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Abstract
Background Barrett’s esophagus (BE), a squamous-to-columnar metaplasia, may originate from growth-promoting
mutations in metaplastic stem cells. Nucleostemin is a protein highly expressed in undifferentiated embryonic stem cells.
The objectives of this study were to explore the potential role of nucleostemin in the pathogenesis of BE
Methods The expression profiles of 30,968 genes were compared between BE and normal esophageal tissues (n=6 in each
group) by using oligo microarray. Three siRNA plasmid expression vectors against nucleostemin, pRNAi-1, pRNAi-2, and
pRNAi-3, were constructed and transfected into HT29 cells. In addition, HT29 cells were exposed to 100–1,000 μM
chenodeoxycholic acid (CDC), a bile acid, for 2, 12, and 24 h, and then messenger RNA and protein expressions of
nucleostemin and CDX2 were determined by reverse-transcriptase polymerase chain reaction and Western blotting.
Results Four hundred and twenty-six differentially expressed genes were detected in BE; 142 were upregulated and 284
downregulated. Nucleostemin was downregulated while CDX2 was upregulated. In vitro, all the recombinant plasmids
inhibited the nucleostemin expression in transfected HT29 cells, with pRNAi-1 being the most effective. CDX2 expression
was significantly increased in pRNAi-1-transfected HT29 cells, compared with that in the empty plasmid (pRNAT-U6.1/Neo)
transfected or untransfected HT29 cells. In addition, CDX2 expression was increased whereas nucleostemin expression was
decreased in a dose- and time-dependent manner in HT29 cells treated with CDC.
Conclusion These findings suggest that the inhibition of nucleostemin expression in “esophageal stem cells” in response to
bile acid exposure may be involved in the pathogenesis of BE through upregulating CDX2 expression.
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Introduction

The incidence of esophageal adenocarcinoma has increased at
a rate that is among the highest of all cancers.1,2 The major
risk factor for esophageal adenocarcinoma is the presence of
Barrett’s esophagus (BE), a premalignant neoplastic lesion

that is characterized by intestinal metaplasia replacing the
normal squamous esophageal epithelia.3 The presence of BE
increases the overall risk of adenocarcinoma by 40-fold.4

Nucleostemin, a newly found p53-binding protein, exists
mainly in the nucleoli of stem cells and some various
cancer cells but is not expressed in committed and
terminally differentiated cells.5 Nucleostemin helps regulate
proliferation of both cancer cells and stem cells and is
considered as a useful marker of undifferentiated human
adult bone marrow stem cells.6 It has been demonstrated
that nucleostemin is expressed, to a certain extent, in
normal esophageal squamous mucosa and increasingly
expressed in esophageal squamous carcinoma.7 However,
its role in the pathogenesis of BE and subsequently
esophageal adenocarcinoma is yet to be elucidated.

In the present study, we first performed a genome-wide
assessment of gene in endoscopic biopsy specimens taken
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from BE patients and those with normal esophageal
mucosa, using an oligo microarray method. We observed
that CDX2 was expressed, but nucleostemin was not
detected in BE tissues. We hypothesized that nucleostemin
downregulates CDX2 expression, and the loss of nucleos-
temin expression in the esophageal “stem cells” may result
in activation of CDX2 expression, leading to the intestinal
differentiation and subsequent formation of intestinal
metaplasia. It has been demonstrated that HT29 cells can
be used to serve as an in vitro model for the study of the
effects of different components of gastroduodenal refluxate
on cellular and molecular events in the development of
Barrett’s esophagus.8 To test our hypothesis, we further
determined the effects of silencing nucleostemin expression
on the expression of CDX2 in HT29 cells with the RNAi
technique to see whether siRNAs that target nucleostemin
transduction would enhance CDX2 expression in vitro. In
addition, we observed the expression of nucleostemin and
CDX2 in HT29 cells after chenodeoxycholic acid (CDC)
exposure.

Materials and Methods

Tissue Specimens

Endoscopic tissue biopsies taken from the BE areas of six
patients (n=6) and from six subjects with normal esopha-
geal mucosa (n=6) were provided by the Gastroenterology
Research Institute, Southwest Hospital, Third Military
Medical University, Chongqing, China. Routine histopath-
ologic examinations were performed to confirm the
diagnosis by experienced gastrointestinal pathologists. BE
was defined as any columnar-lined mucosa above the
gastroesophageal junction, which was further confirmed
by Alcian blue staining. Intestinal metaplasia was defined
by the presence of barrel-shaped goblet cells in normal
gastroesophageal junction.9

The study protocol was approved by the Ethic Committee
of the Third Military Medical University, and written
informed consent was provided by all study subjects.

RNA Preparation

Total sample RNA was extracted by a single-step method.
Briefly, the tissues were ground and homogenized using
the Trizol reagent (Invitrogen Life Technologies, CA,
USA) for extraction of total RNA, according to the
instructions of the manufacturer. The integrity of total
RNA was checked by 1.2% formaldehyde agarose gel
electrophoresis showing the 28S and 18S bands. Total
RNA with OD260/OD280>1.8 was used for microarray
experiments

Detection of Gene Expression Profiles in Tissue Specimens
by Oligomicroarray

Total RNA from BE and matched normal tissue were labeled
with cyanine 3-dUTP and cyanine 5-dUTP by direct labeling
method (Perkin Elmer Life Sciences, USA: Micromax Direct
labeling kit). Labeled probes were denatured at 95°C for
5 min and hybridized with a human oligo microarray
(University Health Network, Microarray Center, Toronto,
Canada) in a hybridization chamber (Corning Life Sciences,
USA) at 65°C water bath for 18 h. Before hybridization, slides
were prehybridized in 5× saline–sodium citrate buffer (SSC),
0.1% sodium dodecyl sulfate (SDS), and 1% bovine serum
albumin solution at 65°C for 45 min to prevent nonspecific
hybridization. After hybridization, the slides were washed in 2×
SSC with 0.1% SDS, 0.1× SSC with 0.05% SDS, and 0.1×
SSC sequentially for 20 min each and then spin-dried. The
microarray image was scanned by Gene Pix 4200A scanner
(Axon Instruments Inc., Foster City, CA, USA) and analyzed
by Gene Pix Pro 6.0.1.27 software (Axon Instrument).
Differentially expressed genes, which were defined as genes
with twofold or greater difference in the expression between BE
and normal esophageal tissues in four out of the six chips, were
further analyzed for functional gene clusters using GeneSpring
software GXV. The normalized ratio of Cy5 intensity to Cy3
intensity greater than 2.0 or less than 0.5 was considered as
upregulated or downregulated gene expression, respectively.

Cell Line and Culture

Human colon adenocarcinoma cell line, HT29, was
obtained from the American Type Culture Collection
(Manassas, VA USA). HT29 cells were cultured in RPMI
1640 supplemented with 10% fetal bovine serum (Gibco-
BRL, Grand Island, NY, USA), 50 U/mL of penicillin, and
50 μg/mL of streptomycin. The cells were detached from
the flasks before subculturing by the removal of the
medium and the addition of 1 mL of 0.25% trypsin and
incubation at room temperature for 3 to 5 min.

Construction of the siRNA Plasmid Expression Vectors
and Transfection of Plasmids

Three siRNAs targeted against nucleostemin were designed
by a program available online (www.genscript.com),
namely, nucleostemin I (GTGGACAGGTGCCTCATTA),
nucleostemin II (ACAGAGGCTTGAAGAACTA), and
nucleostemin III (GAAGCTGTACTGCCAAGAA).
siRNA-expressing plasmids were constructed by cloning
the siRNA sequences into pRNAT-U6.1/Neo via BamHI and
HindIII digestion. The plasmids were extracted following
the manufacturer’s instruction and then sequenced to
confirm the correct insertion. The new plasmids were
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named pRNAi-1, pRNAi-2, and pRNAi-3, respectively, and
the concentration and purity of the plasmids were detected
by ultraviolet spectrophotometry. The plasmids were stored
at −20°C for subsequent experiments.

HT29 cells were seeded on six-well culture plates and
grown to 80∼90% confluence before the transfection. The
recombinant pRNAi-1, pRNAi-2, and pRNAi-3 were used for
the transfection in the corresponding experimental groups.
Lipofectamine™ 2000 alone was used for the transfection in
the blank control group whereas the empty plasmid pRNAT-
U6.1/Neo was used in the negative control group. The culture
medium was replaced with the fresh medium containing
calf serum (150 mL/L) at 6 h posttransfection. Forty-
eight hours later, the transfected cells were selected by
G418 (600 μg/mL; Huamei Biotechnology Company,
Beijing, China) until positive clones were discovered after
14 days. The cells were cultured and finally selected by
G418 (300 μg/mL) for a further 10 days. Single clones were
selected to build a stable transfected cell line.

Treatment of HT29 Cells with CDC

After 70% confluence, HT29 cells were placed in serum-
free Roswell Park Memorial Institute 1640 for 24 h and
then exposed to 100, 500, and 1,000 μM CDC (Sigma
Chemical Co., St. Louis, MO, USA) in serum-free medium
for 2, 12, and 24 h, respectively. Cells were harvested at the
end of each time point with 0.25% trypsin solution.

Detection of Protein Expression of Nucleostemin
and CDX2 in HT29 Cells by Western Blot Analysis

Cells were washed three times with ice-cold sterile
phosphate buffer solution (PBS), then lysed in radio-
immunoprecipitation assay (Beyotime Co., China) with
10 mM phenylmethylsulfonyl fluoride (Beyotime Co.) for
30 min on ice. The lysate was centrifuged at 16,000×g for
15 min at 4°C. Then, the supernatant was transferred to
clean microfuge tubes. Protein concentration was measured
by the bicinchoninic acid protein assay (Pierce, Rockford,
IL, USA), as recommended by the manufacturer.

Proteins (25 μg) were separated by 12% SDS polyacryl-
amide gel electrophoresis and then transferred to nitrocel-
lulose membrane (0.45 mm). Each membrane was then

blocked for 1 h at room temperature with 5% dehydrated
skim milk; the membranes were incubated overnight at 4°C
with a goat polyclonal antinucleostemin antibody (Santa
Cruz Biotechnology, Santa Cruz, CA, 1:200) and a mouse
monoclonal anti-CDX2 antibody (Santa Cruz, 1:100), and
for the detection of nucleostemin (62 kDa) and CDX2
(33 kDa). β-actin (42 kDa) was also detected with a mouse
monoclonal antibody (Sigma, St. Louis, MO, USA) as a
loading control. Membranes were washed in 3% dry nonfat
milk in PBS containing 0.05% Triton X-100 and incubated
with antigoat or antimouse peroxidase-conjugated secondary
antibody (Amersham Pharmacia Biotech, Berkshire, UK,
1:10,000) for 30 min. Immunoblots were revealed by using an
enhanced chemiluminescence system (Amersham Pharmacia
Biotech). Densitometric analyses were performed using
Quantity one software (version 4.2.2, Bio-Rad USA).

Detection of mRNA Expression of Nucleostemin
and CDX2 in HT29 Cells by Reverse Transcription
Polymerase Chain Reaction

Total RNA was extracted from each sample using the Total
RNA Extract Kit (Omega) following the manufacturer’s
instructions. The concentration of RNA was measured by
spectrophotometry. Total RNA was reverse-transcribed to
complementary CDNA (cDNA) with reverse-transcriptase
reagents (Toyobo Co., Japan) according to the manufacturer’s
protocol. Two-microgram cDNA was amplified in a total
volume of 25 μL under the conditions recommended by the
manufacturer. The cycling conditions were 94°C for 3 min,
followed by 30 cycles of 94°C for 30 s, 64°C (for primers of
nucleostemin) for 30 s or 60°C (for primers of CDX2) or 58°C
(for primers ofβ-actin), and 72°C for 60 s, and a final extension
of 72°C for 10 min. Polymerase chain reaction (PCR) products
were separated on a 1.5% agarose gel and viewed by ethidium
bromide staining. Amplification of human β-actin served as an
internal standard. The gene primers are shown in Table 1.

Statistical Analysis

All data were expressed as mean±standard deviation (SD)
and analyzed by analysis of variance. All data were
analyzed with SPSS 10.0 software. A P value of <0.05
was considered as statistical significant.

Gene Primer Sequence Product size (bp)

β-actin Sense GTTGCGTTACACCCTTTCTTGACA 446
Antisense GCACGAAGGCTCATCATTCAAAA

Nucleostemin Sense GAAACAGAGGCTTGAAGAACTAA 223
Antisense GGAGGCTTCGATCACCTTTTTA

CDX2 Sense ACCAGGACGAAAGACAAATATCGA 85
Antisense TGTAGCGACTGTAGTGAAACTCCTTCT

Table 1 Sequence and Size of
Primers Used for RT-PCR
Amplification of Nucleostemin,
CDX2 Gene, and β-actin Genes
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Results

Gene Expression Pattern in BE and Normal Tissues

From the original number of 30,968 gene probes, a total of
426 genes were identified to be differentially expressed
genes in all six chips; 142 were upregulated and 284 were
downregulated in BE compared with the normal esophageal
mucosa (Fig. 1). Among these differentially expressed genes,
nucleostemin downregulation was 0.34±0.09-fold, while
CDX2 upregulation was 3.58±0.97-fold in BE, compared
with the normal esophageal mucosa.

Identification of Constructed Recombinant Plasmids
and Confirmation of Transfection of the Vectors

The recombinant plasmids were identified to have correct
sequences by DNA sequencing analysis, and the resulting
sequencing confirmed that the DNA chains had been ligated to
the vectors. Efficiency of transfection was evaluated by
fluorescencemicroscopy after transfection of a vector containing
the gene encoding a green fluorescent protein at 2 weeks, and
nearly 100% of cultured HT29 cells transfected with pRNAi-1
were positive for the green fluorescent protein (Fig. 2).

Protein and mRNA Expression of Nucleostemin and CDX2
in Transfected HT29 Cells

Nucleostemin protein expression were downregulated sig-
nificantly in HT29 cells after transfection with pRNAi-1,
pRNAi-2, and pRNAi-3 (all P<0.05; Fig. 3a, b). Since the
pRNAi-1 was the most effective vector, it was selected for

further experiment on the effect of RNAi on the expression
of CDX2. It was shown that CDX2 protein expression in
HT29 cells transfected with pRNAi-1 was significantly
increased, compared with that in HT29 cells transfected
with pRNAT or untransfected HT29 cells (Fig. 3c, d).

The expression of nucleostemin mRNAwas significantly
inhibited in HT29 cells transfected with siRNA-
expressing vectors, pRNAi-1, pRNAi-2, and pRNAi-3,
compared with that in HT29 cells transfected with pRNAT
or untransfected HT29 cells (all P<0.05). It was noticed
that pRNAi-1 was the most effective (Fig. 4a, b). In
addition, CDX2 expression in HT29 cells transfected with
pRNAi-1 was noticeably stronger than that in HT29 cells
transfected with pRNAT or untransfected HT29 cells
(Fig. 4c, d).

Protein and mRNA Expression of Nucleostemin and CDX2
in HT29 Cells Exposed to CDC

A low level of CDX2 protein expression was detected in
HT29 cells without CDC exposure. CDX2 protein expres-
sion was highly upregulated by CDC treatment in a dose-
and time-dependent fashion. Although CDC exerted no
significant effect of on CDX2 protein expression in HT29
cells at 100 μM for up to 24 h and at 500 μM for up to 12 h,
CDX2 protein expression was significantly increased after
treatment with 500 μM CDC at 24 h or 1,000 μM CDC at
2 h, with the maximal effect being achieved with 1,000 μM
CDC at 24 h. Furthermore, nucleostemin protein expression
was decreased in a dose- and time-dependent fashion in
HT29 cells treated with CDC (Fig. 5, A1, B1, and C1).

After exposure to CDC, nucleostemin mRNA expres-
sion was significantly downregulated but CDX2 mRNA
expression was significantly upregulated at all time points
(i.e., 2, 12, and 24 h) in a dose- and time-dependent
fashion, especially at the concentration of 1,000 μM CDC
(Fig. 5, A2, B2, and C2).

Figure 1 Image of gene expression profiles in Barrett's esophagus
tissue.

Figure 2 Expression of green fluorescent protein in HT29 cells after
transfection with pRNAi-1 (×200, under a fluorescence microscope).
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Discussion

Although there is great interest in the pathogenesis of BE,
little is known regarding the mechanism of cellular metaplasia
or precise cell origin of this lesion. In the present study, we
found, for the first time, that nucleostemin is persistently
expressed in HT29 cells but is not in biopsy specimen of
human BE, and inhibition of nucleostemin expression results

in the upregulation of expression of CDX2, a caudal-related
homeobox gene and intestinal transcription factor essential for
intestinal development or intestinal metaplasia of the esoph-
agus.10,11 Our results suggest that there is an association
between nucleostemin and CDX2 in the development of BE.
While the exact mechanisms of the interaction in esophageal
cells remain to be elucidated. It is conceivable that inhibition

Figure 3 Western blot assay of nucleostemin protein and CDX2
protein expression in HT29 cells. a Nucleostemin protein expression
shown in the Western blot assay. b Nucleostemin protein expression
shown in a densitometric analysis. 1, untransfected HT29 cells; 2,
HT29 cells transfected with pRNAT; 3, HT29 cells transfected with
pRNAi-1; 4, HT29 cells transfected with pRNAi-2, and 5, HT29 cells
transfected with pRNAi-3. c CDX2 protein expression in HT29 cells,
as shown in Western blot assay. d CDX2 protein expression shown in
a densitometric analysis. 1, untransfected HT29 cells; 2, HT29 cells
transfected with pRNAT; 3, HT29 cells transfected with pRNAi-1. The
densitometric analysis of nucleostemin protein and CDX2 protein over
β-actin protein data are expressed as mean±SD of three experiments.
*, P<0.05, compared with untransfected HT29 cells and HT29 cells
transfected with pRNAT. Figure 4 Expression of nucleostemin mRNA and CDX2 mRNA

expression in HT29 cells as detected by RT-PCR (β-actin was used as
a control). a M, DL2000 marker; 1, untransfected HT29 cells; 2, HT29
cells transfected with pRNAT; 3, HT29 cells transfected with pRNAi-1;
4, HT29 cells transfected with pRNAi-2 (for nucleostemin mRNA
only); and 5, HT29 cells transfected with pRNAi-3 (for nucleostemin
mRNA only). b The densitometric analysis of nucleostemin mRNA
over β-actin mRNA data is expressed as mean±SD of three experi-
ments. c 1, untransfected HT29 cells; 2, HT29 cells transfected with
pRNAT; 3, HT29 cells transfected with pRNAi-1. d The densitometric
analysis of CDX2 mRNA over β-actin mRNA data is expressed as
mean±SD of three experiments. *, P<0.05, compared with untrans-
fected HT29 cells and HT29 cells transfected with pRNAT.
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of nucleostemin expression in esophageal stem cells pro-
motes the cells to differentiate toward an intestinal epithelial
lineage by upregulating CDX2.

It has been well established that chronic gastroesophageal
reflux disease (GERD) is the most important etiological factor
for BE and adenocarcinoma.12 It is widely accepted that
chronic GERD leads to inflammation and ulceration of the
esophageal squamous mucosa, which if persistent and
recurrent, leads to columnar metaplasia and eventually to
“intestinal” metaplasia. Growing evidence suggests that bile
reflux is important in the etiology of BE. In animal studies,
bile acids, especially in acid environments, accumulate in
esophageal mucosal cells and cause cell membrane and tight
junction dissolution.13 This process allows acid and activated
pepsins access to the submucosal region, precipitating more
severe injury. Bile acids also increase the gastric fluid pH to
3–5, a range which promotes phenotypic differentiation of

cardiac-type mucosa toward specialized intestinal-type glan-
dular epithelium.14 Several human studies have identified
esophageal bile reflux as a risk factor for BE.15 In addition,
studies specifically investigating BE risk and duodenogastric
reflux have reported a correlation between bile acid levels in
refluxate and the presence of BE.16

The molecular and genetic events underlying the
pathogenesis of BE, particularly the cell of origin, are
poorly understood.17 Stem cells are present throughout
embryonic development as well as in several organs of the
adult. They constitute a pool of undifferentiated cells with
the remarkable ability to perpetuate through self-renewal
while also retaining the potential to terminally differentiate
into various mature cell types.18 Recently, there is in vitro
and experimental evidence to support the possibility that
pluripotent stem cells may be derived from either undiffer-
entiated mesenchymal cells in the lamina propria or the

Figure 5 Effects of chenodeox-
ycholic acid (CDC) on the pro-
duction of nucleostemin and
CDX2 in HT29 cells as shown
in Western blot assay and RT-
PCR. (A1) After incubation with
various concentrations of CDC
(100, 500, or 1,000 mM) for 2,
12, and 24 h, protein (25 μg)
was extracted and subjected to
Western blot analysis as de-
scribed in Fig. 3. (B1) and (C1)
Results are expressed as the
mean (SD) of three experiments.
(A2) Effect of chenodeoxycholic
acid (CDC) on the mRNA ex-
pression of nucleostemin and
CDX2 in HT29 cells, as detected
by RT-PCR (β-actin was used as
a control). M, DL2000; T indi-
cates time points (i.e., 2, 12, and
24 h). After incubation with
various concentrations of CDC
(100, 500, or 1,000 μM) for 2,
12, and 24 h. (B2) and (C2)
Results are expressed as the
mean (SD) of three experiments.
*, P<0.05, compared with
untreated HT29 cells.
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bone marrow.19,20 Accumulating clinical and experimental
studies suggest that the esophageal mucosal gland ducts
harbor stem cells capable of differentiating into the
columnar epithelium.21–24 Detailed analysis of mitotic
figures in the esophageal epithelium combined with immu-
nohistochemical staining for proliferating cells has also
demonstrated that cells in the flat interpapillary basal layer
are candidates for esophageal epithelial stem cells.25 There is
also accumulating evidence that the squamous-to-columnar
metaplastic sequence occurs through an intermediate, or
transitional, phase characterized by the presence of an
epithelium that shows combined squamous and columnar
features, termed “multilayered epithelium.21–26

CDX2 is a nuclear transcription factor that has an
important role in the early differentiation and mainte-
nance of the intestinal epithelial phenotype.27 CDX2 is
specifically expressed in the small and large intestines and
has been shown to activate other intestinal differentiation
genes.28,29 In normal intestinal epithelium, CDX2 is
expressed in most cell lineages.10 Squamous epithelial
cells of normal human esophagus do not express CDX2,
while submucosal glands weakly express CDX2 protein in
the cytoplasm. In human BE, CDX2 is expressed in both

goblet and nongoblet cells.30–32 In esophageal adenocarci-
noma, a high level of CDX2 expression was usually associated
with well or moderate differentiation.33,34 CDX2-mediated
expression of cell adhesion proteins such as e-cadherin, LI-
cadherin, and claudin-2 appears to play a role both in
maintaining intestinal cell morphology and polarity.35 Re-
cently, CDX2 has been shown to be a useful marker of
intestinal metaplasia in the diagnosis of Barrett esophagus.36

Because of the difficulty in establishing an appropriate
culture model of esophageal stem cells, the effects of bile
acids on esophageal stem cells have not been fully tested. We
postulate that the nucleostemin may actually arise from stem
cells and that these cells are the ones responding to bile acid
exposure. To approve this hypothesis, we used the HT29
human colon adenocarcinoma cell line as an in vitro model
for esophageal stem cells because they have the capacity to
differentiate in vitro in response to changes in their
extracellular environment and because in their differentiated
state the polarized HT29 cells with an apical microvillus
border show ultrastructural resemblance to the differentiated
cell phenotype of BE.37,38 Using these cells, we investigated
the effect of CDC on the expression of nucleostemin and
CDX2 in HT29 cells in vitro and found that exposure to bile

Fig. 5 continued.
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acids inhibits nucleostemin but activates CDX2 expression. In
addition, our results also support that HT29 cells may serve as
an in vitro model for studying the mechanism underlying the
effect of bile acids or other gastroduodenal refluxate compo-
nents on cellular and molecular biology of BE.

Identification of stem-cell-specific proteins and elucidation
of their novel regulatory pathways may help in the develop-
ment of protocols for the control of the self-renewal and
differentiation of the stem cells.39 Nucleostemin is a newly
discovered nucleolar protein present in both embryonic and
adult stem cells and also in several human cancer cell lines.5

This protein is abundantly expressed while the cells are
proliferating in an early multipotential state, but it almost
disappears at the start of differentiation. Thus, it has been
considered that it may be involved in the regulation of
proliferation of these cells and can be used as a marker of
undifferentiated human adult bone marrow stem cells.6

Nucleostemin may play an essential role in the specification
and/or maintenance of intestinal progenitor cells. Character-
ization of the zebra fish phenotype will likely provide
additional insight into the functional role of nucleostemin in
the intestine.40 The fact that nucleostemin expressed in HT29
cells, but not in the differentiated cells of adult BE, suggests
that HT29 cells share a common characteristics with
esophageal stem cells and any factors that results in the loss
of nucleostemin expression would lead to the intestinal
differentiation and the subsequent development of BE. This
is in agreement with observation in a study of rodent stem
cells that nucleostemin expression was downregulated in
mature and terminally differentiated cells, compared with
their precursor neural stem cells.5

The key steps in the molecular pathogenesis of BE are
still largely unknown. It has been shown that the intestinal
transcription factor, CDX2, may play a key role in the early
columnar differentiation of what are presumably the esoph-
ageal stem cells known to be present in the basal layer of
esophageal epithelium.41 In the present study, we observed
that CDX2 was overexpressed in the BE biopsy tissue but
weakly expressed in HT29 cells, which is consistent with
previous observations.42 Moreover, exposure to a bile acid,
CDC, induced CDX2 expression in HT29 cells. These
findings suggest that the activation of CDX2 in response to
bile acids is associated with the pathogenesis of BE.

CDX2 expression has been reported to be regulated by
phosphatase and tensin homolog deleted from chromosome
10, tumor necrosis factor α, and butyrate in colon cancer cells,
such as Caco-2 and HT-29.43,44 It has been reported that
chronic acid exposure upregulated the expression of CDX2 in
primary squamous epithelial cells of mouse esophagus and in
cultured rat esophageal keratinocytes and human esophageal
epithelial cells, and the nuclear factor kappa B (NF-κB)
pathway plays a critical role in this process.41,45,46 It has been
known that bile acids upregulate both CDX2 and MUC2, a

goblet cell-specific factor, in normal esophageal and cancer
cell lines and activate the NF-κB and p38 MAPK pathways,
which further activate CDX2 expression to regulate down-
stream genes.44,47–49 In the present study, the inhibition of
nucleostemin activated the expression of CDX2 in HT29
cells. All these data demonstrate that multiple regulatory
factors including nucleostemin may have contributed to
CDX2 activation in human esophageal epithelial cells in
response to gastroesophageal reflux. The potential mecha-
nisms of interaction would be that nucleostemin activates
CDX2 promoter via NF-κB and stimulates production of
CDX2 in HT29 cells, and thus we could use the mutation
analysis of CDX2 promoter to identify the NF-κB binding
sites that are responsible for the nucleostemin-induced
activation of CDX2 in future studies.

The extracellular environment is known to play an
important role in cell proliferation and differentiation. Bile
acids upregulate both intestinal differentiation factor CDX2
and goblet cell-specific geneMUC2 in normal esophageal and
cancer cell lines.49 Bile-acid-stimulated expression of the
farnesoid X receptor enhances the immune response in BE.50

Results from mutation analysis of CDX2 promoter suggested
that two NF-κB binding sites were responsible for the bile-
acid-induced activation of the CDX2 promoter.41 In the
present study, we found that CDC exposure upregulated
CDX2 gene expression and downregulated nucleostemin
gene expression in a dose- and time-dependent manner in
HT29 cells. These findings support the role of bile acids in
the pathogenesis of BE.

Conclusion

There is an increased nucleostemin expression but decreased
CDX2 expression in BE tissues. In vitro, inhibition of
nucleostemin results in an increased expression of CDX2. In
addition, CDC dose-dependently increases CDX2 production
and decreases nucleostemin production in HT-29 cells. These
findings suggest that the inhibition of nucleostemin expression
in “esophageal stem cells” may be involved in the pathogen-
esis of BE through upregulating CDX2 expression. Further
studies are needed to investigate whether the inhibition of
nucleostemin results in the activation of the CDX2 promoter
via a transcription factor binding site (e.g., NF-κB).

References

1. Wild CP, Hardle LJ. Reflux, Barrett’s oesophagus and adenocar-
cinoma: burning questions. Nat Rev Cancer 2003;3:676–684.
doi:10.1038/nrc1166.

2. Vizcaino AP, Moreno V, Lambert R, Perkin DM. Time trends
incidence of both major histologic types of esophageal carcinomas

J Gastrointest Surg (2009) 13:1430–1439 1437

http://dx.doi.org/10.1038/nrc1166


in selected countries, 1973–1995. Int J Cancer 2002;99:860–868.
doi:10.1002/ijc.10427.

3. Paulson TG, Reid BJ. Focus on Barrett’s esophagus and esophageal
adenocarcinoma. Cancer Cell 2004;6:11–16. doi:10.1016/j.
ccr.2004.06.021.

4. Lagergren J, Bergstrom R, Lindgren A, Nyrén O. Symptomatic
gastroesophageal reflux as a risk factor for esophageal adenocar-
cinoma. N Engl J Med 1999;340:825–831. doi:10.1056/
NEJM199903183401101.

5. Tsai RY, McKay RD. A nucleolar mechanism controlling cell
proliferation in stem cells and cancer cells. Genes Dev
2002;16:2991–3003. doi:10.1101/gad.55671.

6. Kafienah W, Mistry S, Williams C, Hollander AP. Nucleostemin is a
marker of proliferating stromal stem cells in adult human bone
marrow. Stem Cells 2006;24:1113–1120. doi:10.1634/stemcells.
2005-0416.

7. Zhang GY, Yin L, Li SL, Xing WY, Zhao QM, Le XP, Gao DL,
Chen KS, Zhang YH, Zhang QX. Expression of nucleostemin
mRNA and protein in the esophageal squamous cell carcinoma.
Zhonghua Zhong Liu Za Zhi 2008;30:125–128. (Chinese).

8. Fitzgerald RC, Omary MB, Triadafilopoulos G. Acid modulation
of HT29 cell growth and differentiation an in vitro model for
Barrett’s esophagus. J Cell Sci 1997;110:663–671.

9. White NM, Gabril M, Ejeckam G, Mathews M, Fardy J, Kamel F,
Doré J, Yousef GM. Barrett’s esophagus and cardiac intestinal
metaplasia: two conditions within the same spectrum. Can J
Gastroenterol 2008;22:369–375.

10. Silberg DG, Swain GP, Suh ER, Traber PG. CDX1 and CDX2
expression during intestinal development. Gastroenterology
2000;119:961–971. doi:10.1053/gast.2000.18142.

11. Guo RJ, Suh ER, Lynch JP. The role of CDX proteins in intestinal
development and cancer. Cancer Biol Ther 2004;3:593–601.

12. Chen X, Yang CS. Esophageal adenocarcinoma: a review and
perspectives on the mechanism of carcinogenesis and chemopreven-
tion. Carcinogenesis 2001;22:1119–1129. doi:10.1093/carcin/
22.8.1119.

13. Nishijima K, Miwa K, Miyashita T, Kinami S, Ninomiya I,
Fushida S, Fujimura T, Hattori T. Impact of the biliary diversion
procedure on carcinogenesis in Barrett’s esophagus surgically
induced by duodenoesophageal reflux in rats. Ann Surg
2004;240:57–67. doi:10.1097/01.sla.0000130850.31178.8c.

14. Fitzgerald RC, Omary MB, Triadafilopoulos G. Dynamic effects of
acid on Barrett’s esophagus. An ex vivo proliferation and differen-
tiation model. J Clin Invest 1996;98:2120–2128. doi:10.1172/
JCI119018.

15. Fein M, Ireland AP, Ritter MP, Peteres JH, Hagen JA, Bremner
CG, DeMeester TR. Duodenogastric reflux potentiates the
injurious effects of gastroesophageal reflux. J Gastrointest Surg
1997;1:27–32. discussion 33doi:10.1007/s11605-006-0006-x.

16. Kauer WK, Peters JH, DeMeester TR, Ireland AP, Bremner CG,
Hagen JA. Mixed reflux of gastric and duodenal juices is more
harmful to the esophagus than gastric juice alone; The need for
surgical therapy re-emphasized. Ann Surg 1995;222:525–531.
discussion 531–533. doi:10.1097/00000658-199522240-00010.

17. Odze RD. Unraveling the mystery of the gastroesophageal
junction: a pathologist’s perspective. Am J Gastroenterol
2005;100:1853–1067. doi:10.1111/j.1572-0241.2005.50096.x.

18. Jiang Y, Jahagirdar BN, Reinhardt RL, Schwartz RE, Keene CD,
Ortiz-Gonzalez XR, Reyes M, Lenvik T, Lund T, Blackstad M,
Du J, Aldrich S, Lisberg A, Low WC, Largaespada DA, Verfaillie
CM. Pluripotency of mesenchymal stem cells derived from adult
marrow. Nature 2002;418:41–49. doi:10.1038/nature00870.

19. Houghton J, Stoicov C, Nomura S, Rogers AB, Carlson J, Li H, Cai
X, Fox JG, Goldenring JR, Wang TC. Gastric cancer originating
from bone marrow-derived cells. Science 2004;306:1568–1571.
doi:10.1126/science.1099513.

20. Sarosi G, Brown G, Jaiswal K, Feagins LA, Lee E, Crook TW,
Souza RF, Zou YS, Shay JW, Spechler SJ. Bone marrow
progenitor cells contribute to esophageal regeneration and
metaplasia in a rat model of Barrett’s esophagus. Dis Esophagus
2008;21:43–50.

21. Glickman JN, Chen YY, Wang HH, Antonioli DA, Odze RD.
Phenotypic characteristics of a distinctive multilayered epithelium
suggests that it is a precursor in the development of Barrett’s
esophagus. Am J Surg Pathol 2001;25:569–578. doi:10.1097/
00000478-200105000-00002.

22. Boulton RA, Usselmann B, Mohammed I, Jankowski J. Barrett’s
esophagus: environmental influences in the progression of
dysplasia. World J Surg 2003;27:1014–1017. doi:10.1007/
s00268-003-7054-0.

23. Spechler SJ, Souza RF. Stem cells in Barrett’s esophagus: HALOs
or horns? Gastrointest Endosc 2008;68:41–43. doi:10.1016/j.
gie.2008.02.080.

24. Souza RF, Krishnan K, Spechler SJ. Acid, bile, and CDX: the ABCs
of making Barrett’s metaplasia. Am J Physiol Gastrointest Liver
Physiol 2008;295:G211–G218. doi:10.1152/ajpgi.90250.2008.

25. Seery JP. Stem cells of the oesophageal epithelium. J Cell Sci
2002;115:1783–1789.

26. Shields HM, Rosenberg SJ, Zwas FR, Ransil BJ, Lembo AJ, Odze
R. Prospective evaluation of multilayered epithelium in Barrett’s
esophagus. Am J Gastroenterol 2001;96:3268–3273. doi:10.1111/
j.1572-0241.2001.05324.x.

27. Suh E, Traber PG. An intestine-specific homeobox gene regulates
proliferation and differentiation. Mol Cell Biol 1996;16:619–625.

28. Yamamoto H, Bai YQ, Yuasa Y. Homeodomain protein CDX2
regulates goblet-specific MUC2 gene expression. Biochem Bio-
phys Res Commun 2003;300:813–818. doi:10.1016/S0006-291X
(02)02935-2.

29. Mesquita P, Jonckheere N, Almeida R, Ducourouble MP, Serpa J,
Silva E, Pigny P, Silva FS, Reis C, Silberg D, Van Seuningen I,
David L. Human MUC2 mucin gene is transcriptionally regulated
by Cdx homeodomain proteins in gastrointestinal carcinoma cell
lines. J Biol Chem 2003;278:51549–51556. doi:10.1074/jbc.
M309019200.

30. Groisman GM, Amar M, Meir A. Expression of the intestinal
marker CDX2 in the columnar-lined esophagus with and without
intestinal (Barrett’s) metaplasia. Mod Pathol 2004;17:1282–1288.
doi:10.1038/modpathol.3800182.

31. Phillips RW, Frierson HF Jr, Moskaluk CA. CDX2 as a marker of
epithelial intestinal differentiation in the esophagus. Am J Surg Pathol
2003;27:1442–1447. doi:10.1097/00000478-200311000-00006.

32. Vallböhmer D, DeMeester SR, Peters JH, Oh DS, Kuramochi H,
Shimizu D, Hagen JA, Danenberg KD, Danenberg PV, DeMeester
TR, Chandrasoma PT. Cdx-2 expression in squamous and
metaplastic columnar epithelia of the esophagus. Dis Esophagus
2006;19:260–266. doi:10.1111/j.1442-2050.2006.00586.x.

33. Kaimaktchiev V, Terracciano L, Tornillo L, Spichtin H, Stoios D,
Bundi M, Korcheva V, Mirlacher M, Loda M, Sauter G, Corless
C. The homeobox intestinal differentiation factor CDX2 is
selectively expressed in gastrointestinal adenocarcinomas. Mod
Pathol 2004;17:1392–1399. doi:10.1038/modpathol.3800205.

34. Werling RW, Yaziji H, Bacchi CE, Gown AM. CDX2, a highly
sensitive and specific marker of adenocarcinomas of intestinal
origin: an immunohistochemical survey of 476 primary and
metastatic carcinomas. Am J Surg Pathol 2003;27:303–310.
doi:10.1097/00000478-200303000-00003.

35. Keller MS, Ezaki T, Guo RJ, Lynch JP. Cdx1 or Cdx2 expression
activates E-cadherin-mediated cell–cell adhesion and compaction
in human COLO 205 cells. Am J Physiol Gastrointest Liver
Physiol 2004;287:G104–G114. doi:10.1152/ajpgi.00484.2003.

36. Shi XY, Bhagwandeen B, Leong AS. CDX2 and villin are useful
markers of intestinal metaplasia in the diagnosis of Barrett

1438 J Gastrointest Surg (2009) 13:1430–1439

http://dx.doi.org/10.1002/ijc.10427
http://dx.doi.org/10.1016/j.ccr.2004.06.021
http://dx.doi.org/10.1016/j.ccr.2004.06.021
http://dx.doi.org/10.1056/NEJM199903183401101
http://dx.doi.org/10.1056/NEJM199903183401101
http://dx.doi.org/10.1101/gad.55671
http://dx.doi.org/10.1634/stemcells.2005-0416
http://dx.doi.org/10.1634/stemcells.2005-0416
http://dx.doi.org/10.1053/gast.2000.18142
http://dx.doi.org/10.1093/carcin/22.8.1119
http://dx.doi.org/10.1093/carcin/22.8.1119
http://dx.doi.org/10.1097/01.sla.0000130850.31178.8c
http://dx.doi.org/10.1172/JCI119018
http://dx.doi.org/10.1172/JCI119018
http://dx.doi.org/10.1007/s11605-006-0006-x
http://dx.doi.org/10.1097/00000658-199522240-00010
http://dx.doi.org/10.1111/j.1572-0241.2005.50096.x
http://dx.doi.org/10.1038/nature00870
http://dx.doi.org/10.1126/science.1099513
http://dx.doi.org/10.1097/00000478-200105000-00002
http://dx.doi.org/10.1097/00000478-200105000-00002
http://dx.doi.org/10.1007/s00268-003-7054-0
http://dx.doi.org/10.1007/s00268-003-7054-0
http://dx.doi.org/10.1016/j.gie.2008.02.080
http://dx.doi.org/10.1016/j.gie.2008.02.080
http://dx.doi.org/10.1152/ajpgi.90250.2008
http://dx.doi.org/10.1111/j.1572-0241.2001.05324.x
http://dx.doi.org/10.1111/j.1572-0241.2001.05324.x
http://dx.doi.org/10.1016/S0006-291X(02)02935-2
http://dx.doi.org/10.1016/S0006-291X(02)02935-2
http://dx.doi.org/10.1074/jbc.M309019200
http://dx.doi.org/10.1074/jbc.M309019200
http://dx.doi.org/10.1038/modpathol.3800182
http://dx.doi.org/10.1097/00000478-200311000-00006
http://dx.doi.org/10.1111/j.1442-2050.2006.00586.x
http://dx.doi.org/10.1038/modpathol.3800205
http://dx.doi.org/10.1097/00000478-200303000-00003
http://dx.doi.org/10.1152/ajpgi.00484.2003


esophagus. Am J Clin Pathol 2008;129:571–577. doi:10.1309/
UWK3NAHV31GFHM3J.

37. Kumble S, Omary MB, Fajardo LF, Triadafilopoulos G. Multifocal
heterogeneity in villin and Ep-cam expression in Barrett’s esoph-
agus. Int J Cancer 1996;66:48–54. doi:10.1002/(SICI)1097-0215
(19960328)66:1<48::AID-IJC9>3.0.CO;2-Z.

38. Zweibaum A, Pinto M, Chevalier G, Dussaulx E, Triadou N,
Lacroix B, Haffen K, Brun JL, Rousset M. Enterocytic differen-
tiation of a subpopulation of the human colon tumor cell line HT-
29 selected for growth in sugar-free medium and its inhibition by
glucose. J Cell Physiol 1985;122:21–29. doi:10.1002/jcp.
1041220105.

39. Serakinci N, Guldberg P, Burns JS, Abdallah B, Schrødder H,
Jensen T, Kassem M. Adult human mesenchymal stem cell as a
target for neoplastic transformation. Oncogene 2004;23:5095–
5098. doi:10.1038/sj.onc.1207651.

40. Zhang J, Mayer AN. Possible role for nucleostemin in intestinal
progenitor cells. Gastroenterology 2007;132:A629–A629.

41. Kazumori H, Ishihara S, Rumi MA, Kadowaki Y, Kinoshita Y.
Bile acids directly augment caudal related homeobox gene CDX2
expression in oesophageal keratinocytes in Barrett’s epithelium.
Gut 2006;55:16–25. doi:10.1136/gut.2005.066209.

42. Soubeyran P, Mallo GV, Moucadel V, Dagorn JC, Iovanna JL.
Overexpression of Cdx1 and Cdx2 homeogenes enhances expres-
sion of the HLA-I in HT-29 cells. Mol Cell Biol Res Commun
2000;3:271–276. doi:10.1006/mcbr.2000.0226.

43. Domon-Dell C, Wang Q, Kim S, Kedinger M, Evers BM, Freund
JN. Stimulation of the intestinal Cdx2 homeobox gene by butyrate
in colon cancer cells. Gut 2002;50:525–529. doi:10.1136/
gut.50.4.525.

44. Kim S, Domon-Dell C, Wang QD, Chung DH, Cristofano AD,
Pandolfi PP, Freund JN, Evers BM. PTEN and TNF-a regulation

of the intestinal specific Cdx-2 homeobox gene through a PI3K,
PKB/Akt, and NF-κB-dependent pathway. Gastroenterology
2002;123:1163–1178. doi:10.1053/gast.2002.36043.

45. Marchetti M, Caliot E, Pringault E. Chronic acid exposure leads to
activation of the Cdx2 intestinal homeobox gene in a long-term
culture of mouse esophageal keratinocytes. J Cell Sci 2003;116:1429–
1436. doi:10.1242/jcs.00338.

46. Debruyne PR, Witek M, Gong L, Birbe R, Chervoneva I, Jin T,
Domon-Cell C, Palazzo JP, Freund JN, Li P, Pitari GM, Schulz S,
Waldman SA. Bile acids induce ectopic expression of intestinal
guanylyl cyclase C Through nuclear factor kappa B and CDX2 in
human esophageal cells. Gastroenterology 2006;130:1191–1206.
doi:10.1053/j.gastro.2005.12.032.

47. Souza RF, Shewmake K, Terada LS, Spechler SJ. Acid exposure
activates the mitogen-activated protein kinase pathways in
Barrett’s esophagus. Gastroenterology 2002;122:299–307.
doi:10.1053/gast.2002.30993.

48. Houde M, Laprise P, Jean D, Blais M, Asselin C, Rivard N.
Intestinal epithelial cell differentiation involves activation of p38
mitogen-activated protein kinase that regulates the homeobox
transcription factor CDX2. J Biol Chem 2001;276:21885–21894.
doi:10.1074/jbc.M100236200.

49. Hu Y, Jones C, Gellersen O, Williams VA, Watson TJ, Peters JH.
Pathogenesis of Barrett esophagus: deoxycholic acid up-regulates
goblet-specific gene MUC2 in concert with CDX2 in human
esophageal cells. Arch Surg 2007;142:540–544. doi:10.1001/
archsurg.142.6.540.

50. Capello A, Moons LM, Van de Winkel A, Siersema PD, van
Dekken H, Kuipers EJ, Kusters JG. Bile acid-stimulated expres-
sion of the farnesoid X receptor enhances the immune response in
Barrett esophagus. Am J Gastroenterol 2008;103:1510–1516.
doi:10.1111/j.1572-0241.2008.01908.x.

J Gastrointest Surg (2009) 13:1430–1439 1439

http://dx.doi.org/10.1309/UWK3NAHV31GFHM3J
http://dx.doi.org/10.1309/UWK3NAHV31GFHM3J
http://dx.doi.org/10.1002/(SICI)1097-0215(19960328)66:1<48::AID-IJC9>3.0.CO;2-Z
http://dx.doi.org/10.1002/(SICI)1097-0215(19960328)66:1<48::AID-IJC9>3.0.CO;2-Z
http://dx.doi.org/10.1002/jcp.1041220105
http://dx.doi.org/10.1002/jcp.1041220105
http://dx.doi.org/10.1038/sj.onc.1207651
http://dx.doi.org/10.1136/gut.2005.066209
http://dx.doi.org/10.1006/mcbr.2000.0226
http://dx.doi.org/10.1136/gut.50.4.525
http://dx.doi.org/10.1136/gut.50.4.525
http://dx.doi.org/10.1053/gast.2002.36043
http://dx.doi.org/10.1242/jcs.00338
http://dx.doi.org/10.1053/j.gastro.2005.12.032
http://dx.doi.org/10.1053/gast.2002.30993
http://dx.doi.org/10.1074/jbc.M100236200
http://dx.doi.org/10.1001/archsurg.142.6.540
http://dx.doi.org/10.1001/archsurg.142.6.540
http://dx.doi.org/10.1111/j.1572-0241.2008.01908.x

	Inhibition...
	Abstract
	Abstract
	Abstract
	Abstract
	Abstract
	Introduction
	Materials and Methods
	Tissue Specimens
	RNA Preparation
	Detection of Gene Expression Profiles in Tissue Specimens by Oligomicroarray
	Cell Line and Culture
	Construction of the siRNA Plasmid Expression Vectors and Transfection of Plasmids
	Treatment of HT29 Cells with CDC
	Detection of Protein Expression of Nucleostemin and CDX2 in HT29 Cells by Western Blot Analysis
	Detection of mRNA Expression of Nucleostemin and CDX2 in HT29 Cells by Reverse Transcription Polymerase Chain Reaction
	Statistical Analysis

	Results
	Gene Expression Pattern in BE and Normal Tissues
	Identification of Constructed Recombinant Plasmids and Confirmation of Transfection of the Vectors
	Protein and mRNA Expression of Nucleostemin and CDX2 in Transfected HT29 Cells
	Protein and mRNA Expression of Nucleostemin and CDX2 in HT29 Cells Exposed to CDC

	Discussion
	Conclusion
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (None)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (ISO Coated v2 300% \050ECI\051)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.3
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Perceptual
  /DetectBlends true
  /ColorConversionStrategy /sRGB
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 524288
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveEPSInfo true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts false
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 150
  /ColorImageDepth -1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages false
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /ColorImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 150
  /GrayImageDepth -1
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /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
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 600
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /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)
  /PDFXOutputCondition ()
  /PDFXRegistryName (http://www.color.org?)
  /PDFXTrapped /False

  /SyntheticBoldness 1.000000
  /Description <<
    /ENU <>
    /DEU <>
  >>
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [5952.756 8418.897]
>> setpagedevice


