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Validation

All RT-qPCR experiments were repeated three or four times. Three independent biological experiments are sufficient to ensure data
reproducibility and P value calculation. P values were calculated with a two-sided unpaired Student’s t-test if without specification.

N/A, no data were excluded.

Experiments for m6Am-Exo-Seq analysis were performed with two independent biological replicates. The RT-qPCR experiments and ChIP-
qPCR experiments in this study were performed with three or four independent biological replicates. We specified the number of replications
in the Figure legends. All replication attempts were successful.

We plated the cells randomly in multi-well plates, and the cells are randomly collected.

All the fastq files were generated independently by the UCSD genomics core without any knowledge of the experimental groups. Because all
the data generated in this study were for objective quantitative analyses, the researchers were not blinded for experimental design and
outcome assessment.

Antibodies and dilutions were used as follows: anti-PCIF1 antibody at 1:1000 (Proteintech, 16082-1), anti-p24 antibody at 1:1000
(abcam, ab9071), anti-p62 antibody at 1:1000 (abcam, ab56416), anti-Vpr antibody at 1:1000 (Proteintech, 51143-1-AP), anti-Vpu
antibody at 1:1000 (NIH AIDS Reagent Program, Cat# 969), anti-Nef antibody at 1:1000 (NIH AIDS Reagent Program, Cat# 1539), anti-
Vif antibody at 1:1000 (NIH AIDS Reagent Program, Cat# 6460), anti GAPDH-HRP antibody at 1:5000 (Proteintech, HRP-60004) ,
mouse anti-FLAG M2 antibody at 1:1000 (Sigma-Aldrich, F1804), anti-HDAC1 antibody at 1:1000 (abcam, ab7028), anti ETS-1
antibody at 1:2000 (Proteintech, 12118-1-AP), anti-GFP-tag antibody at 1:1000 (Proteintech, 50430-2-AP), HA antibody at 1:1000
(Santa-Cruz, sc-805). HRP-conjugated secondary antibodies were used for all the western blots at a dilution of 1:10 (Pierce Fast
Western Blotting Blot Kit, 35055).

All of these antibodies have been validated by ChIP, WB and Co-IP in published research or by the manufacturer. Detailed
information can be found at the links or publications listed below:

anti-PCIF1 antibody at 1:1000 (Proteintech, 16082-1): https://www.ptgcn.com/products/PCIF1-Antibody-16082-1-AP.htm

anti-p24 antibody at 1:1000 (abcam, ab9071): https://www.abcam.com/hiv1-p24-antibody-3954a-ab9071.html

anti-p62 antibody at 1:1000 (abcam, ab56416): https://www.abcam.com/sqstm1--p62-antibody-2c11-bsa-and-azide-free-
ab56416.html

anti-Vpr antibody at 1:1000 (Proteintech, 51143-1-AP): https://www.ptgcn.com/products/Vpr-Antibody-51143-1-AP.htm

anti-Vpu antibody at 1:1000 (NIH AIDS Reagent Program, Cat# 969): https://www.hivreagentprogram.org/Catalog/
HRPPolyclonalAntiserum/ARP-969.aspx




