Supplementary Information

Re-annotation of the Mad1 start codon

In the Schizosaccharomyces pombe genome database (www.pombase.org; Jan 8", 2014), the madi+
coding sequence is annotated to start at position 1,277,098 on chromosome Il. Alignment with the
sequence of other Schizosaccharomyces species [5] indicates that the first 13 amino acids
(MSSKLTVYQATTS) are not consernved and that it is likely that the start codon is amino acid 14, another
Methionine. To corroborate this notion, we performed mass spectrometric analysis of immunopurified
Mad1, digested with either Asp-N, Lys-C or Trypsin. We identified peptides supporting both the first as
well as the second Methionine as start codon. In one experiment, where peptides for both termini were
found (see below; LTVYQATTSM(ox)ADSPR (amino acid 5-19) supporting the first Methionine, and
(ac)ADS(ph)PRDPFQSR (amino acid 15-25) supporting the second Methionine), the intensity of the
second peptide was 170-times higher than of the first. Together with the phylogenetic evidence, this
suggests that the second Methionine is the more prominent start codon, although the first one can be
used. The annotation in the Schizosaccharomyces pombe genome database will be revised accordingly
(Val Wood, personal communication).

Peptide 1 supporting translation from first Methionine:
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Peptide 2 supporting translation from second Methionine:
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