Supplementary methods

Assessment of over-prediction

In order to determine whether our sequence curation protocol over-predicts DBDs in the potentially
erroneous sequences, we used our error identification protocol to search for Zn2C6 DBD in the C-
terminal region of the proteins (i.e. downstream of the MHD). Out of the 80456 proteins annotated with
Zn2C6 and MHD in the UniProt database, there exists a small number of 76 proteins (0.1%) where the
domain order is inversed with respect to the canonical DBD-MHD architecture. According to the
InterPro database, 16 different domain architectures are found with the DBD located downstream of the
MHD, where the most frequent architectures are 23 proteins with Zn2C6-MHD-Zn2C6-MHD, 15
proteins with MHD-Zn2C6-MHD, 15 proteins with Zn2C6-MHD-Zn2C6, and 10 proteins with MHD-
Zn2C6. It is worth noting that all 76 proteins are from the unreviewed TrEMBL database and none are
from the biocurated Swiss-Prot database.

Using the same set of 16760 potentially erroneous sequences, we searched for Zn2Cé6 DBD
downstream of the MHD extending the gene 1000 nt downstream of the defined 3’ end. A total of 110
DBD (0.6%) were found in this extended C-terminal region. A manual analysis of the 110 genes showed
that for 84 sequences (75%), the downstream gene coded for a protein annotated with either a Zn2Cé6 or
a MHD. For a further 6 proteins, the downstream gene coded for other domains already observed in
combination with a Zn2C6 in the public databases. Of the remaining 20 sequences, 17 also had N-
terminal Zn2C6 domain hits and thus correspond to Zn2C6-MHD-Zn2C6 type architectures.

Transcriptome analysis of mispredicted genes in S. cerevisiae strains

The NCBI Gene Expression Omnibus (GEO) project (Barrett et al., 2013) was searched for RNA-seq
datasets concerning the S. cerevisiae strains with at least 10 potentially mispredicted genes: AWRI796,
FostersB, FostersO, LalvinQA23, Vinl3, and VL3. No datasets were found for FostersB, FostersO,
LalvinQAZ23 and Vinl3, and we therefore focused on the GSE57282 dataset that included expression
data for the strains AWRI9% (SRR1269766) and VL3 (SRR1269765). After downloading and
decompressing the dataset, the integrity of the data was checked and Trim Galore (v0.6.1) (DOI:
10.5281/zenod0.7598955) was used for quality and adapter trimming as well as a quality control check.
The AWRI9 and VL3 genomes were downloaded from the Saccharomyces Genome Database (SGD)
(Wong et al., 2023) as FASTA files, together with the gene annotations as GFF3 files. Using the STAR
program (2.7.10a), the reads of the trimmed FASTQ file were aligned against the genome FASTA file
and annotation GFF3 file of the corresponding strain. For each mispredicted gene with a coverage of at
least 30 reads, the BAM files generated by STAR were then manually reviewed with the Integrative
Genome Viewer (IGV) browser (Thorvaldsdéttir et al., 2013) to explore the read coverage around the
gene. Figure S1 shows the results for the seven AWRI9%6 genes and the five VL3 genes with sufficient
coverage in the GEO dataset.
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