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5fC (Fig. 2D), with no detectable degradation of
C (fig. S1C). Thus, the oxidative bisulfite protocol
specifically converts 5hmC to U in DNA, leaving

A/ y
materials and methods). We identified 800 5hmC-
containing CGls, which had an average of 3.3%
(range of 0.2 to 18.5%) CpG hydroxymethylation
(Fig. 3, A and B). We also identified 4577 5mC-
containing CGls averaging 8.1% CpG methyla-
tion (Fig. 3B). We carried out sequencing on an
independent biological duplicate sample of
the same ES cell line but at a different passage




number, which according to mass spectrometry
had reduced levels of 5ShmC (0.10 versus 0.16% of
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