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Validation

light chain variable domains of nCoVmab1 and nCoVmab2 has been presented in the Supplementary material. which allows the use of the antibody sequences for
non-commercial purposes. All other data are available from the corresponding author upon reasonable requests. Source data are provided with this paper.

For FACS-based experiments, a standard number of 100000 cells/sample was gated by FSC/SSC and cell aggregates were excluded by FSC-A/
FSC-Width.

For viral infection experiments, infection dose of authentic virus infection experiments was based on Pfu to prevent double infections of cells,
or on uorescent plaques (for VSV pseudotyping exp.) to be in linear range of measurement.

For animal study, sample sizes were determined based on our pre-experiment in vivo. Use of 5 mice per group represents a minimally
sufficient same sizes to produce more reliable results.

No data were excluded from the analysis

Key experimental findings that include identification of neutralizing human monoclonal antibodies and antibody binding were confirmed in
two or more independent experiments. Antibody blocking assay was confirmed by FACS.

Initial virus neutralization assay was confirmed using a VSV pseudotyped SARS-CoV-2, and the neutralization activity of these mAbs was
confirmed using authentic virus SARS-CoV-2 in a BSL-3.

Antibodies in the competition experiment showed blocking effect.

In the process of monoclonal identification, different colonies were randomly selected into different 96 well plates for protein expression and
ELISA assays.

The initial antibody expression and screening for antigen reactivity was done in a blinded fashion, as a given antibody sequence was not
known to the investigator at time of analysis. Importantly, multiple antibodies discovered by independent workflows were closely related and
some had identical amino acid sequences, and exhibited similar phenotypes in both antigen binding assays. For the antibody validation
experiments, investigators were not blinded to the study groups.

1. HRP-conjugated anti-M13 mouse monoclonal antibody (HRP) (Sino Biological) Catalog Number: 11973-MM05T-H

2. A mouse monoclonal ANTI-FLAG® M2-Peroxidase (HRP) antibody (Sigma-Aldrich) Catalog Number: A8592

3. Goat anti-human IgG Fc-DyLight 650 (Invitrogen) Catalog Number: SA5-10137

4. Anti-human IgG (Fab specific)-peroxidase (Sigma-Aldrich) Catalog Number: A0293

5. HRP-conjugated streptavidin (Proteintech) Catalog Number: SA00001-0

6. Cy3-conjugated goat-antirabbit IgG (Abcam) Catalog Number: ab97075

7. FITC-mouse anti-human Fc (Cohesion Biosciences) Catalog Number: CAS2338

All the secondary antibodies were bought from commercial vendors and were validated by the manufacturers.




