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Abstract
Background: Circulating tumor cells (CTCs) have been considered great clinical significance in various cancers.
However, it remains unknown that how is the role of CTCs in patients with nasopharyngeal carcinoma (NPC). We
investigated the value of CTCs enumeration and karyotyping in NPC.
Methods: In the present study, we applied integrated subtraction enrichment and immunostaining-fluorescence in
situ hybridization (SE-iFISH) automatic testing system to detect and characterize CTCs of NPC patients. Enumeration
and aneuploidy of chromosome 8 in CTCs were examined in various stages of patients with NPC. The changes of
CTCs number and karyotyping post to chemotherapy were investigated in NPC.
Results: CTCs were detected by SE-iFISH in 46 out of 50 pre-treatment NPC patients, and performed a positive rate of
92.0%. No significant association was found between disease staging and CTCs detection rate. CTCs number constantly
increased with TNM stage rising (from stage II to stage IV) no matter in newly diagnosed patients without distant
metastasis (M0) and relapsed or distant metastatic patients. The number of CTCs decreased after treatment in patients
with partial response (PR), while increased in patients with progressive disease or stable disease (PD/SD). More
interestingly, CTCs karyotyping indicated that aneuploidy of chromosome 8 in CTCs was dramatically related to
chemotherapeutic efficacy in NPC. Positive correlation was found between CTCs count and plasma EBV DNA level of
NPC patients.
Conclusions: CTCs could be detected in various stages of NPC patients using SE-iFISH. CTCs number could indicate
the severity degree of disease in NPC. Dynamically monitoring the variations in CTCs number may predict
chemotherapy efficacy during treatment. CTCs karyotyping is related to the sensibility of chemotherapy and drug
resistance, and karyotyping of CTCs might predict therapeutic efficacy and evaluate chemo-resistance in NPC. CTCs
could be used as a monitoring indicator in the fields of treatment, diagnosis and follow-up of NPC.
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Background
Nasopharyngeal carcinoma (NPC) is a disease with low
prevalence in large parts of the world, while it is notable
for its high incidence in South China and South Asia. In
China, there were an estimated 60,600 new cases of
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NPC and 34,100 deaths in 2015 [1–3]. NPC is an endemic carcinoma, which is different from other head
and neck cancers on account of its epidemiology, histopathology, and clinical characteristics. There are always
no symptoms until the cancer has metastasized to other
sites of the body such as the neck. More than 70% of
newly diagnosed cases of NPC are classified as locoregionally advanced disease [4]. Radiation therapy (RT)
has been the primary treatment modality for NPC based
on its inherent anatomic constraints and high sensitivity
to irradiation. Previous studies have showed that concurrent chemoradiotherapy (CCRT) was more effective than
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RT alone for locoregionally advanced NPC, and became
the standard treatment for those patients. Recently, induction chemotherapy (IndCT) followed CCRT significantly improved failure-free survival in locoregionally
advanced NPC [5, 6].
Despite the survival rates significantly enhanced from
modern treatment techniques, however, treatment failure is still due to distant metastasis, relapse, or both,
leading 20 to 30% of patients′ death. Clinicopathologic
characteristics such as local invasion (T stage), regional
extension (N stage) have been revealed to correlate with
the occurrence of relapse and metastasis, and TNM
stage is a reliable predictive factor of prognosis in NPC
[7]. Clinically, diagnosis and TNM classification for NPC
mainly rely on imaging technique such as magnetic resonance imaging (MRI), in addition, plasma Epstein-Barr
virus (EBV) DNA level is useful for monitoring and predicting treatment outcome of NPC. But they are often
failed to detect tumor lesions in early stage and assess
therapeutic response from NPC in time due to the hysteresis and instability. Therefore, there is an urgent need
for a novel biomarker to early diagnosis, predicting therapy efficacy and identifying patients at high risk of treatment failure, who could be treated with an intensive
treatment strategy in time to improve survival of NPC
[8, 9].
Circulating tumor cells (CTCs) are tumor cells disseminated from primary or metastatic tumors into blood circulation and act as the origin of distant metastasis [10].
Many studies have reported that enumeration of CTCs
is significant to evaluate a prognosis, predict therapy efficacy, and monitor recurrence or metastasis in various
malignancies including breast, colorectal, and lung cancers, etc. Moreover, circulating tumor microemboli
(CTM, a cluster of 2 or more CTCs) was also demonstrated to be contributory to tumor metastasis in various
cancer types, even more malignant and aggressive than
CTCs. CTCs and CTM have attracted increasing attention due to the development of detection technologies.
A recent study performed by a strategy of integrated
subtraction enrichment and immunostaining fluorescence in situ hybridization (SE-iFISH) had described that
CTCs karyotyping upon ploidy of chromosome 8 may
provide an approach for predicting chemotherapy response and monitoring chemo-resistance in advanced
gastric cancer patients. Ge et al. recently even used this
system to detect CTM in patients with glioma [11–17].
However, the role of CTCs and CTM with respect to
diagnosis and treatment in NPC are unknown.
SE-iFISH enables non-hemolytic elimination of red
blood cells (RBCs) and depletion of white blood cells
(WBCs) by anti-multiple WBC antibody, and characterizes CTCs integrated phenotyping and karyotyping of
centromere probe 8 (CEP8) regardless of epithelial cell
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adhesion molecule (EpCAM) and cytokeratins (CKs) expression on the tumor cell surface [17, 18]. In the
present study, we applied SE-iFISH to detect and
characterize CTCs and CTM in patients with NPC, and
then we explored the relationship between CTCs number and clinical staging. In addition, the value of CTCs
number and karyotyping to therapeutic efficacy in NPC
was investigated. Furthermore, we explored the correlation between CTCs count and plasma EBV DNA level
in NPC.

Methods
Patients and sample collection

Ethical Committee of West China Hospital of Sichuan
University approved the study. Fifty consecutive patients
with biopsy-proven nasopharyngeal carcinoma (NPC)
were enrolled from December 2015 to June 2017. Patients with a history of other tumors were excluded.
Consent forms in writing were obtained from all subjects. Clinical data were collected for gender, age, diagnosis, pathology type, TNM stage (staging for patients
with relapse or distant metastasis referred to TNM stage
at NPC initial diagnosis), and plasma EBV DNA level.
All patients completed an evaluation before treatment
including fiberoptic nasopharyngoscopy, nasopharyngeal
and neck magnetic resonance imaging (MRI), chest
computed tomography (CT), abdominal ultrasonography
and a single photon emission computed tomography
(SPECT) whole-body bone scan. Staging of NPC was
performed according to the American Joint Committee
on Cancer (AJCC) 2010. Abdomen MRI was performed
when abdominal ultrasonography suggested the presence
of liver metastasis. Twelve NPC patients were subjected
to the first-line chemotherapy based on gemcitabine plus
cisplatin. After 2 to 4 cycles of chemotherapy, clinical response evaluation was performed according to the Response Evaluation Criteria in Solid Tumors 1.1.
Peripheral venous blood (6.0 ml) from each subject
was collected into customized tubes containing Acid
Citrate Dextrose (ACD)-anticoagulant (Becton Dickinson, Franklin Lakes, NJ, USA) after discarding the
first 2.0 ml blood to avoid potential pollutant with
skin epithelial cells. All samples were stored at room
temperature until been processed within 24 h after
collection [19].
Detection of CTCs by SE-iFISH

Experiment was performed similarly to that published
studies and according to the kit instruction (Cytelligen,
San Diego, CA, USA) [15, 18]. Briefly, 6.0 ml peripheral
venous blood was centrifuged at 800×g for 7 min at
room temperature, then, removed supernatants above
red blood cells to deplete serum. The left components
were thoroughly mixed and overlaid on 3 ml hCTC
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Separation Matrix. Solutions were centrifuged at 450×g
for 6 min at room temperature and white buffy above
red blood cells was removed to another centrifuge tube.
The collected white buffy was incubated with 150 μl
immunomagnetic particles conjugated to anti-leukocytes
monoclonal antibodies including anti-CD45 at room
temperature for 20 min with gentle shaking. The solution was overlaid on 3.0 ml of hCTC separation matrix,
then, centrifuged at 450×g for 5 min at room
temperature. Supernatants above magnetic beads were
collected and were subsequently subjected to magnetic
separation using a magnetic stand (Cytelligen) to remove
leukocytes. The bead-free solution was washed with 1 ×
CRC solution (Cytelligen) and then spun down twice at
700×g for 3 min, 650×g for 3 min at room temperature,
separately. Sedimented cells were washed once with 1 ×
CRC solution (Cytelligen) and centrifuged at 1050×g for
3 min, followed by discarding supernatant. Cell pellets
were incubated with 200 μl Antibody Preparation
Solution-1, 1 μl Alexa Fluor 594-conjugated monoclonal
anti-CD45 and 1 μl Alexa Fluor 488-conjugated
anti-EpCAM (Cytelligen) at 30 °C for 20 min in the
dark. Sedimented cells were washed once and subsequently centrifuged at 950×g for 3 min at room
temperature. The sedimented cells then were thoroughly
mixed with cell fixative and applied onto the coated
CTC slides (Cytelligen). The slides underwent drying
process at 32 °C for 10 h for subsequent iFISH analysis.
The slides were soaked in the mixed solution including
FR1 and FR2 solution (Cytelligen) at 37 °C for 10 min.
Later, the slides followed by 1 × FR3 soaking at 27 °C for
2 min and dehydrated in 100% ethanol for 2 min.
Centromere Probe 8 (CEP8) SpectrumOrange (Vysis,
Abbott Laboratories, Abbott Park, IL, USA) was denatured at 76 °C for 10 min and hybridized at 37 °C for
4 h. Finally, the slides were soaked in 1 × FR3 solution
(Cytelligen) for 2 min and washed once, following
stained with 4′,6-diamidino-2-phenylindole (DAPI, Vector laboratories, CA, USA) and subsequently subjected
to fluorescence microscope (Carl Zeiss, Jena, Germany).
Statistical analysis

All patients′ data were collected in an Excel database including clinicopathologic parameters such as patient ID,
age, gender, diagnosis, pathology type, clinical stage, treatment procedure, and plasma EBV DNA level, then,
merged with the CTCs enumeration, CTM enumeration
and the phenotyping and karyotyping of CTCs at final
analysis. Number was expressed as mean ± standard deviation (SD), and all statistical analyses were performed with
SPSS 21.0 software. Comparison of CTCs number between two groups was done with independent sample t
test. Correlation between CTCs numbers and EBV DNA
level of NPC patients was assessed by Pearson linear
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correlation test. P < 0.05 was considered statistically significant. All the tests were two-sided.

Results
Patient characteristics

From December 2015 to June 2017, a total of 50 patients
with confirmed nasopharyngeal carcinoma including
twenty-nine newly diagnosed patients without distant
metastasis (M0) and twenty-one relapsed or distant
metastatic patients after 6 months of initial treatment
were enrolled in this study. The median age of all patients was 48 (range from 17 to 66) years. Forty-nine patients were the World Health Organization (WHO)
II-type or III-type, and only one patient was the WHO
I-type. Among the 29 newly diagnosed (M0) patients,
93.1% (27/29) of patients were classified as stage III/IV.
No patient with stage I was enrolled. Clinical characteristics of 50 patients were shown in Table 1.
Identification of CTCs and CTM of NPC patients

All patients′ blood samples were subjected to subtraction enrichment (SE), following by EpCAM-iFISH analysis. We were inspired by previous studies in other
cancer types. CTCs were identified as nucleated cells
(DAPI+) with epithelial markers (EpCAM+) and/or aneuploidy (CEP8+) but without WBC marker (CD45-)
[15, 18, 19]. Specifically, CTCs were defined as EpCAM
+/CD45-/DAPI+/CEP8 ≥ 2,
EpCAM-/CD45-/DAPI
+/CEP8 > 2. Nucleated cells with CD45+ was defined as
WBC. CTM was defined as a cluster of 2 or more CTCs
(Fig. 1).
The relationship between positive rate of CTCs and
clinical characteristics

According to above definition, CTCs were detected in 46
cases (92.0%) among the 50 NPC patients, and CTM were
observed in 6 patients (12.0%) in this study. The positive
rate of CTCs in newly diagnosed (M0) patients and relapsed or distant metastatic patients was 93.1% (27/29) and
90.5% (19/21), respectively. CTM positive rate was 10.3%
(3/29) and 14.3% (3/21) in these two groups of patients separately. No significant association was observed between
CTCs positive rate and clinical parameters including gender, age, pathological type, and TNM stage (Table 2).
Analysis of CTCs number and disease staging on NPC
patients

In the present study, CTCs number per 6.0 ml peripheral blood in 50 patients was 0–45 (mean ± SD, 5.8 ±
9.5). CTCs number was 0–24 CTCs/6.0 ml (mean ± SD,
3.7 ± 4.6 CTCs/6.0 ml) in the 29 newly diagnosed patients without distant metastasis (M0) and 0–45 CTCs/
6.0 ml (mean ± SD, 8.6 ± 13.3 CTCs/6.0 ml) in the 21 relapsed or distant metastatic patients. CTCs number in
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Table 1 Characteristics of 50 NPC patients
Characteristics

Total

No. of patients
Newly diagnosis (M0, N = 29)

Relapse/Distant metastasis after treatment (N = 21)

Gender
Male

34

19

15

Female

16

10

6

48 (17–66)

47 (17–66)

49(20–66)

Age (years)
Median (Range)
< 50

29

17

12

≥ 50

21

12

9

WHO I

1

1

0

WHO II/III

49

28

21

T1

7

5

2

T2

8

5

3

T3

13

7

6

T4

22

12

10

N0

4

3

1

N1

8

1

7

N2

29

20

9

N3

9

5

4

I

0

0

0

II

4

2

2

III

19

12

7

IV

27

15

12

Pathology type

Stagea
T-classification

N-classification

TNM stage

Treatmentb
IndCT+RT/CCRT

29

29

0

CT ± RT

15

0

15

Others

6

0

6

pEBV DNA level

a
b

Negative

7

2

5

Positive

43

27

16

Stage for patients with relapse/distant metastasis after treatment refered to TNM stage at NPC initial diagnosis
IndCT = induction chemotherapy, CT = Chemotherapy, RT = radiotherapy, CCRT = concurrent chemoradiotherapy

relapsed/distant metastatic patients was more than in
newly diagnosed (M0) patients. This difference was no
statistically significance (P = 0.117). TNM stage was an
important clinical factor for NPC patients. To evaluate
the correlation of CTCs number and clinical stage in
NPC, we compared the relationship between CTCs
number and T-classification, N-classification and TNM
stage in this study (Table 3). In the newly diagnosed
(M0) patients, CTCs number per 6.0 ml peripheral
blood in stage II/III/IV were 0.5 ± 0.7 (range, 0–1), 3.7 ±

3.4 (range, 0–13), and 4.1 ± 5.7 (range, 1–24), respectively. Similarly, CTCs number of relapsed or distant
metastatic patients in stage II/III/IV were 2.5 ± 2.1
(range, 1–4), 8.6 ± 13.3 (range, 0–12), and 12.0 ± 16.8
(range, 0–45), respectively. Staging of relapsed/distant
metastatic patients referred to TNM stage at NPC initial
diagnosis. CTCs number constantly increased with TNM
stage rising (from stage II to stage IV) no matter in
newly diagnosed (M0) patients and relapsed/distant
metastatic patients. Nevertheless, CTCs number was
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Fig. 1 Identification of CTCs and CTM in NPC by SE-iFISH system. DAPI: blue, CEP8: orange, CD45: red, EpCAM: green. a. DAPI+/CD45-/EpCAM
+/CEP8 = 2 (white arrow); b. DAPI+/CD45-/EpCAM+/CEP8 > 2 (white arrow); c DAPI+/CD45-/EpCAM-/CEP8 > 2 (white arrow), DAPI+/CD45
+/EpCAM-/CEP8 = 2 (red arrow); d. DAPI+/CD45-/EpCAM-/CEP8 > 2 (white arrow); e. a cluster of CTCs (blue arrow)

not significantly associated with T-classification or
N-classification.
Correlation of CTCs number to therapeutic efficacy

The changes of CTCs number were investigated in the
12 NPC patients who underwent the first-line

gemcitabine plus cisplatin chemotherapy, including 7
newly diagnosed (M0) patients and 5 relapsed or distant
metastatic patients. Correlation of CTCs number to
therapeutic efficacy was shown in Fig. 2a. After 2 to 4 cycles of chemotherapy, the number of CTCs decreased
from 8.8 ± 13.1 (range, 1–45) to 4.3 ± 7.2 (range, 0–26),

Table 2 The relationship between positive rate of CTCs and clinical characteristics
Characteristics

No. of patients with positive CTCs (%)
Newly diagnosis (M0, N = 29)

Relapse/Distant metastasis after treatment (N = 21)

Male

17 (89.5)

14 (93.3)

Female

10 (100.0)

5 (83.3)

< 50

16 (94.1)

11 (91.7)

≥ 50

11 (91.7)

8 (88.9)

WHO I

1 (100.0)

–

WHO II/III

26 (92.9)

19 (90.5)

–

–

II

1 (50.0)

2 (100.0)

III

11 (91.7)

6 (85.7)

IV

15 (100.0)

11 (91.7)

Gender

Age (years)

Pathology type

TNM stagea
I

a

Stage for patients with relapse/distant metastasis after treatment refered to TNM stage at NPC initial diagnosis
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Table 3 The relationship between CTCs enumeration and TNM stage of NPC patients
Stagea

Newly diagnosis (M0, N = 29)

Relapse/Distant metastasis after treatment (N = 21)

Nb

Nb

No. of CTCs

No. of CTCs
Range

Mean ± SD

Range

Mean ± SD

29

0–24

3.7 ± 4.6

21

0–45

8.6 ± 13.3

T1

5

1–3

2.0 ± 1.0

2

1–4

2.5 ± 2.1

T2

5

0–13

3.8 ± 5.3

3

1–8

3.3 ± 4.0

T3

7

0–7

3.0 ± 2.2

6

0–22

3.0 ± 3.0

T4

12

1–24

4.8 ± 6.2

10

0–45

12.1 ± 17.9

N0

3

0–5

3.0 ± 2.6

1

16

16.0

N1

1

1

1.0

7

1–45

16.4 ± 19.8

N2

20

0–24

4.4 ± 5.4

9

0–8

2.6 ± 2.6

N3

5

1–3

2.0 ± 0.7

4

1–22

6.8 ± 10.1

I

0

–

–

0

–

–

II

2

0–1

0.5 ± 0.7

2

1–4

2.5 ± 2.1

III

12

0–13

3.7 ± 3.4

7

0–12

8.6 ± 13.3

IV

15

1–24

4.1 ± 5.7

12

0–45

12.0 ± 16.8

Total
T-classification

N-classification

TNM stage

Detectable CTCs were existence in 27 newly diagnosed (M0) patients and 19
relapsed/distant metastatic patients. Data were presented as mean ± standard deviation
a
Stage for patients with relapse/distant metastasis after treatment refered to TNM stage at NPC initial diagnosis
b
N referred to number of patients

and the difference was statistically significant (P = 0.049).
Additional analysis was performed on those 12 cases
who were subdivided into 2 groups based on their responses to treatment: partial response (PR, 30% or more
decrease in the sum of diameters of target lesions), and
progressive disease or stable disease (PD, at least 20% increase in the sum of diameters of target lesions; SD, less
30% decrease and less 20% increase in the sum of

diameters of target lesions). CTCs number in PR patients dramatically decreased from 10.8 ± 14.8 (range, 1–
45) to 4.7 ± 8.3 (range, 0–26) following treatment, with
statistically significance (P = 0.040), as shown in Fig. 2b.
Whereas, instead of decrease, CTCs number in PD/SD
patients even slightly increased from 2.7 ± 1.5 (range, 1–
4) to 3.0 ± 1.7 (range, 2–5) after chemotherapy. It was
also noticed that CTCs were disappeared from 2 patients

Fig. 2 The relationship between CTCs number and therapeutic efficacy in NPC. a. CTCs number in 12 NPC patients decreased from 8.8 ± 13.1
(before treatment) to 4.3 ± 7.2 (after treatment) following 2 to 4 cycles of chemotherapy. b. CTCs number in patients with PR decreased from
10.8 ± 14.8 (before treatment) to 4.7 ± 8.3 (after treatment). c. CTCs number in PD/SD patients increased from 2.7 ± 1.5 (before treatment) to 3.0 ±
1.7 (after treatment). * P < 0.05
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with PR following chemotherapy. Obtained results suggested that alterations of CTCs number were correlation
to treatment responses, and monitoring CTCs number
could predict therapeutic efficacy.
Analysis of ploidy of chromosome 8 in CTCs of NPC
patients

Based on the in situ karyotyping of SE-iFISH, aneuploidy
of chromosome 8 in CTCs of NPC patients prior to
treatment was examined. We evaluated the relationship
between CTCs karyotyping and disease staging. In this
study, diploid, triploid, tetraploid, and multiploid (pentaploid or > 5 copies of chromosome 8) CTCs were observed in the 50 NPC patients. The ratio of CTCs with
different ploids of chromosome 8 were 2.0% (diploidy),
72.0% (triploidy), 46.0% (tetraploidy) and 58.0% (multiploidy) in all pre-treatment patients. For 29 newly diagnosed (M0) patients, the ratio of CTCs with different
karyotypes were 82.8% (triploidy), 44.8% (tetraploidy)
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and 48.3% (multiploidy), while no diploid CTCs was
found in those patients, as shown in Fig. 3a. Relationship
between CTCs karyotyping and disease staging was further analysed. Results indicated that triploidy was the
largest comparing with other karyotypes of CTCs in
newly diagnosed (M0) patients, and the ratio of triploid
CTCs were 50.0, 75.0, and 93.3% in stage II/III/IV of
those patients, respectively (Fig. 3b). However, the frequency of CTCs with different karyotypes in 21 relapsed
or distant metastatic patients were 4.8% (diploidy),
57.1% (triploidy), 47.6% (tetraploidy) and 66.7% (multiploidy), shown in Fig. 3c. Noticeably, the percentage of
multiploid CTCs was the most in patients with relapse
or distant metastasis. Furthermore, the ratio of multiploid CTCs was increasing in later stage patients with
relapse or distant metastasis (Fig. 3d). We also studied
the relationship between CTCs number with different
karyotypes and disease staging in NPC, shown in Table 4.
Triploid CTCs number was the most in newly diagnosed

Fig. 3 Correlation of ploidy of chromosome 8 in CTCs and disease staging. a. The ratio of CTCs with different karyotypes were 82.8% (triploidy),
44.8% (tetraploidy) and 48.3% (multiploidy) in newly diagnosed (M0) patients. b. For newly diagnosed (M0) patients, the frequency of triploid
CTCs in stage II/III/IV were 50.0, 75.0, and 93.3%, respectively. Tetraploid CTCs ratio in stage II/III/IV were 0, 50.0, 46.7%. Multiploid CTCs ratio in
stage II/III/IV were 0, 58.3, 53.3%. c. The ratio of CTCs with different karyotypes were 4.8% (diploidy), 57.1% (triploidy), 47.6% (tetraploidy) and
66.7% (multiploidy) in patients with relapse or distant metastasis. d. For patients with relapse or distant metastasis, the frequency of triploid CTCs
in stage II/III/IV were 50.0, 57.0 and 58.3%, respectively. Tetraploid CTCs ratio in stage II/III/IV were 100, 57.0, 33.3%. Multiploid CTCs ratio in stage
II/III/IV were 0, 57.0, 83.3%. Diploid CTCs was detected in only one patient. Multiploidy contains pentaploidy and those > 5 copies of chromosome
8 CTCs. Stage for patients with relapse/distant metastasis after treatment refered to TNM stage at NPC initial diagnosis
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the ratio of multiploid CTCs in PR patients was also decreased from 44.4% (before treatment) to 33.3% (post
treatment), but still remained the same (33.3% versus
33.3%) in PD/SD patients after chemotherapy. In summary, following gemcitabine plus cisplatin chemotherapy, the ratio of tetraploid CTCs decreased obviously in
all of 12 patients. Nevertheless, the ratio of triploid
CTCs just decreased slightly in PR patients, but increased significantly in PD/SD patients. And the percentage of multiploid CTCs decreased in PR patients,
but remained the same in PD/SD patients. Noticeably,
those patients with PD/SD were relapsed/distant metastatic NPC patients. Results suggested that unlike sensitivity to chemotherapy for tetraploid CTCs, triploid and
multiploid CTCs might be susceptible to drug resistance.
Triploid and multiploid CTCs may correlate to
chemo-resistance in relapsed/distant metastatic NPC
patients.

(M0) patients, while multiploid CTCs was the most in
patients with relapse or distant metastasis. No significant
difference was revealed between CTCs number with different karyotypes and TNM stage in NPC.
Correlation of ploidy of chromosome 8 in CTCs to
therapeutic efficacy

We monitored the changes of CTCs karyotyping of the
12 NPC patients post to chemotherapy based on gemcitabine plus cisplatin. For those patients prior to treatment, the ratio of CTCs with different chromosome 8
copy numbers were 8.3% (diploidy), 83.3% (triploidy),
66.7% (tetraploidy) and 41.7% (multiploidy), shown in
Fig. 4a. Significantly decreased frequency was observed
in tetraploid CTCs (66.7 to 33.3%), whereas decreased
frequency of both triploidy (83.3 to 75.0%) and multiploidy (41.7 to 33.3%) was lower than tetraploidy. In
addition, the frequency of diploid CTCs remained the
same (8.3% versus 8.3%) after treatment. Additional analysis was performed on those 12 patients according to
their responses to treatment, shown in Fig. 4b and c.
The ratio of triploid CTCs decreased from 88.9% (before
treatment) to 66.7% (post treatment) in PR patients,
however, increased from 66.7.0% (before treatment) to
100% (post treatment) in PD/SD patients. For tetraploid
CTCs, the ratio decreased from 66.7% (before treatment)
to 33.3% (post treatment) in PR patients, and the same
result was observed in PD/SD patients, from 66.7% (before treatment) to 33.3% (post treatment). In addition,

The relationship between CTCs count and plasma EBV
DNA level on NPC patients

NPC has been proven as an EBV-associated carcinoma,
and most previous studies have established that plasma
EBV DNA level is a significant prediction marker of distant metastasis in NPC [20, 21]. We evaluated the relationship between CTCs number and plasma EBV DNA
level. Among the 67 tested samples including 50
pre-treatment and 17 post-treatment patients, the positive rate of plasma EBV DNA was 80.6% (54/67), and

Table 4 The relationship between CTCs number with different karyotypes and TNM stage of NPC patients
Stagea

Newly diagnosis (M0, N = 29)

Relapse/Distant metastasis after treatment (N = 21)

Mean number of CTCs

Mean number of CTCs

Triploid

Tetraploid

Multiploid

Diploidc

Triploid

Tetraploid

Multiploid

1.6

0.5

1.1

1.2

2.1

1.6

3.7

T1

1.5

0.25

0.5

0

1.0

1.5

0

T2

1.2

0.6

2.0

0

1.7

0.3

1.3

T3

1.3

0.7

1.0

0

3.0

2.0

2.5

T4

2.1

1.1

1.6

2.6

2.0

1.7

5.8

N0

1.7

1.0

0.3

0

8.0

7.0

1.0

N1

1.0

0

0

3.7

2.6

2.7

7.4

N2

1.7

0.8

1.9

0

1.7

0.2

0.7

N3

1.4

0.6

0

0

1.0

1.3

4.5

II

0.5

0

0

0

1.0

1.5

0

III

1.5

0.6

1.6

0

2.7

1.1

0.7

IV

1.9

1.0

1.3

2.2

2.0

1.8

6.0

Total

b

T-classification

N-classification

TNM stage

a

Stage for patients with relapse/distant metastasis after treatment refered to TNM stage at NPC initial diagnosis
b
Multiploid of chromosome 8 contained pentaploidy and those > 5 copies
c Only one patient with distant metastasis was detected EpCAM (+) diploid CTCs
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Fig. 4 Comparison of CTCs karyotyping before and after treatment. a. The ratio of triploid, tetraploid, and multiploid CTCs in 12 NPC patients
decreased after chemotherapy, while diploid CTCs was remained the same. b. For PR patients, the ratio of tetraploid CTCs definitely decreased
from 66.7 to 33.3%, while triploid CTCs decreased from 88.9 to 66.7%, and multiploid CTCs decreased from 44.4 to 33.3% after treatment. c. For
PD/SD patients, the frequency of tetraploid CTCs decreased from 66.7 to 33.3%, while triploid CTCs increased from 66.7 to 100%, and multiploid
CTCs remained unchanged (33.3% versus 33.3%) after treatment

Fig. 5 The relationship between CTCs number and plasma EBV DNA level of NPC patients. a. Positive correlation between CTCs number and
plasma EBV DNA level was found in the 67 tested samples including 50 patients prior to treatment and 17 patients post to treatment (R = 0.326,
P = 0.007). b. Positive correlation between CTCs number and plasma EBV DNA level in 50 pre-treatment patients was found (R = 0.345, P = 0.014).
R, Pearson linear correlation coefficient; P, P value
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CTCs positive rate was 88.1% (59/67). Slight positive
correlation was found between CTCs count and plasma
EBV DNA level. The Pearson linear correlation coefficient (R) between them was 0.326, and the association
was statistically significant (P = 0.007), shown in Fig. 5a.
For 50 NPC patients prior to treatment, the positive rate
of plasma EBV DNA was 86.0% (43/50), CTCs positive
rate was 92.0% (46/50). Additional analysis about the 50
pre-treatment samples of NPC revealed that positive
correlation was also found between CTCs number and
plasma EBV DNA level prior to treatment, with statistically significant (R = 0.345, P = 0.014), shown in Fig. 5b.
Interestingly, seven pre-treatment patients with negative
EBV DNA level were patients with detectable CTCs, and
5 cases of those were confirmed as patients with relapse
or distant metastasis. Results indicated that CTCs number in peripheral venous blood had a positive correlation
with plasma EBV DNA level of NPC patients, and detecting CTCs by use of SE-iFISH was more sensitive
than plasma EBV DNA level test.

Discussion
Circulating tumor cells had been established as a risk
factor of tumor progressions in various kinds of solid
tumor types. It also has been reported that CTCs are
promising to detect the harboring small tumors including primary and metastatic lesions in pancreatic cancer,
while traditional imaging modalities fail to detect [22].
Recent studies even had demonstrated that CTCs might
be an independent prognostic factor and CTCs presence
seemed related to tumor burden. Moreover, changes of
CTCs number had also been found to be correlation
with treatment response to carcinomas of head and neck
[23–27]. Si et al. reported that CTCs were tightly correlated with characteristics of NPC patients and CTCs
number was decreased after therapy in NPC [28]. Nevertheless, the value of CTCs in the fields of diagnosis and
treatment in NPC was still vague.
In this study, SE-iFISH automatic testing system was
applied to detect CTCs and CTM in NPC. This strategy
ensured the depletion of WBCs and removed RBCs effectively, and later, combined DAPE, CEP8, EpCAM and
CD45 to identify CTCs. SE-iFISH platform improved the
sensitivity of CTCs detection regardless of cancer heterogeneity, down-regulation or absence of CKs and
EpCAM. In addition, aneuploidy of chromosome 8 detected by CEP8-FISH had been reported in gastric cancer, bladder cancer and lung cancer [18]. Through the
previous description, the definition of CTCs in the
present study were EpCAM+/CD45-/DAPI+/CEP8 ≥ 2,
EpCAM -/CD45-/DAPI+/CEP8 > 2. A cluster of 2 or
more CTCs defined as CTM. In this study, SE-iFISH
yielded CTCs detection rate and CTM detection rate of
92.0 and 12.0% in NPC prior to treatment. Specifically,
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the CTCs and CTM positive rate of newly diagnosed
(M0) patients were 93.1 and 10.3% respectively. While
recent data presented by He et al. showed that CTCs/
CTM was detected in 66.7 and 6.1% of NPC patients
using ISET assay, separately, which were considerably
lower than the detection rate in our study [28, 29].
In the current study, investigation of the association
with CTCs positive rate and disease staging indicated
that the detection rate of CTCs in newly diagnosed (M0)
and relapsed/distant metastatic patients were consistent,
and the difference of CTCs positive rates in different
TNM stags was not significant. Reasons accounting for
the results could be that 93.1% of newly diagnosed (M0)
patients in this study were stage III/IV, on the one hand,
lacking of patients with stage I. On the other hand, the
presence of CTCs revealed the disease status during
CTCs detection, and patients with relapse or distant metastasis did not certainly present CTCs in peripheral
blood.
Investigation of CTCs counts in NPC was rarely reported. Our research in this paper indicated that CTCs
number was related to clinical stage of NPC patients.
CTCs number in patients with relapse or distant metastasis was much more comparing with newly diagnosed
(M0) patients. Furthermore, the number of CTCs gradually increased in later stage patients of both newly diagnosis (M0) and relapse or distant metastasis. However,
the T-classification or N-classification was not obviously
related to CTCs number. Results showed that CTCs
number could indicate the severity degree of disease and
tumor burden in NPC. CTCs number revealed the common results of various factors of TNM classification.
Variations in CTCs number had been demonstrated
association with the therapeutic efficacy in breast cancer,
while current researches about the relationship between
CTCs number and therapy in NPC were deficient [28,
30]. In this study, we observed that CTCs number was
remarkably reduced in PR patients following 2 to 4 cycles
of chemotherapy, on the contrary, CTCs number in PD/
SD patients was slightly increased, and those patients
with PD/SD were relapsed/distant metastatic patients.
Obtained results demonstrated that changes of CTCs
number were in accordance with responses to treatment
of NPC patients, and the increase of CTCs number during treatment may indicate poor response to therapy. It
is necessary to further expand the current study in order
to evaluate CTCs as an indicator to be utilized to predict
therapeutic efficacy and select optimal treatment protocols timely. Moreover, further studies are needed to
explore the correlation of CTCs count and
progression-free survival (PFS) or overall survival
(OS) in NPC.
Aneuploidy of the chromosome exists in various
tumor cells, and many studies showed that patients with
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aneuploid tumor cells had a worse outcome, that inspired
us to investigate the aneuploidy of chromosome 8 in NPC
[15, 31, 32]. In this study, analysis of CTCs karyotyping revealed that diploid, triploid, tetraploid, and multiploid
CTCs were observed in NPC, indicating that the heterogeneity of chromosome 8 exist in CTCs. Triploid CTCs
was the most comparing with other CTCs karyotypes in
newly diagnosed patients without metastasis. Otherwise,
the ratio of multiploid CTCs was the largest in relapsed/
distant metastatic patients, in addition, multiploidy ratio
was more in patients who were later-stage at initial diagnosis of NPC. Results indicated that multiploid CTCs
might have higher malignant degree.
It has been recently reported that colorectal cancer
cell lines with aneuploidy are associated with intrinsic
resistance and have significantly worse clinical outcome
[33]. Therefore, we investigated the correlation of CTCs
karyotyping to chemotherapy efficacy of NPC patients in
this study. Results demonstrated that CTCs with triploid
and multiploid chromosome 8 were likely to correlate to
the acquired resistance to chemotherapy based on gemcitabine plus cisplatin in relapsed/distant metastatic patients, rather than tetraploid CTCs performing initially
sensitive to chemotherapy. It is also reasonable that
karyotyping of CTCs could predict chemotherapy efficacy and monitor drug resistance. Similarly, Li et al. reported that triploid CTCs was related to intrinsic drug
resistance, while tetraploid and multiploid CTCs were
related to acquired drug resistance to paclitaxel or
cisplatin-based chemotherapy in gastric cancer [15]. Reasons accounting for the poor concordance might be that
chemo-sensitivity and drug-resistance of CTCs karyotyping in different carcinomas and drugs could have multiple mechanisms, and for cancers with effective
treatment such as NPC might rarely display intrinsic
drug resistance. Extended studies of karyotypic
characterization of CTCs on NPC patients are
underway.
Plasma EBV DNA level is a significant biomarker in
monitoring relapse or distant metastasis in NPC, and
the plasma EBV DNA level prior to treatment is correlated with tumor burden of NPC patients. The latest research declared that CTCs number was found to have
positive correlation with EBV DNA load [29]. Currently,
we compared the relationship between CTCs enumeration and plasma EBV DNA level in this study. Findings
showed a positive correlation between CTCs number
and plasma EBV DNA level in all NPC patients. Furthermore, the detection rate of CTCs in NPC by SE-iFISH
was higher than the positive rate of plasma EBV DNA.
CTCs could be used as a potential indicator for
follow-up of NPC, and monitoring CTCs might be a
supplementary method of discovering recurrence or metastasis in NPC.
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In summary, NPC patients have a great survival rate
for standard therapy, but distant metastasis and local recurrence were the main causes of treatment failure.
CTCs are considered as the seeds of distant metastasis
of malignant tumors. This study demonstrated blood
testing of CTCs may be a prospective way in early diagnosis, treatment and follow-up of NPC. By detecting
CTCs number and plasma EBV DNA level in combination, it is preferable to discover relapse and metastasis
in the course of disease on NPC.

Conclusions
In this study, SE-iFISH system could detect CTCs in
NPC of various stages. Enumeration and karyotyping of
CTCs in NPC might indicate the severity degree of disease, and dynamically monitoring CTCs number could
evaluate therapeutic efficacy in real time. Analysis of
CTCs karyotyping demonstrated that triploid and multiploid CTCs could play a significant role of drug resistance, therefore, karyotyping of CTCs may provide a
potential approach for monitoring chemo-resistance and
predicting chemotherapeutic efficacy in NPC. In
addition, CTCs could be a biomarker during follow-up
of NPC patients.
Abbreviations
AJCC: American Joint Committee on Cancer; CCRT: Concurrent
chemoradiotherapy; CEP8: Centromere probe 8; CKs: Cytokeratins;
CT: Computed tomography; CTCs: Circulating tumor cells; CTM: Circulating
tumor microemboli; EBV: Epstein-Barr virus; EpCAM: Epithelial cell adhesion
molecule; IndCT: Induction chemotherapy; MRI: Magnetic resonance imaging;
NPC: Nasopharyngeal carcinoma; OS: Overall survival; PD: Progressive disease;
PFS: Progression-free survival; PR: Partial response; RBCs: Red blood cells;
RT: Radiation therapy; SD: Stable disease; SD: Standard deviation; SEiFISH: Subtraction enrichment and immunostaining fluorescence in situ
hybridization; SPECT: Single photon emission computed tomography;
WBCs: White blood cells
Acknowledgements
We are grateful to all study participants whose personal dedication and
commitment made this project be conducted.
Funding
The collection, interpretation of data and related test of patient sample of
the study was supported in part by the National Science & Technology Pillar
Program during the Twelfth Five-year Plan Period (NO: 2014BAI09B10).
Availability of data and materials
Data for this study belong to the West China Hospital of Sichuan University.
Interested researchers may contact the corresponding author directly
(Nianyong Chen, E-mail address: nchenyy@yahoo.com) to inquire about access to the data.
Authors’ contributions
All authors fulfilled the authorship criteria. NC conceived the study and
participated in its design and in the revision of the manuscript. JZ and HS
participated in the analysis of the data, in the writing of the manuscript. TJ,
JZ, and ZL were in charge of the CTCs detection procedure, and participated
in collecting samples, statistical analysis, and collection of patient data. PL
participated in the revision of the manuscript. All authors read and approved
the final manuscript.

Zhang et al. BMC Cancer

(2018) 18:1133

Ethics approval and consent to participate
The ethics committee of West China Hospital of Sichuan University has
approved the work and written informed consent was received from all
participants prior to the study.
Consent for publication
Not applicable.
Competing interests
The authors declare that they have no competing interests when
conducting the research.

Publisher’s Note
Springer Nature remains neutral with regard to jurisdictional claims in
published maps and institutional affiliations.
Author details
1
Department of Radiation Oncology, Cancer Center and State Key Laboratory
of Biotherapy, West China Hospital, Sichuan University and Collaborative
Innovation Center, 37 GuoXueXiang, Wuhou District, Chengdu 610041,
Sichuan, China. 2Cytelligen, San Diego, California, USA.
Received: 22 March 2018 Accepted: 1 November 2018

References
1. Cao SM, Simons MJ, Qian CN. The prevalence and prevention of
nasopharyngeal carcinoma in China. Chin J Cancer. 2011;30(2):114–9.
2. Torre LA, Bray F, Siegel RL, Ferlay J, Lortet-Tieulent J, Jemal A. Global cancer
statistics, 2012. CA Cancer J Clin. 2015;65(2):87–108.
3. Chen W, Zheng R, Baade PD, Zhang S, Zeng H, Bray F, et al. Cancer statistics
in China, 2015. CA Cancer J Clin. 2016;66(2):115–32.
4. Mao YP, Xie FY, Liu LZ, Sun Y, Li L, Tang LL, et al. Re-evaluation of 6th
edition of AJCC staging system for nasopharyngeal carcinoma and
proposed improvement based on magnetic resonance imaging. Int J Radiat
Oncol Biol Phys. 2009;73(5):1326–34.
5. Al-Sarraf M, LeBlanc M, Giri PG, Fu KK, Cooper J, Vuong T, et al.
Chemoradiotherapy versus radiotherapy in patients with advanced
nasopharyngeal cancer: phase III randomized intergroup study 0099. J Clin
Oncol. 1998;16(4):1310–7.
6. Sun Y, Li WF, Chen NY, Zhang N, Hu GQ, Xie FY, et al. Induction
chemotherapy plus concurrent chemoradiotherapy versus concurrent
chemoradiotherapy alone in locoregionally advanced nasopharyngeal
carcinoma: a phase 3, multicentre randomised controlled trial. Lancet Oncol.
2016;17(11):1509–20.
7. Sun X, Su S, Chen C, Han F, Zhao C, Xiao W, et al. Long-term outcomes of
intensitymodulated radiotherapy for 868 patients with nasopharyngeal
carcinoma: an analysis of survival and treatment toxicities. Radiother Oncol.
2014;110(3):398–403.
8. Wang WY, Twu CW, Chen HH, Jan JS, Jiang RS, Chao JY, et al. Plasma EBV
DNA clearance rate as a novel prognostic marker for metastatic/recurrent
nasopharyngeal carcinoma. Clin Cancer Res. 2010;16(3):1016–24.
9. Lin JC, Wang WY, Chen KY, Wei YH, Liang WM, Jan JS, et al. Quantification
of plasma Epstein-Barr virus DNA in patients with advanced nasopharyngeal
carcinoma. N Engl J Med. 2004;350(24):2461–70.
10. Alixpanabières C, Pantel K. Challenges in circulating tumour cell research.
Nat Rev Cancer. 2014;14(9):623–31.
11. Bidard FC, Mathiot C, Delaloge S, Brain E, Giachetti S, de Cremoux P, et al.
Single circulating tumor cell detection and overall survival in nonmetastatic
breast cancer. Ann Oncol. 2010;21(4):729–33.
12. Miller MC, Doyle GV, Terstappen LW. Significance of circulating tumor cells
detected by the CellSearch system in patients with metastatic breast
colorectal and prostate cancer. J Oncol. 2010;2010:617421.
13. Wu Cd HH, Li L, Zhou X, Guo Z, Zhang L, et al. Preliminary investigation of
the clinical significance of detecting circulating tumor cells enriched from
lung Cancer patients. J Thorac Oncol. 2009;4(1):30–6.
14. Okabe H, Tsunoda S, Hosogi H, Hisamori S, Tanaka E, Tanaka S, et al.
Circulating tumor cells as an independent predictor of survival in advanced
gastric Cancer. Ann Surg Oncol. 2015;22(12):3954–61.

Page 12 of 12

15. Li Y, Zhang X, Ge S, Gao J, Gong J, Lu M, et al. Clinical significance of
phenotyping and karyotyping of circulating tumor cells in patients with
advanced gastric cancer. Oncotarget. 2014;5(16):6594–602.
16. Zhang D, Zhao L, Zhou P, Ma H, Huang F, Jin M, et al. Circulating tumor
microemboli (CTM) and vimentin+ circulating tumor cells (CTCs) detected
by a size-based platform predict worse prognosis in advanced colorectal
cancer patients during chemotherapy. Cancer Cell Int. 2017;17(1):6.
17. Ge F, Zhang H, Wang DD, Li L, Lin PP. Enhanced detection and
comprehensive in situ phenotypic characterization of circulating and
disseminated heteroploid epithelial and glioma tumor cells. Oncotarget.
2015;6(29):27049–64.
18. Lin PP. Integrated EpCAM-independent subtraction enrichment and iFISH
strategies to detect and classify disseminated and circulating tumors cells.
Clin Transl Med. 2015;4(1):38–44.
19. Gao Y, Zhu Y, Zhang Z, Zhang C, Huang X, Yuan Z. Clinical significance of
pancreatic circulating tumor cells using combined negative enrichment and
immunostaining-fluorescence in situ hybridization. J Exp Clin Cancer Res.
2016;35(1):1–8.
20. Lo Y, Chan A, Chan L, Leung S, Lam C, Huang D, et al. Molecular
prognostication of nasopharyngeal carcinoma by quantitative analysis of
circulating Epstein-Barr virus DNA. Cancer Res. 2000;60(24):6878–81.
21. Lo Y, Leung S, Chan L, Lo K, Zhang J, Chan A, et al. Plasma cell-free EpsteinBarr virus DNA quantitation in patients with nasopharyngeal carcinoma:
correlation with clinical staging. Ann N Y Acad Sci. 2000;906(1):99–101.
22. Kaur S, Baine MJ, Jain M, Sasson AR, Batra SK. Early diagnosis of pancreatic
cancer: challenges and new developments. Biomark Med. 2012;6(5):597–612.
23. Cristofanilli M. Circulating tumor cells, disease progression, and survival in
metastatic breast cancer. Semin Oncol. 2004;351(8):781–91.
24. Cohen SJ, Punt CJ, Iannotti 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
Clin Oncol. 2008;26(19):3213–21.
25. Scher HI, Jia X, de Bono JS, Fleisher M, Pienta KJ, Raghavan D, et al.
Circulating tumour cells as prognostic markers in progressive, castrationresistant prostate cancer: a reanalysis of IMMC38 trial data. Lancet Oncol.
2009;10(3):233–9.
26. Tinhofer I, Konschak R, Stromberger C, Raguse JD, Dreyer JH, Jöhrens KD,
et al. Detection of circulating tumor cells for prediction of recurrence after
adjuvant chemoradiation in locally advanced squamous cell carcinoma of
the head and neck. Ann Oncol. 2014;25(10):2042–7.
27. Buglione M, Grisanti S, Almici C, Mangoni M, Polli C, Consoli F, et al.
Circulating tumour cells in locally advanced head and neck cancer:
preliminary report about their possible role in predicting response to nonsurgical treatment and survival. Eur J Cancer. 2012;48(16):3019–26.
28. Si Y, Lan G, Deng Z, Wang Y, Lu Y, Qin Y, et al. Distribution and clinical
significance of circulating tumor cells in nasopharyngeal carcinoma. Jpn J
Clin Oncol. 2016;46(7):622–30.
29. Camara O, Rengsberger M, Egbe A, Koch A, Gajda M, Hammer U, et al. The
relevance of circulating epithelial tumor cells (CETC) for therapy monitoring
during neoadjuvant (primary systemic) chemotherapy in breast cancer. Ann
Oncol. 2007;18(9):1484–92.
30. Fei F, Du Y, Di G, Wu J, Shao Z. Are changes in circulating tumor cell (CTC)
count associated with the response to neoadjuvant chemotherapy in local
advanced breast Cancer? A meta-analysis. Oncol Res Treat. 2014;37(5):250–4.
31. Gasparini P, Sozzi G, Pierotti MA. The role of chromosomal alterations in
human cancer development. J Cell Biochem. 2007;102(2):320–31.
32. He C, Huang X, Su X, Tang T, Zhang X, Ma J, et al. The association between
circulating tumor cells and Epstein-Barr virus activation in patients with
nasopharyngeal carcinoma. Cancer Biol Ther. 2017;25:0.
33. Lee AJ, Endesfelder D, Rowan AJ, Walther A, Birkbak NJ, Futreal PA, et al.
Chromosomal instability confers intrinsic multidrug resistance. Cancer Res.
2011;71(5):1858–70.

