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Abstract

In cancer, epithelial-mesenchymal transition (EMT) is associated with metastasis. Charac-
terizing EMT phenotypes in circulating tumor cells (CTCs) has been challenging because
epithelial marker-based methods have typically been used for the isolation and detection of
CTCs from blood samples. The aim of this study was to use the optimized CanPatrol CTC
enrichment technique to classify CTCs using EMT markers in different types of cancers.
The first step of this technique was to isolate CTCs via a filter-based method; then, an RNA
in situ hybridization (RNA-ISH) method based on the branched DNA signal amplification
technology was used to classify the CTCs according to EMT markers. Our results indicated
that the efficiency of tumor cell recovery with this technique was at least 80%. When com-
pared with the non-optimized method, the new method was more sensitive and more CTCs
were detected in the 5-ml blood samples. To further validate the new method, 164 blood
samples from patients with liver, nasopharyngeal, breast, colon, gastric cancer, or non-
small-cell lung cancer (NSCLC) were collected for CTC isolation and characterization.
CTCs were detected in 107(65%) of 164 blood samples, and three CTC subpopulations
were identified using EMT markers, including epithelial CTCs, biophenotypic epithelial/mes-
enchymal CTCs, and mesenchymal CTCs. Compared with the earlier stages of cancer,
mesenchymal CTCs were more commonly found in patients in the metastatic stages of the
disease in different types of cancers. Circulating tumor microemboli (CTM) with a mesen-
chymal phenotype were also detected in the metastatic stages of cancer. Classifying CTCs
by EMT markers helps to identify the more aggressive CTC subpopulation and provides
useful evidence for determining an appropriate clinical approach. This method is suitable
for a broad range of carcinomas.

PLOS ONE | DOI:10.1371/journal.pone.0123976  April 24,2015

1/14


http://crossmark.crossref.org/dialog/?doi=10.1371/journal.pone.0123976&domain=pdf
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/

@’PLOS | ONE

Classification of CTCs Using EMT Markers

company funded this study. There are no patents,
products in development or marketed products to
declare. This does not alter the authors' adherence to
all the PLOS ONE policies on sharing data

and materials.

Introduction

Most cancer-related deaths are associated with metastasis. Metastasis is a multi-step process
with the presence of circulating tumor cells (CTCs) in the blood stream and disseminated
tumor cells (DTCs) that home to the bone marrow [1]. CTCs disseminate from primary tu-
mors by undergoing phenotypic changes that allow the cells to penetrate blood vessels [2, 3].
These changes are accompanied by a process described as epithelial-mesenchymal transition
(EMT) [3], which is a complicated process that plays an essential role in metastasis [4]. EMT
endows epithelial cells with enhanced invasive potential by the loss of their epithelial character-
istics and the acquisition of a mesenchymal phenotype [5]. CTCs are a very heterogeneous
population of cells, and one of the most common approaches for isolating CTCs is the epitheli-
al cell adhesion molecule (EpCAM)-based enrichment technique. However, recent studies
have demonstrated that this technique has failed to detect CTC subpopulations that have un-
dergone EMT [6, 7]. These studies suggested that EMT markers could be used for the detection
or capture of CTCs.

EMT is characterized by the downregulation of epithelial markers, such as EpCAM and
cytokeratins (CK), and the upregulation of mesenchymal markers, such as vimentin and twist
[8,9]. EpCAM is a transmembrane glycoprotein that mediates cell-cell adhesion in epithelial
tissues, and this protein has oncogenic potential via its capacity to upregulate c-myc, cyclin A
and cyclin E [10]. CKs are the proteins of keratin-containing intermediate filaments found in
the cytoskeleton of epithelial cells. Both EpCAM and CK are commonly used biomarkers for
CTCs from epithelial-derived neoplasms [11, 12]. Vimentin, a member of the intermediate fila-
ment family of proteins, is ubiquitously expressed in mesenchymal cells [13], and expressing
vimentin in cancer cells increases tumor growth and invasiveness [14]. Vimentin expression is
associated with the upregulation of N-cadherin [15], and a previous study has demonstrated
that the overexpression of vimentin in breast cancer is related to a poor prognosis [16]. Twist is
a helix-loop-helix protein that is transcriptionally active during cell differentiation [17], and in-
creased expression of twist has been observed in many types of tumor cells, such as prostate,
gastric and breast cancer [18]. Furthermore, twist can repress E-cadherin and upregulate N-
cadherin [19], and expressing twist in breast cancer cells results in resistance to paclitaxel [20].

Recently, studies have shown that EMT markers are expressed in CTCs in breast and hepa-
tocellular carcinomas [21, 22]. The study by Yu et al. has provided evidence that CTCs exhibit
dynamic changes in epithelial and mesenchymal composition. Mesenchymal CTCs are associ-
ated with metastasis and resistance to chemotherapy [7]. All of these data support EMT as a
potential biomarker for the characterization of CTCs. In a previous study, we developed a Can-
Patrol CTC enrichment technique that combined a CD45 magnetic bead separation method
and a filter-based method for CTC isolation [23]. However, the heterogeneity of CTCs and
characteristics of blood samples from some cancer patients limited its broad clinical applica-
tion. Therefore, in the present study, we attempted to optimize the CanPatrol CTC enrichment
technique by removing the CD45 magnetic bead separation steps and using a more sensitive
method to label the CTCs. We also investigated the feasibility of using epithelial and mesenchy-
mal markers (EpCAM, CK8/18/19, vimentin and twist) to characterize and classifty CTCs into
three subpopulations, including epithelial CTCs, biophenotypic epithelial/mesenchymal CTCs,
and mesenchymal CTCs. The expression of these molecules was investigated in the CTCs from
patients with liver, nasopharyngeal, gastric, breast, or colon cancer or non-small-cell lung can-
cer (NSCLC).
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Materials and Methods
Patient samples

Patients were recruited by the Guangzhou General Hospital of Guangzhou Military Command
and Guangzhou Nanfang Hospital from July 2013 to June 2014. The purpose of this recruit-
ment and sample collection was to classify CTCs by EMT markers using the optimized CanPa-
trol CTC enrichment technique (SurExam, Guangzhou, China) in different types of cancers. A
total of 164 patients who were diagnosed with NSCLC or liver, nasopharyngeal, breast, colon
or gastric carcinoma (29 with NSCLC, 40 with liver cancer, 24 with nasopharyngeal cancer, 18
with breast cancer, 38 with colon cancer, and 15 with gastric cancer) were recruited into this
study (Table 1). Twenty-seven healthy volunteers were included as controls. For the cancer pa-
tients, peripheral blood samples (5 ml, anticoagulated with EDTA) were collected after discard-
ing the first 2 ml to avoid potential skin cell contamination from the venipuncture. All blood
samples were collected before surgery or other treatment. Among the patients, 10 NSCLC and
8 breast cancer patients volunteered to donate an additional 5 ml of blood to compare the effi-
cacy of the CanPatrol CTC enrichment technique before and after optimization. From the
healthy volunteers, 10ml blood samples were collected and used as negative controls or for
spiking experiments. The blood samples were processed within 4 h of collection. This study
was approved by the ethical committee of Guangzhou General Hospital of Guangzhou Military
Command and Guangzhou Nanfang Hospital. Written informed consent was obtained from
all the cancer patients and healthy volunteers in this study.

Cell lines and cell culture

The HepG2 cell line (ATCC, HB 8065, derived from a human hepatocellular carcinoma) was
used in this study. Cells were cultured in RPMI 1640 Medium (Thermo Fisher, Waltham,
USA) supplemented with 10% fetal bovine serum (FBS) (Thermo Fisher, Waltham, USA) and

Table 1. Information and clinical characteristics of the patients.

Liver cancer

No. of patients
Age

Range
Median

Sex

Males
Females
Differentiation
Well and moderate
Poor

Stage
T1NOMO
T3NOMO
T2N1MO
T3N1MO
T3N2MO0
T3N1MA
T2N2MA1
T3N2MA1

40 (100%)

28-77
48

30 (75%)
10 (25%)

31(78%)
9(22%)

11(28%)
14(35%)
0(0%)
5(12%)
0(0%)
10(25%)
0(0%)
0(0%)

Nasopharyngeal cancer NSCLC Breast cancer Colon cancer Gastric cancer
24 (100%) 29 (100%) 18 (100%) 38(100%) 15(100%)
29-61 34-76 31-63 22-69 32-71

45 58 47 57 60

14 (58%) 23 (79%) 0 (0%) 26 (71%) 15(100%)
10 (42%) 6 (21%) 18 (100%) 12(29%) 0 (0%)
10(42%) 11(38%) 12(67%) 26(68%) 3(20%)
14(58%) 18(62%) 6(33%) 12(32%) 12(80%)
0(0%) 0(0%) 0(0%) 0(0%) 0(0%)

5 (21%) 3 (10%) 0(0%) 8 (21%) 0(0%)

10 (42%) 0(0%) 12 (67%) 20 (53%) 0(0%)
0(0%) 0(0%) 0(0%) 0(0%) 0(0%)
0(0%) 6 (21%) 0(0%) 0(0%) 0(0%)

9 (37%) 0(0%) 0(0%) 10 (26%) 7(47%)
0(0%) 20(69%) 0(0%) 0(0%) 0(0%)
0(0%) 0(0%) 6 (33%) 0(0%) 8(53%)

doi:10.1371/journal.pone.0123976.t001
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1% penicillin-streptomycin (Thermo Fisher, Waltham, USA) at 37°C in a CO, incubator
(Thermo Fisher, Waltham, USA) with 5% CO,.

Isolation of CTCs by size

A filtration method was applied using a calibrated membrane with 8-um diameter pores (Milli-
pore, Billerica, USA). The required filtration system consisted of a filtration tube containing
the membrane (SurExam, Guangzhou, China), a manifold vacuum plate with valve settings
(SurExam, Guangzhou, China), an E-Z 96 vacuum manifold (Omega, Norcross, USA), and a
vacuum pump (Auto Science, Tianjin, China). Erythrocytes were removed using a red blood
cell lysis buffer (154 mM NH,CI, 10 mM KHCOj; and 0.1 mM EDTA (all from Sigma,

St. Louis, USA) in deionized water), then the remaining cells were resuspended in PBS (Sigma,
St. Louis, USA) containing 4% formaldehyde (Sigma, St. Louis, USA) for 5 minutes before fil-
tration. After the cell suspension was transferred to the filtration tube, the pump valve was
switched on to reach at least 0.08 MPa; the manifold vacuum plate valve was then switched on,
and filtration began.

Tri-color RNA in situ hybridization (ISH) assay

The RNA-ISH method that was applied in this study was based on the branched DNA (bDNA)
signal amplification technology [26]. The bDNA signal amplification technology does not rely
on in vitro amplification of a target sequence as PCR does. Instead, the sensitivity of this tech-
nology is achieved by signal amplification on a bDNA probe after direct binding of capture
probes to the target sequences [26]. This technique uses a multi-step nucleic acid hybridization
platform in which the target sequences are captured by multiple specific probes (known as cap-
ture probes), followed by conjugation to the bDNA signal amplification probes, which consist
of three types of probes, including the preamplifier sequence, the amplifier sequence and the
label probe. The preamplifier sequence is designed to hybridize to contiguous regions on the
capture probes, and the other regions on the preamplifier are designed to hybridize to multiple
bDNA amplifier sequences, creating a branched structure. Finally, the label probes conjugated
to a fluorescent dye are complementary to the bDNA amplifier sequences. The label probes
then bind to the bDNA molecule by hybridization. The capture probes sequences for the
EpCAM, CK8/18/19, vimentin, twist, and CD45 genes and the sequences for the bDNA signal
amplification probes are listed in Tables 2 and 3. All sequences were synthesized by Invitrogen
(Invitrogen, Shanghai, China).

The assay was performed in a 24-well plate (Corning, NY, USA), and the cells on the mem-
brane were treated with a protease (Qiagen, Hilden, Germany) before hybridization with cap-
ture probes specific for the epithelial biomarkers EpCAM and CK8/18/19, the mesenchymal
biomarkers vimentin and twist, and the leukocyte biomarker CD45(Sequences are shown in
Table 2). The hybridization was performed at 42°C for 2 hours, and the un-bound probes were
then removed by washing three times with 1,000ul of wash buffer (0.1xSSC (Sigma, St. Louis,
USA)). The signal amplification step was performed by incubating the sample with 100l of
preamplifier solution (30% horse serum(Sigma, St. Louis, USA), 1.5% sodium dodecyl sulfate
(Sigma, St. Louis, USA), 3 mM Tris-HCI (pH 8.0) (Sigma, St. Louis, USA), and 0.5 fmol of pre-
amplifier (the sequences are shown in Table 3) at 42°C for 20 minutes. The membranes were
cooled, washed three times with 1,000l of wash buffer (0.1xSSC), and then incubated with
100ul of amplifier solution(30% horse serum, 1.5% sodium dodecyl sulfate, 3 mM Tris-HCl
(pH 8.0), and 1 fmol of amplifier (the sequences are shown in Table 3). Three types of fluores-
cently labeled probes (the sequences are shown in Table 3), which had been conjugated with
the fluorescent dyes Alexa Fluor 594 (for the epithelial biomarkers EpCAM and CK8/18/19),
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Table 2. Capture probe sequences for the EpCAM, CK8/18/19, vimentin, twist, and CD45 genes.
Gene Sequences(5’'—3’)

EpCAM TGGTGCTCGTTGATGAGTCA
AGCCAGCTTTGAGCAAATGA
AAAGCCCATCATTGTTCTGG
CTCTCATCGCAGTCAGGATC
TCCTTGTCTGTTCTTCTGAC
CTCAGAGCAGGTTATTTCAG
CK8 CGTACCTTGTCTATGAAGGA
ACTTGGTCTCCAGCATCTTG
CCTAAGGTTGTTGATGTAGC
CTGAGGAAGTTGATCTCGTC
CAGATGTGTCCGAGATCTGG
TGACCTCAGCAATGATGCTG
CK18 AGAAAGGACAGGACTCAGGC
GAGTGGTGAAGCTCATGCTG
TCAGGTCCTCGATGATCTTG
CAATCTGCAGAACGATGCGG
AAGTCATCAGCAGCAAGACG
CTGCAGTCGTGTGATATTGG
CK19 CTGTAGGAAGTCATGGCGAG
AAGTCATCTGCAGCCAGACG
CTGTTCCGTCTCAAACTTGG
TTCTTCTTCAGGTAGGCCAG
CTCAGCGTACTGATTTCCTC
GTGAACCAGGCTTCAGCATC
Vimentin GAGCGAGAGTGGCAGAGGAC
CTTTGTCGTTGGTTAGCTGG
CATATTGCTGACGTACGTCA
GAGCGCCCCTAAGTTTTTAA
AAGATTGCAGGGTGTTTTCG
GGCCAATAGTGTCTTGGTAG
Twist ACAATGACATCTAGGTCTCC
CTGGTAGAGGAAGTCGATGT
CAACTGTTCAGACTTCTATC
CCTCTTGAGAATGCATGCAT
TTTCAGTGGCTGATTGGCAC
TTACCATGGGTCCTCAATAA
CD45 TCGCAATTCTTATGCGACTC
TGTCATGGAGACAGTCATGT
GTATTTCCAGCTTCAACTTC
CCATCAATATAGCTGGCATT
TTGTGCAGCAATGTATTTCC
TACTTGAACCATCAGGCATC

doi:10.1371/journal.pone.0123976.t002

Alexa Fluor 488(for the mesenchymal biomarkers vimentin and twist), and Alexa Fluor 647
(for the leukocyte biomarker CD45), were added and incubated at 42°C for 20 minutes. After
washing with 0.1xSSC, the cells were stained with 4',6-diamidino-2-phenylindole (DAPI)
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Table 3. Sequences for the bDNA signal amplification probes.

Function (copies) Sequence(5'—3') Complement

bDNA probes for EpCAM and CK8/18/19 capture probe tail(1) CTACAAACAAACAATATT preamplifier leader(1)
preamplifier repeat(5) CGCAGCCTCAGCC amplifier leader(1)
amplifier repeat(5) CCCAGACCCTACC label probe(1)

bDNA probes for vimentin and twist capture probe tail(1) CTTCTCAATAACTAACAT preamplifier leader(1)
preamplifier repeat(5) GACGGTCGGCGTT amplifier leader(1)
amplifier repeat(5) GTCACCGCTCCAC label probe(1)

bDNA probes for CD45 capture probe tail(1) CTTTATACCTTTCTTTCA preamplifier leader(1)
preamplifier repeat(5) GCGCGCTGTAGGG amplifier leader(1)
amplifier repeat(5) AGGCGAGGGGAGA label probe(1)

The sequences labeled “leader” appear once in the indicated construct, while sequences labeled “repeat” appear the indicated number of times. The tail
on the capture probe is a single sequence.

doi:10.1371/journal.pone.0123976.t003

(Sigma, St. Louis, USA) for 5 minutes and analyzed with a fluorescence microscope using a
100x oil objective (Olympus BX53, Tokyo, Japan).

Spiking experiments

To study the recovery of the CTCs, the HepG2 cell line was used. The cells were harvested and
washed with PBS containing 2 mM EDTA (Sigma, St. Louis, USA). The cells were counted and
diluted to 1 cell/2 pl; 10, 50, 100 and 200 HepG2 cells were then spiked into 5 ml of blood from
the healthy volunteers to analyze the recovery of the tumor cells. The assays were repeated 8
times for each number of the spiked cells. After red blood cell lysis, filtration, and RNA-ISH,
the cells were counted with a fluorescence microscope using a 100x oil objective (Olympus
BX53, Tokyo, Japan).

Comparison of the efficacy of the CanPatrol CTC enrichment technique
before and after optimization

Eighteen samples (10 samples from NSCLC patients and 8 samples from breast cancer pa-
tients) were used to compare the efficacy of the CanPatrol CTC enrichment technique before
and after optimization. For each sample, 5 ml of blood was used for CTC isolation and charac-
terization using each method. Before optimization, a combination of the CD45+ magnetic
bead separation and filtration methods was used for CTC isolation, and an immunostaining
method was applied for CTC characterization. The protocol of this method has been described
before [23]. To classify CTCs using EMT biomarkers, an antibody cocktail consisting of anti-
EpCAM (R&D, Minneapolis, USA), anti-CK8/18/19 (R&D, Minneapolis, USA), anti-vimentin
(BD Bioscience, San Jose, USA), anti-twist (BD Bioscience, San Jose, USA) and anti-CD45
(Surexam, Guangzhou, China) was used to stain the CTCs.

Results

EpCAM, CK8/18/19, vimentin and twist expression in HepG2 cells and
the blood leukocytes of healthy donors
HepG2 cells spiked into 5 ml of blood from the healthy volunteers and processed as per the pa-

tient samples were used as positive controls for the detection of EpCAM, CK8/18/19, vimentin
and twist (Fig 1). EpCAM, CK8/18/19, vimentin and twist expression was also investigated in

PLOS ONE | DOI:10.1371/journal.pone.0123976  April 24,2015 6/14
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Fig 1. EpCAM, CK8/18/19, vimentin and twist expression in HepG2 tumor cells and leukocytes. A:
negative control, leukocytes stained for CD45 expression (bright blue fluorescence); B: HepG2 cells stained
for EpCAM expression (red fluorescence); C: HepG2 cells stained for CK8 expression(red fluorescence); D:
HepG2 cells stained for CK18 expression(red fluorescence); E: HepG2 cells stained for CK19 expression(red
fluorescence); F: HepG2 cells stained for vimentin expression (green fluorescence); G: HepG2 cells stained
for twist expression(green fluorescence); H: HepG2 cells stained for EpCAM, CK8/18/19, vimentin and twist
expression (red/green fluorescence). The cells were analyzed using a 100x oil objective

doi:10.1371/journal.pone.0123976.g001

the leukocytes from 20 healthy blood donors. Among these six biomarkers, only vimentin was
expressed in some leukocytes. CD45 was expressed in leukocytes but not in tumor cells. No epi-
thelial marker-positive or biophenotypic epithelial/mesenchymal marker-positive cells were
found in the leukocytes. Therefore, the leukocytes were characterized as CD45 " DAPI" or
vimentin"CD45"DAPI" cells. The tumor cells were epithelial marker-positive CD45 DAPI"
cells, biophenotypic epithelial/mesenchymal marker-positive CD45 DAPI", or mesenchymal
marker-positive CD45 DAPI" cells.

Efficiency of tumor cell recovery

To study the efficiency of tumor cell recovery using this technique, 10, 50, 100 and 200 HepG2
cells were spiked into 5 ml of blood to analyze the recovery of the tumor cells. The assays were
repeated 8 times at each number of spiked HepG2 cells.

The results demonstrated that the enrichment process was linear (R*=0.999).

The average recovery at each dilution of cells was at least 80% and ranged from 80% to 89%

(Fig 2).

Efficacy of the CanPatrol CTC enrichment technique: before vs after
optimization

To compare the efficacy of the two methods for CTC isolation and characterization, 18 samples
were tested. For each sample, 5 ml of blood was applied for CTC isolation and characterization
of each method. The results are shown in Table 4. It has been shown that a greater number of
CTCs was detected in 5 ml of blood after optimization. For the “before optimization” group,
some atypical cells were found in samples #2, #5, #6, #12, #13, #14, #16 and #17 that were prob-
ably unlabeled CTCs. Blood samples #7, #10 and #18 were viscous, and the loss of CTCs from
these samples when using the method without optimization was probably due to the multiple
centrifugation and washing steps.
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Fig 2. Calibration curve obtained using the optimized CanPatrol CTC enrichment technique in the
spiking experiment (n = 8) using HepG2 cells at different dilutions.

doi:10.1371/journal.pone.0123976.g002

Table 4. Comparison of the efficacy of the CanPatrol CTC enrichment technique before and after optimization.

# Cancer Clinical CanPatrol™ CTC Enrichment Technique
type stage
Before optimization After optimization
Epithelial Biophenotypic Mesenchymal Total Epithelial Biophenotypic Mesenchymal Total
CTCs epithelial/ CTCs number CTCs epithelial/ CTCs number
mesenchymal of CTCs mesenchymal of CTCs
CTCs CTCs

1 T3NOMO O 0 0 0 0 1 0 1

2 1 1 0 2 2 2 0 4

3 0 0 0 0 0 0 0 0

T3N2MO0
4 0 0 1 0 0 0 3 3
5 1 0 0 1 1 4 0 5
NSCLC

6 2 2 0 4 5 10 0 15

7 0 2 1 3 0 7 3 10

8 T2N2M1 0 0 0 0 0 0 0 0

9 0 1 0 1 0 1 0 1

10 2 0 0 2 4 5 0 9

11 0 0 0 0 0 0 0 0

12 0 0 2 2 0 0 7 7

13 T2N1MO O 1 0 1 0 1 4 5

14 Breast 0 5 0 5 0 8 0 8

15 cancer 0 0 0 0 0 0 0 0

16 0 3 3 6 1 5 7 13
17 T3N2M1 1 1 0 2 1 7 0 8

18 0 0 1 1 0 1 10 11

doi:10.1371/journal.pone.0123976.1004
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Further validation of the optimized CanPatrol CTC enrichment technique
using clinical samples

A total of 164 blood samples from patients with NSCLC or liver, nasopharyngeal, breast, colon
or gastric carcinoma (29 with NSCLC, 40 with liver cancer, 24 with nasopharyngeal cancer, 18
with breast cancer, 38 with colon cancer, and 15 with gastric cancer) were collected for CTC
isolation and characterization. The results demonstrated that CTCs were detected in 107(65%)
of 164 blood samples; of the CTC-positive samples, 24(60%), 14(58%), 12(67%), 24(63%), 10
(67%), and 23(79%) were from liver cancer, nasopharyngeal cancer, breast cancer, colon can-
cer, gastric cancer, and NSCLC patients, respectively (Table 5). The median number of CTCs
increased in the metastatic stages of the different types of cancer. The CTCs were classified into
three subpopulations according to the EMT markers applied in this study, including epithelial
CTCs, biophenotypic epithelial/mesenchymal CTCs, and mesenchymal CTCs. In the metastat-
ic stages of the different types of cancer, such as T3AN1M1 and T3N2M1, a greater proportion
of samples contained mesenchymal CTCs (Table 5). The results also indicated that the average
ratio of mesenchymal CTCs in each positive sample increased in the later stages of cancer com-
pared with the earlier stages of cancer (Fig 3). Circulating tumor microemboli (CTM) with a
mesenchymal phenotype were detected in three blood samples from patients in the metastatic
stages of cancer (Table 6), including one liver cancer patient at T3N1M1 (Fig 4), one nasopha-
ryngeal cancer patient at T3N1M1, and one breast cancer patient at T3N2M1. CTM were de-
fined as multicellular CTC clusters containing greater than or equal to 4 cells [7].

Table 5. CTCs detected in patients with NSCLC or liver, nasopharyngeal, breast, colon or gastric cancers.

Cancer type Clinical Number  Number Number of Median Range Classification of CTCs
stage of blood of positive number of CTC
samples positive  samples of CTCs count  Number of Number of Number of
samples  containing samples samples samples
(%) CTM (%) containing containing containing
epithelial biophenotypic mesenchymal
CTCs (%) epithelial/ CTCs (%)
mesenchymal
CTCs (%)
TINOMO 11 4(36%) 0(0%) 0 0-4 3(27%) 2(18%) 0(0%)
. T3NOMO 14 9(64%) 0(0%) 3 0-12 4(29%) 8(57%) 6(43%)
Liver cancer
T3N1IMO 5 3(60%) 0(0%) 1 0-9 2(40%) 2(40%) 1(20%)
T3N1M1 10 8(80%) 1(10%) 8 0-21 3(30%) 6(60%) 5(50%)
T3NOMO 5 2(40%) 0(0%) 0 0-2 1(20%) 1(20%) 0(0%)
'c":rfé’;haryngea' TONIMO 10 5(50%) 0(0%) 1 0-5 3(30%) 4(40%) 0(0%)
T3N1M1 9 7(78%) 1(11%) 2 0-9 6(67%) 5(56%) 2(22%)
T3NOMO 3 2(67%) 0(0%) 1 0-3 1(33%) 1(33%) 0(0%)
NSCLC T3N2MO 6 5(83%) 0(0%) 3 0-5 2(33%) 4(67%) 1(17%)
T2N2M1 20 16(80%) 0(0%) 4 0-15 8(40%) 15(75%) 5(25%)
T2N1MO 12 7(58%) 0(0%) 4 0-8 0(0%) 6(50%) 4(33%)
Breast cancer
T3N2M1 6 5(83%) 1(17%) 11 0-30 4(67%) 4(67%) 3(50%)
T3NOMO 8 2(25%) 0(0%) 0 0-5 0(0%) 2(25%) 1(13%)
Colon cancer T2N1MO 20 13(65%) 0(0%) 1 0-7 5(25%) 10(50%) 4(20%)
T3N1M1 10 9(90%) 0(0%) 4 0-12 1(10%) 7(70%) 5(50%)
. T3N1M1 7 4(57%) 0(0%) 1 0-15 0(0%) 4(57%) 3(43%)
Gastric cancer
T3N2M1 8 6(75%) 0(0%) 4 0-45 2(25%) 5(63%) 5(63%)
Total 164 107(65%)  3(2%) 2 0-45 45(27%) 86(52%) 45(27%)
doi:10.1371/journal.pone.0123976.t005
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Fig 3. The average ratio of mesenchymal CTCs in each positive sample in cancers at different stages. Compared with the earlier stages of cancer, the
average ratio of mesenchymal CTCs in each positive sample increased in the metastatic stages of cancer. The error bars indicate standard deviations.

doi:10.1371/journal.pone.0123976.g003

Average ratio of mesenchymal

Discussion

Accumulating evidence has indicated that CTCs can be used as a biomarker to non-invasively
monitor cancer progression and provide information to guide the choice of therapy [24]. Dif-
ferent techniques have been reported for CTC isolation and characterization, which are based
on the physical properties of CTCs or cell surface antigens. However, the isolation and detec-
tion of CTCs are significantly hampered by the phenotypic alterations that are common to
CTCs. Previous studies have shown that epithelial antigen-based approaches may fail to detect
the most aggressive CTC subpopulation, which may have undergone EMT [25]. EMT is a mul-
tistep process that plays a key role in metastasis and cancer progression, and CTCs bearing
characteristics of an EMT phenotype are presumed to be involved in tumor dissemination and

Table 6. The three blood samples containing CTM from liver, nasopharyngeal and breast cancers.

Cancer types Clinical stage = The number of CTM in each sample = The number of CTCs in each CTM  CTM phenotype

Liver cancer T3N1M1 1 4 mesenchymal phenotype
Nasopharyngeal cancer =~ T3N1MA1 1 5 mesenchymal phenotype
Breast cancer T3N2M1 1 7 mesenchymal phenotype

doi:10.1371/journal.pone.0123976.1006
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Fig 4. CTCs detected in a blood sample from a liver cancer patient. A total of 10 CTCs were detected in this sample; 3 single migratory biophenotypic
epithelia/mesenchymal CTCs, 3 single migratory mesenchymal CTCs and a tumor microembolus containing 4 mesenchymal CTCs were observed
(epithelial biomarkers are indicated by red fluorescence; mesenchymal biomarkers are indicated by green fluorescence).

doi:10.1371/journal.pone.0123976.9004

metastasis. Therefore, CTC detection methods require optimization by including biomarkers
that are not repressed during the EMT process.

In this study, we applied the optimized CanPatrol CTC enrichment technique for CTC iso-
lation and characterization. This technique includes two major steps: a filter-based method to
isolate CTCs and subsequent characterization of the CTCs using EMT markers, including the
epithelial markers EpCAM and CK and the mesenchymal markers vimentin and twist. We
chose these biomarkers for CTC characterization, because EpCAM and CK are commonly
used for epithelial CTC detection, and previous studies have demonstrated that the expression
of the mesenchymal markers twist or vimentin in CTCs is associated with cancer metastasis
[22]. Compared with the CellSearch platform, which uses anti-EpCAM-coated magnetic beads
to capture CTCs, the optimized CanPatrol CTC enrichment technique is an unbiased CTC iso-
lation method that allows for the isolation of CTCs not expressing epithelial antigens, such as
EpCAM. Our results showed that brain glioma cells, such as the cell line U118MG lack
EpCAM expression, and cannot be isolated using the CellSearch platform. However, these
tumor cells can be easily isolated and characterized using the optimized CanPatrol CTC enrich-
ment technique, as it is a filter-based method that uses a cocktail of epithelial and mesenchymal
markers to characterize the tumor cells. In the pre-optimization method, CTC isolation was
based on red blood cell lysis to remove erythrocytes. Erythrocyte removal was followed by de-
pletion of CD45+ leukocytes using a magnetic bead separation method, and CTCs were subse-
quently isolated by virtue of their larger size (filter-based) compared with leukocytes. The
advantage of this technique was that 99.98% of leukocytes were depleted and a lower number
of leukocytes remained on membrane, making it easier to observe the CTCs under a micro-
scope. However, when the sample size was expanded to validate this method, two issues arose.
First, the blood of some cancer patients was viscous, and multiple centrifugation and washing
steps led to the loss of CTCs. Second, the low sensitivity of traditional immunostaining method

PLOS ONE | DOI:10.1371/journal.pone.0123976  April 24,2015 11/14
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might fail to detect some CTCs that express low levels of the target proteins. Compared to the
previous method, the optimized method is more suitable for CTC enumeration and characteri-
zation. First, the CTC isolation steps are simpler, and the fewer centrifugation and washing
steps help to enhance CTC enrichment. Second, an RNA-ISH method combined with a
branched DNA signal amplification technology was used to label the isolated CTCs. Compared
with the immunostaining method, this method has the advantages of high sensitivity and back-
ground suppression. When we compared the efficacy of the CanPatrol CTC enrichment tech-
nique before and after optimization, the results indicated that a greater number of CTCs was
detected in 5 ml of blood after optimization. To further validate the optimized CanPatrol CTC
enrichment technique, 164 blood samples from six different types of cancer patients were test-
ed. CTCs were detected in 107(65%) blood samples, and 0-45 CTCs were found in each sam-
ple. The CTCs could be classified into three subpopulations according to the EMT markers
that they expressed, including epithelial CTCs, biophenotypic epithelial/mesenchymal CTCs,
and mesenchymal CTCs. Our study showed that mesenchymal CTCs were more common to
be found in metastatic stages of cancer. The average ratio of mesenchymal CTCs in each posi-
tive sample increased in the metastatic stages of cancer compared with the earlier stages of can-
cer. CTM with a mesenchymal phenotype were also detected in the metastatic stages of cancer.
CTM are tumor cell clusters and are associated with high metastatic potential [7]. Our findings
are consistent with previous reports indicating that mesenchymal CTCs are associated with
metastasis and disease progression [7].

In summary, compared with before optimization, the optimized CanPatrol CTC enrich-
ment technique is more effective for CTC isolation and characterization. The presence of the
EMT phenotype was demonstrated in the CTCs of a variety of cancers, including NSCLC and
liver, nasopharyngeal, breast, colon and gastric cancers. Because EMT can be used as a poten-
tial biomarker of cancer metastasis and therapeutic resistance, the classification of CTCs ac-
cording to their EMT phenotype helps identify the most aggressive CTC subpopulation and
provides data for clinical applications.

Conclusion

In conclusion, by using EMT markers, the optimized CanPatrol CTC enrichment technique is
able to classify CTCs into three subpopulations: epithelial CTCs, biophenotypic epithelial/mes-
enchymal CTCs, and mesenchymal CTCs. This technique is suitable for a broad range

of carcinomas.

Acknowledgments

The authors wish to thank the other investigators, physicians and nurses who made invaluable
contributions to this study.

Author Contributions

Conceived and designed the experiments: SW JX. Performed the experiments: SL ZL JH. Ana-
lyzed the data: SW XP JL DY HD NY JX. Contributed reagents/materials/analysis tools: SW SL
ZL JH. Wrote the paper: SW SL.

References

1. Fidler IJ. The pathogenesis of cancer metastasis: the seed and soil hypothesis revisited. Nat Rev Can-
cer. 2003; 3:453-458. PMID: 12778135

2. Pantel K, Brakenhoff RH. Dissecting the metastatic cascade. Nat Rev Cancer. 2004; 4: 448—456.
PMID: 15170447

PLOS ONE | DOI:10.1371/journal.pone.0123976  April 24,2015 12/14


http://www.ncbi.nlm.nih.gov/pubmed/12778135
http://www.ncbi.nlm.nih.gov/pubmed/15170447

@’PLOS | ONE

Classification of CTCs Using EMT Markers

10.

1.

12

13.

14.

15.

16.

17.

18.

19.

20.

21.

22,

23.

24,

Ksiazkiewicz M, Markiewicz A, Zaczek AJ. Epithelial-mesenchymal transition: a hallmark in metastasis
formation linking circulating tumor cells and cancer stem cells. Pathobiology. 2012; 79: 195-208. doi:
10.1159/000337106 PMID: 22488297

Guarino M. Epithelial-mesenchymal transition and tumour invasion. Int J Biochem Cell Biol. 2007; 39:
2153-2160. PMID: 17825600

Zeisberg M, Neilson EG. Biomarkers for epithelial-mesenchymal transitions. J Clin Invest. 2009; 119:
1429-1437. doi: 10.1172/JCI36183 PMID: 19487819

Gorges T, Tinhofer |, Drosch M, Rése L, Zollner T, Krahn T, et al. Circulating tumour cells escape from
EpCAMbased detection due to pithelial-tomesenchymal transition. BMC Cancer. 2012; 12:178-191.
doi: 10.1186/1471-2407-12-178 PMID: 22591372

Yu M, Bardia A, Wittner B, Stott S, Smas M, Ting DT, et al. Circulating breast tumor cells exhibit dynam-
ic changes in epithelial and mesenchymal composition. Science. 2013; 339: 580-584. doi: 10.1126/
science.1228522 PMID: 23372014

Kalluri R. EMT: When epithelial cells decide to become mesenchymal-like cellsJ Clin Invest. 2009;
119: 1417-1419 doi: 10.1172/JCI39675 PMID: 19487817

Thiery JP. Epithelial-mesenchymal transitions in tumour progression. Nat Rev Cancer. 2002; 2: 442—
454. PMID: 12189386

Osta WA, Chen Y, Mikhitarian K, Mitas M, Salem M, Hannun YA, et al. EpCAM is overexpressed in
breast cancer and is a potential target for breast cancer gene therapy. Cancer Res. 2004; 64: 5818—
5824. PMID: 15313925

Cohen SJ, Punt CJ, lannotti N, Saidman BH, Sabbath KD, Gabrail NY, et al. Relationship of circulating
tumor cells to tumor response, progression-free survival, and overall survival in patients with metastatic
colorectal cancer. J ClinOncol. 2008; 26: 3213-3221. doi: 10.1200/JC0.2007.15.8923 PMID:
18591556

Giuliano M, Giordano A, Jackson S, Hess KR, De Giorgi U, Mego M, et al. Circulating tumor cells as
prognostic and predictive markers in metastatic breast cancer patients receiving first-line systemic
treatment. Breast Cancer Res. 2011; 13: 67-80.

Larsson A, Wilhelmsson U, Pekna M, Pekny M. Increased cell proliferation and neurogenesis in the hip-
pocampal dentate gyrus of old GFAP(-/-)Vim(—/-) mice. Neurochem Res. 2004; 29: 2069-2073.
PMID: 15662841

Mclnroy L, Maatta A. Down-regulation of vimentin expression inhibits carcinoma cell migration and ad-
hesion. Biochem Biophys Res Commun. 2007; 360:109-114. PMID: 17585878

ZhaoY, Yan Q, Long X, Chen X, Wang Y. Vimentin affects the mobilityand invasiveness of prostate
cancer cells. Cell Biochem Funct. 2008; 26: 571-577. doi: 10.1002/cbf.1478 PMID: 18464297

Domagala W, Lasota J, Bartkowiak J, Weber K, Osborn M. Vimentin is preferentially expressed in
human breast carcinomas with low estrogen receptor and high Ki-67 growth fraction. Am J Pathol.
1990; 136:219-227. PMID: 2153347

Yu W, Kamara H, Svoboda KKZ. The role of twist during palate development. Dev Dyn. 2008; 237:
2716-2725. doi: 10.1002/dvdy.21627 PMID: 18697225

Paterlini-Brechot P, Benali NL. Circulating tumor cells (CTC) detection:clinical impact and future direc-
tions. Cancer Lett. 2007; 253: 180-204. PMID: 17314005

Yang J, Mani SA, Donaher JL, Ramaswany S, ltzykson RA, Come C, et al. Twist, a master regulator of
morphogenesis, plays an essential role in tumor. Metastasis Cell. 2004; 117: 927-939. PMID:
15210113

Cheng GZ, Chan J, Wang Q, Zhang W, Sun CD, Wang LH. Twist transcriptionally up-regulates AKT2 in
breast cancer cells leading to increased migration, invasion, and resistance to paclitaxel. Cancer Res.
2007; 67:1979-1987. PMID: 17332325

Kallergi G, Papadaki MA, Politaki E, Mavroudis D, Georgoulias V, Agelaki S. Epithelial to mesenchymal
transition markers expressed in circulating tumour cells of early and metastatic breast cancer patients.
Breast Cancer Res. 2011; 13:59-70.

Li YM, Xu SC, Li J, Han KQ, Pi HF, Zheng L, et al. Epithelial-mesenchymal transition markers express-
ed in circulating tumor cells in hepatocellular carcinoma patients with different stages of disease. Cell
Death Disease. 2013; 4: 831-842.

Wu S, Liu Z, Liu S, Lin L, Yang W, Xu J. Enrichment and enumeration of circulating tumor cells by effi-
cient depletion of leukocyte fractions. ClinChem Lab Med. 2014; 52: 243-251.

Hou JM, Krebs M, Ward T, Sloane R, Priest L, Hughes A, et al. Circulating tumor cells as a window on
metastasis biology in lung cancer. Am J Pathol. 2011; 178: 989-996. doi: 10.1016/j.ajpath.2010.12.
003 PMID: 21356352

PLOS ONE | DOI:10.1371/journal.pone.0123976  April 24,2015 13/14


http://dx.doi.org/10.1159/000337106
http://www.ncbi.nlm.nih.gov/pubmed/22488297
http://www.ncbi.nlm.nih.gov/pubmed/17825600
http://dx.doi.org/10.1172/JCI36183
http://www.ncbi.nlm.nih.gov/pubmed/19487819
http://dx.doi.org/10.1186/1471-2407-12-178
http://www.ncbi.nlm.nih.gov/pubmed/22591372
http://dx.doi.org/10.1126/science.1228522
http://dx.doi.org/10.1126/science.1228522
http://www.ncbi.nlm.nih.gov/pubmed/23372014
http://dx.doi.org/10.1172/JCI39675
http://www.ncbi.nlm.nih.gov/pubmed/19487817
http://www.ncbi.nlm.nih.gov/pubmed/12189386
http://www.ncbi.nlm.nih.gov/pubmed/15313925
http://dx.doi.org/10.1200/JCO.2007.15.8923
http://www.ncbi.nlm.nih.gov/pubmed/18591556
http://www.ncbi.nlm.nih.gov/pubmed/15662841
http://www.ncbi.nlm.nih.gov/pubmed/17585878
http://dx.doi.org/10.1002/cbf.1478
http://www.ncbi.nlm.nih.gov/pubmed/18464297
http://www.ncbi.nlm.nih.gov/pubmed/2153347
http://dx.doi.org/10.1002/dvdy.21627
http://www.ncbi.nlm.nih.gov/pubmed/18697225
http://www.ncbi.nlm.nih.gov/pubmed/17314005
http://www.ncbi.nlm.nih.gov/pubmed/15210113
http://www.ncbi.nlm.nih.gov/pubmed/17332325
http://dx.doi.org/10.1016/j.ajpath.2010.12.003
http://dx.doi.org/10.1016/j.ajpath.2010.12.003
http://www.ncbi.nlm.nih.gov/pubmed/21356352

el e
@ ) PLOS | ONE Classification of CTCs Using EMT Markers

25. Konigsberg R, Obermayr E, Bises G, Pfeiler G, Gneist M, Wrba F, et al. Detection of EpCAM positive
and negative circulating tumor cells in metastatic breast cancer patients. Acta Oncol. 2011; 50: 700—
710. doi: 10.3109/0284186X.2010.549151 PMID: 21261508

26. Tsongalis GJ. Branched DNA Technology in Molecular Diagnostics. Am J Clin Pathol. 2006; 126: 448—
453. PMID: 16880139

PLOS ONE | DOI:10.1371/journal.pone.0123976  April 24,2015 14/14


http://dx.doi.org/10.3109/0284186X.2010.549151
http://www.ncbi.nlm.nih.gov/pubmed/21261508
http://www.ncbi.nlm.nih.gov/pubmed/16880139


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /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 0.0000
  /ColorConversionStrategy /CMYK
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /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 ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e9ad88d2891cf76845370524d53705237300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc9ad854c18cea76845370524d5370523786557406300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV (Za stvaranje Adobe PDF dokumenata najpogodnijih za visokokvalitetni ispis prije tiskanja koristite ove postavke.  Stvoreni PDF dokumenti mogu se otvoriti Acrobat i Adobe Reader 5.0 i kasnijim verzijama.)
    /HUN <>
    /ITA <>
    /JPN <FEFF9ad854c18cea306a30d730ea30d730ec30b951fa529b7528002000410064006f0062006500200050004400460020658766f8306e4f5c6210306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103055308c305f0020005000440046002030d530a130a430eb306f3001004100630072006f0062006100740020304a30883073002000410064006f00620065002000520065006100640065007200200035002e003000204ee5964d3067958b304f30533068304c3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020ace0d488c9c80020c2dcd5d80020c778c1c4c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor prepress-afdrukken van hoge kwaliteit. 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 best suited for high-quality prepress printing.  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 /ConvertToCMYK
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


