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Suppl. Table 2. Exon PCR amplification primers

Exon Primer name Strand Primer sequence Primer Length  Amplicon size Final Conc.
(5" t©3" ) (bps) (bps) in 10X Primer Mix (XM)

POLE-Ex9Fw Sense GTGTTCAGGGAGGCCTAATG 20

? POLE-Ex9Rev Antisense GGGCAGATGCTGCTGTAGTA 20 248 1.2
POLE-Ex11Fw Sense ACTTTGGGAGAGGAATTIGG 20

H POLE-Ex11Rev Antisense CCTAAGTCGACATGGGAAGC 20 =) L
POLE-Ex13Fw Sense TIGCATCTGTCTGTGTGGTG 20

13 POLE-Ex13Rev Antisense GAGCGGGCTGGCATACAT 18 s bt

ol POLE-Ex14Fw Sense GTGCTTCACACTTGACCCT 19 s 18
POLE-Ex14Rev Antisense CACCTCCATTCAGCTCCAGT 20 '

Suppl. Table 3. Extension primers

Panel Primer name Primer sequence Primer Length Final Conc.
(5" to3 ) (bps) in 10X Primer Mix (XM)
857fwd CCAAACTGCCCCTCAAGTTTC 24 0.3
I 890fwd GACTGACTGACAGACCAGATTATGATGATTT 31 0.6
895fwd GACTGACTGACTGACTGACTCCAGATTATGATGATTTCCTAC 42 0.3
1100fwd TCACCTACAACGGGGACTTTT 21 0.2
11 GACTGACTGACTGACTGACTGACTATCATGGTCACCTACAAC-
1092fwd =< 0.1
o
1231fwd GACTGACTGTCTCATTCTCCTTCCAGGTGG 30 0.3
1270fwd ACTGACTGACTGACTGACTCTTCCTGTGGGCAGTCATAAT 40 0.6
GACTGACTGACTGACTGACTGACTGACTAGGCCAAGCTAG-
ITTA 1307fwd GCTATGATC 49 0.6
1331fwd CTGACTGACTGACTGACTGACTGACTGACTGACTGACTG- 5Q 03
GAGCTAGACCCGGAGGACA
— 1271fwd CTTCCTGTGGGCAGTCATAATC 22 0.3
1306twd GACTGACTGACTAAGGCCAAGCTAGGCTATGAT 33 0.2
1366fwd GCGTTCTCTCCTCAGACTCTG 21 0.15
1372twd GACTGACTGACTCTCCTCAGACTCTGGCCACG 32 0.05
v 1373rev GACTGACTGACTGACTGACTGCGACAGCATCTGACACAGAA 41 0.2
GACTGACTGACTGACTGACTGACTGACTGACTTGGCGACAG-
1376rev D2 0.4
CATCTGACACA
1394rev GACTGACTGACTGACTGACTGACTGACTGACTGAC- 59 0.3

TACTTCATGTACAGGTAGTAAGTG

The underlined nucleotide sequences are repetitive GACT sequences used to adjust the product size

* Extension primer targeting a germline polymorphic position
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Synthetic Oligonucletide

Suppl. Table 4. Synthetic oligonucleotides harboring different nucleotide variants

Oligonucleotide sequence
(o ‘o3 )

A-POLE857C>A

CTGGTCTGTCTCAGCATCATGAAACTTGAGGGGCAGTTTG

A-POLE857C>T

CTGGTCTGTCTCAGCATCAAGAAACTTGAGGGGCAGTTTG

A-POLE8S90C>A

CIGGCCATCGATCATGTAGTAAATCATCATAATCTGGTCT

A-POLE890C>G

CTGGCCATCGATCATGTAGCAAATCATCATAATCTGGTCT

A-POLE890C>T

CTGGCCATCGATCATGTAGAAAATCATCATAATCTGGTCT

A-POLE895A>G

CTCACCTGGCCATCGATCACGTAGGAAATCATCATAAAAAA

A-POLE895A>C

CTCACCIGGCCATCGATCAGGTAGGAAATCATCATAAAAAA

A-POLE895A>T

CICACCTGGCCATCGATCAAGTAGGAAATCATCATAAAAAA

A-POLE1100T>A

GACACAGACTCACCAGTCATAAAAGTCCCCGTITGTAGGTG

A-POLE1100T>C

GACACAGACTCACCAGTCAGAAAAGTCCCCGTTGTAGGTG

A-POLE1100T>G

GACACAGACTCACCAGTCACAAAAGTCCCCGTTGTAGGTG

A-POLE1231G>A

AGGTAACTGTCCCTCTTCATCCACCTGGAAGGAGAATGAG

A-POLE1231G>C

AGGTAACTGTCCCTCTTCAGCCACCTGGAAGGAGAATGAG

A-POLE1270C>A

GCCTTGGCGGCCGCCTTGATATTATGACTGCCCACAGGAA

A-POLE1270C>G

GCCTTGGCGGCCGCCTTGACATTATGACTGCCCACAGGAA

A-POLE1271T>C

TGGCCTTGGCGGCCGCCTTGGGATTATGACTGCCCAAAAA

A-POLE1271T>G

TGGCCTTGGCGGCCGCCTTGCGATTATGACTGCCCAAAAA

A-POLE1271T>A

TGGCCTTGGCGGCCGCCTTGTGATTATGACTGCCCAAAAA

A-POLE1306C>T

CTCCGGGTCTAGCTCCACGGAATCATAGCCTAGCTTGAAAA

A-POLE1306C>G

CTCCGGGTCTAGCTCCACGGCATCATAGCCTAGCTTGAAAA

A-POLE1306C>A

CTCCGGGTCTAGCTCCACGGTATCATAGCCTAGCTTGAAAA

A-POLE1307C>A

CTCCGGGTCTAGCTCCACGTGATCATAGCCTAGCTTGGCC

A-POLE1307C>G

CTCCGGGTCTAGCTCCACGCGATCATAGCCTAGCTTGGCC

A-POLE1307C>T

CTCCGGGTCTAGCTCCACGAGATCATAGCCTAGCTTGGCC

A-POLE1331T>A

CTCCGTGGCCATCCGGCACTTGTCCTCCGGGTCTAGCTCC

A-POLE1331T>C

CTCCGTGGCCATCCGGCACGTGTCCTCCGGGTCTAGCTCC

A-POLE1331T>G

CTCCGTGGCCATCCGGCACCTGTCCTCCGGGTCTAGCTCC

A-POLE1366G>A

TCTGACACAGAATACGTGGTCAGAGTCTGAGGAGAGAACG

A-POLE1366G>C

TCTGACACAGAATACGTGGGCAGAGTCTGAGGAGAGAACG

A-POLE1366G>T

TCTGACACAGAATACGTGGACAGAGTCTGAGGAGAGAACG

S-POLE1370C>A

TCTCCTCAGACTCTGGCCAAGTATTCTGTGTCAGATGCTG

S-POLE1370C>T

TCTCCTCAGACTCTGGCCATGTATTCTGTGTCAGATGCTG

S-POLE1370C>G

TCTCCTCAGACTCTGGCCAGGTATTCTGTGTCAGATGCTG

A-POLE1372T>C

GACAGCATCTGACACAGAATGCGTGGCCAGAGTCTGAAAAA

A-POLE1372T>G

GACAGCATCTGACACAGAATCCGTGGCCAGAGTCTGAAAAA

A-POLE1372T>A

GACAGCATCTGACACAGAATTCGTGGCCAGAGTCTGAAAAA

S-POLE1376C>A

CAGACTCTGGCCACGTATTATGTGTCAGATGCTGTCGCCA

S-POLE1376C>T

CAGACTCTGGCCACGTATTTTGTGTCAGATGCTGTCGCCA

S-POLE1376C>G

CAGACTCTGGCCACGTATTGTGTGTCAGATGCTGTCGCCA

S-POLE1394C>T

TCCTCAGACTCTGGCCACGTTTTCTGTGTCAGATGCTAAAA

S-POLE1394C>G

TCCTCAGACTCTGGCCACGTGTTCTGTGTCAGATGCTAAAA

S-POLE1394C>A

TCCTCAGACTCTGGCCACGTATTCTGTGTCAGATGCTAAAA

S-POLE1394C>A

TCTGTGTCAGATGCTGTCGACACTTACTACCTGTACATGA

S-POLE1394C>T

TCTGTGTCAGATGCTGTCGTCACTTACTACCTGTACATGA

S-POLE1394C>G

TCTGTGTCAGATGCTGTCGGCACTTACTACCTGTACATGA
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Suppl. Table 5. Precision studies

Within-run reproducibility e9

Mutant Sample Replicate 1 Replicate 2 Replicate 3 Mean SD CV

¢.8570>G il 18.85% 19.78% 16.36% 18.33% 1.77% 9.63%
c.857C>G S2 54.31% 55.38% 45.59% 51.76% 5.37% 10.37%
c.857C>G 53 50.74% 40.00% 29.80% 40.18% 10.47% 26.06%

Within-run reproducibility e13

Mutant Sample Replicate 1 Replicate 2 Replicate 3 Mean SD CV
e.1231G>1 S4 11.98% 13.21% 12.05% 12.41% 0.69% 5.56%
c.1270C>T S5 52.79% 53.47% 44.84% 50.37% 4.80% 9:52%

Inter-run reproducibility e9

Mutant Sample Run 1 Run 2 Run 3 Mean SD CV
c.857C>G 51 18.85% 19:13% 20.08% 19.35% 0.65% 3.34%
¢.8570C>G S2 54.31% 54.74% 53.48% 54.18% 0.64% 1.19%
c.857C>G 53 50.74% 65.00% 54.09% 56.61% 7.46% 13.18%

Within-run reproducibility e13

Mutant Sample Run 1 Run 2 Run 3 Mean SD CV
¢.1231G>1 S4 11.98% 10.44% 11.09% 11.17% 0.78% 6.95%
c.1270C>T 59 52.79% 58.55% 56.92% 56.09% 2.9 5.29%

(XN B e SHR)
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