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Supplementary Data

Supplementary Figure S1. Nucleotide sequences used for generating logograms.
Alignments of the 10 nucleotides surrounding the uAUG start codons of elF5 that define
their initiation contexts are shown for: (4) vertebrates; (B) arthropods; (C) nematodes; (D)
molluscs; (£) Pezyzomycotina; () Basidiomycota; (G) fungi other than Pezyzomycotina or
Basidiomycota; (H) plants. Species names are on the right. Species names in quotation
marks specify presumed contaminant sequences that cluster with eIF5 sequences from an
unrelated taxonomic group. Some plants have more than one paralog of elF5. Here they are
arbitrarily labelled “#17, “#2”, “#3” or “#4” and their placement in one of the groups does
not imply orthologous clusters. For each species the sequence on top is the context of the
first uUAUG and subsequent uAUG contexts are shown in descending order. The initiation
codon is highlighted in green. Nucleotides in positions -3 and +4 are highlighted in red if
they deviate from the Kozak consensus and in gray if they comply with it. Species names in
quotation marks represent sequences derived from Expressed Sequence Tags that by
similarity analysis of the main open reading frame do not match eIF5 homologs from the
phylum to which the species belongs and instead likely belong to contaminating sequences
of unknown species. These sequences are grouped with the taxonomic group to which they

actually belong determined by reconstructed phylogenetic trees with the entire sequence.
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Supplementary Figure S2. Weblogo representation of amino acid conservation in elF5
uORF1 encoded peptides.

Letter heights are proportional to the frequency of conservation of each amino acid at each
position. Each line represents a different eukaryotic branch which is indicated in
parentheses on the right followed by the number of sequences used in each alignment. The
sequences used to generate the alignment presented in this figure are available upon

request.
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Supplementary Figure S3. Removing eIF5 uORFs results in constitutive elF5 expression.
(A) Western blots of protein lysates from cells transfected in triplicate with the eIF5 or elF1
overexpression constructs indicated in Figure 2B of the main text. The elF1 overexpression
construct is the “elF1 good*” described previously (2). In lanes marked “10x”, 10-fold
more vector with insert was transfected compared with lanes marked “1x,” where the
difference in the amount of transfecting DNA is made up with the inert vector pcDNA3 (2).
The control cells are transfected with “10x”” amount of pcDNA3. The blot shown was
probed with anti-elF5 and anti-B-actin followed by anti-elF1. The corresponding detected
proteins are indicated by arrows. (B & C) Densitometry analysis of the western blot shown
in A. Relative eIF5 levels (B) and eIF1 levels (C) were determined by normalizing to [3-

actin levels.
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Supplementary Table S1.

Oligonucleotides used in this study.
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