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Validation

https://github.com/Tian-hao/BarcodeHIV.

Experimental replicates and group sizes were based on our prior experience with the variance of of the model systems. We selected the
sample sizes based on our prior experience and published papers on LRA/drug studies. Thus, sample sizes were determined in order to
provide statistical power while also balancing resources (e.g. supply of fetal tissue for humanized mice), costs, and ethical considerations for
animal experimentation.

Only animals with undetectable plasma viral loads at the end of ART treatment and no graft-versus-host disease were included in analysis.

This was pre-defined because these experimental factors would confound study of HIV latency and rebound.

There are four independent experiments reported here in which four series of mice constructed with tissue from 4 different human donors. In
addition, we have replicated the kick and kill experiment with one more separate independent series. We confirm all attempts at replication
have been successful.

Mouse groups were randomized to ensure similar pre-ART viral loads between groups and eliminate the possibility of variations in pre-ART

viral load affecting post-ART results.

Investigators were not blinded because the investigators wanted to observe if any immediate side effects occurred due to the treatments (e.g.
LRA and/or NK cells). However, data and sequence analysis was conducted in a blinded fashion with respect to treatment group.

CD16-Brilliant Violet 785 (clone B73.1, 360733, Biolegend), NKp46-Brilliant Violet 650 (clone 9E2, 331927, Biolegend), NKp30-Brilliant
Violet 605 (clone P30-15, 325233, Biolegend), CD69-Brilliant Violet 510 (clone FN50, 310936), CD14-Brilliant Violet 510 (clone M5E2,
301842), CD3-Brilliant Violet 510 (clone OKT3, 317332, Biolegend), CD56-Brilliant Violet 421 (clone HCD56, 362552, Biolegend), CD3-
Pacific Blue (clone Hit3a, 310919, Biolegend), CD8-FITC (clone Hit8a, 300906, Biolegend), CD158/KIR-FITC (clone HP-MA4, 339504,
Biolegend), CD244-PE (clone C1.7, 329507, Biolegend), CD4-PE (clone RPA-T4, 300539, Biolegend), NKp44 PerCP-Cy5.5 (clone P44-8,
325113, Biolegend), CD19-PerCP-Cy5.5 (clone SJ25, 363016, Biolegend), NKG2D-PE-Dazzle594 (clone 1D11, 320828, Biolegend),
NKp80-APC (clone 5D12, 346708, Biolegend), CD45-APC (clone 2Dl, 368512, Biolegend), NKG2A-PE-Cy7 (clone S19004C, 375114,
Biolegend), CD107a-PE-Cy7 (clone H4A3, 328618, Biolegend) and CD56-PE-Cy7 (clone MEM-188, 304628, Biolegend); PE-conjugated
antibody to HIV core antigen (clone KC57, 6604667, Beckman Coulter).

We assessed the standard antibody validation that occurs with the vendor at Biolegend and Beckman Coulter. All antibodies are QC
tested for human reactivity and are routinely tested for flow cytometric applications (per vendor website). Then, we validate that
each antibody on uninfected or HIV-infected human PBMCs and compare to isotype staining. When the antibody is validated, we use
it in the real experiment.
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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.

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

GHOST (3) CXCR4+CCR5+ cells were obtained through the NIH AIDS Reagent Program, Division of AIDS, NIAID, NIH, from Dr.

Vineet N. KewalRamani and Dr. Dan R. Littman (cat# 3942).

293T cells were obtained from ATCC (ATCC CRL-11268).

Obtained directly from NIH AIDS Reagent repository or ATCC. Phenotype and characteristics are as expected therefore they

were not subjected to further authentication procedures.

All cell lines tested negative for mycoplasma contamination.

None used in the study.

NOD.Cg-Prkdcscid Il2rgtm1Wjl/SzJ or NSG mice or C57BL/6 Rag2#/#!c#/#CD47#/# or TKO mice were used for humanization. Male
and females were used in equal numbers. Mice were between 6-8 weeks old at the beginning of the study. Mice were housed up to
five per cage in a 12h light/12h dark cycle at temperatures between 20-26 degrees Celsius and 30-70% humidity.

Not applicable.

Not applicable.

Animal experiments conformed to all local and national guidelines and regulations (including the Public Health Service Policy on
Humane Care and Use of Laboratory Animals, the Guide for the Care and Use of Laboratory Animals, and the AVMA Guidelines for
the Euthanasia of Animals), and procedures were approved by the UCLA Animal Research Committee (Approval number
ARC-2021-020). Euthanasia was performed by anesthetizing animals with isofluorane followed by cervical dislocation.

Healthy human donors.

De-identified PBMCs from healthy human donors were obtained by the UCLA AIDS Institute Virology Core Laboratory under
IRB approval then provided to investigators in an anonymized fashion.

Iinformed consent was obtained by the UCLA AIDS Institute Virology Core Laboratory under IRB approval.

Cells are either human peripheral blood mononuclear cells from the UCLA virology core, GHOST (3) CXCR4+CCR5+ cells,
which upon HIV infection express GFP upon expression of the viral Tat protein, or single cell suspensions isolated from mouse
ttisues. During PBMC cell staining 10E+5 cells were suspended in a 50 "L volume of 1:1 dilution of phosphate buffered saline
(PBS):Human AB serum (Sigma). For 1-step staining to detect surface markers, cells were stained with FACS antibodies at 4°C
for 20 min and then after washing were resuspended in 3% paraformaldehyde in PBS. Cells were washed in PBS and stored
at 4°C prior to running on a MACSQuant Analyzer 10 flow cytomer (Miltenyi). For 2-step staining to detect p24 intracellularly,
after surface staining, cells were fixed and permeabilized at room temperature for 30 min. Then stained with p24 antibody at
at 4°C for 20 min, and then washed with permeabilization buffer, then cells were washed in permeabilization buffer and
resuspended in PBS. Samples were stored at 4°C prior to running on a MACSQuant Analyzer 10 flow cytomer (Miltenyi).




