Figure S1. Continued.

Fastp report

General

fastp version: 0.21.0 (

sequencing: paired end (150 cycles + 150 cycles)
mean length before filtering: 150bp, 150bp

mean length after filtering: 14%bp, 149bp

duplication rate: 17.419749%

Insert size peak: 248

Detected read2 adapter: AGATCGG. GTCGTGT. AAAGAGTGT

Before filtering

total reads: 5.355036 M

total bases: 803.255400 M

Q20 bases: 777.152110 M (96.750313%)
Q30 bases: 737.277038 M (91.786129%)
GC content: 43.008339%

After filtering

total reads: 5.296722 M

total bases: 792.941293 M

Q20 bases: 769.622446 M (97.059196%)
Q30 bases: 730.985294 M (92.186559%)
GC content: 42.957271%

Filtering result

reads passed filters: 5.296722 M (98.911044%)
reads with low quality: 57.868000 K (1.080628%)
reads with too many N: 172 (0.003212%)
reads too short: 274 (0.005117%)

Adapters

Adapter or bad ligation of read1
Input has little adapter percentage (~0.185076%), probably it's trimmed before.

Sequence Occurrences

a 1892
26 1802
2GR 1670
AGAT 1578
AGATC 1599
AGATCG 1437
AGATCGG 1349
AGATCGGA 1267
AGATCGGAR 1180
AGATCGGRAG 1130
AGATCGGAAGA 1170
AGATCGGRAGAG 1153
AGATCGGRAGAGC 1015
AGATCGGAAGAGCA 947
AGATCGGAAGAGCAC 916
AGATCGGAAGAGCACA 823
AGATCGGRAAGAGCACAC 856
AGATCGGAAGAGCACACG 738
AGATCGGAAGAGCACACGT 678
AGATCGGAAGAGCACACGTC 653
AGATCGGARGAGCACACGTCT 649
AGATCGGARGAGCACACGTCTG 611
AGATCGGAAGAGCACACGTCTGA 546
AGATCGGAAGAGCACACGTCTGAR 632
AGATCGGAAGAGCACACGTCTGAAC 546
AGATCGGAAGAGCACACGTCTGAACT 489
AGATCGGAAGAGCACACGTCTGAACTC 509
AGATCGGAAGAGCACACGTCTGAACTCC 428
AGATCGGARGAGCACACGTCTGARCTCCA 417

T CACGTCT TCCAG 419
AGATCGGARGAGCACACGTCTGARCTCCAGT 402

other adapter sequences 8778



Figure S1. Continued.

Adapter or bad ligation of read2
Input has little adapter percentage (~0.190723%), probably it's trimmed before.

A 1893
A6 1822
AGR 1660
AGAT 1572
AGATC 3817
AGATCG 1618
AGATCGG 1400
AGATCGGA 1270
AGATCGGAA 1182
AGATCGGRAG 1142
AGATCGGAAGA 1157
AGATCGGAAGAG 1148
AGATCGGAAGAGC 1016
AGATCGGAAGAGCG 961
AGATCGGRAGAGCGT 918
AGATCGGAAGAGCGTC 830
AGATCGGAAGAGCGTCG 841
AGATCGGRAAGAGCGTCGT 731
AGATCGGAAGAGCGTCGTG 680
AGATCGGAAGAGCGTCGTGT 650
AGATCGGAAGAGCGTCGTGTA 622
AGATCGGAAGAGCGTCGTGTAG 594
AGATCGGAAGAGCGTCGTGTAGG 542
AGATCGGAAGAGCGTCGTGTAGGG 605
AGAT! GTC 516
AGATCGGAAGAGCGTCGTGTAGGGAA 455
AGATCGGAAGA 2n 480
other adapter sequences 11350

Duplication

Duplication rate (17.419749%)
B Read percent (%)
= Mean GC ratio (%)

Read percent (%) & GC ratio
N
o

5 10 15 20 25 30
Duplication level

Insert size estimation

Insert size distribution (63.646460% reads are with unknown length)

Read percent (%)
o
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aal
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Insert size

This estimation is based on paired-end overlap analysis, and there are 63.646460% reads found not overlapped.
Nonoverlapped read pairs may have insert size <30 or >270, or contain too much sequencing errors to be detected as overlapped.



Figure S1. Continued.

Before filtering

Before filtering: read1: quality
Value of each position will be shown on mouse over.
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Figure S1. Continued.

Before filtering: read1: KMER counting
Darker background means larger counts. The count will be shown on mouse over.
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Before filtering: read2: quality
Value of each position will be shown on mouse over.
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Figure S1. Continued.

Before filtering: read2: base contents
Value of each position will be shown on mouse over.
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Before filtering: read2: KMER counting
Darker background means Iarger counts. The count will be shown on mouse over.
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Figure S1. Continued.

After filtering

After filtering: read1: quality
Value of each position will be shown on mouse over.
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Figure S1. Continued.

After filtering: read1: KMER counting
Darker background means larger counts. The count will be shown on mouse over.
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Figure S1. Fastp report for the biopsy specimen (the first technical replicate).

After filtering: read2: base contents
Value of each position will be shown on mouse over.
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After filtering: read2: KMER counting
Darker background means larger counts. The count will be shown on mouse over.
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Fastp report

General

fastp version:

sequencing:

mean length before filtering:
mean length after filtering:
duplication rate:

Insert size peak:

Detected readl adapter:

Detected read2 adapter:

Before filtering
total reads:

total bases:

Q20 bases:

Q30 bases:

GC content:

After filtering
total reads:

total bases:

Q20 bases:

Q30 bases:

GC content:

Filtering result
reads passed filters:
reads with low quality:
reads with too many N:

reads too short:

Adapters

Adapter or bad ligation of read1

Sequence Occurrences

»

AGATCGGAR

AGATCGGRAG

AGATCGGAAGA

AGATCGGAAGAG

AGATCGGAAGAGC

AGATCGGAAGAGCACA

AGATCGGAAGAGCACAC

AGATCGGAAGAGCACACGTCT

car ACACGTCTGARCTCCAGTCAC

other adapter sequences

Figure S2. Continued.

0.21.0

paired end
150bp, 150bp
148bp, 148bp
21.392373%

203
AGATCGGAAGAGCACACGTCTGAACTCCAGTCA

AGATCGGAAGAGCGTCGTGTAGGGAAAGAGTGT

22.537354 M
3.380603 G
3.288208 G (97.266902%)
3.141848 G (92.937504%)

43.437434%

22.329500 M
3.312397 G
3.231493 G (97.557544%)
3.090959 G (93.314853%)

43.322502%

22.329500 M (99.077736%)
205.514000 K (0.911882%)
782 (0.003470%)

1.558000 K (0.006913%)

(150 cycles + 150 cycles)

29625
28272
27542
26912
34975
25737
23840
23315
22118
21764
20958
19817
19116
18935
18068
17356
16622
16029
15798
14813
14326

13939

11843
11437
10871
10445
10151
9799
9914
8820
8736
223213



Figure S2. Continued.

Adapter or bad ligation of read2

Sequence Occurrences

A 29699
aG 28471
AGA 27777
AGAT 27214
agaTc 35399
AGATCG 26002
AGATCGG 24184
AGATCGGA 23629
AGATCGGAR 22020
AGATCGGARG 21665
AGATCGGRAGA 20949
AGATCGGAAGAG 19943
AGATCGGAAGAGC 19089
AGATCGGAAGAGCG 18939
AGATCGGAAGAGCET 17968
AGATCGGRAGAGCGTC 17341
AGATCGGAAGAGCGTCG 16723
AGATCGGAAGAGCGTCGT 15795
AGATCGGARGAGCGTCETS 15631
AGATCGGAAGAGCGTCGTGT 14556
AGATCGGAAGAGCGTCGTGTA 13885
AGATCGGAAGAGCGTCGTGTAG 13359
AGATCGGAAGAGCGTCGTGTAGE 13004
AGATCGGAAGAGCGTCGTGTAGEE 12224
AGATCGGAAGAGCGTCGTGTAGGGA 11942
AGATCGGAAGAGC 10840
AGATCGGAAGAGCGTCGTGTAGGGARA 10534
AGATCGGAAGAGCGTCGTGTAGGGARAG 9981
AGATCGGAAGAGCGTCGTGTAGGGRARGA. 9773
AGATCGGRAGRGCGTCGTGTAGGGRRAGAG 9364
G CGTCETE 8946
AGATC! TG 8533
other adapter sequences 245327

Duplication

Duplication rate (21.392373%)

B Read percent (%)
= Mean GC ratio (%)
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Insert size estimation

Insert size distribution (32.982792% reads are with unknown length)

0.6
S
‘g 0.4
o
@
Q
k=]
3
c 02
0
0 50 100 150 200 250

Insert size

This estimation is based on paired-end overlap analysis, and there are 32.982792% reads found not overlapped.
Nonoverlapped read pairs may have insert size <30 or >270, or contain too much sequencing errors to be detected as overlapped.



Figure S2. Continued.

Before filtering

Before filtering: read1: quality
Value of each position will be shown on mouse over.
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Before filtering: read1: base contents
Value of each position will be shown on mouse over.
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Quali

Figure S2. Continued.

Before filtering: read1: KMER counting
Darker background means larger counts. The count will be shown on mouse over.
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Before filtering: read2: quality
Value of each position will be shown on mouse over.
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Figure S2. Continued.

Before filtering: read2: base contents
Value of each position will be shown on mouse over.
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Figure S2. Continued.

After filtering

After filtering: read1: quality
Value of each position will be shown on mouse over.
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Figure S2. Continued.

After filtering: read1: KMER counting
Darker background means larger counts.The count wiIl be shown on mouse over.
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Figure S2. Fastp report for the biopsy specimen (the second technical replicate).
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Value of each position will be shown on mouse over.
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Figure S3. Positive immunohistochemistry results of the rectal specimen. Positive expression for (A) DNA mismatch repair
protein Mlhl, (B) DNA mismatch repair protein Msh2, (C) DNA mismatch repair protein Msh6 and (D) mismatch repair
endonuclease PMS2.



