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Description automatically generated with medium confidence]Additional Figure 1
[bookmark: _GoBack]Figure S1. (A) Signal (VAF, y axis) measured using hybridization capture assay, for 110 heterozygous variants present in the context of varying GC content and variant size; deviation from expected VAF is stronger for variants that are larger and in GC-poor regions. (B) Observed frequencies of edit distances between UMI sequences belonging to the same molecular group. A small fraction of UMIs show an edit distance of 1-4 due to sequencing errors in the UMI sequence. (C) Impact of allowed UMI mismatches to assign read pairs to the same group on the number of detected molecules; mismatches can be allowed per a single UMI or per UMI pair (“total”). (D) Example of a false positive call due to a palindromic genomic sequence leading to hairpin formation in the library. The left panel shows 10 of the groups supporting the T to A mutation in green (a total of 101 groups are supporting the variant, out of 2540 groups covering this position). Light gray lines represent fragments, the sequences on the left of the groups are the UMI sequences and the vertical dark gray lines indicate if the fragments originate from the plus or minus strand of the DNA molecule. The signal shows consistently in groups, even when both strands are present. However, the variant is found at a non-random position within the fragments. The right panel shows the predicted structure by RNAstructure16, showing  a strong hairpin with the mutated T in the unpaired part of the loop (red).



1

image1.png
>

,?50
& 100
w
S g
B 25
340 variant g
© 2
0E> size =
¢ o 1bp 0
35 + © >1bp

20 40 60 80
GC content [%]

17:74475984: T>A, Groups:101/2540

Fragments

74475900 74476000
genomic position [bp]

dsUMI
it pratiand
1 input molecule
0 GacTia
F 5 —
2 AT ———
_—— T eARroaC
0 2 4 4 output reads
edit distance
10 20 30
| | |
TGTGTGCAGCCCAGGTCCTGGGCTGGCTTTT
1
74476100

iz
THTGCAG
TITeCkL
ercBic

o

1
2
3

tolerated
#errors

per Ut

total

1
2
0
1
2
3
4

deteceted
#molecules

r




