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Fig. S1 Similarity between the C terminal domains of EFTUD2 and eEF2

(a) schematic showing the similar domain structure of both proteins, the grey bars
indicating the fragment of sequence used in the alignment for (b). The grey bar for
EFTUD?2 also represented the fragment of the protein identified from a two-hybrid screen
(b) Alignment of the C terminal domain of human EFTUD?2 (accession NP_004238.3) with
the C -terminal domain of Eft2 (accession no. KZV12629, one of the two identical eEF2
orthologs expressed by S.cerevisiae).
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Fig. S2 Levels of eukaryotic Elongation Factor 1A (eEF1A)

emwlAteflA(a), emwlAhghl A (b), and emwlA teflA hghl A (c), bearing a centromeric vector (v-)
expressing either wild type EMW1 or emw 1" from the EMW 1 promoter. Cultures were incubated in
YPD to exponential phase at 25°C, split into two equal aliquots which were either 1) maintained at
25°C or 1) shifted to 37°C for four hours. Extracted proteins were resolved by SDS-PAGE and
Western blots were probed with anti-eEF1A1 antisera or anti-Sbal antisera (as loading control).
Lanes were loaded with 4ug protein; molecular weight markers are indicated on the left.



Supplementary Fig. S3

(a) Primary sequence alignments.

Sequence alignment of TPR domains known to bind Hsp90, listed on the left-hand side are
PDB accession numbers for empirically determined structures of the domains in complex with
the peptide ligand derived from the C terminal EEVD of Hsp90. Arrows indicate conserved
residues that bind EEVD [31]. These are aligned against the TPR domain of S.cerevisiae Emw1
(TPRlong: all six TPR motifs in Emw1).

Alignment by structural overlay.

(b) Overlays of Hsp90-binding TPR domains of HOP and PP5

TPR2A and TPR3B of HOP (green, residues 272-380) overlaid with TPR domain of PP5 (red,
residues 28-129). All five Hsp90-binding residues of the HOP TPR domain (blue text) are
topologically conserved in the Hsp90-bindiong TPR domain of PP5 (red text).

(c) Overlays of Hsp90-binding TPR domains of HOP and the TPR domain of Emw]1.

TPR2A and TPR3B of HOP (green, residues 272-380) overlaid with TPR domain of Emw1
(magenta, residues 563-825). Four of the five Hsp90-binding residues of the HOP TPR domain
(blue text) are not topologically conserved in the TPR domain of Emw1 (magenta text).
Accession numbers of sequences used HOP (NP_001269581.1), PP5 (NP_006238.1), Emwl1
(NP_014086.1).
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Fig. S3
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Fig. S4. Interaction between Emw1 and Hsp90 is not detected by the protein complementation assay.
S. cerevisiae bearing episomal plasmids expressing the indicated pair-wise combinations of (N) mDHFR,
(CO)mDHFR, Emw1-(N)mDHFR, HSC82-(C)mDHFR and Eft2-(C)mDHFR, all under the control of the
constitutively active promoter of ADHI. Cells were incubated at 30°C for 2 days on SD media lacking
leucine and uracil (No MTX) and the same media also containing 100 pg/ml methotrexate (+MTX). Hsp90
encoded by S.cerevisiae HSCS2.
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