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Abstract

Gastric cancer (GC) is one of the leading causes of cancer death
worldwide. Aberrant DN A methylation is closely associated with GC
development. Understanding the comprehensive profiling of altered
DNA methylation in different stages of gastric carcinogenesis will
enable development of biomarkers for early detection, risk prediction,
andallow forthe developmentofnovel targeted intervention strategies.
Different DNA methylome mapping techniques are indispensable to
realize this project in the future. We discuss in this chapter the recent
published evidence and propose future perspectives on the DNA
methylation changes in gastric carcinogenesis.
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1. Introduction

Increasing studies have identified aberrant DNA methylation is one of the earliest
molecular alterations in gastric carcinogenesis [1,2]. Generally, cancer cells exhibit two
opposing aberrant DNA methylation patterns: global DNA hypomethylation and regional
(gene promoter or the first exon region) hypermethylation (Figure 1) [3]. Therefore, genes
with aberrant methylation status are attractive candidates for detection of early neoplastic
events. These changes in DNA methylation status could be used as epigenetic biomarkers for
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the diagnosis and prognosis of cancer patients. In this chapter, we will summarize our actual
state of knowledge concerning DNA methylation alterations in gastric carcinogenesis and their
clinical application as potential biomarkers.
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Figure 1: Normal can cancer cells exhibit distinct DNA methylation profiles.

There are significant differences in DNA methylation pattern between normal (top) and
cancer (bottom) cells across the entire genome. The cancer epigenome is characterized by
simultaneous global losses in DNA methylation (commonly observed in gene body and inter-
genic regions), interspersed with abnormal hypermethylation in promoter CGI regions.

2. Overview of DNA Methylation

In the mammalian genome, DNA methylation is introduced by the action of the DNA
methyltransferase enzymes (DNMTs) that transfer a methyl group from S-adenosylmethionine
(SAM) to the fifth carbon of cytosine ring to form 5-methylcytosine (SmC) and typically oc-
curs in the context of cytosine-guanine (CpG) dinucleotides (Figure 2) [4]. There are about 28
million CpG sites scattering throughout the human genome, and most (approximately 70%) of
them are normally methylated. Indeed, these CpG nucleotides present at a lower-than-expected
abundance [5, 6]. This has been explained by the spontaneous deamination of the methylcyto-
sine in the CpG dinucleotides into a thymine, making methylated cytosines usually susceptible
to mutation and consequent depletion [7]. However, these CpG dinucleotides tend to cluster
in short regions of the genome, known as “CpG islands (CGls)”, usually near the 5’ transcrip-
tion start sites (TSSs) of genes [8,9]. Based on the data released by the UCSC Genome Bioin-
formatics Site (http://genome.ucsc.edu), about 27,800 CGIs identified in the human genome.
These CGls can be found at the 5’ promoter region of approximately 70% of human genes
(10). Differing from the bulk of the genome, most CpG loci located within promoter CGlIs
generally lack DNA methylation in normal somatic cells (Figure 2) [11]. DNA methylation
within gene promoter CGlIs has been associated with permanent expression silencing such as
that noted in the inactive X chromosome in women [12]. It should be noted that although sig-
nificant proportion of CGIs is located in promoter region, a large class of CGIs can be found
within gene bodies (Intragenic), or between genes (Intergenic), however, CGIs in these atypi-
cal regions (Intragenic and intergenic CGls are defined as “orphan” CGls) show evidence for
promoter function (Figure 3) [13,14]. These findings support a strong relationship between
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CGls and transcription initiation.
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Figure 2: Overview of DNA methylation pattern.

(A)Cellsutilize DNAmethyltransferase (DNMT)to catalyzetheaddition ofamethyl group
to the fifth carbon position of cytosines primarily within CpG dinucleotide contexts (5-methyl-
cytosine; SmC). This process has various effects on transcription, genome instability, and DNA
packaging within cells. (B) CpG dinucleotides tend to enrich (CpG islands) in the gene promoter
regions. CpG islands at promoters the genes are normally unmethylated, allowing transcription.
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Figure 3: Classification and distribution of CGIs in human and mouse genome.

(A) Schematic illustration of CGIs located at annotated TSSs, within gene bodies
(Intragenic), or between genes (Intergenic). CGls located in intragenic and intergenic regions
are termed as “orphan” CGlIs. (B) Classification of CGIs with respect to different genomic
locations in the human and mouse genome as determined by Illingworth and colleagues (14).
The total number of CGls is shown at the top of each bar.

3. Aberrant DNA Methylation Changes in Gastric Cancer

Hypermethylation of CpG-rich promoters in tumor-suppressor genes, which would lead
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to transcriptional silencing, is well-studied in various malignancies [15-18]. Accumulating
evidence suggests aberrant hypermethylation of tumor-suppressor genes is also involved in
gastric carcinogenesis [19-21].

As a strong candidate for tumor-suppressor gene originally identified in GC, runt-
related transcription factor 3 (RUNX3) has been extensively studied in gastric carcinogenesis,
particularly the methylation status of its promoter. Qing-Lin Li et al. [22] proposed that RUNX3
inactivation through hypermethylation of promoter CGI is a critical event in the pathogenesis
of GC. Similarly, subsequent studies [23] study of 1113 subjects with different gastric lesions,
methylation status of RUNX3 determined by methylation-specific PCR showed significantly
increased in cases with advanced gastric lesion during the process of carcinogenesis [24].
Moreover, the frequency of RUNX3 methylation was increased in sequential steps during
gastric carcinogenesis, as Tai Young Kim and colleagues reported that 8.1% of chronic gastritis
(n=199), 28.1% of intestinal metaplasia (n = 32), 27.3% of gastric adenomas (n = 77), and
64% of primary gastric carcinomas (n = 75) were methylated in the CGI of RUNX3 gene
[25]. Similarly, Xiao-Xiao Lu and colleagues have also observed that GC tissues showed the
highest methylation proportion (75.2%, n = 202) compared with premalignant gastric lesions,
including chronic atrophic gastritis (15.9%, n = 220), intestinal metaplasia (36.7%, n = 196),
gastric adenoma (41.8%, n = 134), and dysplasia (54.9%, n = 102) [26]. Moreover, RUNX3
methylation is corelated with depth of tumor invasion, lymph node and distant metastasis,
as well as lymphatic vessel and venous invasion in GC (26). Another study demonstrated
that RUNX3-knockout mice developed hyperplastic gastric epithelia due to promotion of
proliferation and suppressed apoptosis in gastric epithelial cells [22], whereas the enforced
restoration of RUNX3 expression activates apoptotic pathway in GC [27]. It has been also
reported that RUNX3-deficiency leads to premalignant changes in the gastric epithelia including

intestinal metaplasia in animal model [28].

Ras association domain family member 1A (RASSF'1A4) is another tumor-suppressor gene
that has been reported to be frequently silenced and inactivated by aberrant hypermethylation
of its promoter region in GC [29]. Ka-Fai To and colleagues examined the presence of gene
promoter hypermethylation in different gastric lesions and found that GC tissues had a higher
frequency of hypermethylation in RASSF1A4 gene (26%, n = 31) compared with intestinal
metaplasia lesion with GC (14%, n = 21) and without GC (7%, n = 15) [30]. Likewise, a
pyrosequencing-based quantitative analysis of DNA methylation showed that 35.2% of GC
tissues (98 GC cases and 64 controls) exhibit hypermethylation in RASSF'1A4 gene [31]. Demao
Yao et. al evaluated the promoter methylation status of a panel of cancer-associated genes
using quantitative methylation-specific PCR and found a significantly higher methylation level
of RASSF 1A gene in GC tissues (n = 141) than normal gastric tissues (n =36; P <0.0001) [32].
Moreover, hypermethylation of RASSFIA correlated with TNM stage and poor prognosis of
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GC patients [33]. Therefore, RASSF14 is a promising diagnostic and therapeutic target in GC.

Promoter hypermethylation of O°-methylguanine-DNA methyltransferase (MGMT)
gene resulting in gene silencing and loss of function was commonly found in GC (34). Located
on 10q26, MGMT encodes a DNA repair protein that removes a methyl group from mutagenic
Of-methylguanine, which is produced by alkylating agents and can make a mismatched
pair with thymine, causing transition mutation through DNA replication [35]. N Oue and
colleagues first reported that transcriptional suppression of MGMT by aberrant methylation of
the promoter region may play an important role in gastric carcinogenesis [36]. Subsequently,
many studies have shown that promoter hypermethylation of the MGMT gene occurs more
frequently in GC tissues than in normal gastric tissues [37-39]. Moreover, one study with 119
patients reported that GC patients with methylation had shorter survival time than the patients
without methylation in MGMT gene (29.9 years vs. 55.7 years on average, P = 0.03) [40].

Indeed, many other genes are also found to be aberrantly hypermethylated in GC. For
example, adenomatous polyposis coli (APC) [41], Ras association domain family member 2
(RASSF2) [33, 40], cadherin 1 (CDH1) (42), protocadherin 10 (PCDH10) [43], protocadherin
17 (PCDH17) (44), mutL homolog 1 (hWMLH1) [45], cyclin dependent kinase inhibitor 2A
(CDKN2A)(46,47),death associated proteinkinase 1 (DAPK1)[32,48], homeobox A1(HOXAI)
[49], homeobox D10 (HOXD10) [50], and so on. Taken together, these findings suggest that
promoter hypermethylation of specific genes, especially the tumor-suppressor genes, is an
important hallmark of GC, which plays a key role in the initiation and progression of GC.
Although methylated tumor-suppressor genes are being intensively investigated in GC, the

underlying functions and mechanisms need to be carefully examined.

As mentioned above, a number of tumor-suppressor genes are silenced by aberrant
promoter hypermethylation has been preferentially investigated in GC, on the other hand,
global DNA hypomethylation have been frequently observed in GC [51-53]. Global DNA
hypomethylation has been associated with cancer development through effects on genomic
instability [54, 55]. Another potential consequence of DNA hypomethylation is the reactivation
of normally silenced genes [56]. In fact, global DNA methylation has been associated with
early stages of GC [57].

4. Contribution of DNA Methylation Changes to Gastric Intestinal Metaplasia

Intestinal metaplasia (IM) of the stomach is characterized by the replacement of
normal gastric epithelium by intestinal phenotype (goblet cells and enterocytes) and confer
an increased risk of GC [58,59]. It should be mentioned that gastric IMs also universally had
altered DNA methylation [60]. With the advent of high-throughput sequencing and array-
based DNA methylation profiling methods, increasing studies have reported that aberrant DNA

methylation usually present in IM lesions [52]. Recently, our group reported that aberrant
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DNA methylation occurs in gastric cardiac IM even in cancer-free subjects [61]. Interestingly,
abnormal DNA methylation patterns have been identified in Barrett’s esophagus (BE: IM
lesions in the distal esophagus) using Illumina HumanMethylation27 array [62], [llumina
GoldenGate methylation array [63], or [llumina MethylationEPIC array [64]. Indeed, some of
these methylation changes are indicative of cancer initiation. Collectively, these observations
provide insights on the molecular events governing gastric IM development.

5. Conclusions and Future Perspectives

Epigenetics has undoubtedly emerged as a new frontier in gastric cancer research.
Herein, we propose that more attention should be paid to decoding the DNA methylome
in gastric premalignant lesions including IM and intraepithelial neoplasia in future studies.
Understanding the earliest molecular events associated with GC initiation remains a key
bottleneck to transform our approach to cancer prevention and early detection. Although
TCGA has provided unprecedented insights into the molecular events associated with cancers,
there are few studies concerning DNA methylation profiling precancerous lesions. Thus, some
scientists proposed the development of a “Pre-Cancer Genome Atlas (PCGA)” to characterize
the molecular alterations in precancerous lesions [65, 66]. As GCs are usually evolve from
ben premalignant lesions and have a natural history of progression that provides a window
of opportunity for intervention. In summary, DNA methylation alterations during the gastric
carcinogenesis could help us understanding the biological characteristics and can be used for
risk prediction, early detection, diagnosis, targets for early intervention, and prognosis for GC

(Figure 4).
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Figure 4: Major benefits of DNA methylation profiling in different stages of gastric carcinogenesis.

The detailed information regarding DNA methylation profiling in different stages of
gastric carcinogenesis will generate a greater understanding of the biological underpinnings
of how gastric precancerous lesions transform into GC and provide rationale for designing
strategies for risk prediction, early detection, intervention, and prognosis evaluation of GC.
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