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The mass spectrometry untargeted proteomics data (raw files and spectral library) have been deposited to the ProteomeXchange Consortium via the PRIDE 61
partner repository with the dataset identifier PXD021328 (https://www.ebi.ac.uk/pride/archive/projects/PXD021328). Targeted analyses proteomics data (PRM 60-
and 9-min analyses, SRM analyses and summary datasheet) are available through the Panorama repository 52 with the dataset identifier PXD019300 (https://
panoramaweb.org/labkey/Fleury_SARS-Cov-2.url). SARS-CoV-2 protein sequence information used in this study are available from UniProt (https://
covid-19.uniprot.org). Multiple sequence alignments analysis of SARS-CoV-2 genomes (as of April 14, 2020 and August 11, 2020) are available from GISAID through
CoV-GLUE (https://cov-glue.cvr.gla.ac.uk). Reference genome sequence used in this study was from National Center for Biotechnology Information (NCBI) with
GenBank accession NC_045512.2 (https://www.ncbi.nlm.nih.gov/nuccore/NC_045512). All other data generated are included in figures and tables in this published
article. Source data are provided with this paper.

The sample size was determined according to the Clinical and Laboratory Standards Institute Guideline (CLSI) guideline for evaluation of the
qualitative method - EP 12 (Garrett, P. E., Lasky, F. D., Meier, K. L., Clark, L. W. & Clinical and Laboratory Standards Institute. User protocol for
evaluation of qualitative test performance : approved guideline. 2nd edn, 2008), that recommend as minimum 100 samples (50 positives and
50 negatives ). The total number of specimens analyzed for comparative studies was 540 for Tier 3 (311 positives and 229 negatives by real
time RT–PCR) and 445 (229 positives and 216 negatives by real time RT–PCR).

Data were excluded from method validation (accuracy, limits of quantification, limits of detection and precision) when they did not meet
requirements established during validation such as the presence of carryover and minimum surrogate standard area (Tier 3) or the presence
of carryover and minimum internal standard or beta actin area (Tier 1).

Reproducibility was evaluated using negative and positive pooled samples over ten days and two replicates per day. Each Tier assay evaluated
a different pooled of positive samples. The statistical analysis was performed using MSstats plugin for Skyline (Choi, M. et al. MSstats: an R
package for statistical analysis of quantitative mass spectrometry-based proteomic experiments. Bioinformatics 30, 2524-2526 (2014)) and EP
Evaluator (version 12). All replication experiments were succesfull and presented coefficient of variation less than 20%.

Samples previously defined as positive or negative for SARS-CoV-2 by real time RT-PCR were randomly allocated in the robotic liquid handler
for analysis.

Blinding was not performed in this study since RT-PCR results were used to allow methods comparison.




