S1 Text: Identifying cases of mapping error in calling single-nucleotide
substitutions.

We examined the data on putative substitutions, and found evidence that some were
the result of mapping error, which can be a major source of false positives in
mutation detection [1]. The primary evidence for mapping error was that a putative
mutant base was present in multiple samples. It is extremely unlikely that the same
mutation would occur independently in multiple MA lines [2]. The large number of
samples in our dataset, which all originated from the same ancestral chromosome,
provided us with high power to identify these cases. The presence of a putative
mutation in multiple samples was associated with lower quality scores, fewer
callable samples, a higher degree of strand bias, and unusually high or low mutant
frequency in the focal sample. Based on this analysis, we considered putative
mutant bases that were present in > 1% of reads in the non-focal samples to be
suspicious. For a subset of suspicious cases, we visually examined the alignment
using the Interactive Genome Viewer IGV, v. 2.3.26 [3] and found clear indications of
mapping error due to indels in the consensus relative to the reference, or repetitive
sequence in the reference. We therefore discarded all suspicious cases. We also
discarded cases where the frequency of the mutant allele was unexpectedly low,
given total coverage in that sample (binomial probability < 0.001).
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