with different
virus strains and/or doses. Experiments were generally repeated 2-3 times.

Mice and mosquitoes were randomly allocated to experimental groups.

Blinding was often impractical because the differences between mouse groups were visually obvious. When differences were not visually
obvious, blinding was unnecessary because the biological measurements (viremia, viral load, weight) are objective and thus unlikely to be
influenced by the experimenter.

The primary antibodies were rabbit anti-cleaved caspase 3 (#9661, Cell Signaling Technologies), mouse anti-flavivirus group antigen
(MAB10216, Merck Millipore), and goat anti-Iba1 (ab5076, Abcam). The secondary antibodies were donkey anti-rabbit conjugated
with Alexa Fluor-488 (A-21206, Life Technologies), donkey anti-mouse conjugated with Alexa Fluor-555 (A-31570, Life Technologies),
donkey anti-goat conjugated with Alexa Fluor-647 (A-21447, Life Technologies), and goat anti-mouse conjugated with Alexa
Fluor-488 (A-11029, Life Technologies).

The primary antibodies were validated in several earlier studies (Fontaine A. et al. Sci. Rep. 2016; Baidaliuk A. et al. J. Virol. 2019;
Gladwyn-Ng I. et al. Nat. Neurosci. 2018).

The study used the Vero cell line (ATCC CCL-81), the Vero E6 cell line (ATCC CRL-1586) and the C6/36 cell line (ATCC
CRL-1660).

None of the cell lines used were formally authenticated.




