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No sample-size calculation was performed. Sample size was determined solely by the number of residual sera samples that were collected at
Seattle Children's Hospital and how much volume remained in those samples after their medical use.

Residual sera samples from patients who were recruited to come to Seattle Children's to enroll in a COVID-19 study were excluded from the
study population, as described in the methods. Theses exclusions were pre-established, and our study population was only the residual sera
samples from non-recuited individuals at Seattle Children's, as described in the manuscript.

Reproducibility of experimental results was was assessed during assay development. Reproducibility of experimental findings of this study was
only addressed on an ad-hoc basis for a limited number of samples; all results (e.g. serostatus) were qualitatively consistent. Additionally,
three separate ELISA assays were well correlated, and the neutralization assay further validated our serostatus calls. Neutralization assays
were run in technical duplicate. Abbot CMIA were performed a single time according to clinical lab practice.

Samples were not randomized, as investigators were already blinded to RT-PCR testing status; further randomization would not have further
blinded the researchers.

Investigators were blinded to RT-PCR testing status of nearly all samples until after running serological tests. However, in a small number of
cases (n=2 patients in the study), investigators knew the patients had tested positive by RT-PCR because of the sample labeling scheme.
Neutralization assays and Abbot CMIA were performed blinded to the ELISA and RT-PCR data.

CR3022, produced in house. Goat anti-human IgG-Fc horseradish peroxidase (HRP)-conjugated antibody (Bethyl Labs, A80-104P).

CR3022 was confirmed to bind RBD and spike by ELISA, as shown in Figure 1A. Sera samples or this positive control was the primary
antibody. The secondary antibody is validated using CR3022, known positive adult sera, and pre-2020 pooled negtaive control sera,
as shown in Figure 1.

HEK-293T-hACE2. Generated by our lab but available from and externally validated by BEI resources (NR-52511). Expi293F
were from Thermo Fisher ( A14527).

Confirmed hACE2 expression by Flow staining (published in DOI:10.3390/v12050513)




