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Sample size were based on maximal available sample sets where detailed clinical and serological data were also available.

No Data was excluded from analysis

For MultiCoV-Ab the %CVs of inter- and intra-assay precision were mostly below 10%, which justifies not repeating single sample
measurements to save time and costs. Instead data reproducibility and assay consistency were assured by quality control measures as
described in the manuscript. The commercial assays in this study passed the manufactueres quality control measures and were not repeated.

No randomization steps were performed for experiments or data analysis. Samples were analyzed and grouped based on available metadata
on SARS-CoV-2 infection, donor age, and time between infection and specimen collection. For the performed analyses no randomization was
required.

Blinding was not appropriate for this study of SARS-CoV-2 antibody responses in COVID-19 infected and uninfected individuals, with no
associated therapeutic intervention. The primary objective of the study was diagnostic assay development.

Antibodies bound to microspheres were detected with R-phycoerythrin labeled goat-anti-human IgG or IgA antibodies:

goat-anti-human-IgG-RPE (Dianova, Cat# 109-116-098, Lot#148837)

goat-anti-human-IgA-RPE (Dianova, Cat# 109-115-011, Lot#143454)

Penta-His Antibody (Qiagen, Cat# 34660)

donkey-anti-mouse antibody labeled with AlexaFluor647 (Invitrogen, Cat# A31571)

Both RPE-labelled detection antibodies used in the developed assay are widely used in assays based on xMAP Technology and are
Immunoglobulin subtype specific as stated on the manufacturers website. We have further cross-validated the antibodies by
measuring backgound signals when incubating with microshperes coated with human IgA or human IgG and did not find notable
immunoglobulin-species cross-reactivity (data not shown).

The Penta-His and donkey-anti-mouse antibodies were used to confirm protein integrity by immunoblotting (data not shown). The
antobodies are widely used for this application and have been validated in the literature and by the manufactureres, as stated on the
manufacturers website.

Expi293 were sourced from ThermoFisher.




