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Validation

No sample size calculation was performed. We selected six subjects with evidence of high viral loads and extrapulmonary pathology. For each
of these six subjects, we profiled all tissue specimens available. Prior to this study, it was unknown whether differences in virus genomes
would be detectable at all within individuals. We selected 6 individuals with higher viral loads in lungs to test this hypothesis, which was
confirmed in the results of this study.

We did not report minor variants in samples with <500x mean depth of viral coverage. We also excluded minor variants from one tissue
specimen that had strong evidence of contamination with another sample in the sample set.

No statistical method was used to predetermine cohort sample size. Subjects were a convenience sample composed of individuals who had an
autopsy performed at BWH following SARS-CoV-2 infection; blinding and randomization were not relevant to this study. Each FFPE tissue block
was stained once with the respective SARS-CoV-2 nucleocapsid or spike antibodies; these antibodies have been extensively validated for
diagnostic use in our clinical IHC laboratory, including reproducibility between staining batches. RT-qPCR experiments were performed in
triplicate; mean quantifications are reported. Sequencing was performed and analyzed in duplicate, where possible. Variant profiles from
samples with low mean viral coverage (<500x) were excluded from analyses, consistent with the threshold determined in this study (Figure 2).

Randomization was not relevant in this study. All samples were treated identically.

Blinding was not relevant to the study in which all subjects were known to be SARS-CoV-2 infected, and the goal was to detect differences in
sequences between organs.

SARS-CoV-2 nucleocapsid immunohistochemistry was performed; the antibody used was a rabbit polyclonal antibody (NB100-56576;
Novus Biologicals, Centennial, CO; 1:500 dilution). Additionally, IHC for the SARS-CoV-2 spike protein was performed using a mouse
monoclonal antibody (GTX632604; GeneTex, Irving, CA; 1:1000 dilution).

These antibodies have been extensively validated for diagnostic use in our clinical IHC laboratory, including reproducibility between
staining batches.




