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Abstract

Background: The methylation of DNA is recognized as a key epigenetic mechanism and evidence for its role in the
development of several malignancies is accumulating. We evaluated the relationship between global methylation in
DNA derived from normal appearing colon mucosal tissue and blood leukocytes, and colorectal adenoma risk.

Methods: Patients, aged 40 to 65, scheduled for a screening colonoscopy were recruited. During the colonoscopy,
two pinch biopsies of healthy, normal appearing mucosa were obtained from the descending colon. A fasting
blood sample was also collected. The methylation status of LINE-1 (long interspersed nuclear element-1) repetitive
sequences, as a surrogate measure of global methylation, was quantified in DNA extracted from normal colon
mucosa and blood leukocytes. Statistical analysis of the relationship between global DNA methylation and adenoma
risk was conducted on 317 participants, 108 subjects with at least one pathologically confirmed adenoma and 209
subjects with a normal colonoscopy.

Results: A statistically significant inverse relationship was observed between LINE-1 methylation in colon tissue
DNA and adenoma risk for males and for both sexes combined for the lowest methylation quartile compared to
the highest (adjusted ORs = 2.94 and 2.26 respectively). For blood, although the overall pattern of odds ratio
estimates was towards an increase in risk for lower methylation quartiles compared to the highest methylation
quartile, there were no statistically significant relationships observed. A moderate correlation was found between
LINE-1 methylation levels measured in tissue and blood (Pearson correlation 0.36).

Conclusions: We observed that lower levels of LINE-1 DNA methylation in normal appearing background colon
mucosa were associated with increased adenoma risk for males, and for both sexes combined. Though these
findings provide some support for a relationship between LINE-1 DNA methylation in colon mucosal tissue and
adenoma risk, large prospective cohort studies are needed to confirm results. Until such investigations are done,
the clinical usefulness of LINE-1 methylation as a biomarker of increased adenoma risk is uncertain. Regardless, this
study contributes to a better understanding of the role of global DNA methylation as an early event in CR
carcinogenesis with implications for future etiologic research.
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Background
There is wide-spread interest in clarifying the role of aber-
rant global DNA methylation as an early event in colorectal
carcinogenesis. Colorectal cancer, the third most commonly
diagnosed cancer worldwide, is associated with significant
mortality and morbidity [1-3]. Despite decreasing trends in
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colorectal cancer mortality rates over the last 10 years in
both males and females, colorectal cancer remains the sec-
ond most common cause of cancer death in Canada and
the United States for both sexes combined [4,5]. The clas-
sical model for colorectal tumour development involves a
stepwise histological progression from aberrant proliferative
epithelial dysplasia to adenoma (adenomatous polyp) to
colorectal cancer (adenocarcinoma) [6-9].
The methylation of DNA is recognized as a key epi-

genetic mechanism in the regulation of gene expression
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and chromosomal stability, and evidence for its role in
the development of several malignancies is accumulating
[10-12]. Global DNA methylation refers to the overall
genome-wide content of methylated cytosines within
CpG (cytosine-phosphate-guanine) sites [13,14]. The
majority of CpG sites (about 80%) are found in repeti-
tive sequences, multiple copies of DNA that are normally
methylated [15]. LINE-1 (long interspersed nuclear
element-1) sequences, with an average size of 900 base
pairs, comprise approximately 17% of the human genome
[16] and are the most widely studied repetitive sequence
within the context of global DNA methylation measure-
ment [17,18]. LINE-1 methylation levels have been shown
to represent a reliable surrogate measure of global DNA
methylation [19-23].
Global DNA hypomethylation, which is characterized

by a generalized decrease in the number of methylated
cytosines within CpG sites, is recognized as an early and
consistent event in colorectal carcinogenesis [24-28] and
is associated with mechanisms that drive the early stages
of the carcinogenic process including chromosomal in-
stability [29-31], elevated chromosomal mutation rates
[32,33] and loss of imprinting [34-36]. Yamada et al. [28]
observed a significantly increased number of microadeno-
mas (small colonic intramucosal lesions) in hypomethy-
lated mouse models as compared to controls suggesting
that hypomethylation may promote early stage tumour de-
velopment in the colon in mice [28]. In humans, the role
of global DNA methylation in colorectal tumourigenesis
has primarily been investigated by comparing methylation
patterns in colorectal tumour tissue, with matched adja-
cent normal appearing tissue obtained from the same
patient [37-42] or with normal colon tissue from non-
diseased control subjects [37,38]. These studies indicate
that virtually all colorectal tumours (benign adenomas and
cancers) display a higher degree of reduction in methyl-
ated cytosines within CpG sites (global hypomethylation)
as compared to matched and unmatched normal appear-
ing colon tissue. However, from a carcinogenic mechanism
perspective, these study designs using tumour tissue are
limited with respect to distinguishing global hypomethyla-
tion occurring early in the dysplasia-adenoma sequence
that may drive tumour initiation, from methylation changes
occurring later in the adenoma-carcinoma sequence, or
those which may promote tumour progression or simply be
passengers in the process [43].
Contrary to this approach using tumour tissue, a study

design that compares global methylation patterns in nor-
mal colon mucosal biopsy tissue from colonoscopy pa-
tients with colorectal adenomas (as surrogate end points
for colorectal cancer) to participants without adenomas
has the potential to better elucidate the role of aberrant
global methylation as a potential marker of the early stages
of colorectal adenoma/cancer etiology. Only two small
previous observational studies by Cravo et al. [44] (N = 12
adenoma, N = 8 normal colonoscopy) and Pufulete et al.
[45] (N = 35 adenoma, N = 76 normal colonoscopy) have
examined the relationship between global methylation
levels and colorectal adenoma using this type of study de-
sign [44,45]. Results indicating lower global methylation
levels in normal appearing healthy colorectal mucosa of
patients with colorectal adenomas [44,45] as compared to
patients without colorectal pathology support the premise
that aberrant global hypomethylation may represent a per-
vasive ‘field’ change throughout the colorectal mucosa that
may precede and/or initiate the development of colorectal
neoplasia/adenoma [40,42,46].
To better understand the role of aberrant global DNA

methylation in the earliest stages of colorectal tumouri-
genesis (adenoma development) at the population level,
further assessment of the association between global
methylation and adenoma risk is warranted. To this end,
we evaluated the relationship between LINE-1 methyla-
tion levels (as a surrogate measure of global methyla-
tion) in normal appearing colon mucosal tissue samples
and adenoma risk within a large healthy screening colon-
oscopy patient population. We hypothesized that aberrant
global methylation in normal appearing colon mucosa
would reflect an underlying predisposition to the develop-
ment of colorectal adenomas and therefore, global DNA
hypomethylation would be associated with an increased
risk of adenomas. We also investigated the association be-
tween LINE-1 methylation levels measured in blood leu-
kocytes and adenoma risk as a secondary objective.

Methods
Study population
Patients aged 40 to 65 scheduled for a screening colonos-
copy at a regional endoscopy centre at Hotel Dieu Hos-
pital in Kingston, Ontario, between 2009 and 2012 were
recruited by mail approximately 1–4 months prior to their
colonoscopic procedure. Indications for colonoscopy in-
cluded a positive family history of colorectal adenoma or
cancer in a first or second degree relative, a positive fecal
occult blood test (FOBT) result and average risk screening.
Patients with previously diagnosed inflammatory bowel
disease (IBD -ulcerative colitis or Crohn’s disease), and pa-
tients with a known history of genetic disorders that pre-
dispose to colorectal cancer (hereditary nonpolyposis
colorectal cancer, familial adenomatous polyposis) were
not recruited for this study. Subjects with any GI abnor-
mality (adenoma, hyperplastic polyp or cancer) detected at
a previous colonoscopy or with a new diagnosis, recur-
rence or treatment of any cancer type (except non-
melanoma skin cancer) in the 5 years prior to colonoscopy
were also not invited to participate in the study. In
addition, those diagnosed with IBD or colorectal cancer
based on current colonoscopy findings were excluded
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from the final study population as it was a concern that
global DNA methylation levels in these patients may not
be consistent with the target time period of interest (pre-
adenoma development). In order to define a homogeneous
adenoma outcome group, patients with serrated aden-
omas, sessile serrated adenomas or only hyperplastic
polyp(s), were not included in the analysis.
At the colonoscopy visit, a fasting venous blood sample

was collected in an EDTA (ethylenediaminetetraacetic acid)
vacutainer which was immediately placed on ice, and centri-
fuged within 45 minutes of the blood draw. The buffy layer
(blood leukocytes) was removed and stored at -20ºC until
DNA extraction. During the colonoscopy, in an attempt to
represent overall methylation levels in the descending colon,
two pinch biopsies of healthy, normal appearing mucosa
were obtained from the descending colon, 10 cm apart, and
at least 10 cm away from any lesion, polyp or other mucosal
abnormality. Specimens were immediately placed in cell lysis
solution (5-PRIME DNA Isolation kit, Inter Medico, Mark-
ham, ON, Canada) and stored at -20°C.

Laboratory methods
DNA was extracted from colon mucosal tissue biopsies
and blood leukocytes using the 5-PRIME DNA isolation
kit (Inter Medico, Markham, ON, Canada) according to
instructions provided by the manufacturer and purified
DNA was stored at −20°C until use. High-resolution
melting (HRM) profile analysis, a real-time florescence-
based polymerase chain reaction method, was used to
measure methylation status of LINE-1 repetitive se-
quences, as a surrogate measure of global DNA methy-
lation, in DNA extracted from each colon tissue sample
and blood leukocytes. The application and validation of
HRM to the measurement of LINE-1 DNA methylation
has been described in detail previously [47]. Briefly,
prior to HRM, DNA was bisulfite-converted leading to a
primary sequence change in the DNA that permits differ-
entiation of unmethylated cytosines from 5-methyl-
cytosine [48]. Primers were designed to target the LINE-1
consensus promoter region, from which 8 representative
CpG sites of interest, previously validated as representative
of global DNA methylation status, were selected for HRM
profile analysis [20]. A LINE-1 loci-specific percent meth-
ylated value for this representative sub-set of CpG sites
was obtained by comparing melting curves of participant
bisulfite-converted DNA to a set of standard DNA refer-
ence controls with known levels of unmethylated and
methylated cytosines. LINE-1 methylation analysis was
carried out in triplicate for bisulfite-converted DNA from
each of the two tissue DNA samples and from blood leu-
kocytes on 96-well plates. Each plate also included a no-
template control, a set of reference methylation standards,
and three replicates of internal control peripheral blood
DNA to allow for assessment of inter-assay variability.
Triplicate measures of LINE-1 methylation were obtained
for each of the two tissue DNA samples and blood
leukocyte DNA. Individual triplicate measures were ex-
cluded where PCR values were not satisfactory due to a
high PCR threshold crossing point (Cp value > 27). In
addition, individual outliers (defined as >10% difference
from each of the remaining triplicate values) were excluded
from the analysis [47]. Average tissue and blood leukocyte
percent methylation values for each individual subject were
calculated by averaging all remaining triplicates for the two
tissue DNA samples and averaging the remaining triplicates
for the blood DNA samples respectively.

Statistical analysis
To determine whether LINE-1 methylation levels in
colon tissue or blood leukocyte DNA differ between pa-
tients with and without adenomas, outcome status was
defined as follows: Study subjects with no abnormality de-
tected at colonoscopy were assigned to the ‘normal colon-
oscopy’ group. Any abnormal tissue removed during
colonoscopy was assessed by an expert gastrointestinal
pathologist using standard histologic criteria as per hos-
pital procedures. Using standard diagnostic criteria, sub-
jects with one or more pathologically-confirmed tubular,
tubulo-villous or villous adenoma(s) comprised the aden-
oma group.
Overall average LINE-1 methylation levels for colon tis-

sue and blood leukocyte DNA were categorized into quar-
tiles based on sex-specific distributions among participants
with a normal colonoscopy. Adenoma risk was also exam-
ined using a continuous representation of sex-specific stan-
dardized LINE-1 methylation measures. These analyses
were conducted separately for males and females, and for
both sexes combined. Unconditional logistic regression was
performed to estimate odds ratios (OR) and 95% confi-
dence intervals (CI) as measures of association controlling
for age. Sex-specific methylation measures negated the ne-
cessity to further control for sex and other risk factors for
adenoma were not considered as potential covariates as
they were hypothesized to be on the causal pathway. The
odds ratio provides a measure of direction, strength and
statistical significance of the relationships of interest – but
does not estimate the prevalence ratio in this study sample.
Institutional ethics approval was obtained from the

Queen’s University Health Sciences and Affiliated Teaching
Hospitals Research Ethics Board (File No. 6004521) and all
subjects provided informed consent.

Results
Of the 728 subjects who met the initial eligibility criteria
and were mailed recruitment packages, 444 consented to
participate in the study (61% response rate). A further 48
subjects were excluded due to colonoscopy scheduling
problems, or because the colonoscopy was incomplete
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(the examination did not reach the cecum) or the at-
tending clinician did not obtain the two healthy tissue
biopsies. Of the 396 remaining subjects, 66 were excluded
on the basis of an ineligible diagnosis resulting from the
colonoscopy (IBD, colorectal cancer, serrated adenoma,
sessile serrated adenoma or hyperplastic polyps) leaving
330 subjects eligible for tissue and blood methylation
measurement. DNA methylation was successfully mea-
sured in tissue for 317 subjects, and of these, 280 also had
blood methylation measures. Pathology results for the tis-
sue methylation analysis (n = 317) identified 108 partici-
pants with at least one adenoma (101 with tubular
adenomas and 7 with tubulo-villous adenomas) and 209
subjects with a normal colonoscopy.
HRM was performed in triplicate on DNA isolated

from each tissue and blood sample. The intra-assay coef-
ficient of variation within tissue and blood triplicates
was 1.84% and 1.81% respectively. An internal control
sample was included on each of the 37 plates and the
inter-assay coefficient of variation was 0.89%. Two colon
tissue samples with completed methylation measures
were available for 262 participants (Pearson correlation
between the averages of the two tissue samples = 0.66)
and methylation values were available for one tissue
sample for the remaining 55 study subjects.
The primary indication for colonoscopy in our patient

population was a positive family history for colorectal
cancer or colorectal adenoma (Table 1). Those undergo-
ing a colonoscopy because of a positive fecal occult
blood test (FOBT) were more likely to be diagnosed with
adenoma than the positive family history group. Males
were more often diagnosed with adenoma as compared
to females (53% versus 20% respectively).
LINE-1 methylation values in tissue were approximately

normally distributed within males, females and both sexes
combined. Table 2 presents the relationship between quar-
tiles of LINE-1 DNA tissue methylation and adenoma risk
for males, females, and both sexes combined. The highest
quartile of LINE-1 methylation was used as the referent for
odds ratio estimates. ORs (adjusted for age) were larger for
males as compared to females, but not statistically different
(p-value interaction = 0.65). Males in the lowest quartile
had a statistically significant elevation in adenoma risk (age
adjusted OR 2.94, 95% CI: 1.02-8.47). For both sexes com-
bined, there was a pattern of increasing ORs from high to
low methylation quartiles, and a statistically significant in-
crease in adenoma risk for those in the lowest quartile (age
and sex adjusted OR= 2.26, 95% CI: 1.11-4.58).
Methylation values in blood were available for 280 pa-

tients (185 normal colonoscopies and 95 adenomas). A
moderate correlation was observed between blood and tis-
sue methylation values (Pearson correlation 0.36). Al-
though the overall pattern of odds ratio estimates was
towards an increase in risk for lower methylation quartiles
in blood leukocytes compared to the highest methylation
quartile (referent), there were no statistically significant re-
lationships observed (Table 3).
Results for continuous representations of sex-specific

standardized LINE-1 methylation levels in colon tissue
or blood leukocytes showed no relationships with aden-
oma (see Table 2 and Table 3). Findings were unaffected
for all analyses (tissue and blood) when the study popu-
lation was restricted to subjects with a positive family
history of CRC or adenoma in a first or second degree
relative (data not shown).

Discussion
This cross-sectional study utilized a healthy screening
colonoscopy population to assess the relationship be-
tween LINE-1 methylation levels measured in normal
appearing background colon tissue DNA (as a surrogate
for global methylation), and colorectal adenoma risk.
Overall, our results support a relationship between glo-
bal DNA hypomethylation in normal appearing back-
ground colon mucosa and increased colorectal adenoma
risk. A statistically significant inverse relationship was
observed between LINE-1 methylation in tissue DNA
and adenoma risk for males and for both sexes com-
bined for the lowest methylation quartile compared to
the highest (adjusted ORs = 2.94 and 2.26 respectively).
The overall pattern of effects was consistent with an in-
creased risk of adenoma for subjects in the lower methy-
lation quartiles in comparison to those with the highest
levels of methylation.
The results of our study, which is the largest study pub-

lished to date that evaluated the relationship between glo-
bal methylation and colorectal adenoma development by
comparing LINE-1 DNA methylation levels in normal
appearing colon tissue biopsies between colonoscopy pa-
tients with and without adenomas, are generally consistent
with two previous smaller observational studies that
assessed this relationship (studies included 12 and 35 ad-
enoma cases respectively) [44,45]. Our study improved
upon these two studies by including a larger number of
participants recruited from a clinically relevant healthy
screening population. In addition, our results are in keep-
ing with Belshaw et al. [49], who reported significantly
lower LINE-1 methylation levels in colonic crypts isolated
from morphologically normal colorectal mucosa from
colorectal cancer patients as compared to subjects with no
known gastrointestinal pathology [49].
Given that colorectal adenomas are more common in

males as compared to females [50,51], that sex-specific
differences in risk factors for colorectal tumours have
been reported [52,53], and that many studies have found
that LINE-1 methylation levels are higher in males [54],
assessing the relationship between LINE-1 methylation
levels and adenoma risk stratified by gender is important



Table 1 Description of patient population

Normal Adenoma

n (%) n (%) Odds ratio (95% CI)

Indication for colonoscopy

Positive family history* 171 (71%) 70 (29%) 1.00 referent

Positive FOBT** 33 (51%) 32 (49%) 2.37 (1.35-4.15)

Average risk screening 5 (45%) 6 (55%) 2.93 (0.87-9.92)

Sex

Female 144 (80%) 36 (20%) 1.00 referent

Male 65 (47%) 72 (53%) 4.43 (2.70-7.28)

Age

40-49 39 (71%) 16 (29%) 1.00 referent

50-54 65 (66%) 33 (34%) 1.24 (0.60-2.54)

55-59 56 (65%) 30 (35%) 1.31 (0.63-2.71)

60-65 49 (63%) 29 (37%) 1.44 (0.69-3.03)

*Positive family history of cancer or adenoma.
**Positive fecal occult blood test.
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for understanding the role of aberrant LINE-1 methyla-
tion in CRC etiology [55]. To the best of our knowledge,
this is the first study to report sex-specific relationships
within the context of colorectal adenoma/cancer risk,
though differences in bladder cancer risk for males and
females have been observed [23,56,57]. Our results
Table 2 Association between LINE-1 DNA methylation in norm

LINE-1 methylation
quartile

Normal Adenoma

N (%) N (%)

Both sexes***

1 Low 52 (60%) 35 (40%)

2 53 (63%) 31 (37%)

3 51 (66%) 26 (34%)

4 High 53 (77%) 16 (23%)

Standardized continuous

Males

1 (79.87 - 87.42) 16 (42%) 22 (58%)

2 (87.43 - 89.55) 17 (44%) 22 (46%)

3 (89.56 - 92.06) 15 (44%) 19 (56%)

4 (92.07 - 95.94) 17 (65%) 9 (35%)

Standardized continuous

Females

1 (75.13 - 85.59) 36 (73%) 13 (27%)

2 (85.60 - 87.86) 36 (80%) 9 (20%

3 (87.87 - 89.95) 36 (84%) 7 (16%)

4 (89.96 - 97.95) 36 (84%) 7 (16%)

Standardized continuous

*Odds ratios are adjusted for age (continuous).
**Age adjusted Wald chi square p-value.
***LINE-1 methylation quartiles based on sex-specific quartiles.
indicating a relationship between global/LINE-1 hypo-
methylation and increased adenoma risk for males but not
females suggest that aberrant global DNA methylation
patterns in males may play a more significant role in early
CR tumour development as compared to females. How-
ever, sex-specific results should be interpreted with some
al colon tissue biopsies and adenoma risk (n = 317)

Adjusted*

OR (95% CI) OR 95% (CI) p-value**

2.23 (1.10-4.51) 2.26 (1.11-4.58) 0.02

1.94 (0.95-3.95) 2.01 (0.98-4.11) 0.06

1.69 (0.81-3.51) 1.68 (0.80-3.50) 0.17

1.00 referent 1.00 referent

0.87 (0.69-1.10) 0.85 (0.68-1.08) 0.19

2.60 (0.92-7.30) 2.94 (1.02-8.47) 0.05

2.44 (0.88-6.82) 2.85 (0.99-8.18) 0.05

2.39 (0.83-6.87) 2.52 (0.87-7.32) 0.09

1.00 referent 1.00 referent

0.84 (0.60-1.81) 0.80 (0.56-1.14) 0.21

1.86 (0.66-5.19) 1.80 (0.64-5.05) 0.26

1.29 (0.43-3.83) 1.27 (0.43-3.79) 0.67

1.00 (0.32-3.14) 0.98 (0.31-3.07) 0.97

1.00 referent 1.00 referent

0.87 (0.60-1.25) 0.87 (0.60-1.25) 0.44



Table 3 Association between LINE-1 DNA methylation in blood leukocytes and adenoma risk (n = 280)

LINE-1 methylation
quartile

Normal Adenoma Adjusted*

N (%) N (%) OR (95% CI) OR 95% (CI) p-value**

Both sexes***

1 Low 47 (64%) 26 (36%) 1.38 (0.67-2.86) 1.39 (0.67-2.89) 0.37

2 45 (61%) 29 (39%) 1.61 (0.79-3.31) 1.67 (0.81-3.44) 0.17

3 48 (69%) 22 (31%) 1.15 (0.55-2.41) 1.13 (0.54-2.39) 0.75

4 High 45 (71%) 18 (29%) 1.00 referent 1.00 referent

Standardized continuous 0.85 (0.66-1.09) 0.83 (0.65-1.07) 0.15

Males

1 (79.87 - 87.42) 15 (45%) 18 (55%) 1.40 (0.50-3.93) 1.38 (0.49-3.89) 0.54

2 (87.43 - 89.55) 14 (39%) 22 (61%) 1.83 (0.66-5.09) 1.85 (0.67-5.17) 0.24

3 (89.56 - 92.06) 15 (52%) 14 (48%) 1.09 (0.38-3.15) 1.06 (0.37-3.08) 0.92

4 (92.07 - 95.94) 14 (54%) 12 (46%) 1.00 referent 1.00 referent

Standardized continuous 0.72 (0.47-1.09) 0.71 (0.47-1.08) 0.11

Females

1 (75.13 - 85.59) 32 (80%) 8 (20%) 1.29 (0.40-4.15) 1.36 (0.42-4.44) 0.61

2 (85.60 - 87.86) 31 (82%) 7 (18%) 1.17 (0.35-3.87) 1.27 (0.38-4.29) 0.70

3 (87.87 - 89.95) 33 (80%) 8 (20%) 1.25 (0.39-4.02) 1.28 (0.39-4.16) 0.68

4 (89.96 - 97.95) 31 (64%) 6 (16%) 1.00 referent 1.00 referent

Standardized continuous 0.94 (0.63-1.41) 0.91 (0.61-1.38) 0.66

*Odds ratios are adjusted for age (continuous).
**Age adjusted Wald chi square p-value.
***LINE-1 methylation quartiles based on sex-specific quartiles.

King et al. BMC Cancer 2014, 14:488 Page 6 of 9
http://www.biomedcentral.com/1471-2407/14/488
caution, as sample size was limited, in particular for the
female-specific analysis.
Though our results were consistent with an elevated risk

of adenoma associated with lower blood leukocyte methy-
lation quartiles compared to the highest methylation quar-
tile for all subjects combined and sex-specific analyses, no
statistically significant relationships were observed be-
tween LINE-1 methylation levels in blood leukocytes and
adenoma risk. These results are in contrast with two pre-
vious studies that both reported an increased risk of aden-
oma associated with lower global methylation levels
measured in blood leukocytes [45,58].
We observed only a moderate correlation between

LINE-1 methylation levels measured in colon tissue and
blood leukocytes which may explain the null results for
blood LINE-1 methylation and adenoma risk. In addition,
fewer subject were available for the blood leukocyte ana-
lysis and statistical power to detect associations was there-
fore limited. Our non-significant findings together with
only a moderate correlation between colon tissue and
blood leukocyte LINE-1 methylation have important im-
plications for planning future epidemiologic investigations
of methylation markers and colorectal cancer/adenoma
risk, when, due to practical considerations, only blood or
other accessible sources of DNA are available for methyla-
tion analysis [59].
This clinic-based study utilizing a biologic marker of in-
creased risk avoids or limits many traditional biases of ob-
servational studies. In particular, information bias is unlikely
as this study relied on blinded methylation analysis of tissue
samples and pathology reports to assess exposure and out-
come respectively. Although our study population is not
representative of the overall general population (due to the
colonoscopy clinic-based recruitment and response rates),
this is less of a concern given that our sample represents a
relevant sub-group of referrals to a regional colonoscopy
screening program and also, since the study objectives are
oriented towards understanding a biologic relationship pos-
tulated to be consistent irrespective of the population stud-
ied. In addition, traditional risk factors are thought to be
upstream of DNA methylation (on the causal pathway) such
that control for confounding is not a concern.
This study relied on cross-sectional exposure and outcome

measures, and was therefore subject to the classical limita-
tions of cross-sectional design with respect to temporality,
prevalent events, and representation of exposure windows.
However, each of these limitations was mitigated to some
degree by the examination of exposure (LINE-1 methylation)
and outcome (adenoma) that are themselves intermediate
events in a causal chain, with a shorter temporal scale than
exposure-cancer relationships. However, reverse causality, re-
mains a potential explanation for the relationship observed.
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Non-differential misclassification of both outcome
(adenoma) and exposure (LINE-1 methylation) may have
biased our results towards the null. The ‘miss rate’ of col-
onoscopy for adenomas has been reported to be from 6-
12% for adenomas one centimetre or larger and up to 25%
for adenomas less than one centimetre in diameter [60].
For our study, it is expected that the rate of missed aden-
omas is of less concern as all colonoscopies were per-
formed at a single clinical centre by experienced academic
gastroenterologists who each perform more than 200 col-
onoscopies per year and participate in an ongoing quality
control program with specific audited goals for polyp de-
tection and cecal intubation rates [61,62].
Our cross-sectional measure of global DNA methyla-

tion is intended to represent LINE-1 methylation levels
prior to the initiation of the dysplasia-adenoma se-
quence. Although there is some evidence of stability of
global methylation levels within individuals over time
[63], there is likely a degree of misclassification due to
this assumption. We focused on LINE-1 repetitive ele-
ments in the genome that are often intensively methyl-
ated as a proxy for global DNA methylation. Although
LINE-1 methylation is strongly correlated with genomic
instability, [31,64-66] non-differential misclassification of
methylation status due to this proxy measure could have
attenuated observed effects in this study. Also, the cor-
relation of 0.66 between methylation levels of the two
colon tissue samples indicates some heterogeneity of
LINE-1 methylation status in the descending colon and
suggests that our results may not be generalizable to tis-
sue biopsies taken from other parts of the colon.

Conclusions
The study of biomarkers for increased risk of colorectal
cancer has enormous potential for understanding colo-
rectal cancer etiology. Our results indicating that LINE-
1 DNA hypomethylation in normal appearing colon mu-
cosa is associated with increased adenoma risk, suggest
that aberrant global hypomethylation in healthy back-
ground colon mucosa represents an underlying pervasive
epigenetic aberration, often referred to as a ‘field defect’,
which may confer an increased predisposition to the de-
velopment of colorectal adenomas/cancer [46,67-70].
Though these findings provide some support for a rela-
tionship between LINE-1 DNA methylation in colorectal
mucosal tissue and adenoma risk, large prospective co-
hort studies are needed to confirm results. Until such in-
vestigations are done, the usefulness of this measure of
LINE-1 methylation in colon tissue (or blood leukocyte)
DNA as a biomarker of increased adenoma risk that can
be used in clinical settings is uncertain. However, even
though the clinical significance of our findings is unclear,
this study contributes to a better understanding of the
role of global DNA methylation in colorectal tissue as an
early event in CR carcinogenesis with implications for
future CRC etiologic research investigating suspected
environmental and lifestyle risk factors using global
DNA hypomethylation as an informative end point.

Competing interests
All authors (Drs. King, Ashbury, Taylor, Tse, Pang, Louw and Vanner) have no
conflicts of interest, or financial or other relationships to declare that may
influence or bias this work.

Authors’ contributions
Each author contributed to this manuscript. WK conceived of the study,
participated in its design and coordination, drafted the initial manuscript
version and performed the statistical analysis. JA coordinated study subject
recruitment, implementation and progress of this study, and helped with
data interpretation and manuscript organization and editing. ST contributed
to the study design, particularly with regards to the choice of methylation
measurement method and helped with manuscript editing. YT designed,
refined and carried out the high-resolution melt (HRM)-based method for
quantifying LINE-1 methylation in participant DNA samples. SP supervised and
provided expertise with regards to methylation measurement using HRM and
helped to edit the manuscript. JL and SV led the clinical collaborators in terms
of recruiting study subjects and contributed to the interpretation of the results
in particular with respect to the clinical implications of this study. All authors
reviewed and revised the manuscript.

Acknowledgements
This research was funded by the Canadian Cancer Society (CCS).

Author details
1Department of Public Health Sciences, Queen’s University, Kingston, ON,
Canada. 2Department of Medical Genetics, University of Alberta, Edmonton,
AB, Canada. 3Molecular Diagnostics, Genetic Laboratory Services, Alberta
Health Services, Edmonton, AB, Canada. 4Department of Biomedical and
Molecular Sciences, Queen’s University, Kingston, ON, Canada. 5Department
of Medicine, Division of Gastroenterology, Hotel Dieu Hospital/Queen’s
University, Kingston, ON, Canada. 6Gastrointestinal Diseases Research Unit
(GIDRU), Queen’s University, Kingston, ON, Canada.

Received: 17 October 2013 Accepted: 27 June 2014
Published: 7 July 2014

References
1. Center MM, Jemal A, Smith RA, Ward E: Worldwide variations in colorectal

cancer. CA Cancer J Clin 2009, 59(6):366–378.
2. Center MM, Jemal A, Ward E: International trends in colorectal cancer

incidence rates. Cancer Epidemiol Biomarkers Prev 2009, 18(6):1688–1694.
3. Parkin DM, Bray F, Ferlay J, Pisani P: Global cancer statistics, 2002.

CA Cancer J Clin 2005, 55(2):74–108.
4. Canadian Cancer Society’s Advisory Committee on Cancer Statistics:

Canadian Cancer Statistics 2013. Toronto, ON: Canadian Cancer Society;
[http://cancer.ca/statistics]

5. NCIC-SEER data: SEER Cancer Statistics Review, 1975–2010.
[http://seer.cancer.gov/csr/1975_2010/]

6. Fearon ER, Vogelstein B: A genetic model for colorectal tumorigenesis.
Cell 1990, 61(5):759–767.

7. Renehan AG, O’Dwyer ST, Haboubi NJ, Potten CS: Early cellular events in
colorectal carcinogenesis. Colorectal Dis 2002, 4(2):76–89.

8. Kim Y, Deng G: Epigenetic changes (aberrant DNA methylation) in
colorectal neoplasia. Gut Liver 2007, 1(1):1–11.

9. Migliore L, Migheli F, Spisni R, Coppede F: Genetics, cytogenetics, and
epigenetics of colorectal cancer. J Biomed Biotechnol 2011, 2011:792362.

10. Esteller M, Fraga MF, Paz MF, Campo E, Colomer D, Novo FJ, Calasanz MJ,
Galm O, Guo M, Benitez J, Herman JG: Cancer epigenetics and
methylation. Science 2002, 297(5588):1807–1808.

11. Laird PW: The power and the promise of DNA methylation markers.
Nat Rev Cancer 2003, 3(4):253–266.

12. Herceg Z: Epigenetics and cancer: towards an evaluation of the impact
of environmental and dietary factors. Mutagenesis 2007, 22(2):91–103.

http://cancer.ca/statistics
http://seer.cancer.gov/csr/1975_2010/


King et al. BMC Cancer 2014, 14:488 Page 8 of 9
http://www.biomedcentral.com/1471-2407/14/488
13. D’Alessio AC, Szyf M: Epigenetic tete-a-tete: the bilateral relationship
between chromatin modifications and DNA methylation. Biochem Cell
Biol 2006, 84(4):463–476.

14. Brena RM, Costello JF: Genome-epigenome interactions in cancer.
Hum Mol Genet 2007, 16(Spec 1):R96–R105.

15. Costello J, Brena R: Epigenetics. In Cancer Epigenetics. Edited by Tost J.
Norfolk, UK: Caister Academic Press; 2008:307–310.

16. Lander ES, Linton LM, Birren B, Nusbaum C, Zody MC, Baldwin J, Devon K,
Dewar K, Doyle M, FitzHugh W, Funke R, Gage D, Harris K, Heaford A,
Howland J, Kann L, Lehoczky J, LeVine R, McEwan P, McKernan K, Meldrim J,
Mesirov JP, Miranda C, Morris W, Naylor J, Raymond C, Rosetti M, Santos R,
Sheridan A, Sougnez C, et al: Initial sequencing and analysis of the human
genome. Nature 2001, 409(6822):860–921.

17. Wilson AS, Power BE, Molloy PL: DNA hypomethylation and human
diseases. Biochim Biophys Acta 2007, 1775(1):138–162.

18. Ross JP, Rand KN, Molloy PL: Hypomethylation of repeated DNA
sequences in cancer. Epigenomics 2010, 2(2):245–269.

19. Yang AS, Estecio MR, Doshi K, Kondo Y, Tajara EH, Issa JP: A simple method
for estimating global DNA methylation using bisulfite PCR of repetitive
DNA elements. Nucleic Acids Res 2004, 32(3):e38.

20. Weisenberger DJ, Campan M, Long TI, Kim M, Woods C, Fiala E, Ehrlich M,
Laird PW: Analysis of repetitive element DNA methylation by MethyLight.
Nucleic Acids Res 2005, 33(21):6823–6836.

21. Hoffmann MJ, Schulz WA: Causes and consequences of DNA
hypomethylation in human cancer. Biochem Cell Biol 2005, 83(3):296–321.

22. Ehrlich M: DNA hypomethylation in cancer cells. Epigenomics 2009,
1(2):239–259.

23. Wilhelm CS, Kelsey KT, Butler R, Plaza S, Gagne L, Zens MS, Andrew AS,
Morris S, Nelson HH, Schned AR, Karagas MR, Marsit CJ: Implications of
LINE1 methylation for bladder cancer risk in women. Clin Cancer Res 2010,
16(5):1682–1689.

24. Goelz SE, Vogelstein B, Hamilton SR, Feinberg AP: Hypomethylation of DNA
from benign and malignant human colon neoplasms. Science 1985,
228(4696):187–190.

25. Jones PA, Laird PW: Cancer epigenetics comes of age. Nat Genet 1999,
21(2):163–167.

26. Jones PA, Baylin SB: The fundamental role of epigenetic events in cancer.
Nat Rev Genet 2002, 3(6):415–428.

27. Frigola J, Sole X, Paz MF, Moreno V, Esteller M, Capella G, Peinado MA:
Differential DNA hypermethylation and hypomethylation signatures in
colorectal cancer. Hum Mol Genet 2005, 14(2):319–326.

28. Yamada Y, Jackson-Grusby L, Linhart H, Meissner A, Eden A, Lin H, Jaenisch R:
Opposing effects of DNA hypomethylation on intestinal and liver
carcinogenesis. Proc Natl Acad Sci USA 2005, 102(38):13580–13585.

29. Lengauer C, Kinzler KW, Vogelstein B: DNA methylation and genetic
instability in colorectal cancer cells. Proc Natl Acad Sci USA 1997,
94(6):2545–2550.

30. Eden A, Gaudet F, Waghmare A, Jaenisch R: Chromosomal instability and
tumors promoted by DNA hypomethylation. Science 2003, 300(5618):455.

31. Howard G, Eiges R, Gaudet F, Jaenisch R, Eden A: Activation and
transposition of endogenous retroviral elements in hypomethylation
induced tumors in mice. Oncogene 2008, 27(3):404–408.

32. Chen RZ, Pettersson U, Beard C, Jackson-Grusby L, Jaenisch R: DNA
hypomethylation leads to elevated mutation rates. Nature 1998,
395(6697):89–93.

33. Gaudet F, Hodgson JG, Eden A, Jackson-Grusby L, Dausman J, Gray JW,
Leonhardt H, Jaenisch R: Induction of tumors in mice by genomic
hypomethylation. Science 2003, 300(5618):489–492.

34. Thomas GA, Williams ED: Production of thyroid tumours in mice by
demethylating agents. Carcinogenesis 1992, 13(6):1039–1042.

35. Poirier LA: Methyl group deficiency in hepatocarcinogenesis. Drug Metab
Rev 1994, 26(1–2):185–199.

36. Cui H, Onyango P, Brandenburg S, Wu Y, Hsieh CL, Feinberg AP: Loss of
imprinting in colorectal cancer linked to hypomethylation of H19 and
IGF2. Cancer Res 2002, 62(22):6442–6446.

37. Feinberg AP, Gehrke CW, Kuo KC, Ehrlich M: Reduced genomic
5-methylcytosine content in human colonic neoplasia. Cancer Res 1988,
48(5):1159–1161.

38. Bariol C, Suter C, Cheong K, Ku SL, Meagher A, Hawkins N, Ward R: The
relationship between hypomethylation and CpG island methylation in
colorectal neoplasia. Am J Pathol 2003, 162(4):1361–1371.
39. Chalitchagorn K, Shuangshoti S, Hourpai N, Kongruttanachok N, Tangkijvanich P,
Thong-ngam D, Voravud N, Sriuranpong V, Mutirangura A: Distinctive pattern
of LINE-1 methylation level in normal tissues and the association
with carcinogenesis. Oncogene 2004, 23(54):8841–8846.

40. Suter CM, Martin DI, Ward RL: Hypomethylation of L1 retrotransposons in
colorectal cancer and adjacent normal tissue. Int J Colorectal Dis 2004,
19(2):95–101.

41. Iacopetta B, Grieu F, Phillips M, Ruszkiewicz A, Moore J, Minamoto T,
Kawakami K: Methylation levels of LINE-1 repeats and CpG island loci
are inversely related in normal colonic mucosa. Cancer Sci 2007,
98(9):1454–1460.

42. Pavicic W, Joensuu EI, Nieminen T, Peltomaki P: LINE-1 hypomethylation in
familial and sporadic cancer. J Mol Med 2012, 90(7):827–835.

43. Kalari S, Pfeifer GP: Identification of driver and passenger DNA methylation
in cancer by epigenomic analysis. Adv Genet 2010, 70:277–308.

44. Cravo M, Fidalgo P, Pereira AD, Gouveia-Oliveira A, Chaves P, Selhub J,
Mason JB, Mira FC, Leitao CN: DNA methylation as an intermediate
biomarker in colorectal cancer: modulation by folic acid supplementation.
Eur J Cancer Prev 1994, 3(6):473–479.

45. Pufulete M, Al-Ghnaniem R, Leather AJ, Appleby P, Gout S, Terry C, Emery PW,
Sanders TA: Folate status, genomic DNA hypomethylation, and risk of
colorectal adenoma and cancer: a case control study. Gastroenterology 2003,
124(5):1240–1248.

46. Kim MS, Lee J, Sidransky D: DNA methylation markers in colorectal cancer.
Cancer Metastasis Rev 2010, 29(1):181–206.

47. Tse MY, Ashbury JE, Zwingerman N, King WD, Taylor SA, Pang SC: A refined,
rapid and reproducible high resolution melt (HRM)-based method
suitable for quantification of global LINE-1 repetitive element
methylation. BMC Res Notes 2011, 4(565):1–10.

48. Laird PW: Principles and challenges of genomewide DNA methylation
analysis. Nat Rev Genet 2010, 11(3):191–203.

49. Belshaw NJ, Pal N, Tapp HS, Dainty JR, Lewis MP, Williams MR, Lund EK,
Johnson IT: Patterns of DNA methylation in individual colonic crypts
reveal aging and cancer-related field defects in the morphologically
normal mucosa. Carcinogenesis 2010, 31(6):1158–1163.

50. Burnett-Hartman AN, Passarelli MN, Adams SV, Upton MP, Zhu LC, Potter JD,
Newcomb PA: Differences in epidemiologic risk factors for colorectal
adenomas and serrated polyps by lesion severity and anatomical site.
Am J Epidemiol 2013, 177(7):625–637.

51. Giacosa A, Frascio F, Munizzi F: Epidemiology of colorectal polyps.
Tech Coloproctol 2004, 8(Suppl 2):s243–s247.

52. Jacobs ET, Thompson PA, Martinez ME: Diet, gender, and colorectal
neoplasia. J Clin Gastroenterol 2007, 41(8):731–746.

53. Terry MB, Neugut AI, Bostick RM, Sandler RS, Haile RW, Jacobson JS,
Fenoglio-Preiser CM, Potter JD: Risk factors for advanced colorectal adenomas:
a pooled analysis. Cancer Epidemiol Biomark Prev 2002, 11(7):622–629.

54. Terry MB, Delgado-Cruzata L, Vin-Raviv N, Wu HC, Santella RM: DNA
methylation in white blood cells: association with risk factors in
epidemiologic studies. Epigenetics: Official Journal of the DNA
Methylation Society 2011, 6(7):828–837.

55. Brennan K, Flanagan JM: Is there a link between genome-wide hypome-
thylation in blood and cancer risk? Cancer Prev Res 2012, 5(12):1345–1357.

56. Cash HL, Tao L, Yuan JM, Marsit CJ, Houseman EA, Xiang YB, Gao YT, Nelson HH,
Kelsey KT: LINE-1 hypomethylation is associated with bladder cancer risk
among nonsmoking Chinese. Int J Cancer 2012, 130(5):1151–1159.

57. Moore LE, Pfeiffer RM, Poscablo C, Real FX, Kogevinas M, Silverman D,
Garcia-Closas R, Chanock S, Tardon A, Serra C, Carrato A, Dosemeci M,
Garcia-Closas M, Esteller M, Fraga M, Rothman N, Malats N: Genomic DNA
hypomethylation as a biomarker for bladder cancer susceptibility in the
Spanish Bladder Cancer Study: a case–control study. Lancet Oncol 2008,
9(4):359–366.

58. Lim U, Flood A, Choi SW, Albanes D, Cross AJ, Schatzkin A, Sinha R, Katki HA,
Cash B, Schoenfeld P, Stolzenberg-Solomon R: Genomic methylation of
leukocyte DNA in relation to colorectal adenoma among asymptomatic
women. Gastroenterology 2008, 134(1):47–55.

59. Ashbury JE, Taylor SA, Tse MT, Pang SC, Louw JA, Vanner SJ, King WD:
Biomarkers measured in buccal and blood leukocyte DNA as proxies
for colon tissue global methylation. Int J Mol Epidemiol Genet 2014,
5(2):120–124.

60. Levine JS, Ahnen DJ: Clinical practicea. Adenomatous polyps of the colon.
N Engl J Med 2006, 355(24):2551–2557.



King et al. BMC Cancer 2014, 14:488 Page 9 of 9
http://www.biomedcentral.com/1471-2407/14/488
61. Barclay RL, Vicari JJ, Doughty AS, Johanson JF, Greenlaw RL: Colonoscopic
withdrawal times and adenoma detection during screening
colonoscopy. N Engl J Med 2006, 355(24):2533–2541.

62. Adler A, Wegscheider K, Lieberman D, Aminalai A, Aschenbeck J, Drossel R,
Mayr M, Mros M, Scheel M, Schroder A, Gerber K, Stange G, Roll S, Gauger U,
Wiedenmann B, Altenhofen L, Rosch T: Factors determining the quality of
screening colonoscopy: a prospective study on adenoma detection rates,
from 12,134 examinations (Berlin colonoscopy project 3, BECOP-3).
Gut 2013, 62(2):236–241.

63. Kok RM, Smith DE, Barto R, Spijkerman AM, Teerlink T, Gellekink HJ,
Jakobs C, Smulders YM: Global DNA methylation measured by liquid
chromatography-tandem mass spectrometry: analytical technique,
reference values and determinants in healthy subjects. Clin Chem Lab
Med 2007, 45(7):903–911.

64. Faulkner GJ, Kimura Y, Daub CO, Wani S, Plessy C, Irvine KM, Schroder K,
Cloonan N, Steptoe AL, Lassmann T, Waki K, Hornig N, Arakawa T, Takahashi H,
Kawai J, Forrest AR, Suzuki H, Hayashizaki Y, Hume DA, Orlando V, Grimmond SM,
Carninci P: The regulated retrotransposon transcriptome of mammalian cells.
Nat Genet 2009, 41(5):563–571.

65. Ogino S, Chan AT, Fuchs CS, Giovannucci E: Molecular pathological
epidemiology of colorectal neoplasia: an emerging transdisciplinary and
interdisciplinary field. Gut 2011, 60(3):397–411.

66. Speek M: Antisense promoter of human L1 retrotransposon drives
transcription of adjacent cellular genes. Mol Cell Biol 2001, 21(6):1973–1985.

67. Graham TA, Leedham SJ: Field defects in DNA repair: is loss of MGMT an
initial event in colorectal carcinogenesis? Gut 2010, 59(11):1452–1453.

68. Graham TA, McDonald SA, Wright NA: Field cancerization in the GI tract.
Future Oncol 2011, 7(8):981–993.

69. Hiraoka S, Kato J, Horii J, Saito S, Harada K, Fujita H, Kuriyama M, Takemoto K,
Uraoka T, Yamamoto K: Methylation status of normal background mucosa is
correlated with occurrence and development of neoplasia in the distal
colon. Hum Pathol 2010, 41(1):38–47.

70. Giovannucci E, Ogino S: DNA methylation, field effects, and colorectal
cancer. J Natl Cancer Inst 2005, 97(18):1317–1319.

doi:10.1186/1471-2407-14-488
Cite this article as: King et al.: A cross-sectional study of global DNA
methylation and risk of colorectal adenoma. BMC Cancer 2014 14:488.
Submit your next manuscript to BioMed Central
and take full advantage of: 

• Convenient online submission

• Thorough peer review

• No space constraints or color figure charges

• Immediate publication on acceptance

• Inclusion in PubMed, CAS, Scopus and Google Scholar

• Research which is freely available for redistribution

Submit your manuscript at 
www.biomedcentral.com/submit


	Abstract
	Background
	Methods
	Results
	Conclusions

	Background
	Methods
	Study population
	Laboratory methods
	Statistical analysis

	Results
	Discussion
	Conclusions
	Competing interests
	Authors’ contributions
	Acknowledgements
	Author details
	References


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV <>
    /HUN <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.440 793.440]
>> setpagedevice


