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Supplementary Figures

Figure S1. CONSORT diagram for patient recruitment in this 
study and eventual selection of the 68 patients cohort, Related to STAR 
Methods.

Informed consent taken from CRC patients 
(patient number=73)

Multi-region sampling of primary tumor and 
lymph node from surgically resected sample 

(patient number=70)

Excluded (patient number=3)
a) Insufficient tissue available surplus to

diagnostic requirements  (patient number=2)
b) Failed to get blood sample (patient number=1)

Samples sent for mirrored H&E staining
(patient number=70, 
sample number=387)

Samples sent for whole exome sequencing
(patient number=70, 

tumor sample number=230)

Excluded (sample number=157)
a) Primary tumor sample with tumor region area

≤ 30% (sample number=55)
b) Primary tumor sample lack of pathological

heterogeneity (sample number=102)

CRC evolution cohort after data analysis
(patient number=68, 

tumor sample number=206)

Excluded (patient number=2, sample number=423)
a) Fail to pass QC because of contamination

(sample number=3)
b) Samples with poor tumor content (sample

number=19)
c) Tumor with only one region left (patient

number=2, sample number=2)

Figure S1
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Figure S3
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Figure S3. Comparison of tumor mutation burden between TCGA and CRC 
tumors, Related to Figure 1.
Box plots of mutation burden in non-hypermutated CRC patients analyzed as 
single samples, multi-region samples of non-hypermutated CRC patients 
and TCGA non-hypermutated CRC samples. The definition of hypermutated 
patients is all the samples in these patients have more than 10 mutations/1 Mb 
bases. In our CRC tumors, 6 patients are hypermutated patients and all other 62 
patients are included into analysis. 
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Figure S6

Figure S6. Difference of cluster numbers in CRC tumors between right-sided colon, 
left-sided colon and rectal cancers, Related to Figure 2.
Box plots of cluster numbers in CRC tumors by position.
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Figure S11
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2 clonal mutations
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3 clonal mutations
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Figure S11. Convergent driver mutations in CRC tumors, 
Related to STAR Methods. 
All convergent driver mutation events were summarized 
in 62 CRC tumors.
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Figure S15
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Figure S15. Heatmap of SCNAs among non-hypermutated CRC tumors, Related to STAR 
methods. 
Heatmap of genome-wide view SCNAs were shown for all the regions of non-hypermutated 

CRC tumors by position. 



Figure S16. MSAI events in hypermutated CRC tumor, Related to Figure 6.
B-allele frequency (BAF) profile of heterozygous SNPs across the genome (chromosomes
1-22, X) from all the regions of CRC04. Sections of BAF in regions that had MSAI were
highlighted in blue or red.

Figure S16



Figure S17 

Figure S17. Hematoxylin and eosin staining of mirrored FFPE samples in CRC09, Related to STAR 
methods. 
Photomicrographs of Hematoxylin and eosin stains of normal mucosa and multiregional tumor samples 
collected from CRC09 patient. Tumor region 4 was deleted because of less than 30% tumor component. 
Scale bars indicate 100 μm. 
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