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ABSTRACT Objective: We determined whether the methylation level of Nespas DMR was affected by the folate deficiency in the
mouse ESCs and the relations between the methylation levels and the folate concentrations. Methods: Mouse ESCs were treated with
various concentrations of folate and intracellular folate content was measured by chemiluminescent immunoassay. Methylation levels of
the promoter region, exon region and intron region in Nespas DMR were examined by MassARRAY platform. The relationships between
the methylation levels and the folate concentrations were analyzed by Pearson's correlation. Results: The intracellular folate concentration
decreased under folate-deficient condition(P<0.05). Folate insufficiency induced significantly lower methylation level in folate-free group
(FF) compared with that in folate-deficient group (FD) and folate-normal group (FN) (P<0.05). Moreover, methylation levels of the
promoter region and the intron region within Nespas DMR were positively correlated with folate content (P<0.05). Conclusion: Our data
indicated that folate deficiency led to reduced Nespas DMR methylation in mouse ESCs.
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Table 1 Methylation levels of promoter region, exon region and intron
region within Nespas DMR in mouse ESCs cultured in medium with

various folate concentrations( %, X * SE)

Nespas DMR
PVA
Promoter region Exon region Intron region
FF 23.6+ 1.6™ 22.6 3.1% 21.1% 1.4
FD 29.7+ 2.3 30.9+ 7.6 269+ 1.5
FN 323+ 23 29.6% 4.1 294+ 35

F:*:FF 5 FD Az MEREHITFREN;#FF SN AZ BERE
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Note: *:FF VS FD;#:FF VS FN; a:FD VS FN. P<0.05.
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Fig.2 The methylation levels of CpG sites within Nespas DMR (%, X = SE)
A:promoter region of Nespas DMR; B:exon region of Nespas DMR ; C: intron region of Nespas DMR.
*:FF VS FD;#:FF VS FN; a:FD VS FN. P<0.05.
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Fig.3 The relevance between the methylation levels and folate content

A:promoter region of Nespas DMR; B: exon region of Nespas DMR; C: intron region of Nespas DMR.
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