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Abstract: Mammalian DNMT1 is mainly responsible for maintenance DNA methylation that is critical
in maintaining stem cell pluripotency and controlling lineage specification during early embryonic
development. A number of studies have demonstrated that DNMT1 is an auto-inhibited enzyme and its
enzymatic activity is allosterically regulated by a number of interacting partners. UHRF1 has previously
been reported to regulate DNMT1 in multiple ways, including control of substrate specificity and the
proper genome targeting. In this review, we discuss the recent advances in our understanding of the
regulation of DNMT1 enzymatic activity by UHRF1 and highlight a number of unresolved questions.
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1. Introduction

DNA methylation is one of the best-characterized epigenetic changes that have a critical role
in numerous biological processes including gene expression, genomic imprinting, X chromosome
inactivation and genome stability [1-3]. In mammals, DNA methylation predominantly occurs
at the C5 position of cytosine in CpG dinucleotides [4,5]. DNA methylation is catalyzed
by the DNA methyltransferase family members including DNMT1, DNMT3A and DNMT3B.
Another enzymatically inactive member DNMT3L interacts with both DNMT3A and DNMT3B and
stimulates their enzymatic activity.

Methylation on CpG sites in promoters generally leads to gene repression by either inhibiting
transcription factor binding or recruiting the repressive complex to the promoter region [6].
Therefore, selective methylation on promoter regions of certain genes facilitates the establishment
of specific gene expression pattern in differentiated cells. The methylation pattern is tissue-specific and
built mainly by de novo DNA methyltransferases DNMT3A and DNMT3B [7-9]. Once established,
maintenance DNA methyltransferase DNMT1 ensures that the methylation pattern is faithfully
propagated throughout successive cell divisions to maintain cell-specific functions in differentiated
cells. During the replication process, DNMT1 preferentially catalyzes the conversion of hemi-methylated
CpG dinucleotides in daughter strands to fully methylated forms. It is worthy to note that DNMT3A
and DNMT3B have been found to be involved in maintaining DNA methylation patterns in specific loci,
whereas DNMT1 exhibits de novo DNA methylation under certain circumstances [10-12]. In addition,
the DNA methylation pattern is dynamic during the developmental processes and to maintain the balance
between DNA methylation and demethylation could have a great impact on human health and disease.
Similar to other epigenetic modifications, DNA methylation is reversible. 5-Methyl cytosine (5mC) can be
further converted to 5-hydroxymethyl cytosine (5ShmC), 5-formyl cytosine (5fC) and 5-carboxyl cytosine
(5caC) by the DNA methyl-cytosine dioxygenases TET1, TET2 and TET3. It should be pointed out that
5hmC, 5fC and 5caC not just serve as DNA demethylation intermediates but also have distinct regulatory
functions in various developmental processes [13,14].
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Mounting evidence has demonstrated that DNMT1 alone is not sufficient to maintain the
global DNA methylation throughout cell division. Indeed, structural and biochemical analyses have
suggested that DNMTT1 is a self-inhibited enzyme, as DNMT1 N-terminal regulatory domains including
replication foci targeting sequence (RFTS) domain and CXXC domain show autoinhibitory effect on
DNMT1 enzymatic activity. Therefore, additional protein factors are required to release DNMT1 from
its self-inhibited state. UHRF1 has emerged in recent studies to be one of such regulators [15-17].
In this review, we summarize the most recent findings on UHRF1-mediated regulation of DNMT1
recruitment and activation.

2. DNMT1 is an Autoinhibited DNA Methyltransferase

DNMT1 is a multi-modular protein consisting of a DMAP1-binding domain, RFTS domain,
a CXXC domain, two BAH domains and a C-terminal catalytic domain (Figure 1A). Numerous studies
have shown that N-terminal domains of DNMT1 have key regulatory functions. For example,
the DMAP1-binding domain and RFTS domain together with a PCNA-interacting protein (PIP) box
inserted between them are mainly responsible for DNMT1 stability and its proper localization onto DNA
replication site [18-20]. At the same time, DNMT1 RFTS domain and CXXC domain can regulate the
activity of the catalytic domain. The CXXC domain specifically binds to unmethylated CpG sequences in
DNA and positions the CXXC-BAH1 linker between DNA and the catalytic pocket to prevent de novo
methylation on those CpG dinucleotides [21,22].

A
DMAP PIP RFTS  CXXC  BAH1 BAH2 MTase

DNMTY | S — - S S

UBL TTD PHD SRA PBR RING

Figure 1. Structures of DNMT1 and UHRF1. (A) Domain architecture of DNMT1 and crystal structure
of human DNMT1 (aa: 351-1600; PDB: 4WXX) [23]. (B) Domain organization of UHRF1 and crystal
structures of mouse UHRF1 UBL domain (PDB: 2FAZ), TTD-PHD in complex with H3K9me3 peptide
(PDB: 3ASK), SRA in complex with hemi-methylated DNA fragment (PDB: 3CLZ) and UHRF1 RING
finger (PDB: 3FL2) [24,25].

Earlier studies have revealed that RFTS domain regulates DNMT1 enzymatic activity through an
auto-inhibitory mechanism, as explained by structural analysis showing that RFTS domain occupies
DNMT1 catalytic pocket and prevents substrate DNA binding (Figure 2) [23,26]. Consistent with the
structural observation that RFTS domain has intramolecular interaction with the catalytic domain
(CD), disruption of RFTS-CD interaction strengthens the RFTS binding to histone H3, which led



Genes 2018, 9, 600 3o0f12

to abnormal DNMT1 accumulation on chromatin during S-phase [27] and aberrant increase on
DNMT1 activity both in vitro and in vivo [28,29]. Such fine-tuned regulatory mechanism of DNMT1
methyltransferase activity could guarantee the faithful inheritance of DNA methylation pattern and
maintain tissue-specific functions throughout cell division. Therefore, RFTS has been proposed as a
fail-safe lock which protects the genome from aberrant replication-independent DNA methylation [30].

hDNMT1 (aa:351-1600) DNA-mDNMT1 (aa:731-1602) Structure superimposition

Figure 2. The DNMT1 replication foci targeting sequence (RFTS) domain regulates DNMT1 enzymatic
activity through an auto-inhibitory mechanism. (A) Crystal structure of human DNMT1 (aa: 351-1600;
PDB: 4WXX) in free form [23]. (B) Crystal structure of mouse DNMT1 (aa:731-1602; PDB: 4DA4) bound
by hemimethylated CpG DNA [31]. (C) Superimposition of structures in (A) and (B) revealed that the
RFTS domain occupies DNMT1’s catalytic pocket and prevents substrate DNA binding.

3. UHRF1 is Required for Proper Loading of DNMT1 onto Chromatin

UHRF1 is a multifunctional epigenetic regulator that bridges DNA methylation with multiple
histone post-translational modifications such as histone methylation, ubiquitination and acetylation.
A number of studies have demonstrated that UHRF1 interacts directly with DNMT1 and is essential
in DNA methylation maintenance (Figure 1B). The UHRF1 SRA domain specifically binds to
hemi-methylated DNA [15,16,25,32-34], that helps direct DNMT1 to natural substrate sites. It has also
been reported that UHRF1 SRA domain interacts with DNMT1 RFTS domain which could promote
the access of DNMT1’s catalytic center to hemi-methylated DNA [29,35]. The UHRF1 PHD finger
and tandem tudor domain (TTD) cooperatively recognize H3R2 and H3K9me2/3 mark that may
facilitate the proper localization of DNMT1 on genomic loci [24,36-43]. The UHRF1 C-terminal
RING finger domain has been shown to function as an E3 ubiquitin ligase responsible for histone H3
ubiquitination [44,45]. Ubiquitinated histone H3 is subsequently recognized by DNMT1 that promotes
recruitment of DNMT1 to DNA replication sites [46,47].

4. Allosteric Regulation of UHRF1 E3 Ubiquitin Ligase Activity

UHREF1 is proposed to adopt a closed autoinhibited conformation due to extensive inter-domain
interactions within the protein [48-50]. Getalo et al. reported that a polybasic region (PBR) present
between SRA and RING finger of UHRF1 serves as a competitive inhibitor of H3K9me2 /3 interaction
with the UHRF1 TTD, while the binding of phosphatidylinostiol phosphate (PI5P) to PBR allosterically
relieves the inhibition [48]. More recent studies have demonstrated that PBR is a versatile platform
that interacts with other partners such as USP7 and DNMT1 [49,51,52]. UHRF1 TTD interacts
directly with a histone H3K9-like mimic within DNA ligase 1 (LIG1) [53]. All these interactions
can similarly trigger UHRF1 conformational changes and regulate intramolecular activation of UHRF1.
On the other hand, the binding of hemi-methylated DNA also causes conformational changes
in UHRF1 [49], potentially releases TTD and allosterically regulates UHRF1 E3 ubiquitin ligase
activity [50]. Multivalent engagement of hemi-methylated linker DNA and H3K9me2 enhances the
enzymatic activity of UHRF1 toward nucleosomal histone substrates [54].
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Moreover, UHRF1 UBL domain has just been reported to allosterically regulate UHRF1 E3
ligase activity towards histone H3 [55,56]. UHRF1 UBL and RING finger interact with the ubiquitin
conjugating E2 enzyme UbcHb5a to stimulate histone H3 ubiquitination.

5. UHRF1-Dependent Histone H3 Ubiquitination Stimulates DNMT1 Enzymatic Activity

Nishiyama et al. first demonstrated that UHRF1 can ubiquitinate histone H3 on K23,
and ubiquitinated H3 is subsequently recognized by DNMTT1 [46]. The process actually facilitates
the recruitment of DNMT1 to the replication foci. Several studies have further shown that a
number of lysine residues including K14, K18 and K23 on histone H3 can be ubiquitinated by
UHREF1 [47,50]. Two recent structure-based studies have reported crystal structures of RFTS in complex
with ubiquitin and ubiquitinated histone H3 (H3-K18Ub/K23UDb) respectively, which shed light on
the molecular mechanism of how UHRF1-dependent H3 ubiquitination regulates DNA methylation
maintenance [57,58]. Notably, the RFTS domain of DNMT1 binds ubiquitin with 1:2 stoichiometry
in both structures (Figure 3A,B). Superimposition of two complex structures gives a RMSD of 0.78 A
(Figure 3C), consistent with almost the same RFTS/ubiquitin interaction network observed in both
structures. Although the ubiquitin-conjugated histone H3 is directly involved in RFTS interaction,
it has no obvious effect on ubiquitin recognition by RFTS. This is consistent with the notion in the
field that ubiquitin-conjugated substrates usually have no visible impact on the interaction between
ubiquitin and ubiquitin-binding domains. RFTS binds to two mono-ubiquitinated histone H3 (H3Ub2)
approximately 100 times stronger than histone H3 alone. Intriguingly, RFTS exhibits similar binding
affinities to single mono-ubiquitinated histone H3 (H3Ub) and the unmodified H3, suggesting that
binding of RFTS to histone H3 and two covalently attached ubiquitin molecules is cooperative [57].
Consistently, mutations on RFTS residues that only participate in the interaction with one of the
bound ubiquitin molecules, completely abolish the RFTS association with both ubiquitin molecules,
implying that binding of two ubiquitin molecules is interdependent and single mono-ubiquitinated
histone H3 is insufficient for DNMT1 recruitment [57,58]. More interestingly, in vitro DNA methylation
assays also demonstrate that only two mono-ubiquitinated histone H3, but not ubiquitin alone or
unmodified histone H3 could stimulate DNMT1 enzymatic activity [57,58]. However, currently,
available structures are unable to explain how exactly the dual mono-ubiquitinated histone H3
alleviates the RFTS auto-inhibitory effect. Further efforts on structural analysis of the complex of two
mono-ubiquitinated histone H3 with DNMT1 including RFTS and catalytic domain are required to
demonstrate the detailed conformational changes in DNMT1 upon ubiquitinated histone H3 binding.

RFTS in complex with RFTS in complex with Ub Structure superimposition
H3-K18Ub/K23Ub

Figure 3. The DNMT1 RFTS domain is a dual mono-ubiquitinated histone H3 binding module.
(A) Crystal structure of DNMT1 RFTS in complex with ubiquitinated histone H3 (PDB: 5WVO) [57].
(B) Crystal structure of DNMT1 RFTS in complex with ubiquitin (PDB: 5YDR) [58]. (C) The interaction
between RFTS and ubiquitin is essentially the same in these structures. Superimposition of two complex
structures gives an RMSD of 0.78A.
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6. DNMT1 Recruitment and Stimulation by UHRF1 N-Terminal UBL Domain

Considering that UHRF1 N-terminal UBL domain structurally resembles ubiquitin, Li et al. went on
to test if the UBL domain of UHRF1 could interact with DNMT1 RFTS domain [58]. Indeed, UHRF1 UBL
was found to physically interact with DNMT1 RFTS domain. Strikingly, the interaction network of
RFTS-UBL is distinct from that of RFTS-ubiquitin although UBL shares high structural similarity with
ubiquitin. For example, mutations on RFTS residues that abolished ubiquitin binding showed little or
no effect on the interaction with UBL. Unexpectedly, the authors also found that interaction between
DNMT1 and UHRF1 UBL could stimulate DNMT1 enzymatic activity. UHRF1 UBL could stimulate the
enzymatic activity of DNMT1 segments (aa: 621-1616) and (aa: 351-1616) to a similar level, but H3Ub2
shows no stimulatory effect toward DNMT1(aa: 621-1616), suggesting distinct stimulatory mechanisms
by UHRF1 UBL domain and ubiquitinated histone H3 [58]. The authors were able to figure out that
UHRF1 UBL not only physically interacts with RFTS but also binds to DNMT1 (aa: 621-1616) and the
binding to this DNMT1 fragment is essential for its stimulatory effect on DNMT1 enzymatic activity.
It is worthwhile elucidating the detailed molecular basis of the interaction between UHRF1 UBL and
DNMT1 in future studies.

UHRF1 UBL has also been revealed to interact with the ubiquitin conjugating E2 enzyme UbcHb5a
to stabilize the active E2/UHRF1/ubiquitin complex and direct mono-ubiquitination towards histone
H3 [55,56], which eventually facilitates the recruitment of DNMT1 to replication foci for efficient DNA
methylation maintenance.

7. Epigenetic Crosstalk between DNA Methylation and Histone Modifications in Maintenance
DNA Methylation

Mounting evidence suggests that crosstalk between DNA methylation and histone modifications
occurs to maintain DNA methylation patterns during replication. Previous reports have indicated
that binding of UHRF1 to H3K9me2/3 is indispensable for DNMT1 association with chromatin.
Disruption of the interaction between UHRF1 and H3K9me2/3 or H3R2 leads to loss of DNMT1
chromatin localization and global hypomethylation [36,41,59]. In contrast, a recent study demonstrated
that although disruption of UHRF1 and H3K9me2/3 association leads to hypomethylation, the
reduction of DNA methylation occurs globally and does not restrict in the H3K9me2/3 enriched
region, suggesting that DNMT1 mediating DNA maintenance methylation is largely independent
of H3K9 methylation [59]. Actually, this observation is not surprising considering that the UHRF1
PHD finger but not TTD plays a dominant role in histone H3 binding [24,40,43,60], and expression of
UHRF1 with a defective PHD finger failed to restore DNA methylation pattern in UHRF1 knockout
cells [47]. The UHRF1 PHD finger recognizes the histone H3 N-terminal tail with unmodified R2.
Consequently, methylation of H3R2 by PRMT6 impairs chromatin binding of UHRF1 and induces
global DNA hypomethylation [61]. Interestingly, a recent report suggested that side chain guanidinium
group of histone H3R8 forms one hydrogen bond with the carbonyl oxygen atom of DNMT1 Tyr564,
and forms another hydrogen bond with the side chain of DNMT1 Glu572 [57]. Two previous studies
showed that side chain NnH atoms of histone H3R8 form hydrogen bonds with the carbonyl oxygen
atom of UHRF1 Asp190 [24,60]. It is likely that methylation on histone H3R8 will antagonize its
binding to DNMT1 and UHRF1 based on the above three structure-based analyses.

Histone H3 N-terminal residues such as K14, K18 and K23 can be acetylated or ubiquitinated,
acetylation of these residues would preclude ubiquitination on the same sites. Previous studies
have shown that HDAC1/2 associate with nascent chromatin during replication [62], DNMT1 and
HDAC1/2 reside in a large protein complex [19,63], the presence of HDACsS likely makes H3K14,
H3K18 and H3K23 sites accessible to UHRF1 for mono-ubiquitination at replicating chromatin of
specific genomic loci. On the other hand, acetylation on these lysine residues occurs more frequently at
transcriptionally active regions where DNA methylation is rare. Furthermore, a number of studies have
shown that DNMT1 and UHRF1 are subject to acetylation, ubiquitination and other post-translational
modifications. These post-translational modifications (PTMs) could have an impact on protein stability,
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modulating protein-protein interactions and even their enzymatic activities, adding another layer
of complexity to the regulatory mechanism of maintenance DNA methylation. Future studies are
needed to examine if these epigenetic marks are sequentially erased or established during maintenance
DNA methylation.

8. A Working Model for DNMT1/UHRF1 Complex in Maintenance DNA Methylation

Based on the current knowledge, we propose a simplified working model for the DNMT1/UHRF1
complex in maintenance DNA methylation (Figure 4): (i) The UHRF1 TTD interacts with PBR motif,
and the SRA domain binds to the PHD domain. These intramolecular interactions lock UHRF1 in a closed
conformation and keep it in an inactive state [48-52]. (ii) During replication, the UHRF1 SRA domain
preferentially binds to hemi-methylated DNA, which triggers a conformational change in UHRF1 to
dissociate the PHD finger from SRA and release TTD from the PBR motif, allowing TTD-PHD to interact
with unmodified H3R2 and H3K9me2/3 marks. This process could be facilitated by the binding of USP7
or PIP5 to PBR. Multivalent engagement of chromatin modifications by various modules of UHRF1
would shift its conformation into an open state in which UHRF1’s E3 ubiquitin ligase activity is greatly
stimulated, hence, UHRF1 can effectively add mono-ubiquitin to multiple lysine residues of histone H3.
(iii) Through the physical interaction with a number of partner proteins such as PCNA, UHRF1 and
ubiquitinated histone H3, DNMTT1 is loaded onto chromatin and ready to catalyze methylation on
hemi-methylated DNA. The UHRF1-dependent ubiquitination of histone H3 dramatically enhances its
interaction with the DNMT1 RFTS domain and displaces the TTD-PHD module of UHRF1 from histone
H3. Binding of dual mono-ubiquitinated H3 to DNMT1 will disrupt the intramolecular interaction
of RFTS with the C-terminal catalytic region and allow the hemi-methylated DNA substrate to access
the catalytic center. (iv) After a hemi-methylated CpG is converted into the fully methylated state,
DNMT1 dissociates from the ubiquitinated histone H3 and moves along newly replicated DNA to carry
out processive methylation reactions. Again, UHRF1 binds to hemi-methylated DNA first and adds
ubiquitin marks to neighboring histone H3. At the same time, the deubiquitinase USP7 is activated to
erase ubiquitin moieties from histone H3 at methyl DNA recovered regions [64]. Likely de-ubiquitination
promotes the release of DNMT1 from histone H3 to ensure processive methylation reaction to proceed.
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Figure 4. A simplified model for the function of DNMT1/UHRF1 complex in maintenance DNA
methylation. (i) UHRF1 adopts a closed conformation in which TTD binds to the PBR motif between
SRA and RING finger. (ii) A conformational switch in UHRF1 from inactive closed conformation

to active open state is triggered by hemi-methylated DNA binding (and may be facilitated by USP7
or PI5P binding to PBR), which allows TTD-PHD bind to H3K9me2/3 and the RING finger to add
ubiquitin to multiple lysine residues of histone H3. (iii) Binding of RFTS to two mono-ubiquitinated
histone H3 disrupts the interaction between RFTS and the C-terminal catalytic domain, causing a
conformational change in DNMT1 that allows hemi-methylated DNA to access the catalytic center.
(iv) After the DNA substrate is fully methylated, DNMTT1 is released from the ubiquitinated histone
H3 to allow processive DNA methylation along the newly replicated DNA. Again, UHRF1 binds to
hemi-methylated DNA first and adds ubiquitin marks to the neighboring histone H3. At the same
time, the deubiquitinase USP7 is activated through a currently unknown mechanism to erase ubiquitin
marks from histone H3 at methyl DNA fully recovered regions. Likely de-ubiquitination promotes the
release of DNMT1 from histone H3 to ensure processive methylation reaction to proceed.

9. Future Perspective

The past several years have witnessed tremendous advances in our understanding of the regulatory
mechanisms involved in maintenance DNA methylation. However, many questions remain to be
addressed due to the complex interaction network of DNMT1, UHRF1 and other partner factors.
UHRF1-dependent histone H3 ubiquitination is critical for maintenance DNA methylation, but it seems
that ubiquitinated histone H3 exists transiently during replication, and USP7 has been suggested to
be a histone H3 deubiquitinase [64]. It was previously demonstrated that USP7 promotes the stability
of DNMT1 and UHRFI through preventing two proteins from polyubiquitination and subsequent
proteasomal degradation [65-67], while the role of USP7 in this process is still under debate. A recent
study provides evidence suggesting USP7 is not required for DNMT1 stability and the interaction between
USP7 and DNMT1 is unlikely to play a major role in DNMT1 homeostasis [68]. Nonetheless, a number
of studies showed that USP7 physically interacts with DNMT1 and UHRF1 [51,66,69]. Binding of USP7
stimulates DNMT1 enzymatic activity in vitro [69]. Moreover, USP7 deubiquitinates the ubiquitinated
histone H3 in vitro. Inhibition or depletion of USP7 causes accumulation of ubiquitinated histone H3
and compromises maintenance DNA methylation [64]. Given that the enzymatic activity of USP7
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is allosterically regulated through the interaction with other partner proteins [70], it is important to
determine how USP7 enzymatic activity is dynamically regulated during the process.

Recent evidence indicates that DNMT1 RFTS domain is a versatile protein interaction module.
It has been demonstrated that DNMT1 RFTS domain interacts with the SRA domain and the
interaction could stimulate DNMT1 enzymatic activity [29,35,69,71]. More recent studies found that
the RFTS domain can interact with histone H3 N-terminal tail [27], but it binds much stronger to two
mono-ubiquitinated histone H3 [57]. Given that maintenance DNA methylation is a highly efficient
and orchestrated process, so far, more than 20 proteins have been reported to interact with DNMT1 [72].
Therefore, it is likely that some of these proteins, maybe in ubiquitinated form, could interact with
RFTS domain to stimulate DNMT1 enzymatic activity during replication.

Lastly, Karg et al. have recently reported PAF15 is a major substrate for mono-ubiquitination
by UHRF1 [73]. Dynamic PAF15 ubiquitination has previously been implicated in the regulation of
translesion DNA bypass [74]. Interestingly, PAF15 exists in a mono-ubiquitinated form during normal
replication, it will be interesting to explore if PAF15 has a role in maintenance DNA methylation.
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