Supplementary Figures for Roth et al., PyClone: Statistical
inference of clonal population structure in cancer
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Supplementary Figure 1: Clonal evolution model | (a) A hypothetical phylogenetic tree generated by
clonal expansion via the accumulation of mutations (stars). Unlike traditional phylogenetic trees internal
nodes (clones) in the tree may contribute to the observed data, not just the leaf nodes. (b) Hypothetical
observed cellular prevalences for the mutations in tree. Mutations occurring higher up the tree always have
a greater cellular prevalence than their descendants (the same statement need not be true about variant
allelic prevalence because of the effect of genotype). Note that the green, blue and purple mutations occur
at the same cellular prevalence because they always co-occur in the clones of the tree.
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Supplementary Figure 2: PyClone population structure assumptions | Simplified structure of a sample
submitted for sequencing. Here we consider the sample with respect to a single mutation (stars). With
respect to this mutation we can separate the cells in the sample into three populations: the 'normal popula-
tion’ consists of all normal cells (circular), the ‘reference population’ consists of cancer cells (irregular) which
do not contain the mutation and the ’variant population’ consists of all cancer cells with the mutation. To
simplify the model we assume all the cells within each population share the same genotype. For example
all cells in the variant population in this case have the genotype AABB i.e. two copies of the reference allele,
A, and two copies of the variant allele, B. Note that the fraction of cancer cells from the variant population is
the cellular prevalence of the mutation which is 5 = 0.6 in this example. Due to the effect of heterogeneity
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and genotype the expected fraction of reads containing the variant allele (variant allelic prevalence) in this

6-4-2
example would be 5574w = 0.3.
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Supplementary Figure 3: Probabilistic graphical representation of the PyClone model | The model as-
sumes the observed count data for the n'* mutation is dependent on the cellular prevalence of the mutation
as well as the state of the normal, reference and variant populations. The cellular prevalence of mutation n
across the M samples, ¢™, is drawn from a Dirichlet Process (DP) prior to allow mutations to cluster and
the number of clusters to be inferred. For brevity we show the multi-sample version of PyClone which gen-
eralises the single sample case (M=1). We also show the model with either the Binomial or Beta Binomial
emission densities. For all analyses conducted in this paper we set vague priors of a, = 1,b, = 1073 for
the DP concentration parameter o and a, = 1,b, = 10~* for the Beta Binomial precision parameter s. The
Gamma distributions are parametrised in terms of the shape, a, and rate, b, parameters (see Supplemen-
tary Note).
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Supplementary Figure 4: Workflow for PyClone analysis | The sample is first assayed using whole genome
shotgun sequencing (WGSS) or exome capture sequencing to identify putative mutations. Copy number
information, which is used to inform the PyClone priors, can be derived from either sequence or array
data. Putative mutations are subjected to targeted deep sequencing using either custom capture array or
targeted PCR ampilification. The input for the PyClone model is the allelic abundance measurements for the
validated mutations from the targeted deep sequencing experiment and the prior information elicited from
the copy number profiling. Additionally an estimate of tumour content derived from analysis of the array
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data, sequencing data, or from pathologist estimates can be supplied.
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Supplementary Figure 5: PyClone results using differing copy number predictions | Predicted cellular
prevalence and clustering estimates from HGSOC : case 1 using (a) ASCAT, (¢) OncoSNP, (e) PICNIC; case
2 using (b) ASCAT, (d) OncoSNP, (f) PICNIC to inform PyClone using the BeBin-PCN model. Error bars
indicate the mean standard deviation of MCMC cellular prevalences estimates for mutations in a cluster. n

indicates the number of mutations assigned to a cluster.
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Supplementary Figure 6: HGSOC case 1 ASCAT | Posterior similarity matrices for high grade serous
ovarian cancer case 1 using ASCAT for copy number prediction. Three MCMC runs from random starts are

shown.



10:104164698
10:1053055
10:95191233
11:110035317
11:129744691
11:67079084
12:112479869
12:113835134
12:13232782
12:56669910
12:58140899
13:22275549
14:96795856
16:31367953
16:8941725
18:44098177
19:17531203
19:58199477
19:6760787
1:112298569
1:154318902
1:167096443
22:24829640
2:207175566
2:97527108
3:152880726
3:50232076
4:88959532
5:121785553
5:121786761
5:141336719
5:148206863
5:159437549
5:178140350
6:26273467
6:43488087
7:47384432
7:7529052
9:112898840
9:312151
9:5069176
9:90584713
X:107420125
X:18767940
16:84522923
1:222895766
21:35469224
4:126240856
14:21788334
8:95390410
18:10487785
18:33795671
19:14067188
19:39003103
19:43680295
1:13933736
1:33563764
2:135745463
2:189872618
2:231081609
4:148834250
4:15529231
5:43446487
6:116951686
6:26431811
7:131151135
8:101154204
8:67380546
X:18665396
X:18665397
X:23411239
12:64521435

Cluster ®t 1 1 1 © 01100111 b 11111 1|/ ———

[GVSiCTa s A ———m |

[SCa . ———m |

I

1.0

0.9

0.8

0.7

0.6

0.5

0.4

0.3

0.2

0.1

0.0

Aujigeqoud Buusisnio Jous)sod asimiied

Supplementary Figure 7: HGSOC case 1 OncoSNP | Posterior similarity matrices for high grade serous
ovarian cancer case 1 using OncoSNP for copy number prediction. Three MCMC runs from random starts

are shown.
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Supplementary Figure 8: HGSOC case 1 PICNIC | Posterior similarity matrices for high grade serous
ovarian cancer case 1 using PICNIC for copy number prediction. Three MCMC runs from random starts are

shown.
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Supplementary Figure 9: HGSOC case 2 ASCAT | Posterior similarity matrices for high grade serous
ovarian cancer case 2 using ASCAT for copy number prediction. Three MCMC runs from random starts are

shown.
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Supplementary Figure 10: HGSOC case 2 OncoSNP | Posterior similarity matrices for high grade serous
ovarian cancer case 2 using OncoSNP for copy number prediction. Three MCMC runs from random starts

are shown.
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Supplementary Figure 11: HGSOC case 2 PICNIC | Posterior similarity matrices for high grade serous
ovarian cancer case 2 using PICNIC for copy number prediction. Three MCMC runs from random starts are

shown.
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Supplementary Figure 12: Synthetic data method comparison | (a) Clustering performance and (b) esti-
mated cellular prevalence accuracy for different methods applied to 100 synthetic data. (a) The accuracy
of the inferred clusters is measured using the V-measure metric (y-axis). (b) The accuracy of inferred cel-
lular prevalence is measured by computing the difference between the mean posterior value inferred from
MCMC sampling and true value (see Online Methods). Whiskers indicate 1.5 the interquartile range, the
red bars indicate the median, and boxes represent the interquartile range.
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Supplementary Figure 13: Synthetic performance varying humber of mutations | (a) Clustering perfor-
mance and (b) estimated cellular prevalence accuracy for the PyClone BeBin-PCN model as function of the
number of mutations. (a) The accuracy of the inferred clusters is measured using the V-measure metric
(y-axis). (b) The accuracy of inferred cellular prevalence is measured by computing the difference between
the mean posterior value inferred from MCMC sampling and true value (see Online Methods). Whiskers
indicate 1.5 the interquartile range, the red bars indicate the median, and boxes represent the interquartile
range.
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Supplementary Figure 14: HGSOC case 1 | Joint analysis of multiple samples from high grade serous
ovarian cancer (HGSOC) case 1. The variant allelic prevalence for each mutation color coded by predicted
cluster using the (a) IBBMM and (¢) PyClone with BeBin-PCN model to jointly analyse the four samples.
The inferred cellular prevalence for each cluster using the (b) IBBMM and (d) BeBin-PCN methods. As
in Fig. 1 the cellular prevalence of the cluster is the mean value of the cellular prevalence of mutations in
the cluster. Error bars indicate the mean standard deviation of MCMC cellular prevalences estimates for
mutations in a cluster. The number of mutations n in each cluster is shown in the legend in parentheses.
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