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Antibodies
Antibodies used

Expression Omnibus, Accession code GSE59739 77,78. Source data for figures 1 – 4, 7, S1, S2, and S6 are provided with this paper. Uncropped blot images are
provided in the supplement (Fig. S7).

Sample sizes for cell imaging experiments was similar to that of prior publications (e.g. DOI 10.1523/JNEUROSCI.4155-08.2008, DOI 10.1016/
j.neulet.2013.09.048). Sample sizes for immunoblot and biochemical experiments was similar to that of prior publications (e.g. DOI 10.1038/
s41467-021-21637-y, DOI 10.1038/s41467-020-15412-8, DOI 10.1371/journal.pbio.3000780)

For single particle cryo-EM, we collected a dataset encompassing 2,995 movies that yielded a dataset of 193,796 ribosome coordinates. A
high-resolution reconstruction of a ribosome requires ~5000 images of a ribosome (particles). We collected sufficient data to determine the
high-resolution structures of each eEF2-containing class (23,297 and 11,878, for classes 1 and 2, respectively).

No data were excluded from analyses

We define technical replicates as those performed in parallel from the same original biological sample, and biological replicates as those
performed using separate biological samples. For confocal imaging experiments, several individual cells were measured from at least two
biological replicates to achieve an appropriate n. Biological replicates for immunoblots from total cell lysates and ribosome isolations were
conducted in parallel. All polysome profile experiments were performed with three biological replicates. Overlayed representative polysome
profiles were conducted in parallel. Reported data for confocal imaging and polysome profiles were derived from successfully replicated
experiments.

Randomization was not relevant to this study, as no in vivo or human studies were conducted

No data in this study derived from subjective assessments by the experimenter. As such, blinding was not relevant to this study

Anti-Rck, Rb polyclonal (1:1000) MBL PD009 Lot 032

Anti-Rck, Mm monoclonal (1:500) SCBT 376433 Lot J0317

Anti-Peripherin, Ck polyclonal (1:1000) Novus NBP1-0543

Anti-eEF2K Rb polyclonal (1:400) Invitrogen PA5-22175 Lot UH2831084A

Phalloidin-TRITC (1:200) Sigma P1951

Anti-p-eEF2 (T56), Rb polyclonal (1:1000) CST 2331S Lot 9

Anti-eEF2, Rb polyclonal (1:1000) CST 2332S Lot 7

Anti-SERBP1, Rb polyclonal Bethyl (1:1000) A303-938A Lot1

Anti-RPL5, Rb polyclonal Bethyl (1:1000) A303-933A

Anti-RPS6, Rb monoclonal (1:1000) CST 2217s Lot 10




