BRAF V60OE - BRAF exon 15

Competitive ddPCR assay - 87 bp amplicon - Val600Glu (A>T plus strand, chr7:140,753,336)

competitive probes FAM mut Tm 58.8 / HEX WT Tm 59.4 C 20 nt min dTm 5.5 +LNA at variant

MUT/FAM 5" - ACAGAGAAATCTCGATGGAG-3"

WT/HEX 5' - ACAGTGAAATCTCGATGGAG-3"
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5'-CTGTTCAAACTGATGGGACC-3" 5'-CTTCATGAAGACCTCACAGTA-3"

forward primer Tm 60.6 C GC 50% 20 nt reverse primer Tm58.9C GC43% 21 nt

3' end: GC clamp 3' end: weak 3' (no G/C in last 2)

87 bp amplicon



