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FIGURE 6. Thermal shifts analysis of SGI-1027 and its analogs in complex with human DNMT1. A, effect of 5, 19, 31, and SGI-1027 incubated at 200 ™
with 2.5 M DNMTT1 alone (white bars) or in the presence of 5 m AdoMet and of DNA (black bars). B, effect of the AdoMet and DNA substrates. For each
condition, DNMT1 was incubated at 2.5 M with 200 M compound 5,and 5 M AdoMet and/or5 ™ DNA duplex. C, concentration effect of 5 (5-200 m).
DNMT1 alone at 2.5 m (white bars) orin the presence of 5 M AdoMet and DNA (black bars) was incubated with increasing concentrations of compound 5. D,
effect of increasing concentrations of AdoMet (from 2.5t025 m)on 2.5 MDNMT1 alone (white bars) and in the presence of 5 M DNA (black bars) incubated
with 200 ™ SGI-1027. The means of at least two experiments are displayed with the corresponding S.E.

In conclusion, both enzymatic assays and biophysical studies
indicate that the most potent inhibitor of DNMT1, compound
5, inhibits DNMT by interacting with DNA and destabilizing
the enzymatic complex.
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FIGURE 7.Electrophoresis gel shift assay of DNMT1 complexed to DNA. A,
effect of the addition of increasing concentrations of 5,19, 31, and SGI-1027
(from10t0 100 Mm)to2.5 MDNMT1 inthe presenceof 5 mAdoMetand 0.5
M fluorescein-labeled DNA duplex. B, time course experiment upon heat
denaturing at 40 °C of the complex formed between 2.5 m DNMT1 and 0.5
m fluorescent DNA duplex with 5 M AdoMet in the absence and in the
presence of 100 M compound 5.

DNA complex (Fig. 7). SGI1-1027 was also shown to be able to
destabilized the DNMT1 in the presence of DNA and AdoMet
by differential scanning fluorimetry (Fig. 6).
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