KRAS G12D - KRAS codon 12 (exon 2)
Competitive ddPCR assay - 86 bp amplicon - Glyl2Asp (C>T plus strand, chrl2:25,245,350)

competitive probes FAM mut Tm 60.9 / HEX WT Tm 63.9 C 16 nt min dTm 6.2 +LNA at variant

MUT/FAM 5" - AGCTGATGGCGTAGGC-3"

WT/HEX 5' _AGCTGGTGGCGTAGGC-3"'

25,245,399

R —

25,245,314

5'-ATTAGCTGTATCGTCAAGGC-3" 5'-TAAGGCCTGCTGAAAATGAC-3"
forward primer Tm 59.5C GC 45% 20 nt reverse primer Tm 60.3 C GC 45% 20 nt
3' end: GC clamp 3' end: weak 3' (1/2 G/C)

86 bp amplicon



