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Figure S1. Affinity of EF-G for mant-GTP. The affinity of various EF-G variants WT (black),
F94L (cyan), H91A (red), HI91E (green), H91Q (magenta) and H91R (blue) for mant-GTP was
measured by titrating mant-GTP against a fixed concentration of EF-G. The relative fluorescence
increase from saturation binding of EF-G was plotted against concentrations of mant-GTP. The

data points were fitted using a hyperbolic equation to estimate the Kp values.



Figure S2. Position of the Mg?* ion in the crystal structures of EF-G on the ribosome. (a)

with GDPCP (PDB: 4CR1) *, (b-c) with GDP (and fusidic acid); PDBs 2WRI (b) and 4KDA (c)
® respectively. The structure in (c) lacks the Mg?* ion. Other important residues and

intramolecular interactions are shown with labels or dotted lines.
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