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Figure S1. Mutation of the P-site loop of Rpl10 yields two classes of mutants. (A) Multiple sequence alignment encompassing of the P-site loop in Rpl10.
Sequences were aligned using T-Coffee, and the image was generated with BoxShade 3.21. aa positions are indicated by numbers. Residues of Rpl10
that were mutated are indicated by asterisks. Arrowheads identify positions S104 and A106 in the yeast protein. Black shading indicates identical resi-
dues; gray shading indicates similar residues. S cer, Saccharomyces cerevisiae; D mel, Drosophila melanogaster; H sap, Homo sapiens; H mar, Halo-
arcula marismortui; M jan, Methanococcus jannaschii; S sol, Sulfolobus solfataricus; E col, Escherichia coli; T the, Thermus thermophilus; D rad,
Deinococcus radiodurans. (B) AJY1437 containing WT (pAJ2522) or P-site loop mutant Rpl10 was grown in yeast extract peptone dextrose to mid-log,
incubated with cycloheximide, and collected on ice. Crude extracts were made and sedimented through 7-47% sucrose gradients, and Azso was moni-
tored along the gradients.
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Figure S2. The Rpl10 P-site loop mutants trap Tif6 and Nmd3 in the cytoplasm to various degrees. AJY2765 (TIF6-GFP rpl10A::KanMX) and AJY1837
(NMD3-GFP CRM1-T539C rpl10A::KanMX) containing WT (pAJ2522). The indicated rpl10 P-site loop mutants were grown to mid-log phase, fixed with
formaldehyde, DAPI stained, and visualized by microscopy. AJY1837 was incubated with 0.4 pg/ml LMB for 5 min before fixing. DIC, differential interfer-
ence contrast. Bar, 5 pm.
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Figure S3.  Rpl10 is independently involved in release of Tif6 and Nmd3 from the LSU. (A) AJY1837 (NMD3-GFP CRM1-T539C rpl10A::KanMX) contain-
ing WT (pAJ2522) or mutant RPLTO and WT (pAJ2543) or mutant TIF6 (pAJ2544) was grown in selective media to mid-log phase and treated with LMB
before fixation and preparation for microscopy. DIC, differential interference contrast. (B) AJY1657 (rpl10-G161D) and AJY1437 with WT (pAJ2522) or
mutant Rpl10 were transformed with vector (pRS416), WT (pAJ2665), or mutant (pAJ2240) TIF6 or WT (pAJ2652) or mutant (pAJ2653) NMD3. The

DAPI

strains were grown in selective media, and 10-fold serial dilutions were spotted on plates and incubated for 2 d at 30°C. (C) W303 or AJY1657 (rpl10-

G161D) was transformed with pAJ758 (nmd3AAA-GFP) or pAJ1004 (TIF6-GFP). The cells were grown to mid-log phase, fixed with formaldehyde, and
stained with DAPI before microscopy. Bars, 5 pm.
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Figure S4. Mutations in EFLT suppress rpl10-S104D. AJY1437 (rpl10A::KanMX) with rpl10-S104D as the sole copy of RPLTO with WT EFLT (pAJ2545)
or EFL1-suppressing alleles was grown in selective media. 10-fold serial dilutions were spotted on plates and grown for 2 d at 30°C.



Multiple sequence alignment of Efl1 proteins with eEF2 and EF-G
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Sequences were aligned using T-Coffee, and the image was generated with BoxShade 3.21. Protein domain
boundaries are indicated by roman numerals and GTPase motifs by shaded boxes. Sc, Saccharomyces
cerevisiae; Sp, Schizosaccharomyces pombe; Ce, Caenorhabditis elegans; Ec, Escherichia coli; Tt,
Thermus thermophilus.



