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Validation

Sample sizes were determined according to the standards of the field. Typically two biological replicates are selected in CLIP experiments (Van
Nostrand et al.,2016). In cases where statistical analysis was presented (i.e., RT-qPCR and Western blots), experiments were performed in
three replicates. In addition, EMSAs were performed independently in triplicate with similar results, with a representative image shown.

We did not exclude any data under consideration, except in instances when appropriate filters, as described in the text, were applied. These
include excluding: (1) irreproducible eCLIP peaks in Fig. 1, (2) lowly expressed (< 1 Log2 RPKM in control) Cas9-mediated gene expression data
in Supplementary Fig. 3, (3) irreproducible icSHAPE data in Supplementary Fig. 7, (4) lowly expressed (<1 TPM) genes in Supplementary Fig. 9,
and (5) eCLIP peaks not coinciding with publicly available datasets for Fig. 3 and Supplementary Figs. 8 and 9.

Reported experimental results were replicated independently in triplicate consistently among replicates, with the exception of eCLIP results
which were replicated independently in duplicate consistently between replicates.

We did not use randomization of samples in this study. Randomization is generally not employed in this field. All experiments were well
controlled with appropriate negative controls, as described in the text. Covariate control is not relevant to our study, because appropriate
experimental negative controls were used to detect potential confounding and bias.

Investigators were not blinded to the identities of samples in this study. Blindness is generally not employed in this field. All experiments were
well controlled with appropriate negative controls, as described in the text. Blinding is not relevant to our study, because none of our
collected data is clinical in nature and none of our authors had preconceived notions about experimental outcomes.

The following antibodies were used: V5 Tag mouse monoclonal antibody (ThermoFisher Scientific #R960-25) at 1:3000 dilution,
mouse monoclonal ANTI-FLAG M2 antibody (Sigma-Aldrich #F1804) at 1:3000 dilution, V5 Tag mouse monoclonal antibody
(ThermoFisher Scientific #R960-25) at 1:3000 dilution, mouse monoclonal ANTI-FLAG M2 antibody (Sigma-Aldrich #F1804) at 1:1000
dilution, goat anti-mouse IgG AlexaFluor 488 Superclonal Recombinant Secondary antibody (ThermoFisher Scientific #A28175) at
1:2000 dilution, primary antibody Recombinant Anti-ATF3 antibody [EPR22610-19] (Abcam #ab254268) at 1:1000 dilution, secondary
antibody IRDye 680RD Goat anti-Rabbit IgG Secondary Antibody (Li-Cor #926-68071) at 1:20,000 dilution, primary antibody Anti-
alpha Tubulin antibody [DM1A] - Loading Control (Abcam #ab7291) at 1:5000 dilution, and secondary antibody IRDye 800CW Goat
anti-Mouse IgG Secondary Antibody (Li-Cor #926-32210) at 1:20,000.

Primary antibodies are regularly validated through immunoprecipitation and Western blot of lysate from HEK 293T cells transfected
with either V5/3xFLAG-tagged protein (positive control) or empty vector (negative control). Likewise, secondary antibodies for IF are
validated on HEK 293T cells transfected with either V5/3xFLAG-tagged protein (positive control) or empty vector (negative control).
ATF3 and alpha-tubulin antibodies were validated in HEK 293T cell lysate by weight/size according to a protein ladder.




