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Validation

All data needed to evaluate the conclusions in the paper are present in the paper and/or the Supplementary Materials. All RNA-seq data has been deposited to the
Gene Expression Omnibus (GEO) database with accession code GSE167553 ( https://www.ncbi.nlm.nih.gov/geo/query/acc.cgi?acc=GSE167553 ). Source data are
provided with this paper. Additional data related to this paper may be requested from the authors.

Experiments done with cell line J-Lats 11.1 were performed at least three times, or as indicated in the figure legends. For studies using
primary CD4+ T cells obtained from human donors, sample size was at least six , or as indicated in the figure legends. The sample size was
determined based on the minimum requirement to perform statistical tests and the availability of materials.

No data was excluded in these studies.

All attempts at replication of this data were successful. All experiments had at least three independent replicates and / or technical replicates
as indicated in the figure legends.

Samples were independently and randomly analyzed.

Samples were blindly analyzed.

anti-AnnexinV-450 (560506, BD Biosciences), anti-CD25-PE (555432, Becton Dickinson), anti-Puromycin antibody (12D10 Sigma
Aldrich), anti-GAPDH (ab8245, Abcam), anti-DDX3 (ab128206, Abcam), anti- Phospho-IRF-3 (Ser386) (37829, Cell Signalling Tech),
anti- HSP70 (4872, Cell Signalling Tech), anti- IRF-3 (sc33641, Santa Cruz), anti BIRC5 (sc17779, Santa Cruz), anti-tubulin (B7, Santa
Cruz), BV510 anti-IL2 (563265, BD Biosciences), PE-Cy7 anti-IFN! (27-7319-41, eBioscience) and horseradish peroxidase-conjugated
secondary antibodies (Mouse 610-103-121 and Rabbit 611-103-122; Rockland Immunochemicals).

All antibodies were validated by the manufacturers and in-house using relevant positive controls. BD biosciences validates antibodies
by testing on a combination of primary cells, cell lines and/or transfectant cell models with relevant controls using multiple
immunoassays to ensure biological accuracy. They also perform multiplexing with additional antibodies to interrogate antibody
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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

staining in multiple cell populations. 12D10 antobody from Sigma Aldrich was validated by the manufacturer by Western Blotting in
HEK293 cell lysates treated with Puromycin and Cyclohexamide, or with Puromycin only. ab8245 was validated by the manufacturer
by Western blot using Jurkat cell lysate. ab8128206 was validated by the manufacturer by Western blot using HeLa cell lysate. 37829
was validated by the manufacturer by Western blot analysis of extracts from A549 cells, untreated (-) or treated with Poly (I:C) (+).
4872 was validated by the manufacturer by Western blot using HeLa, NIH/3T3, C6 and COS cell lysate. sc33641 was validated by the
manufacturer by Western blot using HL60 cell lysate. sc17779 was validated by the manufacturer by Western blot analysis of survivin
expression in COLO 320DM (A), HL-60 (B), MOLT-4 (C) and IMR-32 (D) whole cell lysates. b7 was validated by the manufacturer by
Western blot using HeLA and HEL 92.1.7 cell lysate. sc33641 was validated by the manufacturer by Western blot using HL60 cell
lysate. 27-7319-41 was validated by treated normal human peripheral blood cells in the presence of Protein Transport Inhibitors
(500X) (Unstimulated, bottom row) or Cell Stimulation Cocktail (plus protein transport inhibitors, 500X) for 5 hours (Stimulated, top
row). Cells were fixed and permeabilized with the IC Fixation and Permeabilization Buffer Set and protocol followed by intracellular
staining with IFN gamma. HRP antobodies from Rockland were prepared from monospecific antiserum by immunoaffinity
chromatography using Mouse or Rabbit IgG coupled to agarose beads followed by solid phase adsorption(s) to remove any unwanted
reactivities. Assay by immunoelectrophoresis resulted in a single precipitin arc against anti-Peroxidase, anti-Goat Serum, Mouse or
Rabbit IgG and Mouse or Rabbit Serum. No reaction was observed against non Mouse or Rabbit sepcies (Bovine, Chicken, Goat,
Guinea Pig, Hamster, Horse, Human, Rat and Sheep Serum Proteins).

J-Lat cell lines 11.1 was obtained from the Verdin and Greene Laboratories at the Gladstone Institutes, which generated
these lines from Jurkat cells. Jurkat and HEK293T cells were obtained from the ATCC.

J-Lat 11.1 cells were authenticated by the Verdin and Greene Laboratories at the Gladstone Institutes PCR assays with
species-specific primers Jurkat and HEK293T cells were authenticated by the ATCC by karyotype analysis.

All cell lines were tested negative for mycoplasma testing.

No commonly misidentified cell lines were used in this study.

HIV-1 infected donors used in this study were older than 18 years, cART-treated for at least 1 year, with viral loads below 50
copies/ml for more than 2 months. The population characteristics of human research participants are described in Table 3 of
the main text.

HIV-1 infected donors were recruited based on voluntary enrollment to participate in the study and provided informed,
signed consent. There are no self-selection or other biases that can influence results.

The study protocol was approved by the Erasmus Medical Centre Medical Ethics Committee (MEC-2012–583).

For FISH-Flow: Primary CD4+ T cells from healthy donors or from HIV-1 infected donors were collected, fixed, permeabilised
and subjected to the PrimeFlow RNA assay (Thermo Fisher Scientific) following the manufacturer’s instructions. Briefly, cells
were first stained in Fixable Viability dye 780 (Thermo Fisher Scientific) for 20 minutes at room temperature (1:1000 in dPBS)
followed by either AnnexinV-450 (BD Biosciences) or with 2µM CellEvent™ Caspase-3/7 Green Detection Reagent (Thermo
Fisher Scientific) for 30 min at room temperature (1:150 in AnnexinV binding buffer-Biolegend). For both CD4+ T cells and J-
Lat 11.1 cells, mRNA was labelled with a set of 40 probe pairs against the GagPol region of the vRNA (catalogue number
GagPol HIV-1 VF10-10884, Thermo Fisher Scientific) diluted 1:5 in diluent provided in the kit and hybridized to the target
mRNA for 2 hours at 40°C. Positive control probes against the house-keeping gene RPL13A (VA1-13100, Thermo Fisher
Scientific) were used to determine assay efficiency. Samples were washed to remove excess probes and stored overnight in
the presence of RNAsin. Signal amplification was then performed by sequential 1.5 hour, 40°C incubations with the pre-
amplification and amplification mix. Amplified mRNA was labelled with fluorescently-tagged probes for 1 hour at 40°C.




