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Abstract DNAmethylation is an epigenetic modification that spatially and temporally
regulates gene expression and has essential roles in controlling neuronal development
and function. DNA methylation is generally associated with heterochromatin and
repression of gene transcription. Methylated cytosine residues can also undergo demeth-
ylation by ten-eleven translocation (TET) enzymes, resulting in 5-hydroxymethylation
and its downstream derivatives. Once thought of as an intermediary in the demethylation
process, 5-hmC has been found to be a unique and stable epigenetic mark. 5-hmC is
more highly enriched in mammalian brains than in other somatic cells, indicating its
critical roles in the central nervous system. Unlike methylation, hydroxymethylation is
usually associated with euchromatin and gene activation. Much progress has been made
in the past few decades in defining the roles of methylation and hydroxymethylation, and
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their molecular machinery in the brain and nervous system. In this chapter, we provide a
comprehensive review of the roles of methylation and hydroxymethylation in brain
development, functions and their dysregulation in brain disorders. First, we discuss the
current understanding of these epigenetic marks in normal neuronal development as well
as brain function. DNA methylation and hydroxymethylation have also been implicated
in the development and progression of neurodegenerative diseases, such as Alzheimer’s
and Parkinson’s diseases. We discuss consistencies and inconsistencies of the available
data in human, mouse and in vitro studies that link methylation and hydroxymethylation
to neurodegeneration. Finally, we explore the potential of these neuronal epigenetic
marks and their molecular machinery to provide novel therapeutic targets in neurode-
generative diseases.

Keywords DNA methylation · DNA hydroxymethylation · Neurodevelopment ·
Neurodegenerative diseases · TET · DNMT

1 Introduction

5-methylcytosine (5-mC), the addition of a methyl group to the cytosine nucleotide,
is an epigenetic modification that plays an intrinsic and essential role in biological
development and processes. 5-mC was first reported as identified in cow thymus in
1948 and was referred to as “epi-cytosine” (Hotchkiss 1948). In early studies of
DNA methylation, restriction enzymes were used to investigate DNA methylation
patterns, since certain enzymes were found to be selective in cutting nucleotide sites
only if they were unmodified (Singer et al. 1979; Waalwijk and Flavell 1978). More
advanced techniques have since been developed and have rapidly expanded our
understanding of epigenetic functions and mechanisms. In mammals, 5-mC appears
most often at CpG dinucleotides [~70–80% are methylated (Ehrlich et al. 1982;
Doskocil and Sorm 1962)], but they are also found at non-CpG sites (e.g., CpA) (Xie
et al. 2012). 5-mC is enriched in repetitive regions, gene bodies and intergenic
regions and its functions depend on the location (Wen et al. 2014; Szulwach et al.
2011). Some of the major functions include regulation of gene expression by
inhibiting transcription, genomic stability and imprinting (Zhou and Robertson
2016; Brandeis et al. 1993). The frequent inverse correlations between methylation
of CpG islands and gene expression led to the understanding that 5-mC plays mostly
a repressive role in gene regulation (Keshet et al. 1985), especially when at the
promoter region of a gene (Langner et al. 1984). DNAmethylation is associated with
heterochromatin (tightly packed genetic material that is not readily accessible to
transcription factors) and thus inhibits gene activation (Choy et al. 2010). DNA
methylation maintains genomic stability by silencing repeat elements (Zhou and
Robertson 2016; Nichol and Pearson 2002) and transposable elements through
methylation, which would otherwise disrupt genomic integrity if they were
expressed (Yoder et al. 1997). DNA methylation controls imprinting, in which
gene expression from one parental allele is repressed, allowing for expression of
the allele from the other parent (Stewart et al. 2016). In addition, it is responsible for

104 E. C. Bruggeman and B. Yao



inactivation of the X chromosome, a critical genetic event that ensures that females
have only one active copy of the sex chromosome instead of two (Brandeis et al.
1993). 5-mC is particularly enriched in brain tissue and its roles in the brain will be
discussed in later sections (Ehrlich et al. 1982).

In contrast, DNA hydroxymethylation is primarily associated with active gene
transcription and euchromatin (Ficz et al. 2011). Unlike 5-mC, 5-hmC is enriched at
poised enhancers, exon-intron boundaries and gene bodies of actively transcribed
genes (Wen et al. 2014; Stroud et al. 2011; Mellen et al. 2012). Elevations in 5-hmC
do not always correlate with reductions in 5-mC, as would be expected since 5-hmC
is a modification of methylated cytosine (Hahn et al. 2013). Thus, 5-hmC is
considered to be a stable epigenetic mark in its own right and not just an intermediary
step towards demethylation (Hahn et al. 2013). While 5-mC is critical to proliferat-
ing cells, 5-hmC appears to be essential to differentiating cells, although the role
seems dependent on the cell type. For example, 5-hmC undergoes significant loss
during differentiation of embryonic stem cells (ESCs) (Tahiliani et al. 2009; Ruzov
et al. 2011; Szwagierczak et al. 2010; Kinney et al. 2011), but it increases during
differentiation in adult neural stem cells (aNSCs) (Li et al. 2017b). 5-hmC is
associated with cells that are in a pluripotent state and is highest in the embryo
within the first 2 weeks following fertilization (Messerschmidt et al. 2014; Ruzov
et al. 2011). Importantly, the brain has the highest levels of 5-hmC compared to any
other tissue examined (Globisch et al. 2010; Li and Liu 2011; Kriaucionis and Heintz
2009) and it is dynamically regulated during both embryonic neurodevelopment and
neurogenesis (Szulwach et al. 2011; Santiago et al. 2014).

Both 5-mC and 5-hmC regulate cellular proliferation and differentiation by
temporal and spatial control of gene expression and thus are critical to organ
development (Brandeis et al. 1993; Roost et al. 2017). The brain in particular has
one of the highest methylation and hydroxymethylation levels of any tissue (Ehrlich
et al. 1982; Li and Liu 2011), and both modifications are essential to proper neuronal
and synaptic functions (Miller and Sweatt 2007; Sweatt 2016; Fasolino and Zhou
2017; Rudenko et al. 2013). It is key that we expand our knowledge of neuronal
methylation in order to further understand neuronal development and disease.

2 Methylation Machinery

2.1 Methylation Writers

DNA methylation is catalyzed by DNA methyltransferases (DNMTs), also known as
DNA methylation writers, which transfer a methyl group from S-adenosylmethionine
to the 50 position of the cytosine residue (Kumar et al. 1994) (Fig. 1). Although five
enzymes have been described, the major players are DNMT1, DNMT3A and
DNMTB (Turek-Plewa and Jagodzinski 2005). These three writers regulate DNA
methylation during critical embryonic and fetal developmental periods and their
expression is dynamic throughout early development (Uysal et al. 2017). By
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controlling DNAmethylation, they regulate the inhibition or activation of genes. DNA
methyltransferase activity is high in preimplantation embryos during which time
global loss and subsequent re-establishment of DNA methylation occurs (Carlson
et al. 1992). DNMTs are required for imprinting and X chromosome inactivation in the
embryo, as well (Howell et al. 2001; Biniszkiewicz et al. 2002). DNMT1, DNMT3A
and DNMT3B are expressed ubiquitously in most somatic tissues, although the
expression level varies (Robertson et al. 1999).

The writers differ in their cellular functions. Broadly speaking, DNMT1 is a
maintenance enzyme and DNMT3A and DNMT3B are de novo enzymes. DNMT1
maintains methylation patterns in dividing cells, is involved in DNA repair, and has
specific activity on hemi-methylated DNA (Bashtrykov et al. 2012). While the
canonical function of DNMT1 is to maintain methylation, there is some evidence
that it may have a secondary role in de novo methylation (e.g. DNMT1 shows
in vitro activity on unmethylated DNA) (Jeltsch and Jurkowska 2014). Global
deficiency of DNMT1 causes embryonic lethality in mice, underscoring its essential
role for maintaining methylation patterns during embryonic development (Li et al.

Fig. 1 A schematic of the DNA methylation process and the machinery involved. DNA
methyltransferases (DNMTs) catalyze the addition of a methyl group to the 50 position of the
cytosine, using S-adenosylmethionine (SAM) as the methyl donor. Ten-eleven translocation
enzymes catalyze the oxidation of 5-methylcytosine into 5-hydroxymethylcytosine, and catalyze
further reactions into 5-formylcytosine and 5-carboxylcytosine, in the demethylation process.
Methylation readers methyl-CpG-binding protein 2 (MeCP2) and methyl-CpG binding domain
proteins 1–4 (MBD1–4) facilitate the functional effects of methylation on gene expression and
chromatin structure
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1992). DNMT1 is also highly expressed in adult postmitotic neurons (Inano et al.
2000). On the other hand, DNMT3A and DNMT3B add on new methyl groups to
DNA in response to environment or experience (Okano et al. 1999). Both DNMT3
writers are highly expressed in undifferentiated embryonic stem cells (ESCs), but
their expression drops upon differentiation (Okano et al. 1998). In adulthood, both
enzymes show reduced expression, with DNMT3A being ubiquitously low and
DNMT3B barely detectable, in most tissues (Okano et al. 1998). There are some
key differences between the de novo enzymes, however. During embryogenesis,
DNMT3B is most heavily expressed in the brain, while DNMT3A is expressed
throughout the entire embryo (Okano et al. 1999). Global DNMT3B knockout
impairs neural tube development, resulting in embryonic death (Okano et al.
1999). Global DNMT3A knockout does not seem to impair gross development,
but these mice have impaired postnatal neurogenesis and die within a month (Okano
et al. 1999; Wu et al. 2010). Importantly, DNMT3A is required for methylation of
non-CpG sites, in particular CpA (Guo et al. 2014). Thus, overall, DNMT3A plays a
larger role in developed brain function, whereas DNMT3B expression has more
critical roles in early development.

2.2 Methylation Readers

Methylation readers are required to translate the methylation code into a functional
action for certain genes. The methyl-CpG binding domain (MBD) family of proteins
includes MBD1-4 and methyl-CpG-binding proteins 1 and 2 (MeCP1 and MeCP2)
(Ballestar and Wolffe 2001). MeCP2 was the first and most-thoroughly studied
protein in the MBD family and was found to repress gene transcription by interacting
with histone deacetylases and subsequently modifying the chromatin structure to a
heterochromatic state (Nan et al. 1998; Jones et al. 1998). MeCP2 and MBD1 both
facilitate the methylation of histone 3 lysine 9 (H3K9), which promotes heterochro-
matin and transcriptional silencing (Sarraf and Stancheva 2004; Fuks et al. 2003).
Interestingly, MeCP2 has been demonstrated to also associate with 5-hmC and is the
primary 5-hmC binding protein in brain (Mellen et al. 2012). MeCP2 is crucial to
neural development and function. Mutations in MeCP2 result in a severe neurolog-
ical disorder called Rett Syndrome (which occurs only in females because the
MeCP2 gene is X-linked, and the mutation is lethal in males) (Pohodich and Zoghbi
2015). Rett syndrome presents as significant intellectual, language and motor
impairments that appear after the individual is at least 1 year old, and then contin-
ually progress (Ip et al. 2018). In fact, a mutation of one particular residue of MeCP2
that occurs in Rett Syndrome impairs this protein’s binding specifically with 5-hmC
(Mellen et al. 2012). Deletion of MBD1 in mice impairs neuronal differentiation,
neurogenesis, synaptic plasticity and cognitive function (Zhao et al. 2003).

Other methyl-binding proteins have functions beyond gene repression; for exam-
ple, MBD4 is a thymine glycosylase and mediates DNA repair (Bogdanovic and
Veenstra 2009). While MBD3 does not directly bind to methylated DNA, it mediates
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methylation function by interacting with other factors, such as histone deacetylases
or MBD2 (Ballestar and Wolffe 2001). MBD3 is an essential element of the
methylation machinery, as deficiency of this protein is embryonically
lethal (Hendrich et al. 2001). In particular, MBD3 is expressed in embryonic
neuroepithelial cells (unlike its similar counterpart, MBD2) and continues to be
expressed in specific forebrain structures postnatally (Jung et al. 2003). In summary,
whether mediating gene repression or facilitating other mechanisms, methylation
readers are essential biological components and apparently highly influential to
neurological function.

2.3 Methylation Erasers

DNA methylation is both stable and reversible. Demethylation occurs through a
series of steps driven by the ten-eleven translocation (TET) family of dioxygenases
(TET1, TET2 and TET3; DNA methylation erasers). In the first step of this process,
5-methylcytosine is oxidized to produce 5-hydroxymethylcytosine (5-hmC)
(Tahiliani et al. 2009). The demethylation process is completed through several
more steps, in which TET proteins convert 5-hmC into 5-formylcytosine (5-fC) and
5-carboxylcytosine (5-caC). Both 5-fC and 5-caC can be excised by thymine DNA
glycosylase (TDG) to result in an unmodified cytosine (Ito et al. 2011; Maiti and
Drohat 2011). The TET enzymes vary in their substrate preference. TET1 and TET2
demonstrate greater enzymatic activity on 5-mC as compared to 5-hmC or 5-fC
(Hu et al. 2015), whereas TET3 shows a stronger affinity for 5-caC (Jin et al. 2016).
The three TET enzymes also show some key distinctions in the contexts in which
they form 5-hmC. For example, in mouse ESCs, TET1 is responsible for 5-hmC
marks near transcription start sites, while TET2 primarily maintains 5-hmC that is
enriched in gene bodies (Huang et al. 2014). During the early wave of global
demethylation within the zygote, TET3 is responsible for rapidly demethylating
the paternal genome (Messerschmidt et al. 2014). Finally, imbalances in the TET
enzymes disrupt neural function and cognitive processes (discussed in a later
section), making them essential to normal brain function (Kaas et al. 2013; Rudenko
et al. 2013; Zhang et al. 2013).

3 Methylation in the Brain

3.1 5-Methylcytosine

The brain is a phenomenally complex organ, with numerous regions and nuclei, each
of which express a unique gene profile to carry out specific functions. In the cerebral
cortex alone, there are six different layers, characterized by differences in cell
morphology and in neuronal inputs and projections. Careful orchestration of gene
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expression at the right time, and in the right place, is paramount to the proper
development of the brain.

In human embryonic stem cells, 5-mC is decreased during early differentiation into
neural precursor cells (Kim et al. 2014). Although the overall abundance of 5-mC does
not significantly change from neural precursor cells (NPCs) to neurons (Hahn et al.
2013), the methylation landscape is highly dynamic, controlling production and
differentiation of various brain cells in a loci-specific manner. Following neurogenesis,
NPCs switch to producing astrocytes (Martynoga et al. 2012) and the methylation
profile of these NPCs is distinct from the profile at the time of neurogenesis (Sanosaka
et al. 2017). Glial fibrillary acidic protein (GFAP; an astrocyte marker) has reduced
promoter methylation at specific transcription factor binding sites following
neurogenesis, allowing for increased expression of GFAP (Takizawa et al. 2001;
Teter et al. 1996; Condorelli et al. 1997). 5-mC becomes enriched in the promoters
of genes related to pluripotency, which are downregulated during differentiation (Kim
et al. 2014). DNMT1 has been shown to be critical to the migration of interneurons to
their specific destination in the cerebral cortex, in part by regulating expression of
paired box 6 (PAX6) (Pensold and Zimmer 2018; Pensold et al. 2017). Knockdown of
DNMT1 in embryonic neural progenitor cells disrupts the timing of astrogliogenesis,
causing earlier production of these cells (Fan et al. 2005). DNMT3B seems to be
critical to early neuronal development, as global knockout mouse embryos have neural
tube defects and die before birth (Okano et al. 1999).

Methylation plays a critical role in the adult brain by regulating synaptic plasticity,
and different neuron types show distinct methylation patterns (Mo et al. 2015).
Neuronal activation induces acute changes in the methylation of genes involved in
processes such as synaptic function, calcium signaling and protein phosphorylation
(Guo et al. 2011). Inhibiting DNA methyltransferase activity alters the electrophysio-
logical properties of cultured neurons (Meadows et al. 2016) and DNMT activity in the
amygdala is necessary for the neural plasticity that occurs during fear learning and
memory (Maddox et al. 2014). DNMT1 expression remains at a surprisingly detectable
level for a maintenance enzyme, even though most neuronal cells are postmitotic and
are no longer proliferating (Goto et al. 1994; Inano et al. 2000). Deficiency of DNMT1
in forebrain neurons has been shown to cause impairments in long-term potentiation of
cortical neurons (Golshani et al. 2005) and progressive degeneration of neurons in the
cortex and hippocampus, in one particular knockout mouse model (Hutnick et al.
2009). Deficiency of both DNMT1 and DNMT3A in forebrain neurons (using a
different knockout strategy) impairs synaptic plasticity in hippocampal neurons and
produces learning and memory deficits in mice (Feng et al. 2010). DNMT3A is
required for maintaining methylation of CpA sites in the adult hippocampus (Guo
et al. 2014). Mice lacking the methylation reader MBD1 show reduced neurogenesis,
reduced synaptic plasticity and spatial learning deficits in adulthood (Zhao et al. 2003).
MeCP2 is essential to adult brain function, and as mentioned previously, mutations in
MeCP2 lead to severe neurological deficits (Rett Syndrome) in humans (Pohodich and
Zoghbi 2015; McGraw et al. 2011). In addition, overexpression of MeCP2 enhances
learning and synaptic plasticity in early adulthood, but causes seizures and premature
death later on (Collins et al. 2004), underscoring the delicate balance required in DNA
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methylation dynamics for brain function. Thus, 5-methylcytosine and its machinery
have complex roles in both neuronal development and adult brain function.

3.2 5-Hydroxymethylcytosine

5-hmC exhibits a very different pattern from 5-mC in both embryonic and adult
neurons. In contrast to 5-mC, 5-hmC increases as NPCs differentiate into neurons
(Kim et al. 2014; Hahn et al. 2013). 5-hmC is specifically enriched in the bodies of
neurogenesis-related genes and is associated with their upregulation during differ-
entiation (Kim et al. 2014). In embryonic mouse forebrain, 5-hmC is increased at
promoters and gene bodies during neuronal differentiation (Hahn et al. 2013). TET2
and TET3 are expressed more highly than TET1 in the cortex and not surprisingly,
are upregulated during neuronal differentiation. Overexpression or deficiency of
these TET proteins can alter the timing of neurogenesis or cause inappropriate
cellular clustering within the layers of the cortex, respectively. Although not as
critical, TET1 also mediates embryonic neurogenesis and loss of TET1 in mice also
alters the timing of neuronal production to a degree (Kim et al. 2016).

Hydroxymethylation plays a significant role in adult neuronal function. 5-hmC
increases in the brain postnatally and continues to increase with aging (Wen et al.
2014; Szulwach et al. 2011; Kraus et al. 2015). It is particularly enriched in Purkinje
cells of the cerebellum (Kriaucionis and Heintz 2009) and in the cortex (Kraus et al.
2012). Compared to 5-mC, it is still only 25% as abundant overall in the brain (Wagner
et al. 2015). 5-hmC shows specific enrichment in genes related to synaptic function
(Khare et al. 2012). In vitro studies have shown that TET1 is necessary for
neurogenesis and progenitor cell proliferation in the adult brain (Zhang et al. 2013).
TET1-deficient mice show reduced proliferation of neural progenitor cells (NPCs) in
the hippocampus, and in vitro NPCs lacking TET1 have downregulated neurogenesis-
related genes (Zhang et al. 2013). Although TET1 global knockout mice display
normal brain morphology, they exhibit memory impairments as adults (Zhang et al.
2013; Rudenko et al. 2013). TET2 deficiency impairs the balance of proliferation and
differentiation in mouse adult NSCs (Li et al. 2017b). TET2 is required for the increase
in 5-hmC that occurs during differentiation of adult NSCs, and it controls critical
neurogenic gene transcription (Li et al. 2017b). Mice that have a hippocampal
deficiency of TET2 exhibit reductions in 5-hmC and cognitive impairments, both of
which are rescued by replacement of TET2 (Gontier et al. 2018).

On the other hand, 5-hmC enrichment and TET enzyme expression can be
regulated by neuronal activity (Kaas et al. 2013; Kremer et al. 2018). Fear condi-
tioning in mice causes TET1 to be downregulated for several hours, and both
overexpression or knockout of TET1 impairs the formation of long-term memories
(Kaas et al. 2013; Rudenko et al. 2013). In primary cortical neurons, TET3 is
upregulated in response to neuronal activity (Li et al. 2014). TET3 is upregulated
in the cortex following fear extinction in mice (a behavioral paradigm in which fear
is “un-learned”) (Li et al. 2014). In summary, 5-hydroxymethylcytosine and its
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machinery have critical roles in the adult brain, including neuronal differentiation
and regulating cognitive processes.

3.3 Methylation and the Aging Brain

Aging cells enter into a senescent state, whereby the cell cycle is halted (for dividing
cells) and progressive phenotypic changes take place, beginning with alterations in
genomic methylation, the formation of heterochromatic foci and increased DNA
damage (van Deursen 2014; Baker and Petersen 2018). These changes have signif-
icant effects on gene expression, such as upregulating immune factors like
pro-inflammatory molecules. The overall immune response becomes gradually
elevated in the aging brain (Cribbs et al. 2012), forming the “senescence-associated
secretory phenotype” (Rodier et al. 2009; Baker and Petersen 2018). Microglial
cells, the resident macrophages of the brain, also become activated and produce local
inflammation (Samorajski 1976; Norden and Godbout 2013). With age, DNA base-
excision repair is reduced, impairing genomic integrity (Gan et al. 2012). Due to an
increase in double-stranded DNA breaks, the DNA damage response pathway
becomes activated and sustained (Sedelnikova et al. 2004; Rodier et al. 2009).
Impairments in the antioxidant pathway lead to increased oxidative stress (Droge
and Schipper 2007). Consequently, signaling pathways, metabolism, synapses and
neuronal circuitry all become impaired. In the hippocampus especially, neurons
display mitochondrial dysfunction and dysregulated calcium homeostasis (Pandya
et al. 2016; Gant et al. 2006). Regions of the cerebral cortex begin to show a
reduction of synapses (Adams 1987). After the age of 60 the brain gradually begins
to reduce in weight and volume due to cell loss (Samorajski 1976). Cell loss is
particularly prominent in the superior temporal gyrus and precentral gyrus regions of
the cerebral cortex (Samorajski 1976). Collectively, these progressive changes cause
a gradual decline in cognitive function that is associated with normal aging (Poddar
et al. 2018).

The widely-held opinion has been that 5-mC globally decreases with aging and
that this hypomethylation may be involved in age-related disease (Unnikrishnan
et al. 2018). However, this is a grossly oversimplified statement, as the dynamics of
5-mC throughout aging depend on the tissue, the gene and (within the brain) the
specific brain region. In many tissues, global 5-mC does decrease with age
(Unnikrishnan et al. 2018; Wilson et al. 1987; Hoal-van Helden and van Helden
1989) and this often occurs in repetitive elements (Jintaridth and Mutirangura 2010).
Yet, these findings seem dependent on the method used to quantify 5-mC
(Unnikrishnan et al. 2018). In the brain, 5-mC dynamics throughout aging are
region-specific. One study found no difference in the level of 5-mC in the hippo-
campi between 2-month old (young) and 22-month old (old) mice (Chen et al. 2012),
which was corroborated by another study that examined 3, 12 and 24-month old
mice of both sexes (Hadad et al. 2016). This same study also demonstrated no
change in hippocampal DNMT or TET enzymes with increasing age. Certain genes
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involved in neuronal function show age-specific changes in methylation that may
lead to the cognitive decline observed in aging mammals. Methylation of Egr1, an
immediate early gene that plays an important role in synaptic plasticity in the
hippocampal dentate gyrus, shows increased promoter methylation and reduced
transcription in aged rats as compared to young adult rats (Penner et al. 2016). In
the prefrontal cortex however, a number of genes involved in synaptic plasticity
exhibit increased methylation and reduced expression in aged versus younger rats
(Ianov et al. 2017). Thus, although 5-mC does not appear to change globally with
aging, brain region-specific or loci-specific 5-mC changes are certainly involved in
the aging process of the brain and age-associated diseases.

Aging is associated with gradual reductions in the length and integrity of telo-
meres (Bekaert et al. 2005; Rizvi et al. 2014). Methylation levels are high in the
subtelomeric regions directly adjacent to the telomeres, and this methylation sup-
ports a heterochromatic state that confers genomic stability (Ng et al. 2009). DNMTs
appear to play a protective role by both controlling telomere length and preventing
excessive telomeric recombination (Gonzalo et al. 2006).

Opposite to 5-mC, 5-hmC has been shown to increase with age in the brain and
peripheral tissues (Wagner et al. 2015). In specific brain regions of mice, such as the
cerebellum and hippocampus, 5-hmC increases from postnatal day 7 (P7) to 1 year
of age (Szulwach et al. 2011). In the tree shrew, another mammal, 5-hmC is also
elevated from P10 to 2 years of age in the prefrontal, parietal and occipital cortices,
the hippocampus and cerebellum (Wei et al. 2017). In mice, 5-hmC increases in the
hippocampus from 12 months to 22 months of age (Chen et al. 2012), although this
result was not confirmed by another research group using the same quantification
method (Hadad et al. 2016).

4 Methylation and Neurodegenerative Diseases

4.1 Alzheimer’s Disease

Alzheimer’s disease (AD) is the leading cause of dementia and is characterized by
progressive and profound memory loss and impairments in cognitive functioning,
for which there is no cure (Scheltens et al. 2016). The neurological hallmarks of this
disease include β-amyloid deposits and plaques, and neurofibrillary tangles that
build up within the brain tissue, driven by the proteins β-amyloid and Tau, respec-
tively (Goedert et al. 1991; Gorevic et al. 1986). These pathological changes lead to
neuronal loss in multiple brain areas (Braak and Braak 1991). The most common
form is late-onset AD, which occurs after the age of 65, while early onset, familial
AD occurs before age 65 and is more strongly associated with genetic mutations
(Tanzi 1999). In general, late-onset AD is marked by 6 stages of neuronal pathology
(Braak and Braak 1991). β-amyloid deposits are usually the first presentation,
followed by neurofibrillary changes. While the majority of β-amyloid deposits
tend to appear in the cortex, neurofibrillary tangles begin accumulating in the
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transentorhinal cortex (in the temporal lobe), and then move into the hippocampus
and the cerebral cortex (Braak and Braak 1991; Calderon-Garciduenas and Charles
2017). Not all AD cases present the exact same pattern of β-amyloid deposits and/or
neurofibrillary changes. It is unknown what exactly causes AD to develop, and
which markers are causal versus symptomatic of the disease.

It is estimated that at least 80% of AD cases involve a genetic component, as
evidenced by family and twin studies (Heston 1989). Only 5% of AD cases are early-
onset, and most of these rare cases are strongly associated with mutations in amyloid
precursor protein (APP), presenilin 1 (PSEN1) and presenilin 2 (PSEN2) (Tanzi
et al. 1996). For the more common late-onset, sporadic AD, the genetic component is
less clear. Polymorphisms in allele 4 of the apolipoprotein E gene (APOEε4) may
contribute to over half of the late-onset cases and it is considered to be the main
known genetic risk factor (Tanzi 2012). Genome-wide association studies (GWAS)
have uncovered at least 11 other genes that show polymorphisms linked to AD
(Tanzi 2012). Genetic variants alone however, do not fully account for the devel-
opment of AD. An extensive amount of research has focused on the association of
environmental factors (such as diet) in the development of the disease (Dosunmu
et al. 2007). Because epigenetic modifications alter gene regulation as a result of
environment or experience, methylation and hydroxymethylation have been targeted
as possible risk factors in late-onset, sporadic AD (Bihaqi et al. 2012).

Postmortem studies of AD human brain tissue have revealed significant alter-
ations in DNA methylation patterns, depending on the brain region examined. For
example, both 5-mC and 5-hmC are overall significantly reduced in brains of people
with AD as compared with age-matched controls with no dementia (Chouliaras et al.
2013). Furthermore, these methylation and hydroxymethylation levels strongly
correlate with the build-up of β-amyloid plaques within the same brain region.
Depletion of S-adenosylmethionine in vitro and in mouse models increases the
proteins APP, PSEN1 and β-site amyloid precursor protein cleaving enzyme
1 (BACE-1) (all major players in AD) while decreasing β-amyloid accumulation
(Do Carmo et al. 2016). When examining specific brain regions however, the
evidence is contradictory. In one study, 5-mC was decreased in the entorhinal cortex,
a region which shows the earliest signs of neurofibrillary changes in people with AD
(Mastroeni et al. 2010). However, two other studies reported no change of 5-mC in
the entorhinal cortex (Condliffe et al. 2014; Lashley et al. 2015). There is similar
contradictory evidence for changes in the level of 5-hmC, with one study showing no
change (Lashley et al. 2015) and another showing decreases (Condliffe et al. 2014)
in the entorhinal cortex. 5-mC and 5-hmC were increased in the medial frontal and
temporal gyri of AD patients in a study that controlled for age, gender, postmortem
delay and tissue storage time (Coppieters et al. 2014). Interestingly, 5-mC and
5-hmC, as well as TET1 enzyme levels, are increased in the hippocampal/
parahippocampal gyrus in both preclinical and late-stage AD patients (van der
Flier et al. 2011), giving support to the possibility that aberrant DNA methylation
facilitates the progression of, or perhaps even plays a causal role in AD. Discordant
disease phenotypes among monozygotic twins also provide evidence for an epige-
netic role in AD development (Ketelaar et al. 2012). One report describes an
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individual with AD who had reduced 5-mC in the anterior temporal neocortex and
superior frontal gyrus (regions highly vulnerable to the disease) compared to his
healthy, monozygotic twin (Mastroeni et al. 2009). Although there are discrepancies
in the scientific literature (possibly due to differences in age, cause of death,
postmortem delay, environmental, or unknown comorbidities that were unaccounted
for), it is clear that the DNA modification landscapes, including 5-mC and 5-hmC,
are altered in AD and could play causal roles in disease progression even before the
onset of AD pathology.

The first indication that specific AD-related genes might be affected by methyl-
ation or hydroxymethylation was reported in the 1990s using a methylation-sensitive
restriction enzyme to digest the APP gene from the temporal lobe brain tissue (West
et al. 1995). These results showed an altered methylation pattern of APP in the AD
patient. Another gene, triggering receptor expressed on myeloid cells 2 (TREM2) has
been identified as a rare variant for AD with a large effect size and has anti-
inflammatory functions (Guerreiro et al. 2013; Hamerman et al. 2006).
Hypermethylation of TREM2, upstream of the transcription start site, has been
reported on three separate occasions by a research group using two different methods
of quantification (Smith et al. 2016). Hypermethylated TREM2 was seen most
strongly in the superior temporal gyrus of AD human brains as compared to control
brains. Modified cytosines in neurons specifically (excluding other brain cells, such
as glia or astrocytes) have been analyzed from human AD or control age-matched
brain tissues (Mano et al. 2017). In this study, differentially methylated regions
(DMRs) were identified in the breast cancer Type 1 susceptibility protein (BRCA1)
gene promoter that were specifically hypomethylated in AD neurons. These results
were confirmed with pyrosequencing, further finding that BRCA1methylation levels
correlated with the level of APOEε4 alleles, indicating a possible mechanism by
which methylation may contribute to β-amyloid pathology. This coincided with
increased mRNA and protein expression of BRCA1 that was present in the hippo-
campal and entorhinal cortex of AD brains, but not of the control brains. Interest-
ingly, although BRCA1 is a DNA repair gene, this protein was mostly present in the
cytoplasm of AD brains, suggesting its dysfunction.

Greater methylation on the β-site amyloid precursor protein cleaving enzyme
1 (BACE-1) gene promoter is associated with β-amyloid load in AD brains
(Do Carmo et al. 2016). In fact, even at the level of a single CpG site,
hypermethylation was associated with reduced β-amyloid in those AD patients. Data
from two AD mouse models (APP/Psen1 and 3xTg-AD) are consistent with human
data that show hypermethylation of the genes thromboxane A2 receptor (Tbxa2r),
sorbin and SH3 domain containing 3 (Sorbs3) and spectrin beta 4 (Sptbn4) are
correlated with reduced gene and protein expression in frontal cortex brain tissue
(Sanchez-Mut et al. 2013). Blocking the thromboxane receptor has been shown reduce
AD pathologies in mice (Lauretti et al. 2015). Sorbs3 hypermethylation in AD brains
has also been previously reported (Siegmund et al. 2007) and may be a normal,
age-dependent change that is accelerated with AD. Sorbs3 encodes the protein
vinexin, which has roles in cell signaling, gene expression and synaptic functions
(Ito et al. 2007).
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Mouse models with mutations in various AD-related genes have identified clues
to possible mechanisms by which methylation could regulate AD pathogenesis.
However, it is important to bear in mind that transgenic mice only recapitulate key
aspects of the disease and not the complete pathology. For example, J20 mice, which
have a mutation in APP, exhibit plaques but no neurofibrillary tangles (Lardenoije
et al. 2018). In these mice, 5-mC and the ratio of 5-mC:5-hmC decreases with age in
the hippocampal CA3 region, but there is no change in 5-hmC amount. Interestingly,
both 5-mC and 5-hmC levels were negatively correlated with the plaque amount in
the dentate gyrus of the hippocampus (Lardenoije et al. 2018). The 3xTg-AD mouse
model has mutations in Psen1, App and Tau genes and exhibits both plaques and
neurofibrillary tangles. In these mice, 5-mC increases with age (from 3 to 17 months)
in the dentate gyrus and in the CA1 and CA2 hippocampal regions, but it does not
correlate with plaque accumulation (Lardenoije et al. 2018). Neither the J20 nor the
3xTg-Ad mouse models show any age-related change in 5-hmC. In contrast to this, a
different study did find that 3xTg-ADmice show an age-related increase in 5-hmC in
multiple brain regions, but found no correlation with the plaque accumulation
(Cadena-del-Castillo et al. 2014). McGill-Thy1-APPTg mice (which express
human APP with several mutations) have reduced global 5-mC in the cortex and
hippocampus which correlate with the β-amyloid load (Do Carmo et al. 2016). The
Tg5xFAD mouse (which highly expresses mutant forms of APP and PSEN1)
exhibits an increase in global neuronal 5-mC, as well as increases in Dnmt3a
expression (Grinan-Ferre et al. 2016). An important consideration is that 5-mC
and 5-hmC were measured by multiple methods across these studies, such as
immunoreactivity, LUMA, ELISA and Dot-Blot, in addition to using different
mouse lines that express differing genetic risk factors for AD.

We note several interesting points beyond the mere association of methylation
and neuropathologies in AD. Importantly, evidence suggests that epigenetic changes
may initiate AD, given that they sometimes occur in presymptomatic patients and in
AD mouse models prior to the development of cognitive dysfunction or neuronal
pathology. The methylation level of BIN1 and other genes have been shown to be
significantly associated with the plaque amount in AD patients—curiously, these
same effect sizes between methylation levels and β-amyloid plaques were observed
in elderly people with no cognitive impairment, suggesting that altered methylation
pattern might be a cause, rather than an effect, of the disease (De Jager et al. 2014). In
McGill-Thy1-APPTg mice, early increases in the β-amyloid peptide within neurons
(which occurs prior to the β-amyloid pathology and cognitive impairment) is
associated with both global hypomethylation in the hippocampus and cortex, and
Bace-1 promoter hypomethylation in the cortex. Further, S-adenosylmethionine
(SAM) administration could rescue the global and Bace-1 hypomethylation, reverse
the cognitive impairments and reduce extracellular and intraneuronal β-amyloid
pathology in the transgenic mice (Do Carmo et al. 2016). In vitro studies have
demonstrated a role of β-amyloid in driving hypomethylation. For example, murine
cerebral endothelial cells treated with β-amyloid have reduced global methylation
(Chen et al. 2009). On the other hand, restoring methylation has been shown to
reduce β-amyloid. Specifically, SAM administration to human neuroblastoma cells
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inhibits promoter demethylation of PSEN1 and significantly reduces β-amyloid load
(Scarpa et al. 2003).

AD is a disease with multiple genetic components and complex risk factors that
make untangling its developmental mechanisms difficult. Methylation studies aimed
at AD genes should be carefully designed to focus on the “low-hanging fruit” of
potential therapeutic targets, and on loci that are likely to be involved in the majority
of AD cases. Given the evidence of certain methylation changes occurring prior to
disease onset, more efforts should be made to understand the potential causal role of
5-mC and 5-hmC in AD.

4.2 Parkinson’s Disease

Parkinson’s disease (PD) is the second most prevalent neurodegenerative disease
after Alzheimer’s (de Lau and Breteler 2006; Bertram and Tanzi 2005). PD is
characterized by cytoplasmic aggregation of the α-synuclein protein (which creates
Lewy bodies) and selective loss of dopaminergic neurons, both of which occur in the
substantia nigra pars compacta of the midbrain (Wakabayashi et al. 2000; Braak
et al. 2004; Gibb and Lees 1991). These pathologies lead to movement disorders
including resting tremors, slow movement, rigidity, postural instability and akinesia
(Erro and Stamelou 2017), and numerous other non-motor comorbidities such as
constipation, sleep dysfunction, depression and cognitive impairments (Titova et al.
2017; Albers et al. 2017). The substantia nigra is a part of the basal ganglia, a group
of neuronal networks that provide input to other brain regions to facilitate move-
ment, especially by inhibiting other movements at the same time (Mink 1996).
α-synuclein is a protein involved in synaptic vesicles and is typically found at the
presynaptic terminal of neurons (not in the cytoplasm), which suggests its dysfunc-
tion that it accumulates in the cytoplasm (Burre et al. 2010; Wakabayashi et al.
1992). A disturbing fact is that by the time Parkinsonian symptoms appear, the
neurodegeneration and loss of dopaminergic neurons is significant and irreversible
(Cheng et al. 2010). Because the neuronal pathology occurs years before symptom
onset, understanding early biomarkers has become key in early diagnosis (DeKosky
and Marek 2003).

Like AD, the majority of PD cases are sporadic (Lill 2016). GWAS studies have
confirmed loci on the genes α-synuclein (SNCA) and microtubule-associated protein
tau (MAPT) as primary susceptibility factors for sporadic PD (Billingsley et al. 2018;
Edwards et al. 2010; Pihlstrom et al. 2018). A large CpG island is present in the
human SNCA gene that covers the transcription start sites, the promoter region and
intron 1. Multiple studies support that hypomethylation of this CpG region may lead
to PD pathology. For example, postmortem substantia nigra tissue from humans with
sporadic PD, as well as in vitro neuronal culture experiments, show an association
between SNCA intron 1 hypomethylation and increased SNCA expression (Jowaed
et al. 2010; Matsumoto et al. 2010). However, a later study found no difference in the
SNCA methylation in this brain region between PD and control (although these
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findings may be due in part to differences in the DNA isolation process prior to
sequencing) (Guhathakurta et al. 2017b). A different study reported that PD indi-
viduals had lower SNCA promoter methylation, which was associated with a specific
variant of SNCA in both blood and cerebral cortex tissue (Pihlstrom et al. 2015).
Similar findings of SNCA methylation in blood and frontal cortex brain tissue from
PD individuals have been reported, as well (Masliah et al. 2013). Other studies have
failed to find differential SNCA methylation in PD blood cells (Song et al. 2014;
Richter et al. 2012). Of note, only the human SNCA gene shows this many CpG sites,
as compared to mice or rats (Jowaed et al. 2010; Guhathakurta et al. 2017a),
underscoring the limitations of rodent data in this specific area of PD epigenetic
research.

A key finding is that levodopa (L-DOPA; the primary drug used to treat
Parkinsonian symptoms) increases SNCA methylation both in vitro and in vivo
(Schmitt et al. 2015). The link between L-DOPA and methylation is unique in that
L-DOPA is metabolized in part through O-methylation using SAM as a methyl donor
(Sandler 1972). L-DOPA administration results in decreased SAM concentrations in
the brain (Liu et al. 2000). Interestingly, administration of SAM into rat brains
causes neuronal degeneration (Charlton and Mack 1994) and motor impairments
reminiscent of PD clinical symptoms (Charlton and Crowell 1995). It is clear that
methylation is involved, likely at many different aspects, of PD pathology, and it is
an additional mechanism through which L-DOPA may exert its therapeutic effects.
Further, the link between L-DOPA and methylation may yield insights regarding
ways to improve the efficacy of this drug.

MAPT and LRRK2 are two other major genetic risk factors that show altered
methylation in PD patients (Simon-Sanchez et al. 2009). PD patients have shown
greater MAPT promoter methylation in the frontal cortex as compared to control
individuals (Masliah et al. 2013). Another report however, demonstrated greater
MAPT methylation in the cerebellum, but reduced methylation in the putamen, a
basal ganglia structure near to the substantia nigra (Coupland et al. 2014). MAPT
methylation in leukocytes and brain tissue also positively correlates with the age of
disease onset in PD (Coupland et al. 2014). Although LRRK2 is increased in sporadic
PD brains (Cho et al. 2013) and LRRK2 overexpression elevates α-synuclein pathol-
ogy (Lin et al. 2009), no distinct LRRK2 promoter methylation patterns were seen in
leukocytes from individuals with PD as compared to controls (Tan et al. 2014).

DNA methyltransferases play a specific role in PD neuropathology. Nuclear
DNMT1 is reduced in the cerebral cortex of PD patients and shows greater cytoplas-
mic localization as compared to non-PD human brains (Desplats et al. 2011). Consis-
tent with this, global 5-mC is also reduced, as quantified using immunohistochemistry
and ELISA (Desplats et al. 2011). Using rat neuronal cell culture, this same group
demonstrated that overexpression of α-synuclein causes Dnmt1 to shift its location to
the cytoplasm. α-synuclein and Dnmt1 proteins co-immunoprecipitate (when pulling
down either protein) both in cell culture and in human brain tissue, suggesting a direct
association between these two proteins. Supporting this, lentiviral expression of
DNMT1 partially reverses α-synuclein-induced global hypomethylation. Similar phe-
nomena are observed in transgenic mice that overexpress human α-synuclein under
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the control of a Thy-1 promoter. These mice show cytoplasmic localization of Dnmt1
and global hypomethylation; but lentiviral delivery of DNMT1 increases Dnmt1
nuclear localization (Desplats et al. 2011). Additional studies further implicate
DNMT activity in PD pathologies. For example, inhibiting DNA methyltransferases
by 5-aza-20-deoxycytidine in dopaminergic neuronal cell lines (human, mouse and rat)
increases apoptosis (Wang et al. 2013b). 5-aza-20-deoxycytidine also increases the
degenerative effects of MPP+, 6-OHDA and rotenone (neurotoxins commonly used in
PD research) and reduces SNCA promoter methylation (Wang et al. 2013b). Finally,
several polymorphic variants of the DNMT3B gene correlate with PD risk in Brazilian
and Chinese populations (Pezzi et al. 2017; Chen et al. 2017).

In summary, a fair amount of research has already been established regarding the
role of methylation in PD. Because the neurodegeneration in PD is largely silent
until after significant neuronal loss has occurred, biomarkers of early
neurodegeneration would be essential to timely diagnosis and treatment. Further
research may be able to identify a novel circulating factor in the blood whose
methylation status might signal the onset of neurodegeneration, in advance of
symptoms onset. Additional research should also be aimed at understanding the
dysregulation of DNMT1 and its sequestration in the cytoplasm by α-synuclein.

4.3 Amyotrophic Lateral Sclerosis

Amyotrophic lateral sclerosis (ALS; also known as Lou Gehrig’s disease) is a
devastating disease involving degeneration of the neurons involved in muscle
control (Goetz 2000). It is considered a rare disease, as the incidence is ~5 cases
per 100,000 individuals in the U.S. (Mehta et al. 2018), with a mean age of onset of
around 60 years (ranging from 40 to 70 years) (Govoni et al. 2017). The neurological
hallmark of this disease is the aggregation of ubiquitinated proteinaceous inclusions
within the cytoplasm of both upper motor neurons of the cerebral cortex and lower
motor neurons of the spinal cord (Hardiman et al. 2017; Goetz 2000). This pathology
leads to reduced synapses and eventually denervation of muscle (Sasaki and
Maruyama 1994). The clinical presentations of ALS are muscle atrophy, weakness,
spasticity, cramps, fasciculation (muscle twitching) and dysphagia (difficulty
swallowing) (Rowland and Shneider 2001; Wijesekera and Leigh 2009). Most
individuals with ALS die within 3–5 years following the diagnosis due to degener-
ation of the neurons that lead to the muscles required to breathe (Balendra et al.
2014). Neurons in the motor cortex are lost early on in the disease, and at death more
than half of the spinal motor neurons are gone (Chio et al. 2014). Astrogliosis is
prominent in neurons of the ventral and dorsal horns of the spinal cord (Schiffer et al.
1996). Like Alzheimer’s and Parkinson’s diseases, only 5–10% of ALS cases are
familial while the rest are sporadic (Ajroud-Driss and Siddique 2015). The cause of
ALS is unknown, although an expanded hexanucleotide repeat in the chromosome
9 open reading frame 72 (C9ORF72) is the most common genetic cause of both
familial and sporadic forms (DeJesus-Hernandez et al. 2011).
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Spinal cord tissue from ALS patients has elevated global 5-mC levels and even
greater elevations in 5-hmC levels (threefold above non-ALS individuals) (Figueroa-
Romero et al. 2012). In the motor cortex of the brain, 5-mC immunoreactivity can be
observed in neurons from ALS patients, while it is hard to detect in non-ALS
individuals (Chestnut et al. 2011). Global methylation levels from blood samples
provide conflicting evidence. 5-mC is increased in whole blood from ALS patients
when measured by a restriction enzymes assay (Tremolizzo et al. 2014), and
similarly ALS individuals from five families carrying a superoxide dismutase
1 (SOD1) mutation show increased 5-mC in blood using an ELISA assay (Coppede
et al. 2018). However, another study reported no such increase using an ELISA
assay (Figueroa-Romero et al. 2012). In general, very few studies on 5-hmC in ALS
were found in a search of the literature. Regardless of the dynamics of global 5-mC
and 5-hmC in ALS, methylation of specific genes may guide us to new potential
therapeutic targets that could delay the progression of ALS.

The most studied loci associated with sporadic ALS is C9ORF72, which bears a
hexanucleotide repeat expansion (Shatunov et al. 2010; Ahmeti et al. 2013). The
expanded repeat of C9ORF72 can cause a buildup of nuclear RNA foci in individ-
uals that carry the expanded allele (DeJesus-Hernandez et al. 2011)—a pathology
that may interfere with mRNA splicing, RNA binding proteins and other mecha-
nisms leading to cellular dysfunction. Approximately 30% of ALS patients with a
C9ORF72 repeat expansion have hypermethylation of this gene’s promoter (van
Blitterswijk et al. 2012). C9ORF72 promoter hypermethylation has been associated
with less accumulation of protein aggregates in human ALS brains (Liu et al. 2014),
suggesting that it may be a compensatory mechanism. Furthermore, the same study
reported that inhibiting methylation in human cell lines using 5-aza-20-deoxycytidine
increases the susceptibility of the cells to oxidative and autophagic stress, leading the
authors to hypothesize that C9ORF72 hypermethylation could be protective against
neuronal toxicity. Consistent with this, another group found a negative correlation
between C9ORF72 hypermethylation and neuronal loss in the hippocampus and
frontal cortex of human brains (McMillan et al. 2015). Unexpectedly, ALS patients
with C9ORF72 hypermethylation also have enrichment of 5-hmC at the C9ORF72
promoter (Esanov et al. 2016). There are some contrary reports regarding C9ORF72
hypermethylation, however. One set of monozygotic twins discordant for ALS
showed a repeat expansion of C9ORF72 but no differences in its methylation pattern
(Xi et al. 2014). Additionally, carriers of a shorter expansion of C9ORF72 show less
methylation of this gene as compared to carriers with the long expansion (Gijselinck
et al. 2016). Thus, it seems that C9ORF72 promoter methylation may mediate
pathology in some ALS individuals with the C9ORF72 expansion but not in others.

Other candidate risk genes that have been identified for ALS, such as superoxide
dismutase 1 (SOD1), vascular endothelial growth factor (VEGF), TAR
DNA-binding protein 43 (TARDBP) and angiogenin (ANG) have not been reported
to have differential methylation in individuals with ALS. Analysis of postmortem
lateral frontal cortex tissue from sporadic ALS individuals using ChIP on Chip
techniques (combining chromatin immunoprecipitation [ChIP] with whole genome
scanning using a gene chip) revealed no methylation differences in any of the four
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candidate genes describe above (Morahan et al. 2009). Further, analysis of periph-
eral blood mononuclear cells (PBMCs) and brain tissue from ALS individuals using
bisulfite sequencing revealed no differential methylation in the SOD1 or VEGF
promoters (Oates and Pamphlett 2007). However, differential methylation has
been observed in over 30 CpG sites in various genes involved in calcium dynamics,
excitotoxicity and oxidative stress among ALS and control cortex samples (Morahan
et al. 2009). Spinal cord tissue from ALS individuals displays over 1000 differen-
tially expressed genes related to inflammatory and immune responses, with many of
these overlapping with differentially methylated regions as well (Figueroa-Romero
et al. 2012).

Studies of disease-discordant twins can be of great insight to unraveling disease
etiology because it controls for genetic variation, leaving epigenetic (e.g., methyla-
tion) factors as possible mechanisms. The methylation profile of peripheral blood
cells in five sets of monozygotic twins discordant for ALS revealed common
differentially methylated CpG sites, including regions involved in glutamate metab-
olism and GABA signaling (important neurotransmitters required for synaptic trans-
mission in many neural circuits) in the ALS siblings as compared to their unaffected
twins (Young et al. 2017). Interestingly, the ALS siblings also demonstrated a more
aged methylation profile compared to their non-ALS siblings [assessed by applying
a Horvath algorithm to the methylation data; also known as DNAm age (Horvath
2013)] This aged DNAm profile has also been reported in another set of monozy-
gotic twins discordant for ALS, pointing to an interesting link between epigenetic
aging mechanisms and ALS (Zhang et al. 2016).

DNA methyltransferases may play a unique role in neuronal cell death in ALS. In
humans with ALS, both DNMT1 and DNMT3A are upregulated in both the nucleus
and mitochondria of motor cortex neurons (Chestnut et al. 2011). Transfection of
DNMT3A into motor neuron-like cell culture (NSC34) causes degeneration of those
cells (Chestnut et al. 2011). Interestingly, this forced expression of DNMT3A is
localized to the cytoplasm not the nucleus, and frequently localizes to mitochondria.
In NSC34 cells that are undergoing apoptosis, both DNMT1 and DNMT3A are
significantly elevated. When the cells are induced to undergo apoptosis, inhibiting
DNMTs pharmacologically reduces cell death, supporting the hypothesis that
DNMTs can drive apoptosis in neuronal cell culture. Spinal cord lesions in mice
also upregulate DNMT1 and DNMT3A, with DNMT3A expression localizing in
mitochondria and spinal neuron synapses, and 5-mC is also upregulated upon motor
neuron apoptosis. Collectively, these reports highlight a possible role for DNMTs in
neuronal death occurring in ALS.

In summary, understanding C9ORF72 methylation mechanisms, contexts and
regulation is an area of ALS research that should continue to be deeply explored.
Judging from previously published results, it seems that epigenetic analyses of spinal
tissue may yield more insight than that of blood samples. Finally, it is clear that the
dynamics of DNMTs in motor neuron apoptosis is an area that should be further
exploited for potential therapeutic targets against motor neuron loss.
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4.4 Multiple Sclerosis

Multiple sclerosis (MS) is a chronic inflammatory disease that attacks the central
nervous system (CNS) and is the most common cause of neurological disability in
younger adults (Smith and McDonald 1999; Compston and Coles 2002; Grigoriadis
et al. 2015). MS pathology begins as inflammatory lesions that cause demyelination of
neuronal axons, and eventual transection and degeneration of axons (Trapp et al. 1998;
Trapp and Nave 2008; Kraft and Wessman 1974). Because MS affects axonal
conduction signals throughout the CNS, the symptoms are broad and include numb-
ness, tingling, spasticity, fatigue/weakness, difficulty walking, vision problems, sexual
dysfunction and pain (Samkoff and Goodman 2011; Schwendimann 2006). MS is
diagnosed by several lesions in the central nervous system (CNS) that are separated by
time and space, which are typically observed usingMRI (De Angelis et al. 2019). This
disease has “silent symptoms,” as evidenced by the development of many new lesions
that are seen using MRI, with no simultaneous change in clinical symptoms (Isaac
et al. 1988). The general course of MS has two stages: (1) relapsing and remitting MS
(RRMS) and secondary progressive MS (SPSS). RRMS is characterized by bouts of
symptoms (relapses; that can last several months and occur several times a year)
followed by a period of recovery, in which remyelination, inflammation reduction, or
compensatory mechanisms to axonal function may occur (Smith and McDonald
1999). Fewer than 10–20% of individuals with MS do not follow this typical course,
but instead have primary progressive MS (PPMS) without the prolonged bouts of
RRMS (Lublin and Reingold 1996; D’Amico et al. 2018). The age of onset for most
MS cases is in the 20s and 30s (later for individuals with PPMS) and the symptom
course and disease progression can be quite variable. The RRMS phase can last 8–20
years, but typically 50% of individuals with MS are unable to walk 25 years after
disease onset (Trapp and Nave 2008).

Unlike the previously discussed neurodegenerative diseases, the heritability of
MS is estimated to be 10–20 times greater for siblings of an individual with MS as
compared to the general population (Didonna and Jorge 2017; Sadovnick and Baird
1988). The primary genetic risk factor has been localized to the major histocompat-
ibility complex (MHC) region on chromosome 6p21.3 (Sawcer et al. 2005). This
region encompasses 160 genes, most of which are involved in the immune response
(Kalman and Lublin 1999). The human leukocyte antigen (HLA) loci within this
region is the largest knownMS susceptibility factor (Kalman and Lublin 1999; Isobe
et al. 2016). Specific HLA haplotypes associate with age of disease onset and gender
in MS patients (Hensiek et al. 2002; Moutsianas et al. 2015).

A majority of methylation research in MS has been conducted on blood samples,
which is important given that MS may be initiated by circulating inflammatory
factors that infiltrate the blood brain barrier (Frischer et al. 2009; Dendrou et al.
2015). Methylation patterns vary depending on the blood fraction analyzed [e.g.,
whole blood, peripheral mononuclear blood cells (PBMCs; containing a mixture of
lymphocytes and leukocytes) or specific sub-groups of lymphocytes (Li et al.
2017a)]. Therefore, the scope and specificity of methylation analyses in blood
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cells is key to forming accurate conclusions. A good illustration of this is the
interleukin 2 receptor subunit a (IL2RA) gene, which is elevated in PBMCs of MS
patients, but shows no change in promoter methylation (Field et al. 2017). However,
both IL2RA expression and promoter methylation changes are apparent when ana-
lyzing isolated T-cells. In PBMCs of MS patients, 5-hmC is decreased globally
(Calabrese et al. 2014). Consistent with this, TET2 is downregulated in PBMCs (as is
DNMT1), and both of these genes show aberrant promoter methylation in MS
patients (Calabrese et al. 2014). PBMCs from individuals with the less common
PPMS form of the disease show more differentially methylated sites than do
individuals with RRMS (Kulakova et al. 2016). Alu and LINE-1 repetitive elements
are hypermethylated in whole blood from MS patients, and this methylation level
correlates with a more severe disability score (Neven et al. 2016). In the monocyte
fraction of the blood, 19 hypomethylated CpG sites have been found in the exon 2 of
the HLA DRB1*15:01 loci of MS individuals (Kular et al. 2018). Interestingly,
individuals with MS that carried two copies of this allele showed less methylation of
HLA DRB1*15:01 than those with one or no copies of the allele (Kular et al. 2018).
When analyzing just CD8+ T cells from patients in the RRMS disease phase,
significantly more hypermethylated CpG sites were observed as compared to con-
trols (Bos et al. 2015).

The methylation profile of CD8+ T cells is starkly different from that of CD4+ T
cells, with very little overlap (which is not surprising given the different functions of
these two cell types in immunity (Maltby et al. 2015; Bos et al. 2015). CD4+ T cells
show differentially methylated regions in the HLA-DRB loci of individuals with
RRMS (Graves et al. 2014), a finding which has been replicated several times by the
same group (Maltby et al. 2017). In MS patients taking the anti-inflammatory drug
dimethyl fumarate, CD4+ T cells show over 900 differentially methylated positions,
most of which are hypermethylated, as compared to MS patients not taking the drug
(Maltby et al. 2018). The question has been posed whether methylation status of
certain genes could be used as a distinguishing factor between MS individuals who
were relapsing versus MS individuals who were in remittance. Eight genes were
analyzed that were involved in CD4+/CD8+ T cell differentiation, oligodendrocyte
differentiation or neuroinflammation (Sokratous et al. 2018). However, methylation
status differed only between MS versus healthy individuals on the genes runt-related
transcription factor 3 (RUNX3; which regulates CD4/CD8 T cell differentiation) and
cyclin-dependent kinase inhibitor 2A (CDKN2A; which is indirectly involved in the
regulation of oligodendrocyte apoptosis).

Oligodendrocytes, which make up the myelin sheath around neuronal axons,
become repeatedly destroyed and regenerated during RRMS (Lee et al. 2015). DNA
methylation is known to be a critical component of oligodendrocyte proliferation in
brain development (Moyon and Casaccia 2017), but it is also important to the
differentiation of oligodendrocyte progenitors after demyelination has occurred in
the adult brain (Moyon et al. 2017). 5-mC levels are elevated in oligodendrocytes
during remyelination of mice that have been given spinal cord lesions (Moyon et al.
2017). Using an inducible knockout strategy in mice, this same study identified
Dnmt1 as being critical to the early phase of remyelination in lesioned mice, and
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Dnmt3a critical to the later phase. An analysis of lesion-free regions of MS brains
showed hypermethylation and reduced expression of genes Bcl2-like protein
2 (BCL2L2) and n-myc downstream-regulated gene 1 (NDRG1), which play a role
in the survival of oligodendrocytes (Huynh et al. 2014).

Environmental factors such as vitamin D deficiency and smoking also confer
major risk in MS development (Michel 2018). T cells from RRMS patients show
hypermethylation of an alternative promoter at exon 1C of the vitamin D receptor
(VDR) gene, which surprisingly is associated with upregulation of the receptor,
rather than the expected downregulation typically associated with promoter methyl-
ation (Ayuso et al. 2017). Another known environmental MS risk factor, smoking, is
known to alter methylation patterns and does so most strongly in those individuals
who are HLA haplotype carriers (Marabita et al. 2017). It is possible that the effect of
smoking load on methylation may be increased in MS individuals, although the
evidence for this is not robust (Marabita et al. 2017).

In conclusion, MS is a disease characterized by complex changes in the immune
system, both in the periphery and the brain. DNA methylation should be a major
focus of MS research, given the strong environmental risk factors that are already
known to cause aberrant gene methylation. The focus on methylation in blood cells
is important to MS research, given the myriad of circulating immune factors, and that
many of these factors can infiltrate the brain in MS. The number of potential
questions that can be asked regarding the role of methylation in MS pathology are
limitless, and the continuous published research in this area is reflective of that.
Understanding the methylation dynamics in inflammatory factors of AD patients will
also greatly affect our understanding of other diseases that have major inflammatory
components.

4.5 Huntington’s Disease

Huntington’s disease (HD) is the most common monogenic neurological disease and
is caused by an autosomal dominant expanded repeat of the trinucleotide CAG in the
huntingtin (HTT) gene (Sun et al. 2017; Gusella and MacDonald 1995). This
expansion results in an excessively long polyglutamine sequence on the
N-terminus of the HTT protein, which becomes fragmented and forms nuclear
aggregates, conferring neuronal toxicity (DiFiglia et al. 1997). The primary clinical
symptoms of HD are motor dysfunction (specifically involuntary movements and
impaired voluntary movements), cognitive impairments, and frequent psychiatric
comorbidities (Ghosh and Tabrizi 2018; Roos 2010). Individuals with HD have
between 35 and 55 copies of the repeat (Bates et al. 2015). Greater than 55 CAG
copies results in juvenile HD, in which the disease develops before the age of 20, and
is almost always inherited through the father (Farrer et al. 1992; Gordon 2003).
Typical disease diagnosis occurs between 30 and 50 years of age (Roos 2010).
Medium spiny GABAergic neurons in the striatum (a part of the basal ganglia) are
particularly vulnerable to the disease (Sieradzan and Mann 2001), especially those
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expressing adenosine A2A receptors (A2AR), which show alterations before symp-
tom onset (Glass et al. 2000; Orru et al. 2011). HD is a progressive and fatal disease
(Bates et al. 2015).

While the cause of HD is known to be completely genetic, understanding methyl-
ation patterns that correspond to neuronal changes in the HD brain could still be
advantageous to therapeutic development. Global hydroxymethylation dynamics have
been studied at various ages of an HDmouse model. In the YAC128 transgenic mouse
(which contains 128 CAG repeats under control of human endogenous regulatory
elements), deep sequencing of 5-hmC-enriched DNA showed no differences in the
overall 5-hmC landscape in the striatum and cortex (Wang et al. 2013a). However,
there were 747 differentially hydroxymethylated regions (DhMRs; mostly
downregulated) that were related to gene pathways such as GABA/glutamate receptor
signaling, synaptic long-term potentiation and axonal guidance signaling. Importantly,
global 5-hmC was reduced in YAC128 mice (compared to wildtype) by 6 weeks of
age, which is well before the onset of disease pathology. Although still lower than
wildtype mice, hydroxymethylation in YAC128 mice shows an age-dependent
increase until 3 months, in the striatum and hippocampus (Wang et al. 2013a).
Thus, decreases in 5-hmCmay be potentially useful as an HD biomarker. Surprisingly,
despite lower 5-hmC observed in 3-month old HD mice, age-associated reductions in
heterochromatin are enhanced in more aged YAC128 mice (Park et al. 2017).

The reports on gene-specific methylation changes in HD are underwhelming. An
analysis of whole blood methylation between symptomatic HD, presymptomatic HD
and non-HD individuals did not yield robust findings, perhaps due to lack of power
(Zadel et al. 2018). Other studies have been consistent with this, in that no differ-
ential methylation has been observed in the blood (Hamzeiy et al. 2018) nor the
cortex of HD individuals as compared to control (De Souza et al. 2016). An in vitro
study of striatal cells expressing polyglutamine-expanded HTT identified a number
of differentially methylated regions (most of which were low in CpG sites), using
reduced representation bisulfite sequencing (Ng et al. 2013). Only SRY-box
2 (SOX2), PAX6 and nestin (NES) (all involved in neurogenesis and differentiation)
showed increased methylation of regulatory regions as well as reduced expression.
The D4S95 loci is closely linked to the HTT gene, and methylation of this loci shows
a high degree of variability (Wasmuth et al. 1988; Pritchard et al. 1989). It has been
proposed to use the methylation status of D4S95 as a predictor of HD (Theilmann
et al. 1989), although no further literature on this has been found. Another study has
examined whether D4S95 methylation correlates with age of onset, but discovered
that it only correlates with age, in general (Reik et al. 1993).

Humans with HD, even at the earliest stage of the disease, show a decrease in
adenosine A2A receptor (A2AR) protein in the putamen, a part of the striatum.
Consistently, an increase of methylation at exon 1e of the A2AR gene was observed
and validated using MeDIP and bisulfite sequencing in these tissues (Villar-
Menendez et al. 2013). These findings were recapitulated in two mouse models of
HD, the R/61 mouse (containing 145 CAG repeats in the HTT gene) and the R6/2
mouse (115 repeats). Although no change in A2AR promoter methylation was
observed in either mouse model, exon m2 showed reduced methylation in
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30-week old R6/1 mice, but not in the younger diseased mice. In the R6/2 mice, exon
2 showed reduced hydroxymethylation.

Methylation may also regulate DNA damage and repair in HD. In patient-derived
HD cell lines, the APEX1 gene (involved in DNA repair) is downregulated and shows
promoter hypermethylation as compared to control cells (Mollica et al. 2016).
Inhibiting DNA methyltransferases rescues APEX1 gene expression and further,
induces stability of the trinucleotide repeats in dividing cells. Similar to individuals
with ALS, individuals with HD also show an accelerated epigenetic aging in the frontal
and parietal lobes and cingulate cortex regions of the brain (Horvath et al. 2016).

Overall, there does not seem to be a huge consensus in the literature regarding a
specific role for DNA methylation or hydroxymethylation in HD. Because HD has a
known monogenic cause, the emphasis on methylation research in this area is not as
strong as for other neurodegenerative diseases that are strongly affected by environ-
mental factors. Nonetheless, 5-hmC may be a likely biomarker to target in order to
achieve an early diagnosis (Table 1).

5 Conclusions and Future Research

Neurodegenerative diseases vary greatly in their pathologies, course of progression
and impact on quality of life, although each is devastating in its own way. While the
cause of Huntington’s disease may be clearly known, the instigating factors for other
diseases have not been identified. Further, even though we understand that
β-amyloid is responsible for creating much of the pathology in AD, it is not clear
what causes β-amyloid dysfunction, or how to delay or prevent it. Unraveling the
DNA methylation and hydroxymethylation dynamics in neurodegenerative diseases
adds another dimension of possible answers regarding causal, mediating, and symp-
tomatic factors in Alzheimer’s and other diseases.

A major focus in neurodegenerative disease research is the use of new models that
can produce results that are more translatable to humans. The majority of non-human
neurodegenerative research to date has relied on mouse models. Despite the strong
genetic similarity between mice and humans, therapies that are effective in mouse
models often fail to show the same effect in human patients, especially for
Alzheimer’s disease (Li et al. 2013; Anand et al. 2017; Godyn et al. 2016). Even
though there are conserved epigenetic loci between mice and humans that associate
with Alzheimer’s disease (Sanchez-Mut et al. 2013; Gjoneska et al. 2015), there are
apparently other unknown significant differences that prevent drug efficacy from
translating to humans. One contributing factor is that mouse models of Alzheimer’s
disease are unable to entirely recapitulate the disease pathology, typically only
exhibiting several but not all major presentations (Van Dam and De Deyn 2011;
Li et al. 2013; Esquerda-Canals et al. 2017). Performing studies on tissue that is
genetically human (either human tissue sample or human-derived iPSCs) has
become a key focus. Brain organoids (small spheroids of neurons that harbor
properties of various brain regions) grown from iPSCs will be of great significance
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to the field of neurodegenerative disease (Wang 2018). These 3-dimensional
organoids can be cultured from human fibroblasts (either healthy or diseased
humans), and can provide more complex neuronal material than standard cell
culture. In another example, the pig has recently been highlighted as a more relevant
model of Huntington’s disease as compared to smaller mammals, such as mice
(Yan et al. 2018). Transgenic HD pigs display a more severe Huntington’s disease
phenotype than do mice, and exhibit other HD symptoms such as breathing diffi-
culties. These new models may yield greater translatability into effective therapies
for humans.

This review has highlighted several key findings. First is the novel finding that
amyotrophic lateral sclerosis and Huntington’s disease show accelerated epigenetic
age (DNAm age). Because many of the age-related brain changes are similar to
neurodegenerative alterations (albeit at a milder level), it is critical that we understand
the factors that can switch the normal progression of brain aging into neurodegener-
ative disease. DNAm age would be an important analysis to carry out for all of the
neurodegenerative diseases, and not just ALS and HD. Secondly, there is a unique
interaction between methylation and the primary Parkinson’s disease drug, L-DOPA,
in that the drug’s metabolism requires a methyl donor from SAM and thus impacts
endogenous DNAmethylation dynamics. This interaction could be further explored to
develop secondary drugs that may enhance the efficacy of L-DOPA for PD symptoms.
Third, given the strong risk that environmental factors like vitamin D deficiency and
smoking confer upon the development of multiple sclerosis, aberrant de novo meth-
ylation and the stability of that methylation, should be thoroughly investigated with
regards to these factors.

In summary, exploring the roles of DNA methylation and hydroxymethylation in
neurodegenerative diseases provides another dimension through which more com-
plex questions regarding mechanism can be addressed, and especially it can supply
us with insight into how environmental factors can predispose certain individuals to
such diseases.
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