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Antibodies
Antibodies used

Validation

Sample sizes were estimated from other experiments obtained by similar experiments performed in former publications of our group.
(Citations listed below)

In vitro studies: Sample sizes were determined based on pilot studies results and on previous similar studies from our lab.

In vivo studies: Animal experiments were conducted by using 8 mice and 2 cynomolgus monkeys per group. This sample sizes in previously
and similar studies, have given statistical significant results. For ethical reasons, the minimum number of animals necessary to achieve the
scientific objectives was used.

Citations:

1. doi: 10.1038/s41467-021-21037-2

2. doi: 10.1016/j.cell.2020.06.035

3. doi: 10.1038/s41586-020-2381-y

4. doi: 10.1038/s41564-019-0411-z

No data were excluded.

All experiments were performed with sufficient biological or technical replications in order to demonstrate statistical significance. Number of
replicates in each experiment is indicated in the corresponding figure legends.

All experiments were successfully replicated.

The hACE2 transgenic mice were randomly divided into five groups. Cynomolgus monkeys were divided into two groups according to body
weight. For the in vitro experiments other than animal studies, randomization is not necessary.

The investigators were blinded to the study.

anti-His-APC: Miltenyi Biotec, Cat No: 130-119-782, clone:GG11-8F3.5.1, Lot No:5200407730; goat anti-human IgG (H+L)-Alexa Fluor
488: Invitrogen, Cat No: A11013, Lot No:1885920; rabbit anti-ACE2 pAb: Proteintech, Cat No: 21115-1-AP, Lot No:00096425; rabbit
anti-Na/K ATPase : Proteintech, Cat No: 14418-1-AP, Lot No:00083541; Anti-!-Tubulin: CST, Cat No: 2125, clone:11H10.

All antibodies are commercially available and were commercially validated.

Anti-His-APC (Miltenyi Biotec, Cat No: 130-119-782, clone:GG11-8F3.5.1):

Validation: PMID: 33556148 (FC)

Goat anti-human IgG (H+L)-Alexa Fluor 488: Invitrogen, Cat No: A11013

Validation: PMID: 28242217 (FC)
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Eukaryotic cell lines
Policy information about cell lines

Cell line source(s)

Authentication

Mycoplasma contamination

Commonly misidentified lines
(See ICLAC register)

Animals and other organisms
Policy information about studies involving animals; ARRIVE guidelines recommended for reporting animal research

Laboratory animals

Wild animals

Field-collected samples

Ethics oversight

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

Flow Cytometry

Plots

Confirm that:

The axis labels state the marker and fluorochrome used (e.g. CD4-FITC).

The axis scales are clearly visible. Include numbers along axes only for bottom left plot of group (a 'group' is an analysis of identical markers).

All plots are contour plots with outliers or pseudocolor plots.

A numerical value for number of cells or percentage (with statistics) is provided.

Methodology

Sample preparation

Instrument

Software

Anti-!-Tubulin: CST, Cat No: 2125

Validation: https://www.cellsignal.cn/products/primary-antibodies/a-tubulin-11h10-rabbit-mab/2125?site-search-
type=Products&N=4294956287&Ntt=2125&fromPage=plp&_requestid=3237937

Rabbit anti-Na/K ATPase : Proteintech, Cat No: 14418-1-AP

Validation: PMID: 32574956 (western blot)

Rabbit anti-ACE2 pAb: Proteintech, Cat No: 21115-1-AP

Validation: PMID: 32966801 (western blot)

HEK293T (CRL-3216), Vero E6 (CRL-1586), and LLC-MK2 (CRL-7) were obtained from ATCC. Sf21 (B82101)and Hi5(B85502)
insect cells were purchased from Invitrogen. HEK293T-ACE2 was bought from Sino Biological (OEC001).

Cell lines were authenticated by short tandem repeat profiling.

All cell lines are negative for mycoplasma.

The cell lines used in this study do not appear on the ICLAC register.

40 hACE2 transgenic mice (female, 30-week-old) were housed in BSL-3 lab, the ambient temperature is between 18-25°C, the
humidity is between 40-80%, and the environmental light/dark cycle is 12h light, 12h dark. Four cynomolgus monkeys (male, three-
year-old) were housed in the non-GLP laboratory.

The study does not involve wild animals.

No field-collected samples were used in this study.

The mice were used according to protocols approved by the Institutional Animal Care and Use Committee of Chinese Academy of
Sciences. The cynomolgus monkeys were used according to protocols approved by Jiangsu Tripod Preclinical Research Laboratories
Co., LTD.

To test the activity of antibodies to block the binding between ACE2 and SARS-CoV-RBD, or SARS-CoV-2-RBD. HEK293T cells
were transiently transfected with pEGFP-N1-ACE2 plasmids. After 24 hours, cells were collected and incubated with 10 "g/ml
h11B11 protein or isotype IgG at 37ºC for 30 min, followed by incubation with 200 ng/ml RBD proteins at 37ºC for another 30

min. After washing three times, the cells were incubated with APC-conjugated anti-His antibody 1:200, Miltenyi Biotec) for
another 30 min. Then, the cells were analyzed using flow cytometry (BD FACS Canto™ II).

To test whether the h11B11 antibody has any impact on the cell-surface expression of hACE2, HEK293T-hACE2 cells were
incubated with different concentrations (10 "g/ml or with five-fold serial dilutions ranging from 10 "g/ml to 0.64 ng/ml) of
h11B11 at 37ºC in DMEM with 10% FBS for 4 h or 24 h. Then the cells were washed with FACS buffer (PBS, 1% BSA, 2 mM
EDTA) and incubated with 10 "g/ml h11B11 antibody or isotype IgG at 4ºC for 60 min. After washing three times, cells were
incubated with Alexa FluorTM488 goat anti-human IgG (H+L) antibody (1:200, Invitrogen) at 4ºC for another 30 min. Then,
the cells were washed twice and resuspended in 200 "l FACS buffer for flow cytometry analysis (Beckman CytoFLEX S).

Beckman CytoFLEX S and BD FACSCanto™ II

FlowJo 7.6.1




