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Abstract

RASSF1A,regarded as a candidate tumor suppressor, is frequently silenced and inactivated by methylation of
its promoter region in many human tumors. However, the association between RASSF 1A promoter methylation
and lung cancer risk remains unclear. To provide a more reliable estimate we conducted a meta-analysis of
cohort studies to evaluate the potential role of RASSF1A promoter methylation in lung carcinogenesis. Relevant
studies were identified by searches of PubMed, Web of Science, ProQest and Medline databasesusing the
following key words: ‘lung cancer or lung neoplasm or lung carcinoma’, ‘RASSF1A methylation’ or ‘RASSFI1A
hypermethylation’. According to the selection standard, 15 articles were identified and analysised by STATA
12.0 software. Combined odds ratio (OR) and 95% confidence interval (CI) were used to assess the strength of
the association between RASSF1A promoter methylation and lung cancer risk. A chi-square-based Q test and
sensitivity analyses were performed to test between-study heterogeneity and the contributions of single studies
to the final results, respectively. Funnel plots were carried out to evaluate publication bias. Overall, a significant
relationship between RASSF1A promoter methylation and lung cancer risk (OR, 16.12; 95%CI, 11.40-22.81;
p<0.001) with no between-study heterogeneity. In subgroup analyses, increased risk of RASSF 1A methylation in
cases than controls was found for the NSCLC group (OR, 13.66, 95%CI, 9.529- 19.57) and in the SCLC group

(OR, 314.85,95%CI, 48.93-2026.2).
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Introduction

Lung cancer is the most frequent cancer worldwide
still. There were more than 1.8 million new cases (13%
of total cancer incidence) and almost 1.6 million deaths
(20% of total cancer mortality), as estimated in 2012
(WIL, D2014). Moreover, Lung cancer is the leading
cause of cancer death in men in 87 countries and in women
in 26 countries. Despite the advent of new diagnostic
techniques, most lung cancers are detected at a late stage,
and the 5-year survival rate of lung cancer is less than
15% in the US (Jemal et al., 2011). Once tumor cells
have spread, the long-term prognosis is poor since no
curative treatments are available. Thus, the development
of biomarkers for effective early diagnosis of lung cancer
is clearly necessary and he molecular biomarker is a new
diagnostic technique for tumors (Hirsch et al., 2002).

The Ras association domain family 1 A (RASSFIA)
gene, located on chromosome 3 at band p21.3 (3p21.3)
which is common heterozygous and homozygous deletions
in different types of human tumors (Agathanggelou et
al., 2003). It may serve as the effector that mediates the
apoptotic effects of Ras by binding Ras in a guanosine
triphosphate dependent manner (Hesson et al., 2007).
What is more, RASSF 1A is a frequent aberrant methylation

gene in lung cancer, and high methylation of the RASSFIA
promoter gene was reported in up to 60% of non-small
cell lung cancer and 100% of small-cell lung cancer cases
(Honorio et al., 2003; Grote et al., 2006). These findings
suggest that RASSFIA is likely to be involved in the
genesis of lung cancer, and plays an important role in the
progression of tumorigenesis.

The effect of RASSF 1A methylation abnormalities has
been investigated in lung carcinoma. Many studies using
univariate or multivariate analysis have been evaluated the
association between promoter methylation of RASSFIA
gene and the risk of lung cancer (Agathanggelou et al.,
2001; Burbee et al., 2001; Wang et al., 2004). However,
the results from those studies remain conflicting rather
than conclusive. Thus, we carried out a meta-analysis
based on all eligible case-control literature to assess the
association of RASSFIA promoter methylation with the
risk of lung carcinoma.

Materials and Methods

Search strategy and selection criteria

We conducted a comprehensive search strategy
towards electronic databases, including PubMed, Web of
Science, ProQest and Medline, using the key words: ‘lung
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cancer or lung neoplasm or lung carcinoma’, ‘RASSFIA
methylation’ or ‘hypermethylation’. The included articles
meet the following criteria: 1. original study; 2. the
diagnosis of lung cancer was based on histopathology; 3.
the sample for the analysis was obtained from biopsy or
surgical tumour tissue specimens; 4. studies were included
if they had a case-control design and available frequency
of the RASSF 1A promoter methylation. 5. When the same
or overlapping data appeared in multiple publications,
we used the most recent or largest population; 6. the
publication language was confined to English.

Data extraction

Data were extracted from each study by two reviewers
independently using pre-specified selection standards.
Decisions were made and disagreements about study
selection were resolved by consensus or by involving a
third reviewer. The following information was extracted
from the studies: the first author’s last name, publication
year, original country of patients in the subjects, and
numbers of cases and controls, the number of RASSFIA
methylation individuals in NSCLC and SCLC groups, etc.

Statistical analysis

The strength of the association between the RASSFI1A
promoter methylation and lung cancer risk was measured
by pooled odds ratio (OR) with its 95% confidence
interval (CI). The significance of the pooled OR was
determined by the Z test and p<0.05 was considered as
statistically significant. Subgroup analysis was performed
stratified by the study character of NSCLC and SCLC.
The heterogeneity assumption was checked by chi-test
based on Q-test (significance level of p<0.10) (Dickersin
and Berlin, 1992). With a lack of heterogeneity among
included studies, the pooled odds ratio estimates were
calculated using the fixed-effects model (Mantele-
Haenszel) (Mantel and Haenszel, 1959). Otherwise, the
random-effects model (DerSimonian and Laird method)
was used (DerSimonian and Laird, 1986). Sensitivity
analyses were performed to assess the contributions of
single studies to the final results. Begg’s funnel plots were
used to examine whether the results of a meta-analysis may

have been affected by publication bias. Egger’s test was
implemented to testing for funnel plot asymmetry (Egger,
1997). All statistical analyses were performed using Stata
statistical software (Stata/SE version 12.0 for Windows;
Stata Corp, College Station, TX).

Results

Eligible studies

After being selected in accordance with the inclusive
criteria, our final eligible studies included 15 studies, as
shown in Figure 1 (Burbee et al.,2001; Wang et al., 2004;
Safar et al., 2005; Chen et al., 2006; Wang et al., 2007;
Yanagawa et al., 2007; Brock MV, 2008; Helmbold et
al., 2009; Lin et al., 2009; Zhang et al., 2010; Lee et al.,
2012; Li et al., 2012; Li et al., 2014; Zhai and Li, 2014).

Study characteristics

The characteristics of retained 15 studies are listed
in Table 1. The subjects were conducted in 6 countries
(Korea, China, Japan, USA, Sweden and Germany)
and published between 2001 and 2014, twelve of the 15
studies were focus on non-small cell lung cancer, 2 of the
15 article were on small cell lung cancer investigation,
one of the 15 paper contain NSCLC and SCLC. There
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Figure 1. Flow Chart of Study Identification

Table 1 Main Characteristics of the Studies Included in the Meta-analysis

Author Year  Country Lung cancer histology Concrol Case Total cases
M T % M T %
Zhai et al. 2014  China NSCLC 0 40 0.00% 22 42 52.38% 82
Lietal. 2014  China NSCLC 0 56 0.00% 48 56 85.71% 112
Lietal. 2012 China SCLC 0 52 0.00% 45 56 80.36% 108
Lee et al. 2012  Korea NSCLC 1 40 2.50% 92 206 44.66% 246
Zhang et al. 2010  China NSCLC 0 20 0.00% 58 150 38.67% 170
Helmbold etal. 2009  Germany SCLC 0 18 0.00% 17 18 94.44% 36
Lin et al. 2009  China NSCLC 2 26 7.69% 53 124 42.74% 150
Brock et al. 2008  USA NSCLC 37 104 35.58% 25 50 50.00% 154
Yanagawa et al. 2007  Japan NSCLC 0 3 0.00% 43 101 42.57% 104
Wang et al. 2007  China SCLC 0 15 0.00% 4 5 80.00% 20
Wang et al. 2007  China NSCLC 0 15 0.00% 23 75 30.67% 90
Chen et al. 2006  China NSCLC 4 57 7.02% 44 114 38.60% 171
Ito er al. 2005  Japan NSCLC 0 138 0.00% 44 138 31.88% 276
Safar et al. 2005 USA NSCLC 2 32 6.25% 19 105 18.10% 137
Wang et al. 2004  China NSCLC 4 119 3.36% 46 119 38.66% 238
Burbee et al. 2001 Sweden NSCLC 0 104 0.00% 79 154 51.30% 258
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Figure 2. Forest Plot of Meta-analysis for Association
between RASSF 1A Methylation and Lung Cancer. The
forest plot displays the effect size and 95% confidence intervals
for each study, subgroup and overall. The pooled odds ratios for
risk are from fixed-effects models using STATA12.0

was 43.75% of lung cancer patients had the methylated
RASSFIA allele with a frequency ranging from 18.10%
to 94.44% in individual trials.

Quantitative analysis

The main results of our meta-analysis and the
heterogeneity test are shown in Figure 2. No statistically
significant heterogeneity was observed in overall and
stratified analyses; all the pooled odds ratios for risk were
calculated by a fixed-effects model.

The combined results based on all studies showed the
relationship between the RASSF 1A promoter methylation
was significantly associated with increased risk of lung
cancer (OR, 16.123; 95%CI, 11.395-22.813; p<0.001;
Figure 2). In other words, compared with heathy person,
lung cancer patients had a 16.123-fold higher risk for
RASSFIA methylation. When stratifying for histological
type of lung cancer, the increased risk of RASSFIA
methylation in case and controls was found NSCLC group
(OR= 13.655; 95%CI, 9.529-19.567) and in the SCLC
group (OR=314.853; 95%CI, 48.926-2026.156).

Sensitive analysis

Sensitive analyses were conducted to determine
whether modification of the inclusive criteria of the meta-
analysis affected the final results. When we excluded one
studies is that sample size of the methylation patients were
found in the NSCLC group (Brock MV, 2008). There was
almost no difference between the remaining 14 studies and
the previous 15 in terms of odds ratios and 95% confidence
intervals (28.509, 17.82-45.62), indicating that our results
were statistically robust.

Bias diagnosis

Begg’s funnel plot and Egger’s test were carried out
to assess the publication bias of the studies. For overall
and subgroup analyses, the shapes of Egger’s funnel
plot revealed obvious symmetry (not shown). Then the
results were confirmed by Begg’s test (for total studies:
p=0.363; for the NSCLC group: p=0.272; for the SCLC
group: p=0.117). Therefore, neither Begg’s funnel plot nor
Egger’s test detected any publication bias of the studies.

Discussion

It is known that methylation is a major epigenetic
modification in mammals, and changes in methylation
patterns play a important role in tumorigenesis in humans.
In particular, promoter CpG island hypermethylation is
closely linked to inactivation and silencing, resulting
in tumor suppressor loss of expression, and affects the
development of carcinogenesis (Baylin, 2005; Hesson
et al., 2007). Aberrant promoter region methylation of
tumor-suppressor genes is association with the mechanism
for carcinogenesis. Similarly, abnormal methylation of
RASSFIA within the promoter region has been reported
in various tumor types (Amin and Banerjee, 2012). To
determine whether RASSFI/A methylation can serve
as a biomarker for risk of lung cancer, we undertook a
systematic review and meta-analysis of the literature.

To our knowledge, this is the first meta-analysis of
published studies to evaluate the relationship between
RASSF1A promoter methylation and lung cancer risk.
Our analyses, combining 15 independent studies,
revealed that the methylation of RASSFIA promoter
does increase the risk of lung cancer. In particular, the
overall OR for methylation status in lung cancer versus
normal lung tissue was 16.123 (95%CI, 11.395-22.813;
p<0.001; Figure 2), suggesting a strong association of
the methylation of RASSF1A promoter with lung cancer.
Next, we stratified the association between RASSFIA
promoter methylation and lung cancer risk by NSCLC
and SCLC, found subgroup analysis by lung cancer
histology showed NSCLC group (OR= 13.655; 95%ClI,
9.529-19.567) and in the SCLC group (OR=314.853;
95%CI, 48.926- 2026.156), indicating a parallel effect
of RASSF1A promoter methylation on lung cancer risk
among different lung cancer histology.

Assessment of the between-study heterogeneity is
an essential requirement in meta-analyses (Joseph Lau,
1998). In our study, heterogeneity within the subjects
was demonstrated by chi-square-based Q test. After
systematically examined, we found that no significant
heterogeneity between the enrolled 15 studies. In
sensitivity analyses we found that there was no single
sensitive study in our meta-analysis. In addition to
between-study heterogeneity, publication bias has also
been recognized as a major concern in robust meta-
analyses. Thereby, we used Begg’s funnel plot and
Egger’s test to assess whether the studies included could
be affected by publication bias. As a result, no evidence of
publication bias was found. Taken together, these results
indicated a credibly related of RASSF /A methylation with
lung carcinoma.

Lung cancer remains the most frequent cancer
worldwide, so development of efficient diagnostic
methods to enable its early detection plays an essential
role in increasing the survival rate of patients with lung
cancer. Our result showed a strong positive association
of RASSFIA methylation with risk of lung cancer, which
is consistent with previous findings that RASSFIA
methylation could be used as an independent clinical
diagnosis factor for lung cancer (Niklinski et al., 2005;
Fischer et al., 2007; Zhai and Li, 2014). Therefore,
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RASSFI1A methylation is a potential to be used as a
molecular marker for early detection and monitoring in
carcinoma of the lungs.

For NSCLC and SCLC, during our meta-analysis, we
found a difference significant association with RASSF/A
methylation. Overall, the small cell lung cancer had a high
risk for non-small cell lung cancer. As to the cumulative
meta-analysis, with the increasing number of included
studies, the dynamic change trend was stable and the
estimates gradually became consistent. The sensitive
analysis confirmed that there was no change in the odds
ratios and the 95% confidence interval when altering the
included studies; both the Begg’s funnel plot and Egger’s
test supported the robust conclusion. As Lietal. (Lietal.,
2014) confirmed that there was a significant relationship
between RASSFIA methylation in lung carcinoma.

In conclusion, there exists a strong association between
methylation of the RASSFIA promoter and risk of lung
cancer. Although further investigations with large number
of samples are required to confirm the associations
between RASSF 1A promoter methylation and lung cancer,
the findings in the present study highlight a promising
potential for RASSFIA promoter methylation in lung
cancer risk prediction.

Acknowledgements

This work was financially supported by the Specialized
Research Fund for the Doctoral Program of Higher
Education of China (No. 20115314110005).

References

Agathanggelou A, Bieche I, Ahmed-Choudhury J, et al (2003).
Identification of novel gene expression targets for the Ras
association domain family 1 (RASSFIA) tumor suppressor
gene in non-small cell lung cancer and neuroblastoma. Cancer
Res, 63,5344-51.

Agathanggelou A, Honorio S, Macartney DP, et al (2001).
Methylation associated inactivation of RASSFIA from region
3p21.3 in lung, breast and ovarian tumours. Oncogene, 20,
1509-18.

Amin KS, Banerjee PP (2012). The cellular functions of RASSFIA
and its inactivation in prostate cancer. J Carcinog, 11, 3.
Baylin SB (2005). DNA methylation and gene silencing in cancer.

Nat Clin Pract Oncol, 2,4-11.

Brock MV HC, Ota-Machida E, Han Y, et al (2008). DNA
methylation markers and early recurrence in stage I lung
cancer. N Engl J Med, 13, 1118-28.

Burbee DG, Forgacs E, Zochbauer-Muller S, et al (2001).
Epigenetic inactivation of RASSFIA in lung and breast
cancers and malignant phenotype suppression. J Natl Cancer
Inst, 93, 691-9.

Chen H, Suzuki M, Nakamura Y, et al (2006). Aberrant
methylation of RASGRF2 and RASSF /A in human non-small
cell lung cancer. Oncol Rep, 15, 1281-5.

DerSimonian R, Laird N (1986). Meta-analysis in clinical trials.
Control Clin Trials,7,177-88.

Dickersin K, Berlin JA (1992). Meta-analysis: state-of-the-
science. Epidemiol Rev, 14, 154-76.

Egger M, Davey Smith G, Schneider M, Minder C. (1997). Bias
in meta-analysis detected by a simple, graphical test. BMJ,
315, 629-34

Fischer JR, Ohnmacht U, Rieger N, et al (2007). Prognostic
significance of RASSF'1A promoter methylation on survival of

non-small cell lung cancer patients treated with gemcitabine.
Lung Cancer, 56, 115-23.

Grote HJ, Schmiemann V, Geddert H, et al (2006). Methylation of
RAS association domain family protein 1A as a biomarker of
lung cancer. Cancer Cytopathology, 108, 129-34.

Helmbold P, Lahtz C, Herpel E, et al (2009). Frequent
hypermethylation of RASSFIA tumour suppressor gene
promoter and presence of Merkel cell polyomavirus in small
cell lung cancer. Eur J Cancer, 45, 2207-11.

Hesson LB, Cooper WN, Latif F (2007). The role of RASSFIA
methylation in cancer. Dis Markers,23,73-87.

Hirsch FR, Merrick DT, Franklin WA (2002). Role of biomarkers
for early detection of lung cancer and chemoprevention. Eur
Respir J,19, 1151-8.

Honorio S, Agathanggelou A, Schuermann M, et al (2003).
Detection of RASSF1A aberrant promoter hypermethylation
in sputum from chronic smokers and ductal carcinoma in situ
from breast cancer patients. Oncogene, 22, 147-50.

Jemal A, Bray F, Center MM, et al (2011). Global cancer statistics.
CA Cancer J Clin, 61, 69-90.

Joseph Lau M, John PA Ioannidis, MD, Christopher H Schmid
(1998). Summing up evidence: one answer is not always
enough. The Lancet, 351, 123-7.

Lee SM, Lee WK, Kim DS, et al (2012). Quantitative promoter
hypermethylation analysis of RASSFIA in lung cancer:
comparison with methylation-specific PCR technique and
clinical significance. Mol Med Rep, 5,239-44.

Li W, Deng J, Jiang P, et al (2012). Methylation of the RASSFIA
and RARbeta genes as a candidate biomarker for lung cancer.
Exp Ther Med, 3,1067-71.

Li W, Deng J, Tang JX (2014). Combined effects methylation of
FHIT, RASSFIA and RARbeta genes on non-small cell lung
cancer in the Chinese population. Asian Pac J Cancer Prev,
15,5233-7.

Lin Q,GengJ,MaK,etal (2009). RASSFIA,APC,ESR1,ABCB1
and HOXC9, but not pl16INK4A,DAPK1,PTEN and MT1G
genes were frequently methylated in the stage I non-small cell
lung cancer in China. J Cancer Res Clin Oncol,135,1675-84.

Mantel N, Haenszel W (1959). Statistical aspects of the analysis
of data from retrospective studies of disease. J Natl Cancer
Inst, 22,719-48.

Niklinski J, Niklinska W, Chyczewski L, et al (2005). Prognostic
value of aberrant promoter methylation of DAPK and
RASSF 1A genes in early stage of non-small cell lung cancer
(NSCLC). Lung Cancer, 49, 293-S.

Safar AM, Spencer H, 3rd, Su X, et al (2005). Methylation
profiling of archived non-small cell lung cancer: a promising
prognostic system. Clin Cancer Res, 11, 4400-5.

Wang J, Lee JJ, Wang L, et al (2004). Value of p16INK4a and
RASSF 1A promoter hypermethylation in prognosis of patients
with resectable non-small cell lung cancer. Clin Cancer Res,
10, 6119-25.

Wang Y, Yu Z, Wang T, et al (2007). Identification of epigenetic
aberrant promoter methylation of RASSFIA in serum DNA
and its clinicopathological significance in lung cancer. Lung
Cancer, 56,289-94.

WILBWSaCP (D2014). World Cancer Report 2014. World Health
Organization.

Yanagawa N, Tamura G, Oizumi H, et al (2007). Promoter
hypermethylation of RASSFIA and RUNX3 genes as an
independent prognostic prediction marker in surgically
resected non-small cell lung cancers. Lung Cancer,58,131-8.

Zhai X, Li SJ (2014). Methylation of RASSF1A and CDH13 genes
in individualized chemotherapy for patients with non-small
cell lung cancer. Asian Pac J Cancer Prev,15,4925-8.

Zhang H, Zhang S, Zhang Z, et al (2010). Prognostic value of
methylation status of RASSF A gene as an independent factor
of non-small cell lung cancer. Zhongguo Fei Ai Za Zhi, 13,
311-6 (in Chinese).

10328  Asian Pacific Journal of Cancer Prevention, Vol 15, 2014



