© Indian Academy of Sciences

RESEARCH NOTE

A study of the frequency of methylation of gene promoter regions in
colorectal cancer in the Taiwanese population
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Introduction

In 2008, colorectal cancer (CRC) was the third most com-
monly diagnosed cancer worldwide in males, and the sec-
ond most common in females, with over 1.2 million new
cancer cases and 608,700 deaths estimated to have occurred
during the year (Jemal et al. 2011). The age-specific preva-
lence of CRC is higher in men than in women, and later-
birth cohorts exhibit a much stronger cohort effect than
earlier-birth cohorts (Brenner et al. 2010).

Fortunately, CRC is often preventable by early detection
and removal of adenomatous polyps, and survival prospects
are significantly better when CRC is diagnosed while still
localized (Levin et al. 2008). Recent progress in our under-
standing of the biology of colorectal cancer has led to pos-
sible new approaches to screening (Davies et al. 2005).
Accordingly, genetic alterations have been associated with
specific steps in this polyp—adenocarcinoma sequence and
may drive the histological progression of colon cancer (Yiu
et al. 2005).

DNA methylation is the most well-studied epigenetic
change (Feng et al. 2008), and provides a new generation
of cancer biomarkers. Epigenetic modifications, particularly
DNA methylation in selected gene promoters, are common
molecular-level alterations in human tumours (Kim et al.
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2010). Recent study has concluded that many gene pro-
moter methylations result in transcriptional silencing, and
so might be exploited as biomarkers for the early detection
of CRC (Mitomi et al. 2010). Previous research shows that
DNA methylation occurs frequently in the promoter regions
of tumour suppressor genes, and it plays an important role
in tumour development (Kneip ef al. 2011). Multiple stud-
ies have reported association of CRC with gene mutations
(Vilkin et al. 2009).

Transcriptional silencing of tumour-suppressor genes by
hypermethylation of promoter-region CpG islands is an
important pathway results in tumourigenesis development
(Esteller 2007). The tumour progression of CRC is caused
by a loss of function in cell-cycle regulation and mismatch
repair (MMR), which is related to DNA hypermethylation
of the transcription start site (Esteller 2011). Many studies
have identified DNA-methylation-related genes associated
with carcinogenesis pathways (Silver et al. 2012). For exam-
ple, O-6-methylguanine DNA methyltransferase (MGMT) is
a tumour-suppressor gene involved in DNA repair, and pro-
moter hypermethylation and low expression by transcrip-
tional silencing are associated with many diseases, including
CRC (Shima ez al. 2011). The CDKN2A gene (encode cyclin-
dependent kinase inhibitor 2A) is considered as a tumour-
suppressor gene involved in cell-cycle control, and methy-
lation in promoter regions of this gene is a frequent event
in CRC patients (Veganzones-de-Castro et al. 2012). The
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mismatch repair gene MLHI plays an important role in dele-
tion of mononucleotide repeats, and loss of the repair system
is one of the main mechanisms of accumulating functional
changes oncogenic effects (Iacopetta ef al. 2010).

Previous studies used methylation-specific polymerase
chain reaction (MSPCR) to analyse DNA methylation of
colorectal samples and associated tissues from a cohort
of patients with colorectal carcinomas (Azuara et al. 2010;
Pancione et al. 2010; Yi et al. 2011). However, there has been
some criticism of the design of the case—control studies, a
lack of case numbers, to represent the general population in
Taiwan.

The aims of this study were to determine the DNA
methylation status of three tumour-related genes (MGMT,
CDKN2A4 and MLHI) using MSPCR to analyse tumour tis-
sue samples from 132 CRC patients (264 samples) selected
from the Tumor Bank, Tri-Service General Hospital, Taiwan
and compare it with that of matched normal colorectal tis-
sue samples, >10 cm away from the tumour site, of the same
patients. We strongly believe such a panel of genes would
be suggested to establish a gene promoter methylation pat-
terns for detecting malignant colorectal disease in tissue from
patients with early-stage colorectal cancer.

Materials and methods

Collection of subjects

All patients enrolled with informed consent in this study
were purposively sampled under Tri-Service General Hos-
pital Institution Review Board (IRB) approval (TSGHIRB
approval number: 098-05-292). All patients were clinically
diagnosed with CRC, and had to be able to tolerate sur-
gical resection. Based on these criteria, pairs of specimens
were obtained from 132 CRC patients (264 samples) enrolled
in the study, and meeting these criteria. Sample collection
was made at surgery clinics; tumour tissue and normal tis-
sue were resected at the same time; the matched normal tis-
sue was taken from an incision more than 10 cm away from

the carcinoma site. Specimens were immediately stored in
liquid nitrogen. The resection procedure was reviewed by
the Department of Colorectal Surgery, Tri-Service General
Hospital.

DNA isolation and sodium bisulphite treatment

Genomic DNA was extracted from tissue samples using
a QIAamp DNA Mini Kit (Qiagen GmbH, Hilden,
Germany) according to the manufacturer’s protocol. The
resulting DNA was sodium bisulphite modified using an
EZ DNA Methylation Kit (Zymo Research, Orange, USA).
Methylated DNA control for MSPCR assays was generated
using SssI methylase (Zymo Research, Orange, USA).

Methylation-specific PCR

Bisulphite-treated DNA was subjected to MSPCR using
primer pairs designed to amplify the target genes specifically.
The reaction solution (15 L) contained HotStart Taq Pre-
mix (7.5 nL) (RBC Bioscience, Taipei, Taiwan), bisulphite-
treated DNA (0.6 ©L), and 0.6 L aliquots of primer; PCR
conditions included denaturation at 95°C for 10 min followed
by 35 cycles at 95°C for 30 s, annealing temperature at 62°C,
60°C, and 53°C for 35 s, 72°C for 30 s, and final extension
at 72°C for 4 min (table 1). PCR products were mixed with
DNA dye (Bioman, Taipei, Taiwan), subjected to horizontal
gel electrophoresis on 1.5% agarose gel for 45 min, stained
with ethidium bromide for 10 min, and the results analysed
by visualization under UV transillumination.

Statistical methods

The analysis involved i) descriptive statistics including the
frequency of methylation of three genes (CDKN2A, MLH]
and MGMT) in tumour and matched normal tissues and ii)
inferential statistics, including the chi-square test, used to
assess the significance of the differences between tumour
and matched normal tissues to evaluate association of DNA

Table 1. Primer sequences, annealing temperature and product size for methylation specific PCR of three genes related

to colorectal cancer.

Gene Forward primer (5°—3”) Annealing temperature (°C)  Product size (bp)
CDKN24 M  F: TTATTAGAGGGTGGGGCGGATCGC 62 150
R: GACCCCGAACCGCGACCGTAA
U F: TTATTAGAGGGTGGGGTGGATTGT 62 151
R: CAACCCCAAACCACAACCATAA
MLH]I M F: ACGTAGACGTTTTATTAGGGTCGC 60 118
R: CCTCATCGTAACTACCCGCG
U F: TTTTGATGTAGATGTTTTATTAGGGTTGT 60 124
R: ACCACCTCATCATAACTACCCACA
MGMT M  F: TTTCGACGTTCGTAGGTTTTCGC 53 81
R: GCACTCTTCCGAAAACGAAACG
F: TTTGTGTTTTGATGTTTGTAGGTTTTTGT 53 93

R: AACTCCACACTCTTCCAAAAACAAAACA
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methylation and CRC. We defined panels of genes sensi-
tivity as the proportion of tumour tissue samples in which
gene methylation was detected in one or more of the genes
present in the panel. Gene panel specificity was defined as
the proportion of matched normal tissue samples in which

Table 2. Clinical characteristics of 132 CRC patients.

Number of patients (per cent

Variable of total in parentheses)
Sex

Male 64 (51.5)

Female 68 (48.5)
Surgical age

<59 51 (38.6)

60-69 19 (14.4)

70-79 34 (25.8)

>80 28 (21.2)

Average surgical age (yr) 68.9 £ 13.7
Histologic stage

14 (11.1)

I 48 (38.1)

I 40 (31.7)

v 24 (19.0)
Recurrence or metastasis

Yes 40 (30.3)

No 92 (69.7)
Deceased during follow-up

Yes 32 (24.2)

No 100 (75.8)

Table 3. Methylation status in promoter region of three CRC-
related genes in tumour tissue and matched normal tissue.

No. and percentage of samples methylated
Tumour tissue, = Matched normal tissue,

Gene n (%) n (%) pP*

MGMT 58 (44.9) 9(6.8) <0.001
CDKN24 54 (40.9) 22 (16.7) <0.001
MLHI 21 (15.9) 4 (3.0 <0.001

* Chi-square test

gene methylation was not detected in any of the genes in the
panel. All analyses were conducted using SPSS v. 20.0.

Results

Among the 132 CRC patients (264 samples) enrolled in this
study, 51.5% were male and 48.5% female; the average of
surgical age was 68.9. Of the cohort, 38.1% patients were
classified at histological stage II, 30.3% patients experienced
recurrence or metastasis after surgical excision, and 24.2%
subjects died during the follow-up of this study. We collected
pairs of tumour and matched normal tissue samples from
each of the subjects (table 2).

DNA methylation of MGMT, CDKN2A4 and MLHI were
more frequent in tumour than in matched normal tissues; in
addition, the methylation patterns were not only occurred in
each of the genes but also pooling the three genes as panels.
Although the three genes were methylated in both tumour
and matched normal tissue samples, the percentage of methy-
lation was significantly higher in tumour tissue than it was in
normal tissue (MGMT, 44.7% vs 6.8%; CDKN24, 41.7% vs
16.7%; MLHI, 15.9% vs 3.0%; P < 0.001) (table 3).

We used panels of genes to assess sensitivity and speci-
ficity of the methylation data in distinguishing tumour and
normal tissue from CRC patients. One single gene MLH]I
showed that methylation had the greatest specificity (97.0%),
but it identified only 15.9% of CRC tissue samples. The
panel of MLHI and MGMT genes showed higher sensitiv-
ity (52.3%), with 90.8% specificity. The panel of all three
genes, MLHI, MGMT, and CDKN24, showed 65.9% sen-
sitivity and 75.8% specificity from the same CRC patients
which was compared by their tumour and matched normal
tissues (table 4).

Discussion

There is potential need for a screening strategy that uses
biomarkers to place cancer patients in appropriate surveil-
lance programmes for early detection of cancer. This study
suggests use of a panel of genes whose methylation status

Table 4. Sensitivity and specificity of DNA methylation of three genes related to
colorectal cancer evaluated in panels of one, two, or all three genes.

No. and percentage of samples methylated

Panel Tumour tissue, n (%)  Matched normal tissue, n (%)
MLHI 21 (15.9) 4(3.0)

MLHI + MGMT 69 (52.3) 12 (9.1)

MLHI + MGMT + CDKN24 87 (65.9) 32(24.2)

See Methods for definitions of gene panel sensitivity, and gene panel specificity.

Journal of Genetics, Vol. 92, No. 1, April 2013 111



Chang-Chieh Wu et al.

in normal and tumour tissue from colorectal cancer patients
provides useful information. DNA methylation at gene pro-
moter is generally associated with epigenetic silencing of
gene function (Kangaspeska et al. 2008); thus, the role of
methylation might be an important feature for a significant
proportion of genes (Metivier ef al. 2008). Substantial efforts
have been made to determine the cause and role of aber-
rant DNA methylation in colorectal cancer. In our study, we
observed a trend of increasing numbers in the panels of genes
and extent of colorectal cancer tissue growth an observation
also noted by Kim et al. (2010).

We observed methylation of DNA in the promoter region
of MGMT, CDKN2A4, and MLH]I genes in both normal and
tumour colorectal tissue of CRC patients. The frequency of
methylation in tumour tissue was 44.7% in MGMT, 41.7% in
CDKN2A and 15.9% in MLH1 in agreement with other stud-
ies on the sensitivity of correct detection of cancerous col-
orectal tissue (Huang et al. 2009; Vilkin et al. 2009). DNA
methylation is associated with CRC and plays an important
role in functional gene silencing in transformation of a nor-
mal cell to a tumour cell (Hitchins et al. 2011). The overall
sensitivity and specificity of the DNA methylation status pro-
vided by the three genes combined were 65.9% and 75.8%,
respectively.

The faecal occult blood test (FOBT) is commonly used in
clinical screening for CRC. The technique is facile and effi-
cient for medical personnel to use; however, a review study
reported meta-analysis findings that FOBT may not provide
adequate sensitivity to serve as a screening option for CRC
(sensitivity, 36%) (Rosman and Korsten 2010). Therefore
we are conducting further research with a larger cohort to
establish a more sensitive and specific panel of genes as a
biomarker for CRC.

The detection of DNA methylation has been used in iden-
tifying tumour tissues by other research group (Hinoue et al.
2012); however, our study focusses on the DNA methyla-
tion of tumour suppressor gene as a predicted biomarker
with more sensitive and specific, especially for comparison
of matched normal tissue from the same individual which
was obtained >10 cm away from the tumour site. Addition-
ally, there were a very few DNA aberrant methylation asso-
ciated with earlier colorectal cancer studies in Taiwan. It was
a larger sample size in our study that could be more repre-
sentative of DNA methylation study relative to others (Chen
et al. 2009; Huang et al. 2009).

Our findings show a correlation between colorectal cancer
and methylation of promoter DNA of MGMT, CDKN2A, and
MLH]I genes. There are two main limitations of this study.
The first is that DNA methylation, which identifies novel
biomarkers of CRC among a panel of genes, lacks assess-
able and directly available information (DNA from blood or
faeces) for use as a widely used screening tool. Second, we
could not obtain information on methylation status over the
course of tumour progression for each individual. Therefore,
this study shows an association between the DNA methy-
lation of tumour tissue and adjacent normal tissue. How-

ever, these three target genes may provide useful information
in ongoing research as novel biomarkers in CRC. We also
did not conduct quantitative analysis of DNA methylation.
We suggest that researchers measure methylation of gene
promoter regions by a pyro-sequence approach in future.

In the present study, we confirm a correlation between col-
orectal cancer and DNA methylation. For future work, we
suggest recruiting high-risk individuals, for whom colorec-
tal carcinogenesis has not yet occurred, as a cohort study
base to investigate any causal-relationship between DNA
methylation and cancer cell development.
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