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Supplementary Figure 3. Regions upstream of mAUG show coding conservation in-frame with the 

mORF. (A) Conservation in the N-terminal extension of N. crassa cpc-1. Nucleotide and codon 

alignments of the region corresponding to uORF2 of cpc-1 in N. crassa is shown in: (i) in-frame with the 

main ORF (frame 1 in Figure 1B); (ii) in frame with uORF2 (frame 3 in Figure 1B). (iii-v) A proline-rich 

region (residues 218-224, red dashed bracket in Figure 1K) upstream of the cpc-1 mAUG shows high 

conservation in the mORF reading frame. Nucleotide and codon alignments of this region are shown for: 

(iii) frame 1 (in-frame with the mORF); (iv) frame 2; and (v) frame 3. In these alignments consensus 

codons (and gaps) are highlighted in white, synonymous codons in green, non-synonymous codons in 

brown and stop codons in magenta.  Species identifiers of the sequences used are indicated on the left. The 

numbers of synonymous and non-synonymous substitutions are summed below each panel. The additional 

numbers in parentheses below panel “i” indicate the number of synonymous and non-synonymous 

substitutions in-frame with the mORF in the small patch of sequence marked a dashed orange bracket 

above the aligned sequences. This patch represents the conserved peptide region indicated by the 

corresponding dashed orange bracket in Figure 1K. The alignments were generated by a custom script that 

conceptually translated the main ORF frame into peptide sequence, then performed ClustalX alignment of 

peptide sequence, then converted this alignment back to nucleotides. The most common codon in each 

column was then designated as the consensus codon; synonymous and non-synonymous substitutions were 

determined relative to it. (C) The region corresponding to the beginning of uORF3 of Coprinus cinerea 

cpc-1 is conserved at the amino acid level in-frame with the mORF in Agaricomycetes homologs. 

Nucleotide and codon alignments of the region including the beginning of uORF3 of C. cinerea cpc-1 

(indicated by red dashed lines in Supplementary Figure 5F) are shown for: (vi) frame 1 (in-frame with the 

main ORF); (vii) frame 2 (in-frame with uORF3); and (viii) frame 3. Species identifiers of the sequences 

used are indicated on the left. “Pinus_taeda_cont” indicates a sequence coming from an unknown 

Agaricomycetes species contaminating the Pinus taeda EST library. The numbers of synonymous and non-

synonymous substitutions are indicated on the right of each panel. The position of the AUG start codon of 

uORF3 is indicated by an inverted red triangle. Coloring scheme, alignment generation and display are the 

same as in other panels. 
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