























Authentication

HEL, SKM-1, MOLM-13, MV411, HL-60, and 293T cells were authenticated by DSMZ through short tandem repeat (STR) DNA
typing. THP-1 cells were authenticated at the Cytogenetics and Cell Authentication Core at M.D. Anderson Cancer Center,
also through STR DNA typing. We did not authenticate the other cell lines used in this study (i.e. Platinum-E cells, HPC7 cells,
hiPSC-derived CD34+ cells, Lenti-X cells, MOLM-13-Cas9 cells).

Mycoplasma contamination Cells were confirmed negative for mycoplasma contamination weekly using a Mycoplasma PCR Detection Kit (Applied

Biological Materials).

Commonly misidentified lines  No commonly misidentified cell lines were used in this study.

(See ICLAC register)

Animals and other research organisms

Policy information about studies involving animals; ARRIVE guidelines recommended for reporting animal research, and Sex and Gender in

Research

Laboratory animals

Wild animals

Reporting on sex

Field-collected samples

Ethics oversight

Ddx6fl/fl mice were generated using CRISPR/Cas9-initiated HDR in C57BL/6J background mouse embryos. LoxP sequences were
inserted in introns 2 and 3 of the Ddx6 locus using single-stranded oligodeoxynucleotides. The following sgRNAs were used for
targeting: sgRNA intron2: GGGTACTGCGCCAAACTAGA and sgRNA intron3: TAAGGTTATGATATGCAGCT. Ddx6fl/fl mice were crossed
with Mx1-Cre mice (Jackson Laboratory strain # 003556) or Rosa26-ERT2-Cre mice (Jackson Laboratory strain # 008463) to generate
mice with inducible knockout of Ddx6 in hematopoietic cells (Mx1-Cre/Ddx6fl/fl) or in all tissues (Rosa26-ERT2-Cre/Ddx6fl/fl),
respectively. To induce Mx1-Cre-mediated Ddx6 deletion in vivo, 250 pg of poly (I:C) (Sigma-Aldrich cat. no. P1530-100MG) was
administered to mice via intraperitoneal (i.p.) injection, every other day for 6 days. To induce Rosa26-ERT2-Cre-mediated Ddx6
deletion, 2 mg of tamoxifen was administered to mice via i.p. injection, every day for 5 days. C57BL/6J (Jackson strain # 000664),
CD45.1 (Jackson strain # 002014), and NSG (Jackson strain # 005557, kind gift of Jason Yustein lab and Maksim Mamonkin lab) mice
were used as recipients for transplantation experiments. All mice used in this study were 6-12 weeks old at the start of experiments.
Mice were maintained under a standard 12 h/12 h light/dark cycle, at ambient temperature and humidity.

Study did not involve wild animals.

Experiments were performed using sex and age-matched mice (mice of both sexes were used, sex was determined by visual
examination of genital regions), ranging from 6-12 weeks old.

Study did not involve samples collected from the field.
All mice were maintained in specific pathogen-free (SPF) animal facilities, approved, and overseen by the Institutional Animal Care

and Use Committee (IACUC) of Baylor College of Medicine (IACUC #AN-8464) or the Animal Care Committee of the Barcelona
Biomedical Research Park (AMM2-17-0030/Daam 9667 and AMM?2-22-0031/Daam11883).

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

Flow Cytometry

Plots
Confirm that:

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

|X| 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).

X, 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

To detect surface markers, cells were first incubated with Fc blocker (anti-CD16/CD32) for 10 min on ice to prevent
background staining. Cells were then stained with appropriate fluorophore-conjugated antibodies on ice, protected from
light, for 15 min. After staining, DAPI or DRAQ7 was added where appropriate to mark dead cells.

To measure apoptosis, cells were incubated at room temperature, protected from light, for 15-30 min with APC or Pacific
Blue anti-Annexin V and DAPI or SYTOX AADvanced Dead Cell Stain.

For intracellular staining, cells were fixed with 4% methanol-free formaldehyde for 15 min at room temperature, then
permeabilized and blocked with 0.1% Triton-X containing 2% donkey serum. Cells were labeled with primary antibodies
against the desired intracellular markers and then stained with fluorophore-conjugated secondary antibodies if needed.

Samples were acquired on LSR-II, LSR-Fortessa, FACSCanto Il (BD Biosciences), or CytoFLEX S (Beckman Coulter) or sorted on
a FACSAria or Influx (BD Biosciences). All flow cytometry data were analyzed on FlowJo 10.8.2 (BD Biosciences) or CytExpert

(Beckman Coulter).

All data were acquired on flow cytometers or sorters using FACSDiva, then analyzed using FlowJo 10.8.2 (BD Biosciences) or
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Software CytExpert 2.0 (Beckman Coulter).

Cell population abundance Post-sort purity of sorted cell populations was > 95%, and was determined by analyzing the sample on the same instrument
immediately after sorting, using the same gates set for sorting.

Gating strategy Cells were first gated to exclude dead cells, doublets, and debris on the basis of FSC and SSC. Viability dyes (i.e. DAPI or
DRAQ7) were used to further exclude dead cells. Cells were therafter gated based on expression of marker(s) of interest.

Gates indicating positive and negative are based on isotype controls and single color controls.

Tick this box to confirm that a figure exemplifying the gating strategy is provided in the Supplementary Information.
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