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Finally 162 patients were included in the Immunological study of this paper, and the antibody levels tested in total 362 sera. The 162 patients
of the Immunogical sub-study (called ImmCOVID-Role of the immune response in the infection with SARS-CoV-2 and in the pathogenesis of
COVID-19) represent the overall COVID-19 BioB cohort recruited during the period from February 25th to end of April 2020, at the Ospedale
San Raffaele in Milan, Italy, in terms of % hospitalization, co-morbidities, need of Intensive care and fatal outcome. First dedicated blood
sample (serum) was available from the COVID.BioB cohort from 150 patients at the in-hospital stay (at emergency department or ward), and
from 12 at the out-patient clinic visit. Recovered patients returning for follow-up visits within COVID-BioB were included for the observational
progressive immunological study: 87 patients attended also the first follow-up visit (at 1 month after discharge), 77 attended also the second
visit (3 months after discharge) and 46 also the third visit (6 months after discharge). Follow-up of the immunological study was closed on
November 25th 2020. No other criteria were used to determine the sample size. Details are in Table 1 Clinical management and serum
samples availability of the COVID-19 study patients. Missing clinical data and laboratory values at the in-hospital visit of the immunological
study cohort are detailed in Table 2 and Supplementary Table 1.

Exclusion criteria of a study subject for the immunological data analysis were 1) the absence of a confirmed SARS-COV-2 infection (excluded
17 patients, and used as negative controls), and 2) for the neutralization assay results, to exclude any potential unspecific inhibition of the
serum each serum was tested in duplicate at 1/40 dilution with LV-Luc/VSV.G in the neutralization assay. Serum with >50% VSV inhibition
compared to virus control was discarded from any further analysis as it would not allow for a correct determination of the SARS-CoV-2 specific
inhibition. We had to exclude 5 patients. Overall, analysis of the neutralizing antibody levels was performed with 362 sera of 162 SARS-CoV-2
confirmed cases.

Replication of the sample collection was not relevant because the study intended to collect only one serum sample at each time-point of the
study.

LIPS and neutralization assays were optimized, and key parameters defined to control for assay variability and reproducibility. The validation
of the LIPS assay is published in Secchi et al JCI 2020. While the parameters used for the neutralization assay are detailed in this manuscript in
the Method section: Lentiviral vector-based SARS-CoV-2 neutralization assay. Antibody determinations were performed as end-point dilutions
and in duplicates. In specific: A test was valid if the percent Coefficient Variation RLUs of the virus control wells was !30%, and the value of
both positive control sera was within a 2-fold range of the median inter-assay ID50 value. A test sample result was discarded and the serum
re-tested when the percent difference between duplicate wells was >30% for those sample dilutions that yielded at least 40% inhibition.

The COVID-19 Biob clinical trial has no randomization criteria as the study is observational and participants did not undergo any experimental
treatment protocol.

For the immunological antibody evaluation study: Time-to-event was calculated from the date of symptoms onset to the date of death, or of
last follow up visit, whichever occurred first. Survival was estimated according to Kaplan–Meier. Association between antibody positivity and
time to death was calculated using univariate and multivariate Cox proportional hazards models. The effect was reported as hazard ratio (HR)
with the corresponding 95% CI, estimated using the Wald approximation. All survival analysis and association were stratified according to time
from the onset of symptoms to blood sampling (weeks 1, 2, 3, " 4). Two-tailed p values are reported, with p value <0.05 indicating statistical
significance. All confidence intervals are two-sided and not adjusted for multiple testing.

Data were de-identified and analysed retrospectively. Investigators performing the serum antibody binding and neutralization assays were
blinded for the clinical and laboratory data of the patients. All the studies performed on biological samples were made by investigator blinded
to clinical data, group collection and analysis.
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Antibodies
Antibodies used

Validation

Eukaryotic cell lines
Policy information about cell lines

Cell line source(s)

Authentication

Mycoplasma contamination

Commonly misidentified lines
(See ICLAC register)

Primary antibodies: anti-human ACE2 (Millipore, Billerica, MA; Cat. MAB5676); polyclonal anti-Spike SARS-CoV-2 (Sino Biological,
Prodotti Gianni, Italy, Cat. 40590-T62); anti-Gag antibody (NIH Repository Reagents, Cat. #4250).

Secondary antibodies: Phycoerythrin conjugated goat anti-mouse secondary antibody (SouthernBiotech, USA; Cat. 1030-09); donkey
anti-rabbit PE (Biolegend, San Diego, CA, USA; Cat. 406421).

Validation statements for the antibodies that are commercially available are:

-Anti-human ACE2 (Millipore, cod. MAB5676): mouse monoclonal obtained after immunization with recombinant human ACE2.
Indicated specificity for ACE2 ([Angiotensin-converting enzyme 2, SARS receptor). https://www.merckmillipore.com/IT/it/product/
Anti-ACE2-Antibody,MM_NF-MAB5676

-Polyclonal anti-Spike SARS-CoV-2 (Sino Biological, Prodotti Gianni, Italy, Cat. 40590-T62): rabbit polyclonal antibody obtained after
immunization with recombinant SARS-CoV-2/2019-nCoV Spike/S2 Protein. The specific IgG were purified by SARS-CoV-2/2019-nCoV
Spike/S2 affinity chromatography. Specific for SARS-CoV-2 Spike protein in Western Blot. https://www.sinobiological.com/antibodies/
cov-spike-40590-t62

-Anti-Gag antibody (NIH Repository Reagents, USA, Cat. #4250): rabbit polyclonal anti-HIV-1 p24 Gag protein obtained after
immunization of rabbits with HIV-1 SF2 p24 expressed in yeast. Titer indicated for use is >50,000 in WB and >100,000 in ELISA.
https://www.hivreagentprogram.org/Catalog/HRPPolyclonalAntiserum/ARP-4250.aspx

VEROE6 (African green monkeys, kidney), Caco2 (human, colon), Calu3 (human, lung), HUH7 (human, liver), and 293T
(human, kidney) cell lines (from ATCC); Expi293F™ cells (Expi293™ Expression System, Thermo Fisher Scientific Life
Technologies, Carlsbad, CA, USA); 293T Lenti-X (Clontech, CA, USA).

No authentication was performed.

VeroE6 and 293T Lenti-X were tested for mycoplasma contamination, while the others were not. The VEROE6 and 293T
Lenti-X cell lines tested negative with MycoSPY® Master Mix - PCR Mycoplasma Test Kit della Biontex (link: https://
www.biontex.com/en/shop/mycospy-mm.html).

No commonly misidentified cell lines were used.
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Human research participants
Policy information about studies involving human research participants

Population characteristics

Recruitment

Ethics oversight

Note that full information on the approval of the study protocol must also be provided in the manuscript.

Clinical data
Policy information about clinical studies
All manuscripts should comply with the ICMJEguidelines for publication of clinical research and a completedCONSORT checklist must be included with all submissions.

Clinical trial registration

Study protocol

Data collection
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Methodology

Sample preparation

Instrument

Software

Cell population abundance

COVID-19 patients attending the Hospital San Raffaele were predominantly Caucasian, male, had a median age of 63 years
and approximately two third had one or more co-morbidities as described in the manuscript. This reflect the overall italian
epidemic during the period February - June 2020.

Patients, age 18 or older, were recruited from the COVID-BioB protocol study and serum biobanked. This included: Patients
admitted to hospital with biological samples positive for SARS-CoV-2; Patients admitted to hospital with negative test but
clinical and radiological characteristics highly suggestive of SARS-CoV-2 disease; Patients discharged from emergency
department with biological samples positive for SARS-CoV-2. Recovered patients were suggested to attend the follow-up visit
a Hospital San Raffaele. At follow-up blood (serum) was collected for the study. The Immunological (ImmCOVID) follow-up
study was closed November 25th, 2020.

Patients and doctor during follow-up were blinded to antibodies results and all the subject available were included in the
analysis. The patient retention during follow-up could be influenced by the severity of disease at the onset or the persistence
of symptoms (Long-Covid). These could have selected a population with more severe disease during the follow up.

Institutional Review Board at IRCCS Ospedale San Raffaele authorized the COVID-Biob clinical trial with collection of biologial
material (protocol number 34/INT/2020), and the related Immunological study called ImmCOVID (protocol number 68/
INT/2020).

ClinicalTrialsgov-NCT04318366

COVID-19 Patients Characterization, Biobank, Treatment Response and Outcome Predictor (COVID-BioB). The protocol, which is in
italian language, can be requested to the principal investigator (Fabio Ciceri).

Observational cohort with non-probability sampling method. Data of COVID-19 clinical-biological cohort study (COVID-BioB) were
collected at the IRCCS San Raffaele Hospital. Data were collected from medical chart review or directly by patient interview and
entered in a dedicated electronic case record form (eCRF). Data were crosschecked and verified by data managers and clinicians for
accuracy.

COVID-Biob observational study started on February 25th 2020, related biobanking on March 8th, and is still ongoing. Samples for
the immunological study were obtained from patients hospitalized and followed from March till November 2020.

COVID-BioB goal was the inclusion of at least 1000 COVID-19 patients with collection of biological materials (blood, serum, swabs
primarily) for subsequent use for substudies.

1) To verify the expression of ACE2 on the cell lines 200.000 cells were used.

2) To veridy expression of the SARS-CoV-2 spike on Lenti-X 293T cells 500.000 cells were used.

1) Navios flow cytometer (Beckman Coulter, Inc., CA, USA)

2) FACSCalibur flow cytometer (BD Biosciences, Milan, Italy)

1) FlowJo version 8.8.7 (Tree Star)

2) CellQuest Pro software (BD Biosciences)

na




