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S1 Table. Genotyping conditions 

Polymorphisms Probes, primers, other reagents Thermal 

profile 

Taqman method 

rs1801133 

MTHFR c.665C>T 

 

T: 6FAM-ATGAAATCGACTCCCGC-MGBNFQ* 50 nM 95ºC for 10 min 

95ºC for 30 s 

59ºC for 1 min 

repeat 50 times 

C: VIC-ATGAAATCGGCTCCCGC-MGBNFQ* 50 nM 

F: GCAGGGAGCTTTGAGGCTGACC [1] 0.5 µM 

R: TGGGGCAAGTGATGCCCATGT [1] 0.5 µM 

rs1801131 

MTHFR c.1286A>C 

 

C: 6FAM-AGACACTTGCTTCACT-MGBNFQ* 50 nM 95ºC for 10 min 

95ºC for 30 s 

56ºC for 1 min 

repeat 50 times 

A: VIC-CAAAGACACTTTCTTC-MGBNFQ* 50 nM 

F: GAGGAGCTGCTG AAGATG T [1] 0.5 µM 

R: CGAGAGGTAAAGAACGAAGA [1] 0.5 µM 

rs1805087 

MTR c.2756A>G  

 

G: 6FAM-ACAGGGCCATTATG-MGBNFQ* 50 nM 95ºC-10 min 

95 ºC -30 s 

62 ºC -1 min 

repeat 50 times 

A: VIC-ATTAGACAGGACCATTATG-MGBNFQ* 50 nM 

F: AGTGTTCCCAGCTGTTAGATGA [1] 0.5 µM 

R: TGTTTCTACCACTTA CCTTGAGAGACT* 0.5 µM 

rs1801394 

MTRR c.66A>G  

 

G: 6FAM-CTTGCTCACACATTT-MGBNFQ* 50 nM 95ºC-10 min 

92 ºC -30 s 

60 ºC -1 min 

repeat 50 times 

A: VIC-TGCTCACATATTTC-MGBNFQ* 50 nM 

F: CATGCCTTGAAGTGATGAGG* 0.5 µM 

R: GATCTGCAGAAAATCCATGTACCA* 0.5 µM 

rs1979277 

SHMT1 c.1420C>T 

 

C: 6FAM-CGCCTCTCTCTTC-MGBNFQ [2] 50 nM 95ºC-10 min 

95 ºC -30 s 

60 ºC -60 s 

repeat 50 times 

T: VIC-TCGCCTCTTTCTTC-MGBNFQ [3] 50 nM 

F: AGGAGAGACTGGCAGGGGAT [3] 0.5 µM 

R: CATCCATCTCTCAGGTGGGG [3] 0.5 µM 

rs61510559 

SLC19A1 c.80G>A  

T: 6FAM-CGAGGTGCCGCCAG-MGBNFQ [4] 100 nM 95ºC-10 min 

95 ºC -30 s 

63 ºC -1 min 

repeat 60 times 

C: VIC-CACGAGGCGCCGC-MGBNFQ [4] 50 nM 

F: GGCCTGACCCCGAGCT [4] 0.5 µM 

R: AGCCGTAGAAGCAAAGGTAGCA [4] 0.5 µM 

rs2236225 

MTHFD1 c.1958G>A  

 

G: 6FAM-TGCAGACCGGATC-MGBNFQ [3] 50 nM 95ºC-10 min 

95 ºC -30 s 

60 ºC -1 min 

repeat 50 times 

A: VIC-AGACCAGATCGCACT-MGBNFQ [3] 50 nM 

F: GTTTGCCAACATCGCACAT [3] 0.5 µM 

R: CATACAGTCTATTCACTGGTTTTGC [3] 0.5 µM 
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rs1801198 

TCN2 c.776C>G 

G: 6FAM-CCCCACGCATGGG–MGBNFQ* 50 nM 96ºC 5 min 

96ºC 10 s 

60ºC 10 s 

72ºC 20 s 

repeat 50 times 

C: VIC-CCCCAGGCATGGG-MGBNFQ* 100 nM 

F: TCACCAGTTCCTCATGACTT 0.5 µM 

R: GAGCATTCTGGAAGGCT 0.5 µM 

rs202243265 

rs11280056 

rs16430 

TYMS 3'UTR ins/del 

ins: 6FAM-TGGTTATGAACTTTATAGTTG-MGBNFQ [4] 50 nM 95ºC-10 min 

92 ºC -30 s 

60 ºC -1 min 

repeat 50 times 

del: VIC-TGGTTATGAACTTTAAAGTT-MGBNFQ [4] 50 nM 

F: AGCTGAGTAACACCATCGATCATG [4] 0.5 µM 

R: GGACGAATGCAGAACACTTCTTTA [4] 0.5 µM 

PCR method 

TYMS 5'UTR 2R/3R F: GTGGCTCCTGCGTTTCCCCC [5] 0.5 µM 96ºC-5 min 

96 ºC -1 min 

64 ºC -1 min 

72 ºC -1 min 

repeat 35 times 

72 ºC -5 min 

R: CCGCGCCATGCCTGTGGCCGGCTCGGAGC 0.5 µM 

dNTPs 800 µM 

10x conc. PCR buffer (Thermo Scientific) 2 µl 

MgCl2 1.5 mM 

Maxima Hot Start Taq DNA polymerase (Thermo Scientific) 0.35 U 

DMSO 0.5 µl 

Genomic DNA 2 µl 

Total volume 20 µl 

DHFR 

c.86+60_78ins22 

F :CCACGGTCGGGGTACCTGGG [6] 0.5 µM 94ºC-4 min 

94 ºC -55 s 

65 ºC - 55 s 

72 ºC - 55 s 

repeat 40 times 

72 ºC -12 min 

F: ACGGTCGGGGTGGCCGACTC [6] 0.5 µM 

R: AAAAGGGGAATCCAGTCGG [6] 1 µM 

dNTPs 800 µM 

10x conc. PCR buffer (Thermo Scientific) 2.5 µl 

MgCl2 2.5 mM 

Taq DNA polymerase (Thermo Scientific) 0.25 U 

Genomic DNA 5 µl 

Total volume 25 µl 

CBS c.844_845ins68 F: TATTGGCCACTCCCATAATAGA [7] 0.5 µM 94ºC-5 min 

94 ºC -1 min 

59 ºC -1 min 

72 ºC -1 min 

repeat 35 times 

72 ºC -5 min 

R: CGGCTCTGCGAGGATGGACCCTT [7] 0.5 µM 

dNTPs 800 µM 

10x conc. PCR buffer (Thermo Scientific) 2 µl 

MgCl2 1.5 mM 

Taq DNA polymerase (Thermo Scientific) 0.25 U 

Genomic DNA 2 µl 

Total volume 20 µl 

*primers / probes sequences were obtained from SNP500 Cancer website 

(http://snp500cancer.nci.nih.gov/cgfseq/pages/snp500.do). 
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