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Methods
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Antibodies
Antibodies used

Validation

In vitro data were usually obtained from at least 6 primary cell donors, unless otherwise stated. No statistical method was used to
predetermine sample size. All available samples were used in the study. Such sample sizes are typical for in vitro experiments and sufficient
for a robust statistical analysis.

No data were excluded.

All experiments were performed and verified multiple times or with several donors as indicated in the figure legends.

Randomization was not relevant for this study as, for each biological replicate, antibody-treated or untreated infected cells were derived from
the same donor.

Experiment were performed without blinding due to personnel limitation. Analyses were objective and did not require blinding.

Anti-HIV-1 antibodies (3BNC117, N6, VRC01, CH103, 10-1074, PGT121, PGT128, PGDM1400, PG16, m66.6, 10E8, 4E10, 8ANC195,
3BC176, 5-25, 2-59, 4-42 and isotype control mGO53) are human anti-Env monoclonal antibodies produced by Hugo Mouquet
(Institut Pasteur).

PE-conjugated anti-CD4 antibody (clone VIT4; Miltenyi)

FITC-conjugated anti-Gag antibody (clone KC57; Beckman-Coulter)

Anti-alpha-Tubulin (clone AA13; Sigma-Aldrich)

Polyclonal anti-p24 (NIH AIDS Reagent Program; Cat# ARP-4250)

DyLight 680-conjugated Goat anti-Mouse IgG (Invitrogen; Cat#35518)

DyLight 800-conjugated Goat anti-Rabbit IgG (Invitrogen; Cat#SA5-10036)

Mouse IgG2a monoclonal anti-p17 (NIBSC CFAR; Cat#0342; clone 4C9)

Alexa Fluor 488-conjugated rabbit anti-FITC (Invitrogen; Car#A-11090)

Cy3-conjugated goat anti-mouse IgG2a (Jackson ImmunoResearch; Cat#115-165-206)

Alexa Fluor 647-conjugated anti!human IgG1 (H+L) antibody (Life Technologies; Cat#A-21445)

Anti-human IgG antibody coupled to 12 nm colloidal gold beads (Jackson ImmunoResearch;Cat#109-205-088).

The anti-HIV-1 Env antibodies specificity was validated in previous studies as they are unable to recognize non-infected cells (e.g.
https://doi.org/10.1038/ncomms10844 ; https://doi.org/10.1128/JVI.02440-16)

Commercial antibodies were validated by the manufacturer:

PE-conjugated anti-CD4 antibody (clone VIT4; Miltenyi): https://www.miltenyibiotec.com/US-en/products/cd4-antibody-anti-human-
vit4.html#gref
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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)

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.

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

FITC-conjugated anti-Gag antibody (clone KC57; Beckman-Coulter): https://www.beckman.es/reagents/coulter-flow-cytometry/
antibodies-and-kits/single-color-antibodies/hiv-1-core-antigen/6604667

Anti-alpha-Tubulin (clone AA13; Sigma-Aldrich): https://www.sigmaaldrich.com/ES/es/product/sigma/t8203

Polyclonal anti-p24 (NIH AIDS Reagent Program; Cat# ARP-4250): https://www.hivreagentprogram.org/Catalog/
HRPPolyclonalAntiserum/ARP-4250.aspx

DyLight 680-conjugated Goat anti-Mouse IgG (Invitrogen; Cat#35518): https://www.thermofisher.com/antibody/product/Goat-anti-
Mouse-IgG-H-L-Secondary-Antibody-Polyclonal/35518

DyLight 800-conjugated Goat anti-Rabbit IgG (Invitrogen; Cat#SA5-10036): https://www.thermofisher.com/antibody/product/Goat-
anti-Rabbit-IgG-H-L-Cross-Adsorbed-Secondary-Antibody-Polyclonal/SA5-10036

Mouse IgG2a monoclonal anti-p17 (NIBSC CFAR; Cat#0342; clone 4C9): https://www.nibsc.org/science_and_research/idd/cfar/
reagents_catalogue/product_details.aspx?ID=0342

Alexa Fluor 488-conjugated rabbit anti-FITC (Invitrogen; Car#A-11090): https://www.thermofisher.com/antibody/product/
Fluorescein-Oregon-Green-Antibody-Polyclonal/A-11090

Cy3-conjugated goat anti-mouse IgG2a (Jackson ImmunoResearch; Cat#115-165-206): https://www.jacksonimmuno.com/catalog/
products/115-165-206

Alexa Fluor 647-conjugated anti!human IgG1 (H+L) antibody (Life Technologies; Cat#A-21445): https://www.thermofisher.com/
antibody/product/Goat-anti-Human-IgG-H-L-Cross-Adsorbed-Secondary-Antibody-Polyclonal/A-21445

Anti-human IgG antibody coupled to 12 nm colloidal gold beads (Jackson ImmunoResearch;Cat#109-205-088): https://
www.jacksonimmuno.com/catalog/products/109-205-088

293T cells (ATCC CRL- 3216) were obtained from ATCC. Freestyle 293-F were from ThermoFisher.

Cell lines were not authenticated.

All cells are negative for mycoplasma contamination. Tests were performed on a monthly basis.

None.

16 HIV-1-infected individuals under antiretroviral therapy. Their demographic and clinical characteristics (age, gender, viral
load, CD4 T cell count and ART duration) are presented in Supplementary Table 2.

Patients were recruited and sampled during their usual appointment with the physician that follows them for their HIV-1
infection. Any potential self-selection bias is unlikely to impact the results.

Each participant provided written consent to participate in the study, which was approved by the regional investigational
review board (IRB; Comité de Protection des Personnes Ile!de!France VII, Paris, France) and performed according to the
European guidelines and the Declaration of Helsinki.

Cells were washed and incubated with a PE-conjugated anti-CD4 antibody (clone VIT4; Miltenyi; dilution 1:200) for 30 min at
4°C. Cells were fixed with 4% PFA for 10 minutes at room temperature. Cells were washed and stained with a FITC-
conjugated anti-Gag antibody (clone KC57; Beckman-Coulter; diluted 1:500 in PBS/BSA 1%/Saponin 0.05%) for 30 min at
room temperature. Cells were washed and resuspended in PBS. Data were acquired on an Attune NxT flow cytometer (Life
Technologies) and analyzed using the FlowJo software (v10.7; BD).

Attune NxT Acoustic Focusing Cytometer, blue/red/violet/yellow (catalog number : 15360667)




