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Data analysis
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Raw sequencing data analysis: FastQC v0.11.9 (http://www.bioinformatics.babraham.ac.uk/projects/fastqc/), Trimmomatic v0.39, KAT v2.4.2,
NanoFilt v2.7.1, Porechop v0.2.3,

Read mapping, small variant calling and detection of CNVs: BWA-MEM v0.7.17, GATK v4.1.9.0, SAMtools v1.9, IGV v2.8.13, nQuire (commit
a990a88ef14b38f257f1a0d368ba8be1bd3d7e4b), PerSVade v.1.02.4

Genome assembly and genome analysis: Pilon v1.22, Augustus v3.2.3, BUSCO v4.1.4, Platanus v1.2.4, Canu v1.8, DBG2OLC v20180222,
WTDBG2 v2.1, Ragout v2.2, Quast v5.0.2, Last v2.31.1, clusterProfiler v. 3.14.3

Phylogeny: Bedtools v2.30.0, IQTree v2.0.3, FigTree v1.4.4, Splitstree v5.2.25, JLOH v0.15.1, HaploTypo v1.0.1, MAFFT v7.475, TrimAl
v1.4.rev15, PhylomeDB v5

Phenotypic analyses were done using Q-PHAST, a tool which has not yet been published although a manuscript is in preparation. The tool
involves image processing of colony samples and calculation of growth rates and Area Under the Curve (AUC) which were carried out with an
in-house pipeline (https://github.com/Gabaldonlab/imageAnalysisPipeline_solid96wellPlates) based on the software Colonyzer (Lawless,
Wilkinson, Young, Addinall & Lydall. Colonyzer: Automated quantification of micro-organism growth characteristics on solid agar. BMC
Bioinformatics 11, 1–12 (2010).)

The whole genome sequencing data generated in this study has been deposited in the NCBI sequence read archive (SRA) database under accession code
PRJNA767198 [https://www.ncbi.nlm.nih.gov/bioproject/PRJNA767198]. All C. orthopsilosis raw sequencing Illumina reads are under BioSample accessions
SAMN21907760-68 [https://www.ncbi.nlm.nih.gov/biosample/SAMN21907760/ https://www.ncbi.nlm.nih.gov/biosample/SAMN21907761/ https://
www.ncbi.nlm.nih.gov/biosample/SAMN21907762/ https://www.ncbi.nlm.nih.gov/biosample/SAMN21907763/ https://www.ncbi.nlm.nih.gov/biosample/
SAMN21907764/ https://www.ncbi.nlm.nih.gov/biosample/SAMN21907765/ https://www.ncbi.nlm.nih.gov/biosample/SAMN21907766/ https://
www.ncbi.nlm.nih.gov/biosample/SAMN21907767/ https://www.ncbi.nlm.nih.gov/biosample/SAMN21907768/]. C. orthopsilosis ONT data is under BioSample
accession SAMN21909361 [https://www.ncbi.nlm.nih.gov/biosample/SAMN21909361]. Genome assembly of C. orthopsilosis parent B strain SY36 ASM2665022v1 is
under BioSample accession SAMN21909361 [https://www.ncbi.nlm.nih.gov/datasets/genome/GCA_026650225.1/]. Additional sequencing libraries used in this
study were retrieved from BioProjects PRJEB4430 https://www.ncbi.nlm.nih.gov/bioproject/PRJEB4430], PRJNA322245 [https://www.ncbi.nlm.nih.gov/bioproject/
PRJNA322245] and PRJNA520893 [https://www.ncbi.nlm.nih.gov/bioproject/PRJNA520893]

Ortholog sequences are available in the PhylomeDB v5 database [http://phylomedb.org].
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