FASTQ preprocessing
Mask adapter contamination
in raw FASTQs (cutadapt)

i

Read mapping
Bisulphite-aware read alignment to
reference and lambda phage genomes
(conversion rate estimation) using BWA-meth

'

Post-processing
Merge lane-level BAMs,
mark duplicates,
and flag artifactual reads

'

Alignment QC
Assess coverage bias,
insert size distribution,

and sample concordance

'

Genotyping
Methylation ratio (MethylDackel)
and SNP calling (Biscuit)

'

Final QC
Read-level methylation bias (MethylDackel)
and methylation ratio distributions and clustering (methylKit)

'

Differential methylation Domain calling
Differential positions and regions — Identify hypo/hyper-methylated regions
(methylKit, RADMeth) and partially methylated regions and domains (MethPipe)

Supplemental Fig S2: Overview of our analytical pipeline.

The analytical pipeline we use is relatively standard for bisulphite sequencing analysis. The choices of
individual analytical tools within the pipeline are highlighted.



