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Fig. S5. Comparison of conformations of EF-G in various EF-G-ribosome complexes. Domains |-l of the EF-G structures were superimposed. The pre-
translocation (this work) and posttranslocation (1) states of EF-G are shown in all panels in red and blue, respectively. (A) EF-G from the E. coli 70s*EF-
G* GDPCP+viomycin complex is shown in light orange [PDB ID 4KJ4 (2)]. (B) EF-G from the T. thermophilus 70s*tRNA* mRNA: EF-G* GDPCP complex is shown in
cyan [PDB ID 4JUW (3)]. (C) EF-G from the T. thermophilus 70s*tRNA* mRNA-* EF-G* GDP+FUS complex is shown in yellow [PDB ID 4KDG (4)]. (D) EF-G as free
protein bound with GDP is shown in green [PDB ID 1DAR (5)]. Domains of EF-G are labeled with Latin numerals.
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Fig. $6. A 7.6-A map of the EF-G-free pretranslocation ribosome complex (class IV). (A) Surface representation of the cryo-EM map. (B) Fitting of the refined
model to the 7.6-A cryo-EM map (gray surface). The backbone structure of the ribosomal 505 subunit is shown in light blue, the 305 subunit in light yellow, and
A/P and P/E tRNAs are in cyan and orange, respectively.
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Fig. S7. Comparison of the positions of the small subunit in the EF-G-free (gray) and EF-G-bound (light gold) pretranslocation ribosome complexes (this work).
Superposition of 23S rRNA structures (not displayed for clarity) from the EF-G-free and EF-G-bound ribosome complexes reveals that EF-G binding induces
a ~2.5° counterclockwise rotation of the small subunit. Only 16S ribosomal RNA is shown; ribosomal proteins are not displayed for clarity.
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Fig. S8.

Fit of the refined EF-G structure (red) to the cryo-EM map (gray) shown at contour levels (s) 1.0 (4), 1.5 (B), 2.0 (C), 2.5 (D), and 3.0 (E). Domains of EF-G

are labeled with Latin numbers.
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Fig. S9. Comparison of models refined into the density corresponding to EF-G in the pretranslocation EF-G-ribosome complex (class V). The six models of EF-G
with the highest correlation coefficients with the map (shown in yellow, red, green, blue, pink, and gold) were obtained by independent real-space rigid-body
refinement runs, using alternative starting models and refinement protocols (S/ Methods). The all-atom rmsds between the six best models of EF-G do not
exceed 1.2 A, consistent with the expected coordinate error for cryo-EM structures at 7.6-A resolution as discussed in S/ Methods.
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