
ARTICLE

Journal of Circulating Biomarkers

Analytical Validation and Capabilities of
the Epic CTC Platform: Enrichment-Free
Circulating Tumour Cell Detection and
Characterization
Invited Feature Article

Shannon L. Werner1, Ryon P. Graf1, Mark Landers1, David T. Valenta1, Matthew Schroeder1,
Stephanie B. Greene1, Natalee Bales1, Ryan Dittamore1 and Dena Marrinucci1*

1 Epic Sciences, Inc., San Diego, CA, USA
*Corresponding author(s) E-mail: dena@epicsciences.com

Received 30 January 2015; Accepted 20 April 2015

DOI: 10.5772/60725

© 2015 The Author(s). Licensee InTech. This is an open access article distributed under the terms of the Creative Commons Attribution License
(http://creativecommons.org/licenses/by/3.0), which permits unrestricted use, distribution, and reproduction in any medium, provided the
original work is properly cited.

Abstract

The Epic Platform was developed for the unbiased detec‐
tion and molecular characterization of circulating tumour
cells (CTCs). Here, we report assay performance data,
including accuracy, linearity, specificity and intra/inter-
assay precision of CTC enumeration in healthy donor (HD)
blood samples spiked with varying concentrations of
cancer cell line controls (CLCs). Additionally, we demon‐
strate clinical feasibility for CTC detection in a small cohort
of metastatic castrate-resistant prostate cancer (mCRPC)
patients. The Epic Platform demonstrated accuracy,
linearity and sensitivity for the enumeration of all CLC
concentrations tested. Furthermore, we established the
precision between multiple operators and slide staining
batches and assay specificity showing zero CTCs detected
in 18 healthy donor samples. In a clinical feasibility study,
at least one traditional CTC/mL (CK+, CD45-, and intact
nuclei) was detected in 89 % of 44 mCRPC samples,
whereas 100 % of samples had CTCs enumerated if
additional CTC subpopulations (CK-/CD45- and CK+
apoptotic CTCs) were included in the analysis. In addition

to presenting Epic Platform’s performance with respect to
CTC enumeration, we provide examples of its integrated
downstream capabilities, including protein biomarker
expression and downstream genomic analyses at single cell
resolution.

Keywords Analytical Validation, Biomarker, Circulating
Tumour Cells, CTC, CTM, Clinical Feasibility, Epic CTC
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1. Introduction

Over 90 % of cancer-related deaths from solid tumours are
caused by complications of tumour metastasis [1]: the
translocation of primary tumour cells to a distant tissue,
followed by adaptation to and colonization of the micro‐
environment of a secondary site to facilitate tumour cell
proliferation and the macroscopic formation of metastatic
lesions [2, 3]. Circulating tumour cells (CTCs) are thought
to represent the haematologic phase of tumour metastasis,
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as CTC detection and enumeration are greater in metastatic
patients than those with high-risk or benign disease [4, 5].

CTCs were first discovered in the late 1800s [5, 6] and exist
in frequencies in the range of one in one billion blood cells
[2, 5]. Despite their rare nature, monitoring disease by the
detection of CTCs has several key advantages over solid
tissue biopsies [7]. CTCs are accessible via peripheral
venous phlebotomy, which is less invasive to patients than
solid tissue biopsies. In addition, some solid tissue biopsies
require expensive radiographic imaging to guide biopsy
needles, and can be potentially hazardous to patients who
may already be weakened by current or previous history
of cancer treatment. Importantly, there can also be signifi‐
cant intra-patient tumour evolution over time [8-11], for
which blood collection can represent a real-time fluid
biopsy, and is more amenable for repeat sampling than
tissue biopsies.

The enumeration of CTCs has clinically validated prognos‐
tic value to predict progression free survival (PFS) and
overall survival (OS) in metastatic breast cancer [12],
prostate cancer [13] and colorectal carcinoma [14] patients
using the CellSearch platform. Beyond enumeration, the
molecular characterization of CTCs has potential to predict
response to therapy [4, 15]. The integration of CTC enu‐
meration and biomarker expression analysis has been
proposed for use in early clinical development of thera‐
peutics, as intermediate endpoints in clinical trials, and in
stratification of patients for targeted therapy [16, 17].

CTC  heterogeneity  has  been  observed  both  within
individual  patients  and  across  cohorts  of  patients,
displaying a range of gene or protein expression signa‐
tures  [4],  cell  size  [18,  19],  and  cell  density  [9].  This
fundamental  inter-  and  intra-patient  heterogeneity  has
made it challenging to define a standard CTC definition
and  reference  range  for  the  development  of  CTC
detection  platforms.  Due  to  the  rare  nature  of  CTCs,
several  CTC  detection  and  characterization  methods
utilize  enrichment  strategies  to  isolate  CTCs  from
peripheral  blood cells.  Such enrichment techniques rely
on  CTC  expression  of  epithelial  markers  (EpCAM,
cytokeratin),  depletion  of  cells  expressing  a  common
leukocyte marker (CD45), selection of cells with specific
physical  properties  (cell  size,  density,  deformity),  or  a
combination of  epitope and physical  property selection
[16, 17].

Positive selection of CTCs is the most common mechanism
of CTC enrichment and is utilized by many technologies in
development, including CellSearch, the only platform
currently FDA-cleared for prognostic applications [5, 16].
However, emerging literature suggests that CTCs display
degrees of epithelial epitope plasticity, and have been
reported to have more than 10 times less EpCAM expres‐
sion per cell than solid primary and metastatic tissue
samples [20]. Additionally, common epithelial cell surface
markers (EpCAM, E-Cadherin, cytokeratins) are often

downregulated or absent in pluripotent cancer stem cells
or cells undergoing epithelial-to-mesenchymal transition
(EMT) [21, 22]. In preclinical models, cells undergoing de-
differentiation or EMT have been associated with increased
motility, invasiveness and tumour aggressiveness [23-25].
Thus, detection strategies that rely on epithelial marker
enrichment might miss biologically relevant CTC subpo‐
pulations and hinder comprehensive analysis of CTC
heterogeneity. To address this issue, some CTC detection
platforms integrate negative selection, the depletion of
CD45(+) cells from whole blood, as a method to enrich
CTCs in an effort to detect epithelial marker-negative cells,
and studies characterizing this strategy are ongoing [26-28].

Alternatively, size exclusion methods select for cells that
are larger than white blood cells and are not biased by cell
surface marker expression [16, 29-31]. However, studies of
prostate cancer, breast cancer, and melanoma CTCs have
found considerable overlap between the lower limit of CTC
diameter and median white blood cell diameter [18, 26, 32],
which impacts the ability of size exclusion methods to
detect small CTCs. Size exclusion and micro-filtration
systems can also reduce high CTC recovery due to cell
membrane stress, thus reducing dynamic range and cell
viability during the cell capture process [33], and some
membrane filtration systems have been reported to show
CTC capture variability, as well as frequent sample
clogging on filters [34].

Many emerging CTC detection modalities make use of
microfluidics to select via size and deformity [35], aid
enrichment by increasing epitope availability [32, 36, 37],
or assist in immunomagnetic positive or negative epitope
selection [26]. Analogous to size exclusion and epitope
selection, microfluidic techniques must utilize assump‐
tions about the physical nature of CTCs they are engineered
to detect. Without an established reference range or
universal definition of CTC, any chosen parameters of CTC
enrichment might bias sampling and miss biologically
relevant CTCs. While microfluidic devices have displayed
improved sensitivity of CTC detection and higher separa‐
tion efficiency compared to first-generation approaches
[33, 38], one drawback is the potential for clogging [38, 39],
which has important implications for accurate CTC
enumeration for patients with high CTC burden, or for the
detection of CTC clusters. Additional drawbacks can
include low sample throughput due to the complex
integration of external electrical/magnetic fields, and
prolonged processing time due to the device’s high fluidic
resistance [34, 39]. Additionally, CTC isolation using
microfluidic chips typically requires a fresh blood sample
to be processed within hours of patient blood draw at the
clinical site, rather than allowing for shipment and blood
sample processing at a centralized CLIA laboratory [26].
Importantly, processing an entire fresh blood sample
through a microfluidic chip may preclude the ability to
store morphologically intact CTCs in a biorepository for
retrospective biomarker analyses.
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To overcome the challenges outlined above, we developed
an unbiased method to detect and characterize CTCs
without cell enrichment, depletion or microfluidic manip‐
ulation, and with the added feature of being able to store
samples in a central biorepository. While detection of CTCs
has prognostic value for patient survival [5, 12-14], it is a
comprehensive portrait of biomarker expression, hetero‐
geneity and clonal evolution that has been proposed as
having great promise to derive clinically actionable CTC
signatures for drug development, patient stratification and
evaluation of drug resistance mechanisms [16, 17, 40]. To
this end, the Epic CTC Platform was designed with
integrated downstream capabilities for the evaluation of
protein (immunofluorescence) and genetic (FISH, NGS)
biomarkers with single cell resolution.

The following report describes the analytical performance
of the Epic CTC Platform, clinical feasibility for the detec‐
tion of both traditional and non-traditional CTCs in
mCRPC patients, and a description of the platform’s
downstream biomarker analytic capabilities.

2. Methods

2.1 Sample Receipt, Processing and CTC Enumeration

Samples were processed and analysed using the Epic CTC
platform  (Figure  1)  as  previously  described  [41-43].
Briefly, blood samples were collected in 10 mL cell-free

preservative blood tubes (Streck, Omaha, Nebraska) and
shipped to Epic Sciences. Red blood cell (RBC) lysis was
performed using  ammonium chloride  solution.  Follow‐
ing centrifugation, all nucleated cells were deposited on
up to 12 glass slides per sample at a concentration of 3 x
106  cells/slide and frozen at  -80 ºC until  analysis.  After
thawing, two slides per sample were immunofluorescent‐
ly  (IF)  stained  with  a  cocktail  of  antibodies  targeting
cytokeratins (CK), CD45, and 4’,6-Diamidino-2-phenylin‐
dole,  dihydrochloride  (DAPI).  Slides  were  scanned  by
Epic’s  rapid  fluorescent  scanning  method  [43],  which
analyses each nucleated cell  per slide using a propriet‐
ary algorithm developed within the context of haemato‐
pathology standards.  In short,  the algorithm utilizes 90
cellular parameters, including marker expression and cell
morphology,  to  differentiate  candidate  CTCs  from
surrounding  white  blood  cells  (WBCs)  [43].  Candidate
CTCs  were  identified  and  displayed  in  a  web-based
report,  and  trained  technicians  confirmed  CTC  candi‐
dates  as  being  classified  into  one  of  the  following
categories (Figure 2):

Traditional CTCs (Figure 2A): defined as cells CK(+),
CD45(-), intact DAPI, and are generally larger and mor‐
phologically distinct from surrounding WBCs.

Small CTCs (Figure 2B): defined as CK(+), CD45(-), intact
DAPI cells that are the same size or smaller than the size of
neighbouring WBCs.

Figure 1. Epic Platform workflow for sample preparation, CTC enumeration and biomarker analysis. Upon patient blood sample receipt at Epic Sciences,
1) whole blood is lysed and nucleated cells (3 x 106 per slide) are deposited onto 10-12 microscope slides and are frozen at -80 ºC until analysis. 2) Two slides
per patient sample are thawed and stained with a cocktail of antibodies including cytokeratin, CD45, DAPI to perform CTC enumeration, and a fourth
fluorescent channel is available for the evaluation of protein biomarker expression. 3) Stained slides are scanned and 4) the resulting images are analysed
using a multi-parametric digital pathology algorithm to detect CTC candidates and quantitate biomarker expression levels. CTC classifications are displayed
in a web-based report and are confirmed by trained technicians. 5) CTC enumeration and biomarker expression results are compiled and reported.
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CTC Clusters (Figure 2C): defined as two or more adjacent
CTCs, containing at least one traditional CTC, with shared
cytoplasmic boundaries.

CK(-) CTCs (Figure 2D): defined as CK(-), CD45(-), with
DAPI intact.

Apoptotic CTCs (Figure 2E): defined as CK(+), CD45(-)
with a DAPI pattern of chromosomal condensation and/or
nuclear fragmentation/blebbing that is consistent with the
classic definition of apoptosis [44].

Figure 2. Representative CTC subtypes detected by the Epic Platform.
CTCs from prostate cancer patient samples were enumerated using the Epic
Platform. Representative 10X immunofluorescence images for the DAPI
(blue), cytokeratin (red), CD45 (green) channels are shown for CTC subtypes
and the surrounding white blood cells (WBCs), with the three-channel
merge to the far left of each image. Classified CTC subtypes include A)
Traditional CTCs (CK+, CD45-, DAPI+/intact), B) Small CTCs (CK+, CD45-,
DAPI+/intact, with similar nuclear size to that of the surrounding WBCs),
C) CTC clusters (two or more adjacent traditional CTCs that share
cytoplasmic boundaries), D) CK- CTCs (CK-, CD45-, DAPI+/intact), and E)
Apoptotic CTCs (CK+, CD45-, with DAPI staining pattern consistent with
chromosomal condensation and/or nuclear fragmentation).

2.2 Analytical Validation of CTC Detection

Cultured cancer cell line cells (CLCs; COLO-205) were
spiked into whole blood specimens from healthy donors
(HD) at varying concentrations ranging from six-300 CLCs/
slide (six slides each of six, 12, 25, 50, 100, 300 CLCs/slide,
and 24 additional slides were created for the 25 and 300
CLCs/slide dilution). Additionally, five slides of unspiked
HD samples were prepared. All blood samples (spiked or
unspiked) were processed as described above, and 3 x 106

nucleated cells were deposited per slide. Slides were
stained using the Epic standard three-colour assay (CK/
CD45/DAPI), and scanned using the Epic CTC platform.
One assay (staining/scanning) run consisted of three
replicate tests of two slides per test (six slides total).

Following scanning and CTC classification, the number of
CLCs enumerated on two replicate slides was converted to
CLCs per millilitre of blood, and the resulting values were
used to assess four critical assay performance characteris‐
tics (Figure 3A):

i. Cell deposition repeatability and accuracy

ii. Linearity

iii. Specificity

iv. Precision/repeatability

Cell deposition repeatability and assay accuracy were
evaluated by measuring the DAPI counts per slide and
calculating percent nucleated cell recovery for three
replicate tests (two slides per test; six slides total) for each
of six serial CLC dilutions (six, 12, 25, 50, 100 and 300 CLCs/
slide), and for five slides of unspiked healthy donor (HD)
blood (zero CLCs/slide). Percent coefficient of variation
(%CV) of DAPI counts was calculated for each CLC
dilution tested.

Assay linearity was evaluated by plotting the actual CLCs/
slide recovered versus the theoretical number of CLCs/
slide for each of the CLC concentrations tested, where each
concentration was tested in triplicate tests (two slides per
test). The linear regression was calculated. Assay specificity
was determined by measuring the number of CLCs
detected on the five unspiked healthy donor slides (zero
CLCs/mL), as well as in 18 healthy donor samples (two
slides tested per sample) in a clinical feasibility analysis
(Figure 4).

Assay precision/repeatability was measured by calculating
the percent coefficient of variation (%CV) of CLC counts
from the 25 CLCs/slide and 300 CLCs/slide dilutions. Intra-
assay variability was measured for one operator who
performed three tests on one day (two replicate slides/test;
six slides total), whereas inter-assay variability was
measured across three operators who performed five assay
runs total (one run per day), with each run consisting of
three tests of two slides per test (30 slides total). Intra-
operator repeatability was measured for one operator who
performed three assay runs (one run per day), with each
run consisting of three replicate tests of two slides/test (18
slides total). Inter-operator repeatability was measured for
three operators who performed one assay run each (18
slides total).

2.3 Clinical Feasibility of CTC Detection

Forty-four (44) blood samples from all-comer metastatic
castrate-resistant prostate cancer (mCRPC) patients were
sent to Epic Sciences, processed onto slides, and two slides
per sample were tested for CTC enumeration as described
above. CTC enumeration (CTC/mL) was compared to that
found for 18 healthy donor blood samples (two slides tested
per sample), which also further addressed assay specificity.
The prevalence of CTC clusters, CK- CTCs and apoptotic
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CTCs are also reported for the mCRPC cohort as percent of
samples containing each subtype.

3. Results

3.1 Analytical Validation

To assess assay accuracy, linearity, specificity and preci‐
sion/repeatability, the CK(+), CD45(-), DAPI(+) COLO-205
cancer cell line control (CLC) was spiked into healthy donor
blood and processed onto slides as mock clinical samples.
Six (6) slides each of six CLC dilutions (six, 12, 25, 50, 100,
300 CLCs/3 x 106 WBCs per slide and 24 additional slides
for both the 25 and 300 CLCs/slide dilution) were prepared,
as well as five slides of unspiked HD samples. A descrip‐
tion of the assay performance characteristics evaluated is
described in Figure 3A.

3.1.1 Cell Deposition Repeatability, Assay Accuracy and
Linearity

To evaluate the repeatability of the cell deposition onto
slides, one operator performed three replicate CTC enu‐

meration tests (two slides/test; six slides total) for each of
the six CLC dilutions, as well as for five replicate unspiked
HD slides, for a total of 41 slides. The numbers of nucleated
cells per slide (DAPI counts) were counted, and the percent
recovery of nucleated cells per CLC dilution was calculated
(Figure 3B). Across 41 slides, the mean percent recovery
was 88 % (2.64x106 nucleated cells/slide), with an observed
coefficient of variation (%CV) of 9.7 %. The %CVs for each
cell dilution were 6.7 % (zero CLCs/slide), 6.3 % (six CLCs/
slide), 3.0 % (12 CLCs/slide), 7.0 % (25 CLCs/slide), 2.7 %
(50 CLCs/slide), 3.8 % (100 CLCs/slide), and 1.2 % (300
CLCs/slide). Assay linearity was evaluated by plotting the
number of CLCs recovered per slide for each of the spike-
in concentrations from three replicate tests (two slides/test;
six slides total) against the calculated CLC spike-in con‐
centration (Figure 3C), and the linear regression was
calculated. The assay was shown to be linear across all
sample dilutions tested (r2=0.999). Importantly, zero CTCs
were enumerated in the unspiked healthy donor slides,
thereby showing assay specificity. Assay specificity is
further established in the clinical feasibility testing of 18
healthy donor samples (two slides per sample tested), as
shown in Figure 4.

Figure 3. Analytical Validation of the Epic Platform. A) The analytical characteristics assessed to benchmark the performance of the Epic CTC platform.
Varying concentrations of COLO-205 cell line cells (CLCs) were spiked into healthy donor blood, red blood cells lysed, and 3 x 106 nucleated cells were
deposited onto slides, ranging from 0-300 CLCs/slide. Slides were stained with a cocktail of CK, CD45 and DAPI antibodies, and assay accuracy, linearity,
specificity and precision were determined as described in the methods. For each analysis, a “run” is comprised of three tests, with each test consisting of two
replicate slides. B) The accuracy and repeatability of cell deposition was assessed calculating percent nucleated cell recovery (y-axis; Mean ± SEM) for one run
each of six serial CLC dilutions (six, 12, 25, 50, 100 and 300 CLCs/slide), and for five slides of unspiked healthy donor (HD) blood (zero CLCs/slide). C) Assay
linearity was characterized by plotting the actual CLCs/slide recovered (y-axis) versus the theoretical number of CLCs/slide (x-axis) for seven CLC concen‐
trations (six slides tested/concentration), and the linear regression was calculated. Assay specificity was determined by measuring the number of CLCs detected
on the unspiked healthy donor slides (zero CLCs/mL). D) Assay precision/repeatability was measured by calculating the percent coefficient of variation (%CV)
for CLC counts from the 25 CLCs/slide and 300 CLCs/slide dilutions. Intra-assay variability was measured for one operator who performed one assay run,
whereas inter-assay variability was measured across three operators who performed five assay runs total (one assay run per day). Intra-operator repeatability
was measured for one operator who performed three assay runs on separate days, whereas inter-operator repeatability was measured for thee operators who
performed one assay run each.
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Figure 4. Clinical feasibility of CTC enumeration in metastatic castrate-
resistant prostate cancer patient samples. Forty-four (44) mCRPC patient
blood samples were tested for CTC enumeration using the Epic Platform,
and the results were compared to those from 18 healthy donor (HD) blood
samples. A) CTC incidence was calculated as CTC per millilitre (CTC/mL)
of patient blood for traditional CTCs and CTC clusters (left, CTCs + clusters)
and all CTC candidates (right; CTCs, CTC clusters, CK- CTCs, and apoptotic
CTCs). Each dot on the graph is representative of the CTC/mL value for that
patient sample. B) Summary of the range, median and mean CTC/mL values
for 18 healthy donor and 44 mCRPC samples for traditional CTCs and CTC
clusters (left) and all CTC candidates (right).

3.1.2 Assay Precision and Repeatability

Precision of the Epic Platform was assessed intra- and inter-
assay as well as intra- and inter-operator by calculating the
observed variation in the enumeration of CLCs in the 25
CLCs/slide and 300 CLCs/slide dilutions (Figure 3D). One
assay run consisted of three replicate tests, with two slides
stained per test (six slides total) per CLC concentration.
Intra-assay repeatability was assessed by calculating the
%CV of CLCs detected per millilitre (CLCs/mL) of blood
from slides prepared by a single operator who performed
one assay run (six slides total) for both the 25 CLCs/slide
and 300 CLCs/slide dilutions. The observed %CVs were
calculated to be 20.7 % and 1.3 %, respectively. Inter-assay
repeatability was determined from calculating the %CV of
CLCs/mL blood detected based upon five assay runs
performed by three operators on separate days, for a total
of 30 slides evaluated per CLC dilution. The resulting
%CVs calculated were 4.7 % for 300 CLCs/slide, and 17.3 %
for 25 CLCs/slide. Intra-operator precision was evaluated
for one operator who performed one assay run on three
separate days (18 slides total), which resulted in %CVs of
3.1 % for 300 CLCs/slide and 20.9 % for 25 CLCs/slide.
Finally, inter-operator precision was assessed for three
operators who performed one assay run each (18 slides
total) on separate days. For this parameter, the observed
%CV for the 300 CLCs/slide dilution was found to be 5.3 %
and 16.5 % for the 25 CLCs/slide dilution.

Coefficient of variation for the detection of 300 CLCs/slide
increased from 1.3 % for samples analysed by a single
operator in a single run to only 3.1 % when the single
operator performed a single run on three separate days,
whereas it increased to only 4.7 % when three operators
performed five runs in total over five days. For the 25 CLCs/
slide dilution, the %CV in CLC detection was the same if
an operator performed a single run on one day, or if he
performed one run on three separate days (20.7 % and 20.9
%, respectively). Similarly, the %CV in detection of 25
CLCs/slide was found to be similar between a single
operator who performed one run and multiple operators
who performed runs on separate days. The variability for
the detection of 25 CLCs/slide was found overall to be
higher than that for 300 CLCs/slide, which is not unexpect‐
ed due to the inherent variability of performing serial cell
dilutions, and the %CV was found to be at or under 20 %
for all parameters tested.

3.2 Clinical Feasibility

To establish clinical feasibility, we tested 44 all-comer
metastatic castrate-resistant prostate cancer (mCRPC)
samples, and compared CTC enumeration to that from 18
healthy donor samples (Figure 4). Traditional CTCs (CK+/
CD45-/intact nuclei) and clusters of traditional CTCs were
detected in 89 % of the mCRPC samples analysed with a
range of 0-20 CTC/mL (median=2.0 CTC/mL), whereas 23
% of samples were found to have CTC clusters. Considering
all possible CTC candidates (including non-traditional
CK(-) CTCs and apoptotic CTCs), 100 % of the mCRPC
samples had detectable CTCs (Figure 4B) with a range of
1-28 CTC/mL (median=6.0 CTC/mL). In this cohort, we
observed that 70 % of samples had CK(-) CTCs, whereas 77
% had apoptotic CTCs. In contrast, zero CTCs were
enumerated in the 18 healthy donor samples tested, which
further exhibits the specificity of the Epic Platform. So far,
CTC and biomarker stability on patient slides have been
demonstrated for up to one year, with studies ongoing to
determine longer term storage stability (data not shown).

3.3 Downstream Capabilities of the Epic Platform

In addition to CTC enumeration, the Epic CTC Platform
was designed with integrated downstream capabilities for
the evaluation of cell morphology characteristics, protein
biomarker expression and genomic analyses (FISH and
NGS). The platform has an open fourth fluorescent channel
for the evaluation of protein biomarker expression in
patient CTCs (Figure 1, Step 2 of the CTC Assay workflow),
with a fifth channel currently in development. Currently, a
wide variety of fourth channel markers have been devel‐
oped targeting multiple disease indications, EMT cell
markers and drug sensitivities. Using the Epic Platform, it
is possible to simultaneously evaluate the expression of
targetable protein biomarkers (IF), the presence of specific
driver genomic alterations (FISH) and genome-wide copy
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number alterations (NGS) from a single tube of blood, and
importantly, within individual patient CTCs. Both FISH
and NGS analysis can be performed on single CTCs
detected using the immunofluorescence assay workflow
(Figure 1). The potential to integrate the analysis of multiple
biomarkers from a single patient blood sample, including
genomic, protein and morphological endpoints, holds
great promise for better understanding of disease progres‐
sion, heterogeneity and sensitivity/resistance to targeted
therapies [16, 40, 45].

As proof of concept (Figure 5), slides were created from
healthy donor blood samples spiked with prostate cancer
cell lines (VCaP, LnCaP and PC3), and were analysed to
confirm the presence of known protein and genetic markers
associated with prostate cancer disease progression and/or
resistance to targeted therapies. Common molecular
alterations in mCRPC include changes in androgen
receptor (AR) signalling through alterations in AR protein
expression levels and gene copy number variations, the
presence of AR splice variants and mutations, and altered
PI3K-axis signalling through PTEN gene deletions 46-49].
Relative AR protein expression was analysed in VCaP,
LnCaP and PC3 CLCs detected using the fourth channel

capability of the Epic Platform (Figure 5A), and confirmed
with the relative AR expression known to be found in the
high-, medium- and low-AR expressing cell lines, respec‐
tively. PTEN tumour suppressor gene loss was evaluated
in these prostate cancer CLCs by FISH (Figure 5B), where
the signals for PTEN (green) and CEP10 (red) can be
compared between the CLC (yellow circle) and the sur‐
rounding white blood cells (white carrots). In all three CLC
examples, the CEP10 signals were found to be greater than
two, which is indicative of polyploidy and is consistent
with the tumour origin of the CLCs. The VCaP CLC was
shown to have PTEN non-deleted status (PTEN=CEP10;
three signals each), whereas LnCaP showed heterozygous
PTEN loss (PTEN=2; CEP10=4) and PC3 showed homozy‐
gous PTEN loss (PTEN=0, CEP10=4). The presence of
surrounding WBCs provide ample controls for evaluating
the false-positive rate of detection of genetic alterations.
Additionally, AR gene copy number variation (CNV) was
evaluated in single CLCs using next-generation sequencing
(NGS; Figure 5C). As reported previously, AR gene
amplification was found in the VCaP CLC [50, 51], but not
the LnCaP or PC3 CLCs. Using the platform’s integrated
downstream analysis, multiplexed evaluation of genomic

Figure 5. Epic Platform capabilities for the evaluation of protein and genetic biomarkers. Human prostate cancer cell line control cells (CLCs; VCaP, LnCaP
or PC3) were spiked into healthy donor blood, processed onto slides and stained with CK, CD45, DAPI and N-terminal androgen receptor (AR) antibodies.
Additional slides were processed for PTEN loss by FISH. Subsequently, individual CLCs were recovered and analysed for whole genome copy number
variation by NGS. A) Representative images (10X) of individual CLCs detected, each with varying levels of AR expression (AR signal denoted in white). B)
Representative images of PTEN gene deletion status in CLCs (yellow circles) and surrounding WBCs (white carrots), as determined by PTEN FISH analysis.
Blue: DAPI, Red: CEP10 signals, Green: PTEN signals. The number of PTEN and CEP10 signals found in each CLC example are reported to the right of the
image. C) Comparison of log2 CNV (y-axis) found within isolated VCaP (red), PC3 (grey), and LnCaP (blue) CLCs across the X chromosome (x-axis). Each
data point represents the relative copy number within a 100,000 bp window normalized to healthy donor control WBC CNV. The highlighted window (yellow
dotted line) contains the AR gene.
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and protein biomarkers within a patient sample and
individual patient CTCs offers a unique opportunity to
better understand mechanisms of resistance to therapy and
to inform the optimization of targeted therapy regimens.

As recently summarized by Macaulay and Voet, substantial
advances in single cell genomic analyses for the detection
of point mutations, copy number variation (CNV), loss of
heterozygosity (LOH) and structural variants have been
made [52]. However, amplifying DNA material via whole
genome amplification (WGA) has the inherent risk of
creating bias and false-positive/negative results. An
alternative strategy to increase DNA quantity while
preventing the complications associated with single cell
analysis, would be to pool individual CTCs isolated from
a patient sample by phenotypic subtype. However, this
would negatively impact the ability to evaluate intra-
patient heterogeneity. Development of quality control (QC)
criteria for evaluating the quality of both the NGS library
and post-sequencing data has been described and imple‐
mented to avoid such false-positive and false-negative
results [53]. Additionally, secondary validation studies
utilizing immunofluorescence to identify CTCs, followed
by DNA FISH may confirm the incidence of specific
genomic aberrations in patient CTCs, for which the Epic
Platform is suitable.

4. Discussion

This study encompasses the analytical validation of the
Epic CTC detection platform where we assessed critical
assay performance characteristics including assay accura‐
cy, linearity, specificity and precision/repeatability (intra-
assay, inter-assay, intra-operator and inter-operator).
Notably, the platform demonstrated a high percentage of
nucleated cell recovery for all CLC concentrations tested
(Figure 3B), and showed excellent assay linearity (r2 = 0.999)
(Figure 3C). Furthermore, the assay is highly repeatable for
detecting CLCs at multiple dilutions within and across
assay runs and multiple operators (Figure 3D). The assay
is also highly specific, in that zero CTCs were detected in
unspiked healthy donor samples (Figure 3C, Figure 4).
While in-depth clinical feasibility studies are underway,
data from a small cohort of clinically confirmed all-comer
mCRPC patient samples tested with the Epic CTC Platform
showed that ≥1 traditional CTC/mL was detected in 89 %
of patient samples, whereas 100 % of samples had ≥1 CTC/
mL when additionally considering the CK(-) and apoptotic
CTC subpopulations. In this patient cohort, we observed
the presence of multiple CTC subtypes, including CK(+)
CTCs, CTC clusters, CK(-) CTCs and apoptotic CTCs. This
is in contrast to the healthy donor samples tested, in which
zero CTCs were enumerated in all 18 samples. In Figure 5,
we discuss the downstream capabilities of the Epic Plat‐
form, including methods to evaluate protein (immuno‐
fluorescence) and genetic (FISH, NGS) biomarkers.

In the last 10 years, great strides have been made with the
technological development of CTC detection strategies, as

well as advancements in the understanding of CTC
biology, resulting in over 16,000 publications. However,
further investigation of CTC utility in directing personal‐
ized medicine is warranted, and many studies and trials are
now underway to address this. Low CTC abundance poses
a challenge with respect to having a statistically significant
number of cells for biomarker analyses, and thus to the
evaluation of tumour heterogeneity. Low CTC incidence
has been reported for non-metastatic or locally advanced
prostate [32, 54] or locally advanced pancreatic adenocar‐
cinoma [55], and non-metastatic colorectal cancer [56],
which may limit the utility of CTC assays for diagnosis of
early stage disease. Increasing the sensitivity of CTC
detection may address this issue; however, increased
sensitivity may result in the detection of false-positive
results in healthy controls or in patients with benign disease
[57]. Additionally, some cancer indications such as ovarian
[58] and NSCLC [59] have reportedly low CTC numbers;
however, the low abundance of CTCs identified may be a
result of the CTC detection platform selected and reliance
on using CTC enrichment strategies. Emerging data show
that CTCs are detected in larger numbers in these indica‐
tions when using epithelial marker-independent ap‐
proaches [60-62].

Detection of CTCs with an epithelial-to-mesenchymal
transition (EMT) phenotype remains a challenge, and their
functional and clinical relevance are still under investiga‐
tion. CTC platforms that rely on epithelial marker enrich‐
ment are ill-suited to detect these cells [20]; however, there
is no universal biomarker that ensures the detection of
mesenchymal CTCs. For example, some EMT markers (i.e.,
vimentin) are expressed on the surrounding leukocytes,
and CTCs show a broad range of phenotypes during EMT
and may express neither cytokeratins nor EMT markers [4].
In addition to identifying additional mesenchymal mark‐
ers, it is unclear as to whether mesenchymal CTCs are even
capable of seeding distal metastases, as these cells may be
unable to undergo the reverse “mesenchymal-to-epithe‐
lial” transition [63]. CTCs may have an intermediate
phenotype where they partially downregulate epithelial
markers while partially upregulating mesenchymal
markers, or express neither. These highly plastic cells
suggest their stemness [64] but additional studies are
warranted to evaluate their clinical significance.

The Epic CTC Platform uses an unbiased CTC detection
approach in which additional CTC subpopulations includ‐
ing CTC clusters, CK(-) CTCs, small CTCs and apoptotic
CTCs are enumerated. While the biological significance of
each CTC subtype is still under investigation, emerging
literature suggests that each subtype may play an impor‐
tant role in tumour metastasis, epithelial-to-mesenchymal
transition (EMT), and as potential markers for cancer
therapeutic responses. Although not extensively validated
as a biomarker, the presence of CTC clusters is reported to
be a negative prognostic factor for survival in cohorts of
small-cell lung cancer [65], as well as breast cancer and
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prostate cancer patients [66]. Preclinical models suggest
that CTC clusters might have survival advantages in blood
circulation including resistance to programmed cell death
and physical sheer forces [65-68]. There is limited publish‐
ed data on the biological relevance of CK(-) CTCs; however,
it has been shown that CTCs of epithelial origin can display
a range of both epithelial and non-epithelial gene biomark‐
er signatures [4, 32, 69, 70]. Similarly, in-depth literature
describing the biological significance of apoptotic CTCs is
limited, although the enumeration of apoptotic CTCs has
been explored as a potential drug response biomarker [71].
Characterization of the prevalence and functional signifi‐
cance of these CTC subtypes as clinical markers for
predicting sensitivity to targeted therapies and under‐
standing disease progression is of great interest, and is
currently the subject of multiple ongoing clinical studies at
Epic Sciences.

An important feature of the Epic Platform is the capacity
for the creation of a biorepository of patient slides, which
may be frozen and stored for retrospective biomarker
analyses. While one CTC test uses two slides, approximate‐
ly 10-12 slides are created per patient sample and the
remaining slides are banked at -80 °C. In the wake of new
biomarker discoveries and/or generation of biomarker
hypotheses for a particular indication, banked patient
slides may be evaluated retrospectively and correlated
with clinical outcome data. So far, we have established
patient slide stability for storage at -80 °C for up to one year
with respect to their ability to retain CTCs and biomarker
expression. Longer-term stability studies of frozen patient
slides are currently underway.

While advancements in genomics and proteomics have
contributed to our molecular understanding of cancer,
emerging research also highlights inter-patient [72] as well
as spatial [73-77] and temporal [8-11] intra-patient hetero‐
geneity, both of which limit the efficacy of targeted
therapies and thus compromise patient outcomes. Charac‐
terizing intra-patient heterogeneity has been posited as a
means to intelligently guide precision-targeted therapies
based on the current state of disease [7, 78, 79] and the
development of resistance mechanisms to therapy. A
comprehensive approach based on the detection of a panel
of protein and genetic CTC biomarkers can give rise to a
patient tumour’s molecular signature, which will not only
inform the development of targeted therapeutic strategies,
but will also allow for patient surveillance based upon
molecular alterations over time. Evaluation of biomarker
panels in a liquid biopsy may provide the molecular
landscape of primary and metastatic lesions, while offering
the opportunity to evaluate molecular tumour evolution as
a real-time film instead of a single frame snapshot.

5. Conflict of Interest

Authors SLW, RPG, ML, DTV, MS, SG, NB, RD and DM are
employees of Epic Sciences, Inc.

6. Compliance with Ethical Research Standards

All patients included in this study gave informed consent
for blood collection and CTC analysis.

7. References

[1] Gupta G P and Massague J (2006) Cancer metastasis:
Building a framework. Cell. 127: 679-95

[2] Chaffer C L and Weinberg R A (2011) A perspective
on cancer cell metastasis. Science. 331: 1559-64

[3] Hanahan D and Weinberg R A (2011) Hallmarks of
cancer: The next generation. Cell. 144: 646-74

[4] Yu M, Bardia A, Wittner B S, Stott S L, Smas M E,
Ting D T, Isakoff S J, Ciciliano J C, Wells M N, Shah
A M, Concannon K F, Donaldson M C, Sequist L V,
Brachtel E, Sgroi D, Baselga J, Ramaswamy S, Toner
M, Haber D A and Maheswaran S (2013) Circulating
breast tumor cells exhibit dynamic changes in
epithelial and mesenchymal composition. Science.
339: 580-4

[5] Miller M C, Doyle G V and Terstappen L W (2010)
Significance of circulating tumor cells detected by
the CellSearch system in patients with metastatic
breast colorectal and prostate cancer. J Oncol. 2010:
617421

[6] Ashworth T R (1869) A case of cancer in which cells
similar to those in the tumours were seen in the
blood after death. The Medical Journal of Australia.
14: 146-147

[7] Pantel K and Alix-Panabieres C (2013) Real-time
liquid biopsy in cancer patients: fact or fiction?
Cancer Res. 73: 6384-8

[8] Burrell R A, McGranahan N, Bartek J and Swanton
C (2013) The causes and consequences of genetic
heterogeneity in cancer evolution. Nature. 501:
338-345

[9] Hiley C, de Bruin E C, McGranahan N and Swanton
C (2014) Deciphering intratumor heterogeneity and
temporal acquisition of driver events to refine
precision medicine. Genome Biol. 15: 453

[10] de Bruin E C, McGranahan N, Mitter R, Salm M,
Wedge D C, Yates L, Jamal-Hanjani M, Shafi S,
Murugaesu N, Rowan A J, Gronroos E, Muhammad
M A, Horswell S, Gerlinger M, Varela I, Jones D,
Marshall J, Voet T, Van Loo P, Rassl D M, Rintoul R
C, Janes S M, Lee S M, Forster M, Ahmad T,
Lawrence D, Falzon M, Capitanio A, Harkins T T,
Lee C C, Tom W, Teefe E, Chen S C, Begum S,
Rabinowitz A, Phillimore B, Spencer-Dene B, Stamp
G, Szallasi Z, Matthews N, Stewart A, Campbell P
and Swanton C (2014) Spatial and temporal diver‐

9Shannon L. Werner, Ryon P. Graf, Mark Landers, David T. Valenta, Matthew Schroeder, Stephanie B. Greene, Natalee Bales, Ryan Dittamore
and Dena Marrinucci:

Analytical Validation and Capabilities of the Epic CTC Platform: Enrichment-Free Circulating Tumour Cell Detection and Characterization



sity in genomic instability processes defines lung
cancer evolution. Science. 346: 251-6

[11] Greaves M and Maley C C (2012) Clonal evolution
in cancer. Nature. 481: 306-13

[12] Hayes D F, Cristofanilli M, Budd G T, Ellis M J,
Stopeck A, Miller M C, Matera J, Allard W J, Doyle
G V and Terstappen L W (2006) Circulating tumor
cells at each follow-up time point during therapy of
metastatic breast cancer patients predict progres‐
sion-free and overall survival. Clin Cancer Res. 12:
4218-24

[13] de Bono J S, Scher H I, Montgomery R B, Parker C,
Miller M C, Tissing H, Doyle G V, Terstappen L W,
Pienta K J and Raghavan D (2008) Circulating tumor
cells predict survival benefit from treatment in
metastatic castration-resistant prostate cancer. Clin
Cancer Res. 14: 6302-9

[14] Cohen S J, Punt C J, Iannotti N, Saidman B H,
Sabbath K D, Gabrail N Y, Picus J, Morse M, Mitchell
E, Miller M C, Doyle G V, Tissing H, Terstappen L
W and Meropol N J (2008) Relationship of circulat‐
ing tumor cells to tumor response, progression-free
survival, and overall survival in patients with
metastatic colorectal cancer. J Clin Oncol. 26:
3213-21

[15] Antonarakis E S, Lu C, Wang H, Luber B, Nakazawa
M, Roeser J C, Chen Y, Mohammad T A, Chen Y,
Fedor H L, Lotan T L, Zheng Q, De Marzo A M,
Isaacs J T, Isaacs W B, Nadal R, Paller C J, Denmeade
S R, Carducci M A, Eisenberger M A and Luo J
(2014) AR-V7 and resistance to enzalutamide and
abiraterone in prostate cancer. N Engl J Med. 371:
1028-38

[16] Yap T A, Lorente D, Omlin A, Olmos D and de Bono
J S (2014) Circulating tumor cells: A multifunctional
biomarker. Clin Cancer Res. 20: 2553-68

[17] Parkinson D R, Dracopoli N, Petty B G, Compton C,
Cristofanilli M, Deisseroth A, Hayes D F, Kapke G,
Kumar P, Lee J, Liu M C, McCormack R, Mikulski
S, Nagahara L, Pantel K, Pearson-White S, Pun‐
noose E A, Roadcap L T, Schade A E, Scher H I,
Sigman C C and Kelloff G J (2012) Considerations
in the development of circulating tumor cell
technology for clinical use. J Transl Med. 10: 138

[18] Phillips K G, Kuhn P and McCarty O J (2014)
Physical biology in cancer. 2. The physical biology
of circulating tumor cells. Am J Physiol Cell Physiol.
306: C80-8

[19] Phillips K G, Kolatkar A, Rees K J, Rigg R, Marri‐
nucci D, Luttgen M, Bethel K, Kuhn P and McCarty
O J (2012) Quantification of cellular volume and
sub-cellular density fluctuations: Comparison of
normal peripheral blood cells and circulating tumor

cells identified in a breast cancer patient. Front
Oncol. 2: 96

[20] Rao C G, Chianese D, Doyle G V, Miller M C, Russell
T, Sanders R A, Jr. and Terstappen L W (2005)
Expression of epithelial cell adhesion molecule in
carcinoma cells present in blood and primary and
metastatic tumors. Int J Oncol. 27: 49-57

[21] Mikolajczyk S D, Millar L S, Tsinberg P, Coutts S M,
Zomorrodi M, Pham T, Bischoff F Z and Pircher T J
(2011) Detection of EpCAM-negative and cytoker‐
atin-negative circulating tumor cells in peripheral
blood. J Oncol. 2011: 252361

[22] Sieuwerts A M, Kraan J, Bolt J, van der Spoel P,
Elstrodt F, Schutte M, Martens J W, Gratama J W,
Sleijfer S and Foekens J A (2009) Anti-epithelial cell
adhesion molecule antibodies and the detection of
circulating normal-like breast tumor cells. J Natl
Cancer Inst. 101: 61-6

[23] Mendez M G, Kojima S and Goldman R D (2010)
Vimentin induces changes in cell shape, motility,
and adhesion during the epithelial to mesenchymal
transition. FASEB J. 24: 1838-51

[24] Kalluri R and Weinberg R A (2009) The basics of
epithelial-mesenchymal transition. J Clin Invest.
119: 1420-8

[25] Steinestel K, Eder S, Schrader A J and Steinestel J
(2014) Clinical significance of epithelial-mesenchy‐
mal transition. Clin Transl Med. 3: 17

[26] Ozkumur E, Shah A M, Ciciliano J C, Emmink B L,
Miyamoto D T, Brachtel E, Yu M, Chen P I, Morgan
B, Trautwein J, Kimura A, Sengupta S, Stott S L,
Karabacak N M, Barber T A, Walsh J R, Smith K,
Spuhler P S, Sullivan J P, Lee R J, Ting D T, Luo X,
Shaw A T, Bardia A, Sequist L V, Louis D N,
Maheswaran S, Kapur R, Haber D A and Toner M
(2013) Inertial focusing for tumor antigen-depend‐
ent and -independent sorting of rare circulating
tumor cells. Sci Transl Med. 5: 179ra47

[27] Naume B, Borgen E, Tossvik S, Pavlak N, Oates D
and Nesland J M (2004) Detection of isolated tumor
cells in peripheral blood and in BM: Evaluation of a
new enrichment method. Cytotherapy. 6: 244-52

[28] Yang L, Lang J C, Balasubramanian P, Jatana K R,
Schuller D, Agrawal A, Zborowski M and Chalmers
J J (2009) Optimization of an enrichment process for
circulating tumor cells from the blood of head and
neck cancer patients through depletion of normal
cells. Biotechnol Bioeng. 102: 521-34

[29] Desitter I, Guerrouahen B S, Benali-Furet N,
Wechsler J, Janne P A, Kuang Y, Yanagita M, Wang
L, Berkowitz J A, Distel R J and Cayre Y E (2011) A
new device for rapid isolation by size and charac‐

10 J Circ Biomark, 2015, 4:3 | doi: 10.5772/60725



terization of rare circulating tumor cells. Anticancer
Res. 31: 427-41

[30] Chinen L T, de Carvalho F M, Rocha B M, Aguiar C
M, Abdallah E A, Campanha D, Mingues N B, de
Oliveira T B, Maciel M S, Cervantes G M, Dettino A
L, Soares F A, Paterlini-Brechot P and Fanelli M F
(2013) Cytokeratin-based CTC counting unrelated
to clinical follow up. J Thorac Dis. 5: 593-9

[31] Vona G, Sabile A, Louha M, Sitruk V, Romana S,
Schutze K, Capron F, Franco D, Pazzagli M, Veke‐
mans M, Lacour B, Brechot C and Paterlini-Brechot
P (2000) Isolation by size of epithelial tumor cells: A
new method for the immunomorphological and
molecular characterization of circulating tumor
cells. Am J Pathol. 156: 57-63

[32] Stott S L, Hsu C H, Tsukrov D I, Yu M, Miyamoto D
T, Waltman B A, Rothenberg S M, Shah A M, Smas
M E, Korir G K, Floyd F P, Jr., Gilman A J, Lord J B,
Winokur D, Springer S, Irimia D, Nagrath S, Sequist
L V, Lee R J, Isselbacher K J, Maheswaran S, Haber
D A and Toner M (2010) Isolation of circulating
tumor cells using a microvortex-generating herring‐
bone-chip. Proc Natl Acad Sci USA. 107: 18392-7

[33] Chen J, Li J and Sun Y (2012) Microfluidic ap‐
proaches for cancer cell detection, characterization,
and separation. Lab Chip. 12: 1753-67

[34] Cima I, Wen Yee C, Iliescu F S, Min Phyo W, Hon
Lim K, Iliescu C and Han Tan M (2013) Label-free
isolation of circulating tumor cells in microfluidic
devices: Current research and perspectives. Biomi‐
crofluidics. 7: 11810

[35] Khoo B L, Warkiani M E, Tan D S, Bhagat A A, Irwin
D, Lau D P, Lim A S, Lim K H, Krisna S S, Lim W T,
Yap Y S, Lee S C, Soo R A, Han J and Lim C T (2014)
Clinical validation of an ultra high-throughput
spiral microfluidics for the detection and enrich‐
ment of viable circulating tumor cells. PLoS One. 9:
e99409

[36] Nora Dickson M, Tsinberg P, Tang Z, Bischoff F Z,
Wilson T and Leonard E F (2011) Efficient capture
of circulating tumor cells with a novel immunocy‐
tochemical microfluidic device. Biomicrofluidics. 5:
34119-3411915

[37] Harb W, Fan A, Tran T, Danila D C, Keys D,
Schwartz M and Ionescu-Zanetti C (2013) Muta‐
tional analysis of circulating tumor cells using a
novel microfluidic collection device and qPCR
assay. Transl Oncol. 6: 528-38

[38] Bhagat A A, Bow H, Hou H W, Tan S J, Han J and
Lim C T (2010) Microfluidics for cell separation.
Med Biol Eng Comput. 48: 999-1014

[39] Warkiani M E, Guan G, Luan K B, Lee W C, Bhagat
A A, Chaudhuri P K, Tan D S, Lim W T, Lee S C,

Chen P C, Lim C T and Han J (2014) Slanted spiral
microfluidics for the ultra-fast, label-free isolation
of circulating tumor cells. Lab Chip. 14: 128-37

[40] Mateo J, Gerlinger M, Rodrigues D and de Bono J S
(2014) The promise of circulating tumor cell analysis
in cancer management. Genome Biol. 15: 448

[41] Marrinucci D, Bethel K, Lazar D, Fisher J, Huynh E,
Clark P, Bruce R, Nieva J and Kuhn P (2010)
Cytomorphology of circulating colorectal tumor
cells: A small case series. J Oncol. 2010: 861341

[42] Cho E H, Wendel M, Luttgen M, Yoshioka C,
Marrinucci D, Lazar D, Schram E, Nieva J, Bazhe‐
nova L, Morgan A, Ko A H, Korn W M, Kolatkar A,
Bethel K and Kuhn P (2012) Characterization of
circulating tumor cell aggregates identified in
patients with epithelial tumors. Phys Biol. 9: 016001

[43] Marrinucci D, Bethel K, Kolatkar A, Luttgen M S,
Malchiodi M, Baehring F, Voigt K, Lazar D, Nieva
J, Bazhenova L, Ko A H, Korn W M, Schram E,
Coward M, Yang X, Metzner T, Lamy R, Honnatti
M, Yoshioka C, Kunken J, Petrova Y, Sok D, Nelson
D and Kuhn P (2012) Fluid biopsy in patients with
metastatic prostate, pancreatic and breast cancers.
Phys Biol. 9: 016003

[44] Wickman G, Julian L and Olson M F (2012) How
apoptotic cells aid in the removal of their own cold
dead bodies. Cell Death Differ. 19: 735-42

[45] Krebs M G, Metcalf R L, Carter L, Brady G, Blackhall
F H and Dive C (2014) Molecular analysis of
circulating tumour cells-biology and biomarkers.
Nat Rev Clin Oncol. 11: 129-44

[46] Karantanos T, Corn P G and Thompson T C (2013)
Prostate cancer progression after androgen depri‐
vation therapy: Mechanisms of castrate resistance
and novel therapeutic approaches. Oncogene. 32:
5501-11

[47] Phin S, Moore M W and Cotter P D (2013) Genomic
Rearrangements of PTEN in Prostate Cancer. Front
Oncol. 3: 240

[48] Carreira S, Romanel A, Goodall J, Grist E, Ferralde‐
schi R, Miranda S, Prandi D, Lorente D, Frenel J S,
Pezaro C, Omlin A, Rodrigues D N, Flohr P, Tunariu
N, J S d B, Demichelis F and Attard G (2014) Tumor
clone dynamics in lethal prostate cancer. Sci Transl
Med. 6: 254ra125

[49] Lorente D and De Bono J S (2014) Molecular
alterations and emerging targets in castration
resistant prostate cancer. Eur J Cancer. 50: 753-64

[50] Makkonen H, Kauhanen M, Jaaskelainen T and
Palvimo J J (2011) Androgen receptor amplification
is reflected in the transcriptional responses of

11Shannon L. Werner, Ryon P. Graf, Mark Landers, David T. Valenta, Matthew Schroeder, Stephanie B. Greene, Natalee Bales, Ryan Dittamore
and Dena Marrinucci:

Analytical Validation and Capabilities of the Epic CTC Platform: Enrichment-Free Circulating Tumour Cell Detection and Characterization



Vertebral-Cancer of the Prostate cells. Mol Cell
Endocrinol. 331: 57-65

[51] Waltering K K, Helenius M A, Sahu B, Manni V,
Linja M J, Janne O A and Visakorpi T (2009)
Increased expression of androgen receptor sensitiz‐
es prostate cancer cells to low levels of androgens.
Cancer Res. 69: 8141-9

[52] Macaulay I C and Voet T (2014) Single cell genomics:
Advances and future perspectives. PLoS Genet. 10:
e1004126

[53] Lohr J G, Adalsteinsson V A, Cibulskis K, Choud‐
hury A D, Rosenberg M, Cruz-Gordillo P, Francis J
M, Zhang C Z, Shalek A K, Satija R, Trombetta J J,
Lu D, Tallapragada N, Tahirova N, Kim S, Blumen‐
stiel B, Sougnez C, Lowe A, Wong B, Auclair D, Van
Allen E M, Nakabayashi M, Lis R T, Lee G S, Li T,
Chabot M S, Ly A, Taplin M E, Clancy T E, Loda M,
Regev A, Meyerson M, Hahn W C, Kantoff P W,
Golub T R, Getz G and Boehm J S (2014) Whole-
exome sequencing of circulating tumor cells
provides a window into metastatic prostate cancer.
Nat Biotechnol. 32: 479-84

[54] Thalgott M, Rack B, Maurer T, Souvatzoglou M,
Eiber M, Kress V, Heck M M, Andergassen U,
Nawroth R, Gschwend J E and Retz M (2013)
Detection of circulating tumor cells in different
stages of prostate cancer. J Cancer Res Clin Oncol.
139: 755-63

[55] Bidard F C, Huguet F, Louvet C, Mineur L, Bouche
O, Chibaudel B, Artru P, Desseigne F, Bachet J B,
Mathiot C, Pierga J Y and Hammel P (2013) Circu‐
lating tumor cells in locally advanced pancreatic
adenocarcinoma: The ancillary CirCe 07 study to
the LAP 07 trial. Ann Oncol. 24: 2057-61

[56] Thorsteinsson M and Jess P (2011) The clinical
significance of circulating tumor cells in non-
metastatic colorectal cancer--a review. Eur J Surg
Oncol. 37: 459-65

[57] Pantel K, Deneve E, Nocca D, Coffy A, Vendrell J P,
Maudelonde T, Riethdorf S and Alix-Panabieres C
(2012) Circulating epithelial cells in patients with
benign colon diseases. Clin Chem. 58: 936-40

[58] Liu J F, Kindelberger D, Doyle C, Lowe A, Barry W
T and Matulonis U A (2013) Predictive value of
circulating tumor cells (CTCs) in newly-diagnosed
and recurrent ovarian cancer patients. Gynecol
Oncol. 131: 352-6

[59] Boshuizen R, Kuhn P and van den Heuvel M (2012)
Circulating tumor cells in non-small cell lung
carcinoma. J Thorac Dis. 4: 456-8

[60] Krebs M G, Hou J M, Sloane R, Lancashire L, Priest
L, Nonaka D, Ward T H, Backen A, Clack G, Hughes

A, Ranson M, Blackhall F H and Dive C (2012)
Analysis of circulating tumor cells in patients with
non-small cell lung cancer using epithelial marker-
dependent and -independent approaches. J Thorac
Oncol. 7: 306-15

[61] Khoja L, Backen A, Sloane R, Menasce L, Ryder D,
Krebs M, Board R, Clack G, Hughes A, Blackhall F,
Valle J W and Dive C (2012) A pilot study to explore
circulating tumour cells in pancreatic cancer as a
novel biomarker. Br J Cancer. 106: 508-16

[62] Dittamore R, Krupa R, Louw J, Autio K, Arslan Z,
Schreiber N, Anand A, Danila D, Bambury R, Bales
N, Marrinucci D, and Scher HI (2014) Frequency
and characterization of Circulating Tumor Cell
(CTC) populations in metastatic Castration Resist‐
ant Prostate Cancer (mCRPC). AACR-PCF Poster.

[63] Kang Y and Pantel K (2013) Tumor cell dissemina‐
tion: Emerging biological insights from animal
models and cancer patients. Cancer Cell. 23: 573-81

[64] Tam W L and Weinberg R A (2013) The epigenetics
of epithelial-mesenchymal plasticity in cancer. Nat
Med. 19: 1438-49

[65] Hou J M, Krebs M G, Lancashire L, Sloane R, Backen
A, Swain R K, Priest L J, Greystoke A, Zhou C,
Morris K, Ward T, Blackhall F H and Dive C (2012)
Clinical significance and molecular characteristics
of circulating tumor cells and circulating tumor
microemboli in patients with small-cell lung cancer.
J Clin Oncol. 30: 525-32

[66] Aceto N, Bardia A, Miyamoto D T, Donaldson M C,
Wittner B S, Spencer J A, Yu M, Pely A, Engstrom
A, Zhu H, Brannigan B W, Kapur R, Stott S L, Shioda
T, Ramaswamy S, Ting D T, Lin C P, Toner M, Haber
D A and Maheswaran S (2014) Circulating tumor
cell clusters are oligoclonal precursors of breast
cancer metastasis. Cell. 158: 1110-22

[67] Labelle M, Begum S and Hynes R O (2011) Direct
signaling between platelets and cancer cells induces
an epithelial-mesenchymal-like transition and
promotes metastasis. Cancer Cell. 20: 576-90

[68] Hou J M, Krebs M, Ward T, Sloane R, Priest L,
Hughes A, Clack G, Ranson M, Blackhall F and Dive
C (2011) Circulating tumor cells as a window on
metastasis biology in lung cancer. Am J Pathol. 178:
989-96

[69] Rhim A D, Mirek E T, Aiello N M, Maitra A, Bailey
J M, McAllister F, Reichert M, Beatty G L, Rustgi A
K, Vonderheide R H, Leach S D and Stanger B Z
(2012) EMT and dissemination precede pancreatic
tumor formation. Cell. 148: 349-61

12 J Circ Biomark, 2015, 4:3 | doi: 10.5772/60725



[70] Friedlander T W, Premasekharan G and Paris P L
(2014) Looking back, to the future of circulating
tumor cells. Pharmacol Ther. 142: 271-280

[71] Kallergi G, Konstantinidis G, Markomanolaki H,
Papadaki M A, Mavroudis D, Stournaras C, Geor‐
goulias V and Agelaki S (2013) Apoptotic circulat‐
ing tumor cells in early and metastatic breast cancer
patients. Mol Cancer Ther. 12: 1886-95

[72] Kandoth C, McLellan M D, Vandin F, Ye K, Niu B,
Lu C, Xie M, Zhang Q, McMichael J F, Wyczalkow‐
ski M A, Leiserson M D, Miller C A, Welch J S,
Walter M J, Wendl M C, Ley T J, Wilson R K, Raphael
B J and Ding L (2013) Mutational landscape and
significance across 12 major cancer types. Nature.
502: 333-9

[73] Gerlinger M, Rowan A J, Horswell S, Larkin J,
Endesfelder D, Gronroos E, Martinez P, Matthews
N, Stewart A, Tarpey P, Varela I, Phillimore B,
Begum S, McDonald N Q, Butler A, Jones D, Raine
K, Latimer C, Santos C R, Nohadani M, Eklund A
C, Spencer-Dene B, Clark G, Pickering L, Stamp G,
Gore M, Szallasi Z, Downward J, Futreal P A and
Swanton C (2012) Intratumor heterogeneity and
branched evolution revealed by multiregion
sequencing. N Engl J Med. 366: 883-92

[74] Zhang J, Fujimoto J, Zhang J, Wedge D C, Song X,
Zhang J, Seth S, Chow C W, Cao Y, Gumbs C, Gold

K A, Kalhor N, Little L, Mahadeshwar H, Moran C,
Protopopov A, Sun H, Tang J, Wu X, Ye Y, William
W N, Lee J J, Heymach J V, Hong W K, Swisher S,
Wistuba, II and Futreal P A (2014) Intratumor
heterogeneity in localized lung adenocarcinomas
delineated by multiregion sequencing. Science. 346:
256-9

[75] Crockford A, Jamal-Hanjani M, Hicks J and Swan‐
ton C (2014) Implications of intratumour heteroge‐
neity for treatment stratification. J Pathol. 232:
264-73

[76] Meacham C E and Morrison S J (2013) Tumour
heterogeneity and cancer cell plasticity. Nature. 501:
328-337

[77] Bedard P L, Hansen A R, Ratain M J and Siu L L
(2013) Tumour heterogeneity in the clinic. Nature.
501: 355-364

[78] Shrager J and Tenenbaum J M (2014) Rapid learning
for precision oncology. Nat Rev Clin Oncol. 11:
109-18

[79] Crowley E, Di Nicolantonio F, Loupakis F and
Bardelli A (2013) Liquid biopsy: Monitoring cancer-
genetics in the blood. Nat Rev Clin Oncol. 10: 472-84

13Shannon L. Werner, Ryon P. Graf, Mark Landers, David T. Valenta, Matthew Schroeder, Stephanie B. Greene, Natalee Bales, Ryan Dittamore
and Dena Marrinucci:

Analytical Validation and Capabilities of the Epic CTC Platform: Enrichment-Free Circulating Tumour Cell Detection and Characterization


