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Sample size was primarily determined by sample availability. This is stated in the limitations paragraph:

There are limitations to this work, particularly a limited availability of samples and incomplete clinical annotation for some samples. The JN
and BocaBio cohorts tested (Figure 1) were predominantly from hospitalized patients, reflecting N-Protein levels from severe infection. Most
CTCH samples (Fig 2 & 3) were from residents predominantly of older age. We correlate saliva and DBS levels from only two donors (Figure 4).
We report PPA and NPA for the same retrospective samples in which we determined our cutoff, not on a separate or prospective cohort. The
cutoffs described herein are preliminary and may change upon further investigation. In a separate but related study, a NIH-RADx supported
prospective sample collection is now ongoing, which will enable characterization of this Simoa N-protein test in a larger cohort of
prospectively collected samples across multiple matrices.

No data were excluded from analysis.

Upon development/selection of optimal assay conditions for the tests described in the manuscript, all attempts at replication were successful.
All assay runs included at least two control samples with known levels of analyte - all runs in this study reported concentration of these
control samples within acceptable ranges. Within this study, N-protein and anti-spike IgG were measured in multiple cohorts over multiple
runs. A select set of samples were tested on at least two runs, returning results <20% CV on average.

Samples were not randomized. Samples were organized into COVID positive or negative groups depending upon the comparator molecular
test, unless PCR status was unknown.

The majority of samples tested were retrospectively collected from commercial sources or collaborators, with a view to determining the
ability of the tests described here to detect SARS-CoV-2 antigen and/or IgG status. These samples reached the operators with their PCR or
SARS-CoV-2 IgG status already known, thus operators were not always blinded to SARS-CoV-2 infection status of samples being tested.
Exceptions to this were the CTCH DBS cohort and the longitudinal housemate matched saliva-DBS samples, which were of unknown PCR
status before testing. We recognize that ideally all samples would have been blinded from the operators during all testing. Subsequent clinical
evaluation studies with prospectively collected cohorts were run blinded, however those data was not in scope for this publication, which
focuses on initial development and characterization of the assays.

This article describes a commercial product, and the components of that product including antibodies are considered trade secret.
Upon reasonable request, assay kits can be made available to reproduce the work described herein. It is our general practice to not
reveal antibody information publically. Nonetheless, in the interest of transparency, the antibodies used in the test described here
were:

N protein assay

Supplier name: Sino Biological

Catalog number: 40143-MM05




