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Sample size was not determined a priori. Sample size was limited by availability of research animals. It was set to be no less than 4 animals per
group per time point, which is considered to be acceptable practice in the field.

No data were excluded from the analysis.

To collect data in all experiments, we infected no less than 4 animals per group with each of the viruses used in this study. For studies
depicted in Fig 1c, 3, 4, and 5 we performed no less than 2 independent experimental infections of animals in groups of no less than 4 animals
per group. We confirm that all replications generated similar results. For data sets depicted in Fig 2, 6, and 7 one experiment was performed,
and findings were confirmed using different methods. For studies depicted in Fig 1d-1g one or two independent experimental infections of
mice were performed depending on mice availability.

Mice were randomly allocated to experimental groups.

Investigators were not blinded to group allocation during samples collection or data analysis. According to the institutional policies any cage
which houses animals infected with human pathogen (ZIKV) should be provided with a label which indicates a specific virus name used in the
experiment. All parameters which were measured in this study (viremia, viral load in mouse organ, neutralizing antibody titer, number and
distribution of barcode sequences) are objective and did not require subjective judgment or interpretation.

Anti-Zika virus NS2B antibody (1:500 dilution factor; GTX133308, GeneTex). We used anti-rabbit Poly-HRP-IgG secondary antibodies
containing in the Bond Polymer Refine Detection Kit (DS9800, Leica).

Validation of anti-Zika virus NS2B antibody was performed using immunofluorescent analysis against ZIKV which was reported in
manufacturer's website (https://www.genetex.com/Product/Detail/Zika-virus-NS2B-protein-antibody/GTX133308)

1) Vero (African green monkey kidney) cells were obtained from World Health Organization.

2) DC2 cells (immortalized mouse distal caput epididymal epithelial cells; cat# T059, Applied Biological Materials Inc.).

None of the cell lines used were authenticated

Cells were not tested for Mycoplasma contamination




