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Supplementary Figures
Fig. S1: DNA methylation heatmaps showing HM450 DNA methylation levels and RPMM-based

classification of included adenocarcinomas.
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Fig. S2: Boxplots showing the distribution of beta values of selected probes from the non-clustered

approach across the included tumor samples and the normal tissue samples.
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Fig. S3: Boxplots showing the distribution of beta values of selected probes from the clustered

approach across the included tumor samples and the normal tissue samples.
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and testing znd testing

Fig. S4: Simple study workflow. After downloading and preparation, the TCGA dataset were analyzed
using two different approaches: a non-clustered approach (no clustering was performed) and a
clustered approach (unsupervised clustering was performed within each project). Separate results were
obtained for each of these approaches (probe candidates were selected and tested, followed by a panel
design and testing for each cancer type). The results were verified by an independent GEO dataset. At
the end, results from both approaches were compared and interpreted.



Data download

Pf‘Oj(:’CtS.' BRCA, CHOL, COAD, LIHC, LUAD, PAAD, READ and STAD
Sample Types: primary tumor samples, normal tissue samples

Data preparation
Removed: FFPE samples, duplicates, probes with missing data, probes on X and Y chromosome
Merger of COAD and READ projects into CRC

v v
Normal tissue samples Primary tumor samples
v

RPMM clustering
Resulted in 3 to 7 clusters for each cancer type
]

v
DMR analyses between all relevant groups
Cut-off criteria: B diffmean>0.2 and p<0.05
A 4

Selection of differentially methylated probes
Non clustered and clustered approache for each project

Non-clustered approach: Clustered approach:
Intersect of differentially methylated probes in cancer | Intersect of differentially methylated probes for cluster
of interest and other cancers of interest and clusters of other cancers

Cut-off criteria:
1) B of interest group vs compared group>0.3 and B in the comparison groups<0.1

2) B of interest group vs compared group>0.2 and/or B in the comparison groups<0.15
A 4

Selected probes verified in paired normal samples and normal samples of liver tissue

A 4
Probe testing
Cut-off criterion to regarded individual sample as hypermethylated: 3>0.3
A 4

Panel design for each cancer type

v
Panel testing

Cut-off criterion to regarded individual sample as hypermethylated: 3>0.3
A 4

Interpretation and comparison of the results of non-clustered approach and clustered approach

Fig. S5: Detailed workflow showing the probe selection and panel design steps for the non-clustered
and clustered approaches. After data download, data preparation and clustering of primary tumor
samples in a clustered approach, differentially methylated regions (DMR) analyses were performed.
Candidate probes that were differentially methylated in different cancer types were selected and tested
in normal tissue samples. After testing the candidate probes, panels were designed and tested for each
cancer type. The blue colored steps were used only for the non-clustered approach and the green
colored steps were used only for the clustered approach. The white colored steps were used in both
approaches.



