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Life sciences study design
All studies must disclose on these points even when the disclosure is negative.
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Reporting for specific materials, systems and methods
We require information from authors about some types of materials, experimental systems and methods used in many studies. Here, indicate whether each material,
system or method listed is relevant to your study. If you are not sure if a list item applies to your research, read the appropriate section before selecting a response.
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Optimization of number of controls in serologic assays was dependent upon statistical modeling displayed in the Supplemental Materials. We
evalauted the number of negative controls needed for proper interrogation of seropositivity in a low incidence phenotype, and showed that n
= 100 controls was not sufficient for tight confidence intervals, and n = 300 was required to tighten these intervals. Positive controls were
utilized to reach a confidence interval wherein sensitivity was determined to have a lower 95% CI of >90% which was determined to be
sufficient to estimate seroprevalence in a low prevalence (<10%) disease.

No data has be excluded from the analysis. Positive controls were selected based on confirmation of convalescence using CLIA-certified FDA
EUA serologic tests.

We repeated the assays both by manual and automated ELISA to confirm ability to repeat across platforms, and have shown plate-to-plate
and technical variability in Supplemental Figure 7. Each study involved technical duplicates to quadruplicates during the study and each study
was independently run two or more times.

Archival control samples were taken randomly from a collection of pre-2019 archival controls with original serum collection distributed across
months (January - December) and across multiple years (2014-2018). Test cohort samples from a high-incidence population were taken from
a Hasidic Jewish community during a community blood draw in New York during April 2020, of random donors that arrived at the donation
site, 68 donors were selected who reported symptoms of COVID19, 6 were selected that reported no symptoms. All samples that were
collected were done at random. Technical validation studies involved repeated measurements of a lot of protein production and associated
ELISA data and thus were not random as there was no manner to randomize this aspect of technical validation.

Investigators were blinded to positive controls, and given a set of nasopharyngeal swab positive but not all convalescent samples, then results
were reported back to a laboratory that measured seropositivity on EUA-granted serology assays. All samples that were positive in EUA assay
were also positive in our developed assays. Data analysis was done blinded to the sample ID and completed by an individual other than the
individual that ran the experimental in the laboratory.

HRP conjugated: Goat anti-Human IgG (H+L) Cross-Adsorbed Secondary Antibody (Catalog: A18811), Goat anti-Human IgM Cross-
Adsorbed Secondary Antibody (Catalog: A18835), Goat anti-Human IgA Cross-Adsorbed Secondary Antibody (Catalog: A18787);
ThermoFisher. Primary anti-RBD: GenScript, human chimeric IgG (Catalog: A02038) and IgM (Catalog: A02046)

Secondary antibodies were validated against panels of archival controls (seronegative) and secondary-only controls, "blank" ELISA
controls. Primary antibodies were validated by the vendor both for structure and purity and via ELISA (see product information on
vendor website).

Expi293 Expression System (ThermoFisher) - HEK cells

GMP-validated cell line used in protein production was purchased directly from ThermoFisher (COA from ThermoFisher, no
in-house authentication was completed)

Cell lines are STR and Myco tested by manufacturer to ensure all cells are negative for Myco and STR.




