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Abstract. Aim: Circulating tumour cells (CTCs) may be
prognostic for biochemical recurrence-free survival (bRFS)
in patients with locally advanced high-risk prostate cancer
(LAPC) undergoing neoadjuvant chemohormonal therapy
(NCHT) and radical prostatectomy (RP). Patients and
Methods: CTCs were detected before and after NCHT, after
RP and at follow-up using the CellSearch™ -System for 59
blood samples (20 ml) from patients with LAPC (n=15) and,
additionally, for 15 control samples. Results: The median 5-
year progression risk was 90%. CTCs (=1/20 ml) were
detected in 53.3% of patients, with a detection rate of 18.6%
in sample-adjusted analysis. CTCs were detected at baseline
in 20% of patients with LAPC and 6.7% of controls (p=0.6).
CTC findings displayed no association with clinico-
pathological characteristics. The median bRFS of CTC-
negative vs. CTC-positive patients was 43.7 (95% confidence
interval not reached) vs. 29.2 months (95% confidence
interval=26.8-60.6 months), without statistical significance
(p=0.76). Conclusion: During NCHT and RP, longitudinal
CTC presence seems to some extent stochastic, although
CTCs post-RP  developed
biochemical recurrence. No significant association with

patients  with  persistant
clinicopathological characteristics or bRFS was observed in
patients with LAPC, despite a trend for reduced bRFS in
patients with detectable CTCs.
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For localized prostate cancer, there is no approved blood-
derived molecular marker amenable for stratification or
treatment monitoring. Therefore, there is a crucial unmet need
to identify clinically significant prostate cancer potentially
resulting in progressive or even life-threatening disease (1, 2).
Despite the routinely used diagnostic procedures and
precautionary measures, up to 40% of patients present at
diagnosis with locally advanced stage disease and are prone
to biochemical recurrence despite radical prostatectomy (RP)
(3, 4). In order to improve the clinical outcome, multimodal
therapeutic strategies are investigated in locally advanced
high-risk prostate cancer (LAPC) (5). Nevertheless, in patients
with LAPC, there is a lack of stratification tools for indicating
systemic perioperative therapies. Prostate-specific antigen
(PSA), as the only approved serum marker of prostate cancer,
has a positive predictive value of 47% and does not correlate
with tumor characteristics or progression (6-9). Potential novel
molecular markers are circulating tumor cells (CTCs) that
have been detected in venous blood in patients with locally
confined as well as metastatic malignancies (10-13). The only
medically approved device for CTC detection is the
CellSearch™ System (Veridex LLC, Johnson and Johnson)
that has been approved in metastatic prostate cancer due to a
strong correlation with prognosis, superior to PSA decrement
algorithms (9, 14).

Especially in LAPC on the progression from localized to
metastatic disease, CTCs may provide additional information
on disease progression. However, reports on CTC presence
in localized cancer vary notably, resulting in a controversy
about their diagnostic implications and possible value in
localized prostate cancer (7, 10-13).

Since very little is known about the behaviour of CTCs in
localized prostate cancer, especially during different
treatment modalities, we investigated CTC detection with the
CellSearch™ System in patients with LAPC during
neoadjuvant chemohormonal therapy (NCHT) followed by
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RP. In order to exclude one of the frequently mentioned
pitfalls of the system namely the use of a low analytical
sample blood volume of 7.5 ml, in our cohort we
investigated an almost three-fold higher blood volume of 20
ml in patients with LAPC and healthy volunteers. Our main
objective was to assess CTC detection rates in longitudinal
landmark analyses and to explore the association of CTC
counts with clinicopathological features, as well as
biochemical recurrence-free survival (bRFS). To our
knowledge, this is the first study that aimed to detect CTCs
in patients with LAPC during different steps of therapy,
including NCHT and RP.

Patients and Methods

Study design. This study was a prospective sub-group analysis of
longitudinal CTC assessments in peripheral blood of patients with
LAPC who were treated with NCHT and RP during a phase II trial
that was conducted at the Department of Urology, Technical
University of Munich (5). The study was approved by the Institutional
Review Board (approval number: 2219/08) and was performed in
accordance with the ethical standards of the Declaration of Helsinki.
All participants gave their written informed consent. Preoperative
NCHT included a complete androgen deprivation with trimestral
buserelin (9.45 mg) and bicalutamide 50 mg/day, as well as three
cycles of docetaxel (75 mg/m?2) in a 3-weekly schedule, as reported
earlier (5). All patients underwent RP including bilateral pelvic lymph
node dissection. Adjuvant treatment was individualized according to
pathological results. Primary eligibility criteria were non-metastatic
locally advanced adenocarcinoma of the prostate with a biochemical
S-year recurrence risk of >40%, according to Kattan’s preoperative
nomogram (4, 5). Additionally, 15 healthy volunteers were accrued
for a single CTC assessment.

In patients with LAPC, blood was collected before (CTC1) and
after NCHT (CTC2), 7+3 days post-RP (CTC4), and during follow-
up 8-16 weeks following RP (CTC4) (Figure 1).

The main objective was to assess CTC detection rates in
longitudinal landmark analyses in patients with LAPC during
NCHT followed by RP, and to explore the association with
clinicopathological results, as well as bRFS.

Blood sampling and CTC isolation. CTC isolation and enumeration of
epithelial-derived cells from peripheral venous blood was carried out
as extensively described earlier using the FDA-approved CellSearch™ -
System (Janssen Diagnostics, LLC, Raritan, NJ, USA). In brief, 20 ml
blood was collected at the clinical site into CellSave™ Preservative
Tubes and was processed within 96 hours. Cells were selectively
captured by a ferromagnetic antibody to epithelial cancer adhesion
molecule (EpCAM) followed by fluorescent staining, using an
automated CellTracks™ AutoPrep-System and a CellSearch™ Epithelial
Cell Reagent Kit (Janssen Diagnostics, LLC, Raritan, NJ, USA). Cells
were transferred into a CellSpotter™ Analyzer (Janssen Diagnostics,
LLC, Raritan, NJ, USA) for automated imaging capture. CTCs were
characterized by an oval or round form and positive staining for nucleic
acid and cytokeratin (9, 15, 16). Samples were evaluated in a blinded
fashion at the University of Munich, Germany. Routine laboratory
studies were performed using the same blood draw and included PSA
determination.
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Table 1. Pre-treatment clinical characteristics.

Clinical characteristic Value
Patients (n) 15
Age (years)
Median (mean) 70 (68)
Range 55-76
ECOG
0 15 (100%)
Prostate-specific antigen (ng/ml)
Median (mean) 23 (40.7)
Range 5.7-260.0
Gleason score at diagnosis
6 1 (6.0%)
7 6 (40.0%)
8 4 (26.7%)
9 4 (26.7%)
Time from biopsy (days)
Median (mean) 46 (50)
Range 20-103
Clinical stage
cT2c 1 (6.7%)
cT3a 4 (26.7%)
cT3b 10 (66.7%)

Kattan score

Median (mean) 170 (169)

Range 135-200
Probability of 5-year bRFS (%)

Median (mean) 10 (14.7)

Range 0-45

bRFS, Biochemical recurrence-free survival; ECOG, eastern cooperative
oncology group performance status.

Clinical and pathological evaluation. Metastatic disease was
disclosed by routine staging procedures with bone scintigraphy and
computed tomographic (CT) scans. Local clinical tumour staging
included digital rectal examination and magnetic resonance imaging
(MRI) of the prostate with endorectal coil (1.5T, Magnetom Avanto,
Siemens, Germany) before and after NCHT. On MRI, an
independent board-certified radiologist analysed the T2-weighted
sequences in three planes, an axial T1-weighted and a dynamic-
contrast-enhanced sequence. Pathological specimens were classified
according to criteria of the Union internationale contre le cancer
(version 2002) including local stage, resection status, lymph node
involvement and Gleason score (17). Following RP, patients with
PSA values of less than 0.07 ng/ml were deemed therapy responders
(5). Biochemical failure was defined by two consecutive PSA
increases of more than 0.2 ng/ml (18).

Statistical analysis. The detection rate was defined as the number
of patients with detectable CTCs (=1 per 20 ml of blood).
Continuous measures were compared using the Mann—Whitney U-
test and categorical variables using Chi-square test. Association
analyses were performed using the Fisher's exact test for categorical
variables and the Eta coefficient (n) for the association of
categorical with metric variables. An 1 of more than 0.3 indicated a
strong association. The prognostic value of CTC counts for bRFS
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Figure 1. Study design.

was analysed using the Kaplan—Meier method. Differences were
calculated using the log-rank test. bRFS was defined as the time
from the first study treatment to biochemical (PSA) progression
(19). A value of p<0.05 was considered statistically significant.
Analyses were performed and figures prepared using SPSS version
20 (SPSS Inc., Chicago, IL, USA).

Results

Patients’ demographics. Landmark analyses for CTC counts
in patients with LAPC were performed on a total of 59 blood
samples. Concomitant staging analyses were carried-out in
all patients. The clinical characteristics of the enrolled
patients are summarized in Table I.

LAPC patients had a median risk of recurrence of 90%
(range=55-100%). The median time from transrectal biopsy
to the first blood draw was 46 days (range=20-103). All
patients underwent three cycles of neoadjuvant
chemotherapy except for one receiving only two cycles, due
to a lumbar disk herniation with consecutive spinal surgery.
All patients underwent RP and one patient additionally
underwent adjuvant radiation therapy due to positive surgical
margins. Postoperative pathological results revealed positive
surgical margins or lymph node metastases in four cases
(36.4%) and locally advanced disease greater than pT3 in
53.34% of all cases. Controls (n=15) consisted of healthy
volunteers with a median age of 28 (range=23-83) years.

CTC detection during therapy and association with clinical
characteristics. Overall, CTCs (=1/20 ml) were detected in
8 out of 15 patients with LAPC (53.3%) during the
different steps of therapy in at least one blood draw. In

sample-adjusted analyses, the CTC detection rate was
18.64% (11 out of 59 blood draws). However, in healthy
controls, one individual was positive for CTCs (6.67%).
Similar to other reports, this results in a statistical
difference for patients with LAPC which failed to reach
significance (p=0.6).

Table II presents the clinical and pathological
characteristics of the CTC-positive patients and also the
frequency and total number of CTC-positive blood draws. In
a patient-adjusted analysis, the presence of CTCs was
inconsistent over time and rather stochastic (Table II). Out
of the patients with detectable CTCs before NCHT, none had
positive CTC counts during subsequent time points. Of the
initially CTC-negative patients (n=12), three patients became
CTC-positive after NCHT, with two of them harbouring
CTCs post RP.

Assessing the association of CTCs
characteristics, no significant correlation of CTC detection
with clinical characteristics was found, including a
correlation with initial Gleason score (<7 vs. =8; p=0.12) and
clinical tumor stage (<cT2 vs. cT3a vs. =cT3b; p=0.08).
Equally, CTCs displayed no statistical association with the
PSA value (n=0.21) or time from biopsy (n=0.06). Similarly,
the pathological characteristics of surgical specimens
revealed no association with the presence of CTCs, including
pathological stage (<pT2 vs. pT3a vs. =pT3b; p=0.12),
surgical margin status (RO vs. R1; p=0.66), lymph node
involvement (pNO vs. pN1; p=0.28) or Gleason-score (<7 vs.
=8; p=0.3). Of note, all patients with detectable CTCs had
an initial advanced clinical stage of ¢T3 or more, with 75%
presenting with seminal vesicle invasion.

with clinical
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Table II. Clinical and pathological characteristics of circulating tumor cell (CTC) positive patients.

Timepoint of CTC count*

n iPSA iGl-sc cT PD-Risk pT R pN1 pGl-sc 1 2 3 4 PD
1 26.6 8 3b 95 3b 0 0 8 3 0 0 0 No
2 39.6 7 3b 95 3b 1 0 7 0 1 4 1 Yes
3 14.1 9 3b 85 3b 0 1 9 0 0 0 1 No
4 19.2 7 3a 85 2c 0 0 7 0 1 2 0 Yes
5 13.9 7 3a 82 2c 0 0 9 1 0 0 0 No
6 31.1 9 3b 95 2a 1 0 9 0 2 0 0 Yes
7 159 8 3b 90 3b 0 0 7 1 0 0 n.a. No
8 260 8 3b 100 3b 0 0 8 0 0 2 0 Yes

cT, Clinical stage; pT, pathological stage; iGl-sc, initial Gleason score at diagnosis; pGl-sc, pathological Gleason score; iPSA, initial prostate-specific
antigen value; n.a., not applicable; pN1, pathological lymph node involvement (1 positive; O negative); R, surgical resection margin (1 positive; 0
negative); RP, radical prostatectomy; PD-Risk, risk of biochemical recurrence (%) according to Kattan’s preoperative nomogram; PD, patients with
biochemical recurrent prostate cancer. *1: Before neoadjuvant chemohormonal therapy (NCHT), 2: post-NCHT, 3: post-RP, 4: at follow-up.

Association of CTC counts with time to PSA progression. At
the time of analysis, eight (53.3%) patients had recurrent
disease, whereas seven (46.7%) had PSA levels below the
detection limit. After a median follow-up of 44.3 (range 25-
52) months all patients are still alive. As a function of CTC
count, the median bRFS was 43.7 months (95% confidence
interval not reached) in CTC-negative patients compared
with 29.2 months (95% confidence interval=26.8-60.6) in
patients with detectable CTCs (=1). Despite the obvious
difference in the median bRFS durations, there was no
significant difference (p=0.76) (Figure 2). Interestingly,
patients with persistant CTCs post-RP presented biochemical
failure during follow-up.

Discussion

In this prospective landmark analysis, we examined the CTC
detection rates in patients with LAPC treated with NCHT
and RP. The main objective was to assess the association of
CTC presence with clinicopathological results, as well as
bRFES. Although CTC counts have been assessed earlier in
mostly small cohorts with localized prostate cancer, to our
knowledge we are the first to present a longitudinal analysis
during a defined course of therapy including NCHT for
prostate cancer. Moreover, we analyzed a higher blood
volume (20 ml) than that initially established for patients
with metastatic disease of 7.5 ml of blood. Finally, we
included patients with a very high median risk of disease
recurrence of 90%, therefore being on the crossover to
metastatic disease and likely to harbour clinically have been
unapparent micrometastases.

With respect to CTC detection rates at any time point
during therapy, 53.3% of the included patients had detectable
CTCs during therapy, indicating the highest presented
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detection rate in patients with localized prostate cancer
compared to other reports. However, the sample-adjusted
analyses revealed a detection rate of 18.6% similarly to
earlier reports, demonstrating in localized and LAPC a CTC
detection rate of 5-27% (15, 20, 21). We confirm the results
of other studies that failed to demonstrate significantly
elevated CTC counts in patients with localized prostate
cancer when compared to controls (7, 15, 20). Folkersma et
al. reported the highest detection rate at 27% in a group that
mainly comprised intermediate risk prostate cancer, whereas
10% of controls displayed CTCs (20). Nevertheless most
studies detected CTCs in 7.5 ml of blood, whereas we
investigated a higher volume of 20 ml, indicating a very low
detection rate in the sample-based analyses. A systematic
operating error resulting in the mentioned negative results
can be excluded since assay controls were performed
concomitantly. Similarly Davis et al. presented CTC counts
per 22.5 ml blood, with equal detection rates in healthy
volunteers and patients with prostate cancer of about 20% (7,
21). In summary, we and others have been unable to confirm
initial published data that demonstrated significant elevated
CTC counts in patients with localized prostate cancer (10).
Moreover an increase of the collected blood volume seems
not to result in improved detection rates or information.
Focusing on the longitudinal CTC course of each
individual patient, our data indicate an uncertain clinical
value of CTC presence in patients with LAPC. The presence
of CTCs seems to be to some extent a rather stochastic than
a systematic finding. A potential explanation for the
inconsistent CTC findings could be a shedding of CTCs into
the circulation during the different steps of therapy, or
insensitivity of the CellSearch™ System for CTC counts in
this low range. Subsequently, we found no significant
correlation of CTC findings with clinicopathological
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Figure 2. Kaplan—Meier plot for biochemical recurrence-free survival (bRFS) in the complete cohort of patients (a) and in circulating tumor cell

(CTC) positive (CTC =1) and CTC-negative patients.

characteristics. Similarly in the largest presented cohort, in
patients with mainly low- and intermediate-risk prostate
cancer, no correlation of CTC counts with
clinicopathological characteristics was found. Of note, out of
20 patients with detectable CTCs at diagnosis, only two still
had CTCs after RP (7). Similarly, more recent studies were
unable to demonstrate a correlation between CTC positivity
and clinicopathological characteristics (20, 21).

With respect to the prognostic value of CTC presence, we
found a median bRFS of 43.7 months in CTC-negative
patients compared to 29.2 months in CTC-positive patients.
Despite an obvious difference, significance was lacking for
our cohort. Similarly Steuber et al. demonstrated a trend
towards an increased risk of biochemical recurrence after RP
in patients with one or more CTCs before RP. Nevertheless
significance was lacking marginally, perhaps due to a short-
term median follow-up of 24 months (22).

Considering the current literature, the CellSearch™ -
System seems not to be applicable for staging or diagnosis
in localized prostate cancer. Whether the occurrence of CTCs
in these patients is stochastic or rather predictive for survival
and disease recurrence remains to be evaluated by larger
prospective series with a longer follow-up (15, 23). The low
detection rate of CTCs in localized prostate cancer might be
due to several aspects. Firstly, at this stage, not every cancer
specimen might effectively progress to invasiveness.
Secondly, the detection system is dependent on localization
of the adhesion molecule EpCAM to the cell surface.
Although EpCAM has been demonstrated to be expressed
ubiquitously in primary prostate cancer tissue, its expression

level and its sub-cellular localization during the epithelial-
to-mesenchymal transition has not been examined in detail.
In addition, a certain sub-population of CTCs may actually
be characterized by a lack of EpCAM. Since there is reliable
evidence of elevated CTC counts using reverse transcription
polymerase chain reaction (RT-PCR) or microchip
technologies in localized prostate cancer, the current
CellSearch™-System might be inefficient in the capture of
CTCs in localized disease (7, 10, 12, 13, 24). This is
supported by results that were presented for localized breast
and bladder cancer which demonstrated prognostic
significance of CTCs. In addition, CTCs persisted in
circulation for several years, despite surgical procedures and
an absence of metastatic disease, indicating an early shed of
CTCs into the circulation and an early involvement in the
metastatic process (23, 25-27). Considering that CTCs could
provide additional prognostic information and thus
potentially indicate an early need for systemic therapies,
further effort is needed to improve CTC detection techniques
in order to establish CTCs as a supplemental molecular
marker in localized prostate cancer (23, 28). Potentially, the
newly-described methods, including microchip technologies
or filtration devices, such as MetaCell®, or improved and
standardized RT-PCR protocols are capable of answering the
remaining questions (12, 29). But to the best of our
knowledge, there is no approved system currently available.

The main limitation of our study was the very small study
cohort. Further validation in larger cohorts is warranted,
especially with regard to prognostic value. Possibly a longer
follow-up may reveal the prognostic value of CTCs for
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bRFS. However, this study provides additional evidence that
CTCs are present in the peripheral blood of patients with
localized prostate cancer, even though at very low
frequencies, and indicate as a trend that this molecular
parameter might be useful for predictive use. Projecting into
the future, CTCs may serve as a liquid biopsy, predictive of
treatment sensitivity and offering a window towards
personalized strategies (5, 23).

Conclusion

To our knowledge, this is the first study aiming to detect CTCs
in LAPC during the course of neoadjuvant therapy followed by
RP. Detection rates during different steps of treatment were
variable in each individual, and had an uncertain clinical value.
Subsequently, no significant association with clinicopathological
characteristics or bRFS was found. However, more longitudinal
studies with improved technologies are needed to validate CTCs
as a tool for stratification and treatment guidance in localized
prostate cancer.

Conflicts of Interest

The Authors have no actual or potential conflict of interest to
declare in relation to this research and article. The study was
supported by Sanofi-Aventis, Frankfurt, Germany, and the Siegfried
Gruber-Foundation, Munich, Germany.

Acknowledgements

The Authors thank Janet Mindes, Ph.D., NYC, USA, for her editing
assistance as a native English speaker, Medistat GmbH, Kiel,
Germany for statistical counselling, and finally Bettina Reimer,
earning her doctorate on this work.

References

1 Etzioni R, Penson DF, Legler JM, di Tommaso D, Boer R, Gann
PH and Feuer EJ: Overdiagnosis due to prostate-specific antigen
screening: lessons from U.S. prostate cancer incidence trends. J
Natl Cancer Inst 94(13): 981-90, 2002.

2 Gao CL, Rawal SK, Sun L, Ali A, Connelly RR, Bafiez LL,
Sesterhenn TA, McLeod DG, Moul JW and Srivastava S:
Diagnostic potential of prostate-specific antigen expressing
epithelial cells in blood of prostate cancer patients. Clin Cancer
Res 9(7): 2545-50, 2003.

3 Heidenreich A, Bastian PJ, Bellmunt J, Bolla M, Joniau S, van
der Kwast T, Mason M, Matveev V, Wiegel T, Zattoni F and
Mottet N; European Association of Urology: EAU guidelines on
prostate cancer. Part I: screening, diagnosis, and local treatment
with curative intent-update 2013. Eur Urol 65(1): 124-37,2014.

4 Kattan MW, Eastham JA, Stapleton AMF, Wheeler TM and
Scardino PT: A preoperative nomogram for disease recurrence
following radical prostatectomy for prostate cancer. J Natl
Cancer Inst 90: 766-771, 1998.

5 Thalgott M, Horn T, Heck MM, Maurer T, Eiber M, Retz M,
Autenrieth M, Herkommer K, Krause BJ, Gschwend JE, Treiber

5684

U and Kiibler HR: Long-term results of a phase II study with
neoadjuvant docetaxel chemotherapy and complete androgen
blockade in locally advanced and high-risk prostate cancer. J
Hematol Oncol 5(7): 20, 2014.

6 Brawer MK, Benson MC, Bostwick DG, Djavan B, Lilja H,
Semjonow A, Su S and Zhou Z: Prostate-specific antigen and
other serum markers: current concepts from the World Health
Organization Second International Consultation on Prostate
Cancer. Semin Urol Oncol 17(4): 206-21, 1999.

7 Davis JW, Nakanishi H, Kumar VS, Bhadkamkar VA,
McCormack R, Fritsche HA, Handy B, Gornet T and Babaian
RIJ: Circulating tumor cells in peripheral blood samples from
patients with increased serum prostate specific antigen: initial
results in early prostate cancer. J Urol 179(6): 2187-91, 2008.

8 Gonzales JC, Fink LM, Goodman OB Jr, Symanowski JT,
Vogelzang NJ and Ward DC: Comparison of circulating
MicroRNA 141 to circulating tumor cells, lactate dehydrogenase,
and prostate-specific antigen for determining treatment response
in patients with metastatic prostate cancer. Clin Genitourin
Cancer 9(1): 39-45,2011.

9 Bono de JS, Scher HI, Montgomery RB, Parker C, Miller MC,
Tissing H, Doyle GV, Terstappen LW, Pienta KJ and Raghavan
D: Circulating tumor cells predict survival benefit from
treatment in metastatic castration-resistant prostate cancer. Clin
Cancer Res 74(19): 6302-6309, 2008.

10 Moreno JG, O'Hara SM, Gross S, Doyle G, Fritsche H, Gomella
LG and Terstappen LW: Changes in circulating carcinoma cells
in patients with metastatic prostate cancer correlate with disease
status. Urology 58(3): 386-92, 2001.

11 Allard WJ, Matera J, Miller MC, Repollet M, Connelly MC, Rao
C, Tibbe AG, Uhr JW and Terstappen LW: Tumor cells circulate
in the peripheral blood of all major carcinomas but not in healthy
subjects or patients with nonmalignant diseases. Clin Cancer Res
15;10(20): 6897-904, 2004.

12 Stott SL, Lee RJ, Nagrath S, Yu M, Miyamoto DT, Ulkus L,
Inserra EJ, Ulman M, Springer S, Nakamura Z, Moore AL,
Tsukrov DI, Kempner ME, Dahl DM, Wu CL, Iafrate AJ, Smith
MR, Tompkins RG, Sequist LV, Toner M, Haber DA and
Maheswaran S: Isolation and characterization of circulating
tumor cells from patients with localized and metastatic prostate
cancer. Sci Transl Med 2(25): 25ra23, 2010.

13 Panteleakou Z, Lembessis P, Sourla A, Pissimissis N, Polyzos
A, Deliveliotis C and Koutsilieris M: Detection of circulating
tumor cells in prostate cancer patients: methodological pitfalls
and clinical relevance. Mol Med 75(3-4): 101-114, 2009.

14 Okegawa T, Itaya N, Hara H, Tambo M and Nutahara K:
Circulating tumor cells as a biomarker predictive of sensitivity
to docetaxel chemotherapy in patients with castration-resistant
prostate cancer. Anticancer Res 34(117): 6705-6710, 2014.

15 Thalgott M, Rack B, Maurer T, Souvatzoglou M, Eiber M, Kref3
V, Heck MM, Andergassen U, Nawroth R, Gschwend JE and Retz
M: Detection of circulating tumor cells in different stages of
prostate cancer. J Cancer Res Clin Oncol /39(5): 755-763, 2013.

16 Hartkopf AD, Wagner P, Wallwiener D, Fehm T and Rothmund
R: Changing levels of circulating tumor cells in monitoring
chemotherapy response in patients with metastatic breast cancer.
Anticancer Res 37(3): 979-984, 2011.

17 Sobin LH, Wittekind CH. Urological tumours. In: Sobin LH,
Wittekind C, editors. TNM classification of malignant tumours.
Geneva: UICC; 2002. p. 179-206.



Thalgott et al: Detection of CTCs in Locally Advanced Prostate Cancer

18 Heidenreich A, Bastian PJ, Bellmunt J, Bolla M, Joniau S, van
der Kwast T, Mason M, Matveev V, Wiegel T, Zattoni F and
Mottet N: EAU guidelines on prostate cancer. Part II: Treatment
of advanced, relapsing, and castration-resistant prostate cancer.
Eur Urol 65(2): 467-479, 2014.

19 Bubley GJ, Carducci M, Dahut W, Dawson N, Daliani D,
Eisenberger M, Figg WD, Freidlin B, Halabi S, Hudes G,
Hussain M, Kaplan R, Myers C, Oh W, Petrylak DP, Reed E,
Roth B, Sartor O, Scher H, Simons J, Sinibaldi V, Small EJ,
Smith MR, Trump DL, Robin Vollmer and Wilding G: Eligibility
and response guidelines for phase II clinical trials in androgen-
independent prostate cancer: recommendations from the
Prostate-Specific Antigen Working Group. J Clin Oncol /7(11):
3461-3467, 1999.

20 Resel Folkersma L, San José Manso L, Galante Romo I, Moreno
Sierra J and Olivier Gémez C: Prognostic significance of
circulating tumor cell count in patients with metastatic hormone-
sensitive prostate cancer. Urology 80(6): 1328-1332, 2012.

21 Loh J, Jovanovic L, Lehman M, Capp A, Pryor D, Harris M,
Nelson C and Martin J: Circulating tumor cell detection in high-
risk non-metastatic prostate cancer. J Cancer Res Clin Oncol
140(12): 2157-2162, 2014.

22 Steuber T, Schlomm T, Heinzer H, Becker A, Pantel K and
Riethdorf S: Privalenz und prognostischer Wert von zirkulierenden
Tumorzellen (CTC) im Blut von Patienten mit einem lokalisierten
Prostatakarzinom vor radikaler Prostatektomie: Der Urologe 51,
Issue: Supplement, 2012.

23 Pantel K and Alix-Panabieres C: Real-time liquid biopsy in cancer
patients: fact or fiction? Cancer Res 73(21): 6384-6388, 2013

24 Grasso YZ, Gupta MK, Levin HS, Zippe CD and Klein EA:
Combined nested RT-PCR assay for prostate-specific antigen and
prostate-specific membrane antigen in prostate cancer patients:
correlation with pathological stage. Cancer Res /;58(7): 1456-
1459, 1998.

25 Rink M, Chun FK, Minner S, Friedrich M, Mauermann O,
Heinzer H, Huland H, Fisch M, Pantel K and Riethdorf S:
Detection of circulating tumour cells in peripheral blood of
patients with advanced non-metastatic bladder cancer. BJU Int
107(10): 1668-1675,2011.

26 Skondra M, Gkioka E, Kostakis ID, Pissimissis N, Lembessis P,
Pectasides D and Koutsilieris M: Detection of circulating tumor
cells in breast cancer patients using multiplex reverse
transcription-polymerase chain reaction and specific primers for
MGB, PTHRP and KRT19 correlation with clinicopathological
features. Anticancer Res 34(11): 6691-6699, 2014.

27 Riethdorf S, Miiller V, Zhang L, Rau T, Loibl S, Komor M, Roller
M, Huober J, Fehm T, Schrader I, Hilfrich J, Holms F, Tesch H,
Eidtmann H, Untch M, von Minckwitz G and Pantel K: Detection
and HER2 expression of circulating tumor cells: prospective
monitoring in breast cancer patients treated in the neoadjuvant
GeparQuattro trial. Clin Cancer Res /6(9): 2634-2645, 2010.

28 Eschwege P, Moutereau S, Droupy S, Douard R, Gala JL., Benoit
G, Conti M, Manivet P and Loric S: Prognostic value of prostate
circulating cells detection in prostate cancer patients: a
prospective study. Br J Cancer 24,;100(4): 608-610, 2009.

29 Kolostova K, Broul M, Schraml J, Cegan M, Matkowski R,
Fiutowski M and Bobek V: Circulating tumor cells in localized
prostate cancer: isolation, cultivation in vitro and relationship to T-
stage and Gleason score. Anticancer Res 34(7): 3641-3646, 2014.

30 Thalgott M, Heck MM and Pantel K: Detection of circulating
tumor cells from peripheral blood in prostate cancer. Urologe A
53(4): 509-513, 2014.

Received June 4, 2015
Revised July 23, 2015
Accepted July 24, 2015

5685



