Lactase persistence mutations genotyping protocol

Lactase persistence mutations G/C -14010, T/G -13915, C/T -13910 and C/G -13907 were
genotyped by direct sequencing. A 359bp fragment containing all mentioned mutations and
located in the intron 13 of the MCM6 gene was amplified using primers 5’-
GCAGGGCTCAAAGAACAATC-3’ (forward) and 5-TGTTGCATGTTTTTAATCTTTGG-3’
(reverse). PCR reactions contained 0,5uM of each primer, 0,2mM of each deoxynucleotide
triphosphate (ANTP), 750 mM Tris-HCI (pH 8.8 at 25°C), 200 mM (NH4)2SO4, 0.1% (v/v)
Tween 20, 1,5mM MgCl, and 1 U Taq polymerase. The PCR profile consisted of: 94°C for 5
min, 35 cycles of 94°C for 1 min, 58°C for 1 min and 72°C for 1min, followed by a 20-min
extension at 72°C.

Sequencing reactions were carried out using the ABI Big Dye v3.1 Ready Reaction Kit and using
the protocol specified by the manufacturer (Applied Biosystems, Inc. Foster City, CA). Products
were run on an ABI PRISM 3130xI sequencer and analyzed in the ABI PRISM 3130x1 Genetic
Analyzer software (Applied Biosystems, Inc. Foster City, CA). The resulting chromatograms

were inspected for the presence/absence of the lactase mutations using MEGAA4.0 software [1].
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