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Multispecies alignment of EFNB1. MAFFT [Katoh et al., 2017] was used, through AliView [Larsson, 2014], to perform the alignment of human EFNB1 against 19 vertebrate orthologue sequences, all of them taken from Ensembl genome browser. uORFs were predicted by ORFfinder with a minimum of 30 nucleotides or identified manually. Indicated in the figure are just uORFs relevant to our findings. The variant-created uORF3 region is shown along with uORF2 (in silico predicted for human sequence, through ORFfinder). The nucleotide affected by the c.-411C>G change is indicated above the sequence by a red triangle. In the uORF3 region no uORFs are found in the majority of vertebrates, but uORFs of 24 and 16 codons are found in zebra finch and zebrafish, respectively. The first base of uORF2 is indicated above the sequence with a black triangle. uORF2 is well conserved and present in most of the mammalian species. Different uORFs in this region were found in zebra finch, zebrafish, and chicken. The main ORF is the most highly conserved, followed by uORF1. Below the consensus sequence of the multispecies alignment, the sequence surrounding the uORF ATGs (black bars) is expanded to compare the human uORFs with the Kozak consensus (boxed); underlined bases indicate start codons (AUG, at +1 to +3) and the most important bases for efficient translation; the NetStart score is indicated (Scores >0.5 indicate a probable translation start site). Note that for uORF3, this Kozak comparison is just valid when considering c.-411C>G variant (indicated with an asterisk inside the box). The vertical dashed black arrow indicates hidden columns (63 human nucleotides) to better fit the figure. The red numbers below the alignment indicate the number of bases hidden in the relevant sequence (red bar) at those positions relative to gaps in the human sequence. uORFs are boxed and colored according to nucleotide base.
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