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Abstract

Background: We previously reported that Axin1 (Axin) is down-regulated in many cases of lung cancer, and X-ray
irradiation increased Axin expression and inhibited lung cancer cells. The mechanisms, however, were not clear.

Methods: Four lung cancer cell lines were used to detect the methylation status of Axin with or without X-ray
treatment. Real-time PCR was used to quantify the expression of Axin, and western blot analysis was applied to
measure protein levels of Axin, β-catenin, Cyclin D1, MMP-7, DNMTS, MeCP2 and acetylated histones. Flow
cytometric analysis, colony formation assay, transwell assay and xenograft growth experiment were used
to study the biological behavior of the cells with hypermethylated or unmethylated Axin gene after
X-ray treatment.

Results: Hypermethylated Axin gene was detected in 2 of 4 cell lines, and it correlated inversely with Axin expression.
X-ray treatment significantly up-regulated Axin expression in H446 and H157 cells, which possess intrinsic
hypermethylation of the Axin gene (P<0.01), but did not show up-regulation in LTE and H460 cells, which have
unmethylated Axin gene. 2Gy X-ray significantly reduced colony formation (from 71% to 10.5%) in H157 cells,
while the reduction was lower in LTE cells (from 71% to 20%). After X-ray irradiation, xenograft growth was significantly
decreased in H157 cells (from 1.15 g to 0.28 g) in comparison with LTE cells (from 1.06 g to 0.65 g). Significantly
decreased cell invasiveness and increased apoptosis were also observed in H157 cells treated with X-ray irradiation
(P<0.01). Down-regulation of DNMTs and MeCP2 and up-regulation of acetylated histones could be detected in lung
cancer cells.

Conclusions: X-ray-induced inhibition of lung cancer cells may be mediated by enhanced expression of Axin via
genomic DNA demethylation and histone acetylation. Lung cancer cells with a different methylation status of the Axin
gene showed different radiosensitivity, suggesting that the methylation status of the Axin gene may be one important
factor to predict radiosensitivity of the tumor.
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Background
Axin is an important factor in c-Jun N-terminal kinase
(JNK), p53, Wnt and other signal transduction pathways
[1,2], and decreased expression of Axin has been noted
in many malignant tumors, including gastric, colorectal,
breast, and other cancers [1,3,4]. We have demonstrated
that Axin is down-regulated in many cases of lung can-
cer, and a low level of Axin expression correlates directly
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with disease progression and poor prognosis in patients
with lung cancer [5]. The mechanism of down-
regulation of Axin in cancer patients is not entirely clear
at the present time. Although mutations in the Axin
gene have been detected and implicated in a few types of
malignant tumors, the mutation rate is low and sporadic,
and the hot spots of the mutations have not been identi-
fied in any specific type of malignant tumor [6-11].
These sporadic mutations hardly explain the universal
decrease in the expression of Axin in many cases of
cancer [12]. It is well known that hypermethylation of
certain tumor suppressor genes could result in down-
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regulation or even silencing of these genes, leading to the
development and progression of malignant tumors [13].
By analyzing genomic sequences we noted that the Axin
gene is rich in CpG islands promoter region and in some
introns, and thus, hypothesize that the decreased expres-
sion of Axin in lung cancer cases may be caused by
hypermethylation.
In a previous study, we reported that X-ray irradiation

significantly up-regulates Axin expression in some fresh
non-small cell lung cancer (NSCLC) tissues (5/10) [14],
but the underlying molecular mechanism for this regu-
lation is unknown. Interestingly, X-ray irradiation has
been shown to induce demethylation of the whole gen-
ome by inhibiting DNA methyltransferases (DNMTs)
and methyl-binding protein 2 (MeCP2) [14-21]. These
previous studies raise the possibility that X-ray irradiation
triggers apoptosis of lung cancer cells via demethylation-
and acetylation-mediated up-regulation of the Axin gene
by inhibiting DNMTs and MeCP2 [22].
In order to confirm our hypothesis, we assessed the

methylation status of the Axin gene and investigated
transcriptional expression of Axin. In addition, we
studied the effects of X-ray irradiation on expression of
Axin, DNMTs, and MeCP2, its effect on the methylation
status of the Axin gene, and the associated changes in
cell proliferation, invasiveness, apoptosis and tumor
progression.

Methods
Cell culture and X-ray treatment
Three cell lines of Non-small cell lung cancer (NSCLC),
including LTEP-a-2 (LTE, adenocarcinoma), NCI-H157
(H157, adenocarcinoma) and NCI-H460 (H460, large
cell carcinoma) and one cell line of small cell lung
carcinoma (SCLC) NCI-H446 (H446) were cultured in
plastic flasks with RPMI 1640 medium (GBICO Inc., NY,
USA) containing 10% fetal calf serum (GBICO Inc., NY,
USA) at 37°C in a humidified atmosphere (5% CO2 and
95% air). The plastic flasks with lung cancer cells were
treated with X-ray irradiation using a linear accelerator
(Primus, Siemens, Germany) with a dose of 1Gy and 2
Gy, respectively, according to the previous study [14]. X-
ray irradiation was delivered soon after the cell density
reached 70-80%. Untreated lung cancer cells were used
as a control. After irradiation, the cells were harvested at
the appropriate time points and reserved in a refriger-
ator (−80°C) before being processed for further analysis.
As previously demonstrated, lung cancer cell lines with
different histological types usually show different radio-
sensitivity. In order to exclude an influence from histo-
logical type, two adenocarcinoma cell lines with different
methylation statuses and expression levels (H157 and
LTE) were used in in vitro and in vivo experiments to
study the effect of X-ray irradiation.
Nested MSP, Real-time RT-PCR and western blot analysis
The genomic DNA from lung cancer cells treated with
or without X-ray irradiation were isolated by using a
DNA extraction kit (TIANGEN BIOTECH BEIJING
CO., LTD) according to the manufacturer’s instructions.
Aliquots of DNA samples were treated with a DNA
methylation kit (ZYMO RESEARCH Inc., USA). Hyper-
methylated Axin gene was defined when a distinctive
amplicon was demonstrated on gel electrophoresis after
methylation specific PCR (MSP), while unmethylated
Axin gene was designated when no distinctive amplicon
was seen after methylation specific PCR and clear
amplicon was produced by unmethylation specific PCR.
The primers for PCR reactions are listed in Table 1.
Total RNA was isolated from lung cancer tissues and

cultured cells with TRIzol Reagent (Invitrogen). Real-
time RT-PCR (Fluorescent dye method, ABI, 7900HT)
was performed to evaluate the transcripts of Axin. The
experiments were performed according to the manufac-
turer’s instructions (SYBR® Premix Ex Taq™, Takara Bio).
Each assay was repeated three times. The PCR primers
are listed in Table 1.
Mouse monoclonal antibody against DNMT1 (H-12,

1:300, Santa Cruz Biotechnology, Santa Cruz, CA, USA.),
β-actin (sc-8432, 1:500, Santa), β-catenin (562505, 1:800,
BD Transduction Laboratories, NJ, USA), and acetylated
histone H3 (H3-ab47915, 1:500, Abcam, Cambridge, MA,
UK) and rabbit polyclonal antibody against acetylated
histone H4 (H4-06-598, 1:500, Upstate Biotechnology In-
corporated, NY, USA), DNMT3B (ab2851, 1:500, Abcam),
Axin (06–922, 1:500, Upstate), MeCP2 (ab2828, 1:500,
Abcam), Cyclin D1 (H-295, 1:500, Santa) and MMP-7
(sc-30071, 1:500, Santa) were used in Western blot ana-
lysis. The protein bands on the membrane were visualized
using ECL (Pierce, Rockford, IL, USA) and quantified
using the DNR Bio-Imaging System. The relative protein
levels were calculated by normalizing to the amount of β-
actin. The experiment was repeated three times, and a
mean value was presented.

Colony formation, matrigel invasion and flow cytometric
analysis
Colony Formation: 500 cells were grown in a 60 mm
dish with culture medium. The cells were treated with
X-ray irradiation at doses of 1 Gy or 2 Gy, respectively,
after 12 hours of incubation. The cells were then
continuously cultured until visible colonies were formed
(14 days). Only those containing ≥50 cells were counted.
The rate of colony formation was indicated by the ratio
of the number of clones over the number of seeded cells.
The experiment was repeated three times, and a mean
value was presented.
Matrigel cell invasion assay: Briefly, in each upper

chamber, 5×105 cells (with or without X-ray irradiation)



Table 1 Sequence and reaction conditions of nested MSP and real-time PCR primer

Name Sequence Length TM Cycle

MSP primers

Axin promoter (Outside primer) F:5′GGAGGTTTTGGTTTTTTAGAGAGYGGAG 3′ 298 bp 55°C 35

R: 5′AAACCCTAACCATCCCTACCTACCRACC 3′

Axin promoter methylation F: 5′GTAGGTTTTTGGAATGGTCGC 3′ 144 bp 55.7°C 35

R: 5′ACTAAACAAAAAACCCCGAA 3′

Axin promoter unmethylation F: 5′ GTAGGTTTTTGGAATGGTTGTGG 3′ 144 bp 55.2°C 35

R: 5′ ACTAAACAAAAAACCCCAAA 3′

Axin intron 1 (Outside primer) F: 5′TGTTTATAATTTTAGTTATTTGGGAAGGT 3′ 283 bp 55°C 35

R: 5′ACCCCTTATTTTTACTCACACTTCTATT 3′

Axin intron 1 methylation F:5′ GTTGAGGTAGGAGAATCG 3′ 222 bp 59.3°C 35

R:5′ TCTTCAGGAAAAATCTCG 3′

Axin intron 1 unmethylation F:5′ GTTGAGGTAGGAGAATAG 3′ 222 bp 59°C 35

R:5′ TCTTCAGGAAAAATCTAG 3′

Axin intron 2 (Outside primer) F: 5′ GGATAAATATAGAAAAGGGTTAGGAATG 3′ 362 bp 57.5 35

R: 5′ ATAAACTAAAAAACTCCTCAAATACCAC 3′

Axin intron 2 methylation F:5′ AAGTGAGAGTTTAGGTAGAGGAGGC3′ 238 bp 58°C 35

R:5′ CAAAAAAACTAAATACCTATAACCG 3′

Axin intron 2 unmethylation F:5′ GAGAGTTTAGGTAGAGGAGGT 3′ 234 bp 59.5°C 35

R:5′ CAAAAAAACTAAATACCTATAACCA 3′

Real-time PCR primers

Axin primer F: 5′- TCACCCTGGGCCAGTTCAA -3′

R: 5′-CAGTCAAACTCGTCGCTCACTTTC -3′

β-actin primer F:5′- AGCACAGAGCCTCGCCTTTG -3′

R:5′- ACATGCCGGAGCCGTTGT -3′
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were grown in serum-free culture medium. The lower
chambers were filled with RPMI 1640 medium
containing 10% fetal calf serum. After being incubated
for 24 hours, the cells that migrated through the
pores were fixed with methanol for 30 minutes and
stained with hematoxylin. For each filter, the number
of cells was counted microscopically in 5 random
fields under a 200×magnification. The experiment
was repeated three times, and a mean value was
presented.
Flow cytometric analysis for cell apoptosis: Cells were

collected at 72 hours after X-ray treatment and then
immediately stained with the Annexin V-FITC/PI double
staining kit (Keygene Biotechnology) before being
analyzed by the FACSCalibur Flow Cytometer with Cell
Quest 3.0 software (BD) to determine the level of cell
apoptosis. The experiment was repeated three times,
and a mean value was presented.

Xenograft to nude mice
Four-week-old male BALB/c nude mice were obtained
from the animal facility. All the mice were handled in
strict accordance with the recommendations in the
Guide for the Care and Use of Laboratory Animals of
the National Institutes of Health [23]. The protocol was
approved by the Committee on the Ethics of Animal
Experiments of the China Medical University. All efforts
were made to minimize suffering of the experimental
animals. The mice were randomly divided into 4 groups
(5 mice in each group, weight 15.2-16.8 grams). Each
mouse was inoculated subcutaneously in the right axilla
with 5×106 human lung cancer cells suspended in 0.2 ml
sterile PBS. The large dimension (L) and short dimen-
sion (W) of the subcutaneous nodules were measured
with a vernier caliper every 3 days, and the tumor
volume was calculated by the formula, V = W2 × L × π/6,
before being plotted into the growth curve for each group.
Four weeks after inoculation, the mice were sacrificed,
and the tumor nodules from each mouse were completely
excised and measured. The rate of tumor growth
inhibition (%) was calculated according to the formula:
(mean tumor weight of control group-mean tumor weight
of X-ray irradiation group)/mean tumor weight of control
group×100%.



Yang et al. BMC Cancer 2013, 13:368 Page 4 of 12
http://www.biomedcentral.com/1471-2407/13/368
Statistical analysis
SPSS version 13.0 for Windows was utilized to analyze
the data. The Mann–Whitney U test and Student’s t test
were used to examine the statistical difference of experi-
mental data between the groups.

Results
Effect of X-ray irradiation on axin mrna expression and
methylation in lung cancer cells with hypermethylated or
unmethylated Axin gene
Nested MSP showed that the promoter and first intron re-
gions of the Axin gene are hypermethylated in H157 and
H446 cells but unmethylated in LTE and H460 cells, and
correspondingly, Real-time RT-PCR demonstrated that
H157 and H446 cells had a mean level of Axin mRNA sig-
nificantly lower than LTE and H460 cells (Figure 1A and
B) (P<0.01). This result suggests that hypermethylated
Axin gene correlated inversely with Axin expression. Then
all cell lines were treated with X-ray irradiation. Axin
mRNA was apparently up-regulated in H157 and H446
cells that have hypermethylated Axin gene but not in LTE
and H460 cells that have unmethylated Axin gene
(Figure 1C-F). Interestingly, X-ray irradiation in H157
(Figure 1D) and H446 cells (Figure 1E) seems to demon-
strate time dependent and dose dependent increases of
Axin transcripts, with a more significant increase noted at
the 72 hour point (P<0.01) and with 2 Gy. This time and
dose dependent fashion of up-regulation of the Axin gene
was not observed in LTE and H460 cells. Axin mRNA was
not increased after X-ray irradiation in LTE (Figure 1C) or
H460 cells (Figure 1F). These results suggest that X-ray
irradiation could possibly up-regulate Axin expression in
the cells with hypermethylated Axin gene but not in the
cells with unmethylated Axin gene.
MSP demonstrated that there was no change of the

unmethylated status of LTE and H460 cells after X-ray
irradiation (Figure 2A and D), while in contrast, methy-
lation of the Axin gene was decreased along with an
associated increase in unmethylated sequences in the pro-
moter and first intron regions of the H446 cell line, which
has an intrinsic hypermethylated Axin gene (P<0.05)
(Figure 2C). Although demethylation of the promoter and
first intron regions in the H157 cell line was not detected
(data not shown), a significant demethylation in the
second intron region could be observed in this cell line
after X-ray irradiation (P<0.05) (Figure 2B). These results
suggest that X-ray irradiation may induce Axin expression
via demethylating the DNA in lung cancer cells.

X-ray-induced DNMTs down-regulation and acetylated
histone up-regulation correlated with Axin gene
methylation status and expression
It has been reported that X-ray irradiation could induce
demethylation by inhibiting DNMTs and MeCP2 [14-21].
DNA methylation is regulated by DNMTs, a family of
enzymes catalyzing transfer of methyl groups to genomic
DNA [13]. We examined the protein levels of DNMT1
and 3B at 24 hours after 1 Gy and 2 Gy X-ray irradiation,
respectively, in two NSCLC cell lines: H157 (hypermethy-
lated Axin gene) and LTE (unmethylated Axin gene). Both
DNMT1 and DNMT3B were significantly down-regulated
in the two cell lines (Figure 3A-D) (P<0.01), with more
significant effects seen in the H157 cell line than in
the other.
MeCP2 could bind to DNA methyl groups and recruit

histone deacetylase (HDAC), resulting in histone deace-
tylation, chromatin condensation, and consequently,
transcriptional inactivation of the genes [13]. Therefore,
we examined the expression of MeCP2 and acetylated
histones in H157 cells and demonstrated a decrease in
MeCP2 protein associated with a marked increase in
acetylated histone H3 and H4 (Figure 3A and B, P<0.01).
Decreased MeCP2 protein and increased acetylated H3
and H4 proteins could also be detected in LTE cells
(Figure 3C and D, P<0.05), but the effects were less
significant than those observed in H157 cells. Interes-
tingly, the decreases in DNMT1, DNMT3B and MeCP2
proteins were present in a dose dependent fashion after
treatment with X-ray irradiation. The increases in acety-
lated H3 and H4 in both cell lines, with more significant
effects seen in the H157 cell line, were also present in a
dose dependent fashion after treatment with X-ray
irradiation.
Given the insignificant demethylation of the Axin gene

in the H157 cell line, the X-ray induced increase in Axin
transcripts in this cell line with intrinsic hypermethy-
lated Axin gene may be partially explained by inhibition
of MeCP2, which could cause decreased histone deace-
tylase, and thus, lead to transcriptional activation of the
Axin gene via histone acetylation.
Significant up-regulation of the Axin protein could be

detected in H157 cells but not in LTE cells after 1 Gy or
2 Gy X-ray irradiation (Figure 3E-H). β-catenin is a key
positive regulator of the Wnt pathway, while Cyclin D1
and matrix metalloproteinase 7 (MMP-7) are important
downstream factors of the Wnt signal pathway, which
correlates with cell proliferation and invasion [22]. In
this study, all three factors were significantly down-
regulated in the H157 cells at 24 h (Figure 3E and F,
P<0.01) but none were in LTE cells after X-ray irradi-
ation (Figure 3G and H). These results suggest that X-
ray irradiation could inhibit the Wnt signal transduction
pathway probably via enhanced expression of the Axin
gene. It is well known that activation of the Wnt signal
transduction pathway significantly correlates with prolif-
eration and invasion of tumor cells; therefore, we evalu-
ated the change of the biological behavior in lung cancer
cells with hypermethylated or unmethylated Axin gene.



Figure 1 X-ray induced over-expression of the Axin gene in lung cancer cell lines with hypermethylated Axin gene. A and B show the
methylation status of the promoter and first intron of the Axin gene and levels of Axin transcripts in 4 lung cancer cell lines. Note low Axin
mRNA expression (A) in H157 and H446 cells, which exhibit a hypermethylated Axin gene (B). Real-time PCR shows no up-regulation of Axin
mRNA in LTE cells and H460 cells (C and F) but a marked increase in the Axin transcripts in H157 (D) and H446 (E) cell lines after X-ray
treatment. Note time and dose dependent increase in Axin transcripts after the treatment in both H157 (D) and H446 (E) cell lines. Pro-M,
amplification for the methylated Axin gene promoter; Pro-U, amplification for the unmethylated Axin gene promoter; Int1-M, amplification for
the methylated first intron of the Axin gene; Int1-U, amplification for the unmethylated first intron of the Axin gene. * P<0.05, and ** P<0.01,
in comparison with the group without X-ray irradiation.
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Figure 2 The effect of X-ray irradiation on methylation status of the Axin gene in lung cancer cell lines. There is no obvious change in
unmethylated status of the Axin promoter and first intron in the LTE (A) and H460 (D) cell lines after X-ray irradiation, while significant
demethylation could be detected in the second intron of H157 cells (B) and the promoter and first intron in H446 cells (C).
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X-ray irradiation significantly inhibited growth and
invasiveness of the lung cancer cells with
hypermethylated Axin gene in in vitro and in vivo
experiments
To investigate the effect of X-ray irradiation mediated
Axin up-regulation on lung cancer cells and exclude the
influence of different histological types of lung cancers,
two cell lines with the same histological type (adenocar-
cinoma), H157 and LTE, were used to perform in vitro
and in vivo experiments.
We previously reported that X-ray mediated Axin up-

regulation could induce apoptosis in lung cancer [14]. In
this study, flow cytometric analysis for cell apoptosis
(Figure 4A and B) demonstrated that the apoptosis rate
in H157 cells was markedly increased after X-ray irradi-
ation, and the effect of the irradiation was significantly
stronger than that in the LTE cell line (1 Gy group:
17.45%±2.32% versus 12.06%±1.44%, and 2 Gy group:
19.79%±2.11% versus 12.66%±1.71%; P<0.05). The efficacy
of colony formation in the H157 cells was 71% for the
control group, 21% for 1 Gy irradiation and 10.5% for
2 Gy irradiation (Figure 4C and D). In contrast, X-ray
treatment seemed to show less effect in the LTE cell line,
with the efficacy of colony formation being 74.5%, 37%
and 20% for the control, 1 Gy and 2 Gy irradiation, res-
pectively (Figure 4C and D, P<0.05). Similarly, transwell
cell invasive experiments (Figure 4E and F) showed that
the invasive cell number of the H157 cell line was signifi-
cantly decreased after irradiation, and as noted in the
colony formation assay, the extent of X-ray effect was
much more significant in H157 cells than in LTE cells
in both dose groups (1 Gy group: 41±9 versus 57±12,
2 Gy group: 22±6 versus 41±10; P<0.05). There is no
significant difference of cell apoptosis, cell invasiveness
and colony formation between the two cell lines
without irradiation.
This data provides evidence that X-ray irradiation

significantly inhibits malignant behavior in lung cancer
cells that have intrinsic hypermethylation of the Axin
gene, but its effect in cancer cells with unmethylation of the



Figure 3 The effect of X-ray irradiation on DNMTs, MeCP2, acetylated histones and factors of the Wnt signaling pathway. Western blot
analysis shows the effects of X-ray irradiation on the expression of DNMTs, MeCP2, acetylated histones, Axin, β-catenin, Cyclin D1 and MMP-7 at
24h after X-ray treatment. DNMT1, DNMT3B and MeCP2 are significantly down-regulated in H157 cells, and acetylated histone H3 and H4 are
up-regulated in H157 cells (A, B) is the histogram of A. DNMT 1 and 3B are also down-regulated significantly in LTE cells. Slightly decreased
MeCP2 expression and up-regulation of acetylated H3, H4 are noted in LTE cells (C and D), with the degree of change less significant than in
H157 cells. Increased Axin expression and decreased β-catenin, Cyclin D1 and MMP-7 expression are noted in the H157 cell line after X-ray
irradiation (E and F), but no significant change in these factors are detected in LTE cells (G and H). Note a dose dependent pattern of the
changes in both cell lines, with more prominent changes in the H157 than in the LTE cell line. * P<0.05, ** P<0.01.
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Figure 4 The effect of X-ray irradiation on lung cancer cells with hypermethylated or unmethylated Axin gene. A shows the effect of X-
ray irradiation on cell apoptosis in lung cancer cells by flow cytometric analysis. The histogram in B summarizes the statistical data from A. The
rate of colony formation in H157 and LTE cells with or without X-ray irradiation are shown in C, and the histogram in D summarizes the statistical
data from C. The invasive cell numbers in H157 and LTE cells (treated or untreated with X-ray) are presented in E, F is the histogram of E. The cell
apoptosis rate, colony formation rate and cell invasiveness are markedly changed when H157 and LTE cell lines are treated with X-ray irradiation,
with a more prominent inhibitory effect seen in the H157 cell line than in the LTE cell line (A-F). * P<0.05, comparison between the two cell lines.
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gene seems to be less prominent. Therefore, we hypothesize
that the lung cancer cells with hypermethylation of the
Axin gene may be more sensitive to X-ray irradiation, and
the cancer cells exposed to irradiation may have a disadvan-
tage of xenograft growth in vivo over cell lines with
unmethylation of this gene.
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H157 and LTE cells with or without X-ray irradiation
(2 Gy) were inoculated into nude mice, respectively, and
the tumors were completely excised 4 weeks later
(Figure 5A). The weight of tumor was markedly reduced
in H157 cells receiving irradiation from 1.15 ± 0.37g to
0.28 ± 0.08 g (P<0.01), and the size of tumor was
decreased from 1.77 ± 0.63 cm3 to 0.44 ± 0.12 cm3

(P<0.01). The rate of tumor inhibition in the H157 cell
line (76.63%, weight) was significantly higher than in the
LTE cell line (38.5%, from 1.06 ± 0.22 g to 0.65 ± 0.21 g,
P<0.01). There is no statistically significant difference in
the rates of xenograft growth between the 2 cell lines
without irradiation in tumor size and growth, but the
difference is statistically significant between H157 cells
with irradiation and LTE cells with irradiation in tumor
size and growth (P<0.01) (Figure 5B). While X-ray irra-
diation showed the suppression of tumor growth in both
cell lines, the extent of suppression in H157 cells was
much more prominent than in LTE cells.
Figure 5 The comparison of xenograft tumor growth between the ce
with an unmethylated Axin gene (LTE) after X-ray treatment. Figure A
with X-ray treated cancer cells, particularly in the mice with treated H157 c
time dependent tumor growth. Note X-ray treatment significantly suppress
noted in H157 cells than in LTE cells.
Combined use of 5-Aza and TSA significantly up-regulate
Axin transcripts in cells with hypermethylated Axin gene
Demethylation agent 5-Aza-2-Deoxycytidine (5-Aza,
Sigma, 10 μM, 72 h) and deacetylase inhibitor TSA were
used, and transcripts of the Axin gene were measured.
Significant demethylation and increased Axin transcripts
could be detected in H157 cells after 5-Aza treatment
(P<0.01) (Figure 6A and B). When Trichostatin A (TSA,
Sigma, 300 nmol/L, 24 h), an inhibitor of histone deace-
tylase, was used, the Axin mRNA expression was also
up-regulated significantly (P<0.01) with no altered level
of Axin gene methylation (Figure 6A and B). An
additional increase in Axin transcripts was noted with
combined use of 5-Aza and TSA in H157 (Figure 6A
and B), suggesting a synergistic effect of demethylation
and acetylation. In contrast, neither 5-Aza treatment nor
TSA treatment could significantly up-regulate Axin
expression in LTE cells and neither showed effects on
methylation status of the Axin gene (Figure 6C and D).
ll line with a hypermethylated Axin gene (H157) and the cell line
shows asignificant decrease in tumor mass in the mice transplanted
ells in comparison with each control. Figure B shows the curves of
es the growth of tumor xenografts, with a more significant effect



Figure 6 The effect of 5-Aza and TSA treatment on lung cancer cell lines with hypermethylated Axin gene or unmethylated Axin gene.
The Axin mRNA expression is significantly up-regulated in H157 cells after 5-Aza treatment or TSA treatment. Further increases in Axin transcripts
are detected after combined use of 5-Aza and TSA in the H157 cells (A and B) but not in LTE cells (C and D). ** P<0.01, in comparison with
control group (cells with no treatment).
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Discussion
It has been reported that X-ray irradiation significantly
reduces the number of 5-methylcytosines in genomic
DNA of cultured cell lines [15,17-21,24-27]. To our
knowledge, little is known about the epigenetic changes
and alterations in expression of a specific gene after X-
ray irradiation. In the current study, we demonstrate
that X-ray irradiation up-regulates Axin expression in
lung cancer cell lines with hypermethylated Axin gene
(H157). The increased cell apoptosis rate and decreased
tumor growth in H157 cells (hypermethylated Axin
gene) is more significant than in lung cancer cells with
unmethylated Axin gene (LTE). Given the association of
X-ray induced over-expression of the Axin gene with
inhibition of xenograft tumor growth, the results in the
current study suggest a linkage between X-ray induced
up-regulation of the Axin gene and tumor cell apoptosis.
5-Aza and TSA treatment could up-regulate the expres-
sion of Axin in H157 cells but not in LTE cells. Based
on our data and previous reports, we hypothesize that
up-regulation of the Axin gene may be mediated by X-
ray induced demethylation and acetylation of histone
proteins adjacent to the gene by down-regulating
DNMTs and MeCP2. However, due to the universal
effects of X-ray irradiation on cells, the effects of irra-
diation on Axin gene expression and biological behavior
in lung cancer cells may be influenced by other factors,
and therefore, additional studies are needed to further
elucidate the mechanisms.
We noted that no demethylation was detected in

H157 cells at the promoter or in the first intron. Of
note, the nested MSP used to test the methylation status
in this study is sensitive, but it is not able to detect the
methylation status of the Axin gene beyond the region
covered by the primers applied. When we designed the
primer for the second intron and performed the test,
significant demethylation was detected in this cell line
after X-ray irradiation, thus confirming our hypothesis.
Unfortunately, the epigenetic changes of the entire Axin
gene are currently unclear, and thus, the methylation
statuses in the regions beyond the promoter and the first
and second introns of the Axin gene, as well as their
functional significance, are difficult to determine at the
present time. In our future investigations, we plan to
perform additional tests, including bisulfite sequencing
of the entire noncoding sequence of the Axin gene in
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different lung cancer cell lines and to correlate the
methylation status of the gene with the corresponding
response to X-ray treatment in each cell line to confirm
our hypothesis.
Our previous study demonstrated that over-expression

of the Axin gene is associated with down-regulation of
β-catenin and consequent inhibition of the Wnt signal-
ing pathway, which is accompanied with inhibition of
invasion and proliferation in lung cancer cells [28,29].
Therefore, we propose that the X-ray induced Axin up-
regulation could be an indicator of increased radiosensi-
tivity in certain lung cancers. In other words, methyla-
tion status of the Axin gene might serve as a pathologic
marker in predicting radiosensitivity for lung cancer
patients, with a possible increase in radiosensitivity in
lung cancers with a hypermethylated Axin gene and a
possible decreased in radiosensitivity in those with an
unmethylated Axin gene. We also noted that LTE cells
whose Axin was shown to be unmethylated exhibited a
decrease in cell proliferation and invasion after X-ray
irradiation compared to the control cells, suggesting that
Axin demethylation is not the sole factor governing X-
ray induced cell death. Nonetheless, our study demon-
strates, via both in vitro and in vivo experiments, that
the malignant biological behavior is suppressed by X-ray
irradiation more significantly in the H157 cell line with
hypermethylated Axin gene than in the LTE cell line
with unmethylated Axin gene. We propose that different
methylation statuses of Axin correlates with raidosensi-
tivity of lung cancer cells, and the hypermethylated Axin
gene may potentially serve as a molecular pathologic
marker for radiotherapy in these patients. More lung
cancer cell lines with hypermethylated or unmethy-
lated Axin genes may be used in future assays to
further test our hypothesis. The use of methylation
status of the Axin gene as a therapeutic marker in the
clinical setting remains to be verified by additional
clinical analyses.
Conclusions
The methylation status of the Axin gene inversely corre-
lated with its expression in lung cancer cells with
hypermethylation associated with a low expression of
the gene. X-ray irradiation could up-regulate Axin in
lung cancer cells with hypermethylated Axin gene, prob-
ably via DNMTs and MeCP2-acetylated histones. Lung
cancer cells with different methylation status of the Axin
gene showed different radiosensitivities, suggesting that
hypermethylation of the Axin gene may be one of the
important factors that predict radiosensitivity.
Competing interests
The authors declare that they have no financial conflict of interests.
Authors’ contributions
The work presented here was carried out in collaboration between all
authors. EH W, ED W, GL and KX defined the research theme, designed
methods and experiments. LH Y carried out the molecular genetic studies,
participated in the sequence alignment and drafted the manuscript. YH and
HT X carried out the western blot. YM, XP Z, HY Z, and ZF X carried out the
In vivo and in vitro experiments, analyzed the data. MS and ED W proofread
the manuscript. All authors read and approved the final manuscript.
Acknowledgments
This work was supported by grants from the National Natural Science
Foundation of China (No.81272606, No.81071905) to Dr E.-H.Wang and
(No.81000995) to Dr Y.-Han, and Doctoral Fund of Ministry of Education of
China (No.20102104110015) to Dr E.-H.Wang.

Author details
1Department of Pathology, First Affiliated Hospital and College of Basic
Medical Sciences, China Medical University, Shenyang, Liaoning, China.
2Department of Radiation Oncology, First Affiliated Hospital of China Medical
University, Shenyang, Liaoning, China. 3Department of Pathology, Duke
University Medical Center, Durham, NC, USA. 4Department of Radiology, First
Affiliated Hospital of China Medical University, Shenyang, Liaoning, China.

Received: 10 November 2012 Accepted: 31 July 2013
Published: 2 August 2013
References
1. Lustig B, Behrens J: The Wnt signaling pathway and its role in tumor

development. Clin Oncol 2003, 129(4):199–221.
2. Liu J, Zhang D, Mi X, Xia Q, Yu Y, Zuo Z: p27 suppresses arsenite-induced

Hsp27/Hsp70 expression through inhibiting JNK2/c-Jun- and HSF-1
-dependent pathways. J Biol Chem 2010, 285(34):26058–26065.

3. Gerstein AV, Almeida TA, Zhao G, Chess E, Shih IM, Buhler K, Pienta K,
Rubin MA, Vessella R, Papadopoulos N: APC/CTNNB1 (beta-catenin)
pathway alterations in human prostate cancers. Genes, Chromosomes
Cancer 2002, 34(1):9–16.

4. Cheng XX, Sun Y, Chen XY, Zhang KL, Kong QY, Liu J, Li H: Frequent
translocalization of beta-catenin in gastric cancers and its relevance to
tumor progression. Oncol Rep 2004, 11(6):1201–1207.

5. Xu HT, Wang L, Lin D, Liu Y, Liu N, Yuan XM, Wang EH: Abnormal
beta-catenin and reduced axin expression are associated with poor
differentiation and progression in non-small cell lung cancer. Am J Clin
Pathol 2006, 125(4):534–541.

6. Webster MT, Rozycka M, Sara E, Davis E, Smalley M, Young N, Dale TC,
Wooster R: Sequence variants of the axin gene inbreast, colon, and other
cancers: an analysis of mutations that interfere with GSK3 binding.
Genes, Chromosomes Cancer 2000, 28(4):443–453.

7. Miao J, Kusafuka T, Udatsu Y, Okada A: Sequence variants of the Axin gene
in hepatoblastoma. Hepatol Res 2003, 25(2):174–179.

8. Taniguchi K, Roberts LR, Aderca IN, Dong X, Qian C, Murphy LM, Nagorney
DM, Burgart LJ, Roche PC, Smith DI, et al: Mutational spectrum of beta-
catenin, AXIN1, and AXIN2 in hepatocellular carcinomas and
hepatoblastomas. Oncogene 2002, 21(31):4863–4871.

9. Salahshor S, Woodgett JR: The links between axin and carcinogenesis.
J Clin Pathol 2005, 58(3):225–236.

10. Shimizu Y, Ikeda S, Fujimori M, Kodama S, Nakahara M, Okajima M,
Asahara T: Frequent alterations in the Wnt signaling pathway in
colorectal cancer with microsatellite instability. Genes, Chromosomes
Cancer 2002, 33(1):73–81.

11. Jin LH, Shao QJ, Luo W, Ye ZY, Li Q, Lin SC: Detection of point mutations
of the Axin1 gene in colorectal cancers. Int J Cancer 2003, 107(5):696–699.

12. Nakajima M, Fukuchi M, Miyazaki T, Masuda N, Kato H, Kuwano H: Reduced
expression of Axin correlates with tumour progression of oesophageal
squamous cell carcinoma. Br J Cancer 2003, 88(11):1734–1739.

13. Esteller M: Dormant hypermethylated tumour suppressor genes:
questions and answers. J Pathol 2005, 205(2):172–180.

14. Han Y, Wang Y, Xu HT, Yang LH, Wei Q, Liu Y, Zhang Y, Zhao Y, Dai SD,
Miao Y, et al: X-radiation induces non-small-cell lung cancer apoptosis by
upregulation of Axin expression. Int J Radiat Oncol Biol Phys 2009,
75(2):518–526.



Yang et al. BMC Cancer 2013, 13:368 Page 12 of 12
http://www.biomedcentral.com/1471-2407/13/368
15. Koturbash I, Pogribny I, Kovalchuk O: Stable loss of global DNA
methylation in the radiation-target tissue-a possible mechanism
contributing to radiation carcinogenesis? Biochem Biophys Res Commun
2005, 337(2):526–533.

16. Raiche J, Rodriguez-Juarez R, Pogribny I, Kovalchuk O: Sex-and tissue-
specific expression of maintenance and de novo DNA
methyltransferases upon low dose X-irradiation in mice. Biochem Biophys
Res Commun 2004, 325(1):39–47.

17. Kovalchuk O, Burke P, Besplug J, Slovack M, Filkowski J, Pogribny I:
Methylation changes in muscle and liver tissues of male and female
mice exposed to acute and chronic low-dose X-ray-irradiation.
Mutat Res 2004, 548(1–2):75–84.

18. Pogribny I, Koturbash I, Tryndyak V, Hudson D, Stevenson SM, Sedelnikova
O, Bonner W, Kovalchuk O: Fractionated low-dose radiation exposure
leads to accumulation of DNA damage and profound alterations in DNA
and histone methylation in the murine thymus. Mol Cancer Res 2005,
3(10):553–561.

19. Tawa R, Kimura Y, Komura J, Miyamura Y, Kurishita A, Sasaki MS, Sakurai H,
Ono T: Effects of X-ray irradiation on genomic DNA methylation levels in
mouse tissues. J Radiat Re (Tokyo) 1998, 39(4):271–278.

20. Kalinich JF, Catravas GN, Snyder SL: The effect of gamma radiation on
DNA methylation. Radlat Res 1989, 117(2):185–197.

21. Pogribny I, Raiche J, Slovack M, Kovalchuk O: Dose-dependence,
sex-and tissue-specificit, and persistence of radiation-induced genomic
DNA methylation changes. Biochem Biophys Res Commun 2004,
320(4):1253–1261.

22. Zucman-Rossi J, Benhamouche S, Godard C, Boyault S, Grimber G, Balabaud
C, Cunha AS, Bioulac-Sage P, Perret C: Differential effects of inactivated
Axin1 and activated beta-catenin mutations in human hepatocellular
carcinomas. Oncogene 2007, 26(5):774–780.

23. Carol K, Browne WJ, Cuthill IC, Michael E, Altman DG: The ARRIVE
guidelines Animal Research: Reporting In Vivo Experiments. J Gene Med
2010, 12(7):561–563.

24. Koturbash I, Baker M, Loree J, Kutanzi K, Hudson D, Pogribny I, Sedelnikova
O, Bonner W, Kovalchuk O: Epigenetic dysregulation underlies radiation-
induced transgenerational genome instability in vivo. In J Radiat Oncol
Biol Phys 2006, 66(2):327–330.

25. Koturbash I, Rugo RE, Hendricks CA, Loree J, Thibault B, Kutanzi K, Pogribny
I, Yanch JC, Engelward BP, Kovalchuk O: Irradiation induces DNA damage
and modulates epigenetic effectors in distant bystander tissue in vivo.
Oncogene 2006, 25:4267–4275.

26. Kovalchuk O, Baulch JE: Epigenetic changes and nontargeted radiation
effects-is there a link? Environ Mol Mutagen 2008, 49(1):16–25.

27. Kovalchuk O, Hendricks CA, Cassie S, Engelward AJ, Engelward BP: In vivo
recombination after chronic damage exposure falls to below
spontaneous levels in “recombomice”. Mol Cancer Res 2004, 2(10):567–573.

28. Yang LH, Xu HT, Han Y, Li QC, Liu Y, Zhao Y, Yang ZQ, Dong QZ, Miao Y,
Dai SD: Axin downregulates TCF-4 transcription via beta-catenin, but not
p53, and inhibits the proliferation and invasion of lung cancer cells.
Mol Cancer 2010, 9:25.

29. Yang LH, Xu HT, Li QC, Jiang GY, Zhang XP, Zhao HY, Xu K, Wang EH:
Abnormal hypermethylation and clinicopathological significance of Axin
gene in lung cancer. Tumour Biol 2013, 34(2):749–757.

doi:10.1186/1471-2407-13-368
Cite this article as: Yang et al.: Axin gene methylation status correlates
with radiosensitivity of lung cancer cells. BMC Cancer 2013 13:368.
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
	Cell culture and X-ray treatment
	Nested MSP, Real-time RT-PCR and western blot analysis
	Colony formation, matrigel invasion and flow cytometric analysis
	Xenograft to nude mice
	Statistical analysis

	Results
	Effect of X-ray irradiation on axin mrna expression and methylation in lung cancer cells with hypermethylated or unmethylated Axin gene
	X-ray-induced DNMTs down-regulation and acetylated histone up-regulation correlated with Axin gene methylation status and expression
	X-ray irradiation significantly inhibited growth and invasiveness of the lung cancer cells with hypermethylated Axin gene in in�vitro and in�vivo experiments
	Combined use of 5-Aza and TSA significantly up-regulate Axin transcripts in cells with hypermethylated Axin gene

	Discussion
	Conclusions
	Competing interests
	Authors’ contributions
	Acknowledgments
	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


