Description of MMSDK Method

For MMSDK, short sequence tags tandem were obtained following digestion of genomic
DNA with a methylation-sensitive mapping enzyme and a fragmenting enzyme. These tags
were amplified, followed by direct, massive parallel sequencing and mapping to the reference
human genome. The DNA methylation levels were inversely proportional to the number of
tags mapped to the given genomic locus, since tags are only generated from DNA with

unmethylated sites. The pipeline for MMSDK is illuminated in the figure below.
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Digest a given sample’s genomic DNA with
methylation-sensitive restriction enzyme - BssHIl

The digested genomic DNA is linked to biotinylated
adaptor

The resulting DNA fragments are digested by
restriction enzyme - Nlalll

The DNA frag ts with biotinylated adaptor are
bound with streptavidin coating beads

The bound DNA fragments are kept
on the beads by magnetic force

Because only BssHII cutting site
(unmethylation recognition site)
can be linked with biotinylated
adaptor, furthermore, specifically
bind with streptavidin coating
beads. Subsequently, the beads are
kept by magnetic force during
washings. The rest free DNA
fragments are washed off.

The bound DNA fragments are
linked with adaptor N that
containing restriction enzyme -
Mmel recognition site

ﬂ The bound DNA fragments are
released from the beads by Mmel
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The resulting DNA fragments are
h linked to adaptor P7 for subsequent

PCR amplification and parallel
A E massively sequencing.
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