Additional file 1- Additional methods

Quantitative methylation-specific PCR (qMSP)

PCR amplifications were performed on an ABI Prisd®@QHT SDS (Applied Biosystems) in 25 ul total
volume containing 10 ng of modified DNA, 67 mM TF#Cl pH 8.8, 16.6 mM (NE).SO;, 0.2 mM
deoxynucleotides, 2.5 mM Mg&l10 mM 2-mercaptoethanol, 1U DNA polymerase TagtiRlim
(Invitrogen), 0.8uM each primers and 044M probe. Each sample was evaluated in triplicatd atrthe
end of each run, specificity of PCR products wasckbd by melting curve analysis and agarose gel
electrophoresisThe probe signal was normalized to an internaregfce, and a cycle threshold (Ct) was
taken above the background fluorescence.

PCR conditions used to amplify samples for DNA pyrosequencing

PCR conditions were as follows: 1x buffer Platinliag (Invitrogen), 0.2 mM deoxynucleotides, 1.5 mM

MgCl,, 1U DNA polymerase Taqg Platinum (Invitrogen), QM primers forward and reverse and 4 ng of

DNA template. PCR amplification included a startoignaturation at 94°C for 2 min, 40 PCR cycles of
94°C for 20 sec for denaturation, see supplemeritabje 1 for annealing temperature and 72°C 1 min,

followed by a final extension at 72°C for 7 min.

Quantitative reverse-transcription polymerase chain reaction (QRT-PCR)

QRT-PCR was carried out in 28 total volume containing 4 ng of cDNA, 1x Power BR Green |
Master Mix (Applied Biosystems), 400 nM of eachnper. After a starting denaturation for 10 minutes a
95°C, 45 PCR cycles (15s 95°C and 1 min 60°C) gRRFhave been performed on ABI PRISM
7900HT SDS instrument (Applied Biosystems). Eachpga was evaluated in triplicate and at the end of
each run, specificity of PCR products was checkgdnielting curve analysis and agarose gel
electrophoresisTo exclude the presence of DNA as a contaminafN#, a no reverse transcriptase
cDNA was also amplified as a control. The probaaigvas normalized to an internal reference, and a

cycle threshold (Ct) was taken above the backgrdiundescence.



