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Structure determination of 5-methylcytosine (5mC) DNA glycosylase DML3 in complex
with DNA using single particle cryo-EM
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Figure 1: Schematic representation of A)
domain organization of DEMETER family of
enzymes. B) Size exclusion chromatography
profile along with the SDS-PAGE profile
showing the purified DML3AN present in the
peak fractions. C) DML3AN has active DNA
glycosylase activity on G:5mC DNA substrate.
D) DML3AN has active lyase activity on G:AP
substrate. E) DML3AN binds to G:T
mismatched DNA in 1:1 stoichiometry.

Figure 2: A) Representative EM micrograph
of negatively stained DML3AN captured
using JOEL 2100 transmission electron
microscope. B) 2D class averages. C) 2D
projections. D) Low resolution 3D EM model
(shown in two different orientations)
generated using EMAN2.
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Figure 3: A) Representative cryo-EM
micrographs of DML3AN captured
using Polara and B) Krios cryo-
electron microscopes with particles
encircled in green. C) 2D class
averages. D) Ab initio initial 3D
reconstruction of the DML3AN
generated using cryoSPARC.



