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Field-specific reporting
Please select the one below that is the best fit for your research. If you are not sure, read the appropriate sections before making your selection.

Life sciences Behavioural & social sciences Ecological, evolutionary & environmental sciences

For a reference copy of the document with all sections, see nature.com/documents/nr-reporting-summary-flat.pdf

Life sciences study design
All studies must disclose on these points even when the disclosure is negative.

Sample size

Data exclusions

Replication

Randomization

Blinding

Reporting for specific materials, systems and methods
We require information from authors about some types of materials, experimental systems and methods used in many studies. Here, indicate whether each material,
system or method listed is relevant to your study. If you are not sure if a list item applies to your research, read the appropriate section before selecting a response.

Materials & experimental systems

n/a Involved in the study

Antibodies

Eukaryotic cell lines

Palaeontology and archaeology

Animals and other organisms

Human research participants

Clinical data

Dual use research of concern

Methods

n/a Involved in the study

ChIP-seq

Flow cytometry

MRI-based neuroimaging

Antibodies
Antibodies used

Validation

For experiments presenting averaged data (median), a minimum of n = 3 replicates was performed unless otherwise stated. This is standard
practice in the field. We also determined this to be sufficient owing to low observed variability between replicates. The cryo-EM structure was
obtained from 2143 micrographs and 137093 particles. No sample size calculations were performed.

For the cryo-EM structure, 2D and 3D classification was applied during data processing to select particles for high-resolution refinement, as
described in the method section. This is common practice to deal with heterogeneity in the sample.

Does not apply for the cryo-EM structure, as structural studies do not require replicates. This is common practice in the field. For other
assays, a minimum of 3 replicates were performed unless otherwise stated.

Does not apply, as data processing in the cryo-EM have internal measures (FSC curves) to avoid biases.

We did not blind data collection or analysis as it is not required for cryo-EM or the other assays we did in our study, as standard practice in the
field.

Antibody Target / Manufacturer / Catalog #

GAPDH / Abcam / ab9485

eIF2B" / ProteinTech / 18010-1-AP

eIF2B# / ProteinTech / 11034-1-AP

eIF2B$ / ProteinTech / 11332-1-AP

eIF2B% / Santa Cruz Biotechnology / sc-55558

ATF4 / Cell Signaling / 11815S

eIF2"-P / Cell Signaling / 9721S

eIF2" / Cell Signaling / 5324S

6xHIS / Abcam / ab1269

FLAG / Sigma / F1804-1MG

PKR / BD Transduction Laboratories / 610764

PERK / Cell Signaling / 3192S

All antibodies were validated by the manufacturers. In addition, we validated antibody specificity in the following ways depending on
recognized protein. For all eIF2B (Figure 2C compare lanes 2 and 3) and eIF2"-P antibodies (Figure 3C compare lanes 1 and 2), as well
as the 6xHIS antibody (Figure 3C compare lanes 1 and 2), western blots of purified proteins were run . For the FLAG antibody,
Western blots of cells expressing either FLAG-tagged or no FLAG-tagged proteins were run to show specificity (Figure 6A compare
lanes 2 and 3). For ATF4 (Figure 6A compare lanes 1 and 2), ISR activation was used to confirm specificity of this agents. In all these
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instances a band was observed in conditions where it was expected and not observed in conditions where it was not expected. Below
is information from all manufacturers detailing that these antibodies were QC tested and validated to react with the human proteins
(or the FLAG and HIS tags which are not species specific).

GAPDH - https://www.abcam.com/gapdh-antibody-loading-control-ab9485.html?productWallTab=ShowAll

Key features and details

Rabbit polyclonal to GAPDH - Loading Control

Suitable for: IHC-P, WB, ICC/IF

Reacts with: Mouse, Human

Isotype: IgG

eIF2B" - https://www.ptglab.com/products/EIF2B1-Antibody-18010-1-AP.htm

Tested Applications

Positive WB detected in MCF7 cells, HeLa cells, K-562 cells

Positive IP detected in K-562 cells

eIF2B# - https://www.ptglab.com/products/EIF2B2-Antibody-11034-1-AP.htm

Tested Applications

Positive WB detected in K-562 cells, A431 cells, HEK-293 cells, mouse liver tissue

Positive IP detected in HEK-293 cells

eIF2B$ - https://www.ptglab.com/products/EIF2B4-Antibody-11332-1-AP.htm

Tested Applications

Positive WB detected in MCF-7 cells, HeLa cells, HL-60 cells, K-562 cells

eIF2B% - https://www.scbt.com/p/eif2bepsilon-antibody-b-7

Anti-eIF2B% Antibody (B-7) is a mouse monoclonal IgG1 & eIF2B% antibody, cited in 6 publications, provided at 200 µg/ml

raised against amino acids 422-711 mapping near the C-terminus of eIF2B% of human origin

Anti-eIF2B epsilon Antibody (B-7) is recommended for detection of eIF2B% of mouse, rat and human origin by WB, IP, IF, IHC(P) and
ELISA

ATF4 - https://www.cellsignal.com/products/primary-antibodies/atf-4-d4b8-rabbit-mab/11815

Specificity / Sensitivity

ATF-4 (D4B8) Rabbit mAb recognizes endogenous levels of total ATF-4 protein.

Species Reactivity:

Human, Mouse, Rat

Tested in WB, IP

eIF2"-P - https://www.cellsignal.com/products/primary-antibodies/phospho-eif2a-ser51-antibody/9721

Supporting Data

REACTIVITY H M R Mk Dm

SENSITIVITY Endogenous

SOURCE Rabbit

Tested in WB

eIF2" - https://www.cellsignal.com/products/primary-antibodies/eif2a-d7d3-xp-rabbit-mab/5324

Supporting Data

REACTIVITY H M R Mk

SENSITIVITY Endogenous

Source/Isotype Rabbit IgG

Tested in WB, IP

6xHIS - https://www.abcam.com/hrp-6x-his-tag-antibody-ab1269.html

Key features and details

HRP Goat polyclonal to 6X His tag®

Suitable for: WB, ELISA, ICC

Reacts with: Species independent

Conjugation: HRP

Isotype: IgG

FLAG - https://www.sigmaaldrich.com/US/en/product/sigma/f1804

Specificity

Binding site:N-Asp-Tyr-Lys-Asp-Asp-Asp-Asp-Lys-C

Immunogen

FLAG; peptide sequence DYKDDDDK

Application

For highly sensitive and specific detection of FLAG fusion proteins by immunoblotting, immunoprecipitation (IP) ,
immunohistochemisty, immunofluorescence and immunocyotchemistry. Optimized for single banded detection of FLAG fusion
proteins in mammalian, plant, and bacterial expression systems.




