S1 Table. Conditions for PCR amplification of CHEK2 coding sequence and following DHPLC analysis

Primer PCR reaction DHPLC
. . Reaction Amount of . dNTP's . Time
CHEK?2 coding exon Type of 2
ng ex Name Sequence [5'-3'] Author* An;gh;: oM | volume b , | enzyme per [Pr:(r:/eurl] [mmol/ul] Mgl il DE\AO/S]O Template DNA [ug] Cycle® An?fca;mg C%/’zl]es Oven [°C] | shift
P [ull ENZyme™ | reaction [U] p each [mmol/ul] °. [min]
CHK32f This work
0 CTAAGTTCCGCTCTCCCTTC I W 258 20 Gold 0.5 0.6 0.25 3 5 50 A 62-55 15+25 64.1 15
CHK33r CTTAAGATGGGATTCGAACCAC This work
CHKO1f Dufault 2004
1 AACTCACCTTTGTTGTTCGACA u- - 441 25 Gold 0.6 0.6 0.25 3 5 50 A 62-55 15+25 [ 57.0+61.0 | 0+15
CHKO2r CAGAACCTTCCACCTGGTAATAC This work
CHEK11f This work
2-3 TCAACAGCCCTCTCATCCATC n 460 20 Gold 0.5 0.6 0.25 3 5 50 A 62-55 15+25 55.4 0
CHEK15r ACGCCCAGCAACTTACTCATC This work
CHKO5f Dufault 2004
4 ATCAGTGATCCCCTCTTCTG 365 20 Gold 0.5 0.6 0.25 3 5 50 A 62-55 15+25 53 0
CHKO6r CAACACCCTGTCTCACAAAGA Dufault 2004
CHKO7f AAA Dufault 2004
5 TCACTGTGTCCTCTGC C 310 20 Gold 0.5 0.6 0.25 3 5 50 A 62-55 15+25 56.5 0
CHKO8r TTGGGAAGTTATGAAGACGTGTTA Dufault 2004
CHKO9f Modified Dufault 2004
6 CTCAGGCAGCCTTGAGTCAAC — 257 20 Gold 0.5 0.6 0.25 3 5 50 A 62-55 15+25 53.3 0
CHK10r CCACCACACCTGGCCAATATTATC Modified Dufault 2004
CHK11f Modified Dufault 2004
7 CTTCTGGTTTTCCTCTTCGCA 213 20 Gold 0.5 0.6 0.25 3 5 50 A 62-55 15+25 545 0
CHK12r GATGAGAAAGGCAAGCCTACA Dufault 2004
CHK13f Modified Dufault 2004
8 ATTGTCTTCTGTCCAAGTGCG - 268 20 Gold 0.5 0.6 0.25 3 5 50 A 62-55 15425 58.7 0
CHK14r CTCTTCTGAGTTTTAATCCACGGTC This work
CHK15f Modified Dufault 2004
9 AAGTATCTACTGCATGAATCTGAG — 301 20 Gold 0.5 0.6 0.25 3 5 50 A 62-55 15+25 56.4 0
CHK16r ATTCGAATCTGGATAAGAGCAG Modified Dufault 2004
CHK27f Dufault 2004
10-14 CCACCGCCAGTCTCAAGAAGAGGACTCTCTT 9214 15 Expand 1125 03 05 |275buffer) 100 B 61 10+21 ND ND
CHK29r GCTATGACCATGCACAAAGCCCAGGTTCCATC |Dufault 2004 2)
CHEKO5f Offit 2003
10 TCCCAAGTTCAACATTATTCCC - 264 25 Gold 0.6 0.6 0.25 3 5 1ul of PCR product 10-14 C 54 35 56.3+583|0+15
CHEKO4r ATTTGTGACTTCATCTAATCACCTCC Offit 2003
CHK19f Dufault 2004
11 TCAGAATGCCACTTGATTTCTTT 217 20 Gold 0.5 0.6 0.25 3 5 1ul of PCR product 10-14 C 56 40 56.5 0
CHK20r GCACATACACATTTTAGCATACCA Dufault 2004
CHK21f Dufault 2004
12 TTTATCCTTTTCACTGTGATTTGC 190 20 Gold 0.5 0.6 0.25 3 5 1ul of PCR product 10-14 C 55 40 59.5 0
CHK22r CATGTCTCTCAGGCAGCAG Dufault 2004
CHK23f Dufault 2004
13 CCAGTTTATTATCCTTCAGACACAGC 182 20 Gold 0.5 0.6 0.25 3 5 1ul of PCR product 10-14 C 56 40 57 0
CHK24r AGCTCCTTAAGCCCAGACTACAT Dufault 2004
CHK30f This work
14 CACTTTACTGGAAGCATATTCAGG 309 25 Gold 0.6 0.6 0.25 3 5 1ul of PCR product 10-14 C 56 40 545+615|0+34
CHK26r CATCAGTGACTGTGAAAAAGCAA Dufault 2004

Legend:

! Dufaul 2004:
Offit 2003:

2 Expand:
Gold:

% Cycle A:
Cycle B:
Cycle C:
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Expand Long Template PCR System (Roche)
AmpliTaq Gold (Life Technologies)

95°C 10 min; 15 cycles (95°C 30 s, 62°C - 0.5°C/cycle 30 s, 72°C 50 s) + 25 cycles (95°C 30 s, 55°C 30 s, 72°C 50 s); 72°C 10 min; 95°C 10 min, 60°C 5 min, 50°C 5 min
94°C 2 min; 10 cycles (94°C 10s, 61°C 30 s, 68°C 8 min) + 21 cycles (94°C 10 s, 61°C 30 s, 68°C 8 min + 20 s/cycle); 68°C 7 min
95°C 10 min; 40 cycles (95°C 30 s, 54-56°C 30 s, 72°C 50 s); 72°C 10 min; 95°C 10 min, 60°C 5 min, 50°C 5 min




