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. Circulating tumor cells (CTCs) are promising biomarkers for clinical application. Cancer screening

. with Low-Dose Computed Tomography (LDCT) and CTC detections in pulmonary nodule patients has

 never been reported. The aim of this study was to explore the effectiveness of the combined methods

© toscreen lung cancer. Out of 8313 volunteers screened by LDCT, 32 ground-glass nodules (GGNs)

. patients and 19 healthy volunteers were randomly selected. Meanwhile, 15 lung cancer patients also

. enrolled. CellCollector, a new CTC capturing device, was applied for CTCs detection. In GGNs group,

. five CTC positive patients with six CTCs were identified, 15.6% were positive (range, 1-2). In lung

© cancer group, 73.3% of the analyzed CellCollector cells were positive (range, 1-7) and no “CTC-like”
events were detected in healthy group. All CTCs detected from GGNs group were isolated from the
CellCollector functional domain and determined by whole genomic amplification for next-generation

¢ sequencing(NGS) analysis. NGS data showed that three cancer-related genes contained mutations in

. five CTC positive patients, including KIT, SMARCB1 and TP53 genes. In four patients, 16 mutation genes

. existed. Therefore, LDCT combined with CTC analysis by an in vivo device in high-risk pulmonary nodule
patients was a promising way to screen early stage lung cancer.

Lung cancer is an aggressive and heterogeneous disease, which has become the most common cancer for several
decades and is the first leading cause of death from cancers worldwide® 2 In most western countries, lung cancer
incidence and mortality rates are decreasing in men and plateauing in women™* however, rates of lung cancer are
still increasing in China, and there were approximately 652,800 new cases and 597,200 deaths in 2015, accounting
for 35.78% and 37.56% worldwide, respectively, which makes it a major public health problem®. Lung cancer
remains lethal in both developing and developed countries, with a five-year survival rate generally lower than
20%°. A key point is that two in three lung cancer patients have an advanced stage at initial diagnosis, and the
opportunity for potentially curative interventions is lost”. Therefore, minimal damage, effective and convenient
detection at early stages of lung cancer is particularly necessary.
: Screening with Low-Dose Computed Tomography (LDCT) is one tool that may increase the early detection
. and reduce the mortality in lung cancer®. LDCT is the most common used in high-risk candidate of lung cancer in
: the world wide’. Recent results from the National Lung Screening Trial (NLST) demonstrated that there was a 20%
- reduction in lung cancer-related deaths among patients who underwent an annual screening with LDCT compared
: to screening with chest radiographs'®. Though LDCT is rapidly evolving, commonly available and uses advanced
© imaging technology, it still suffers from limitations, such as the high cost and inability to provide an accurate early
diagnosis!'!. About 5-10% ground-glass nodules (GGNs) patients will be lung cancer in future'>*. Recently, the
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U.S. Preventive Services Task Force recommendation statement (USPSTF) suggested annual LDCT-screening for
lung cancer in high-risk individuals and stressed the need for more research of the use of biomarkers to comple-
ment LDCT screening'® . Biomarkers, which reflect the chemical and biological substances presented in the
tumor, can assist in early diagnosis, classification and treatment of tumors'®. In addition, the abnormity of the
peripheral blood biomarkers in patients who have no clinical symptoms often emerge earlier than radiographic
abnormalities'’~'*. Hence, it is necessary to explore new diagnostic and predictive biomarkers that could cover the
shortages of the imaging techniques®* ..

Circulating tumor cells (CTCs) are tumor cells that have disseminated from primary and metastatic sites,
and circulate in the bloodstream. CTCs were considered as a biomarker of liquid biopsy approach for the early
diagnosis of lung cancer?’. The most difficult challenge facing the study of CTCs is the sensitive enrichment of
these rare cells, which typically present as a single tumor cells against a background of millions of white blood
cells?. Over the past decades, several in vitro methodological approaches to isolate and detect rare CTCs in the
peripheral blood of patients have been reported, including flow cytofluorometry, image-based immunological
approaches, fluidic microchip technology and PCR methods?*-2. The widely used CTC isolation technique is
based on the use of magnetic beads coated with antibodies against the epithelial cell adhesion molecule (EpCAM)
to capture EpCAM-expressing cells, followed by immunostaining of the captured cells. The cell-enumeration
results are always expressed as the number of CTCs per the maximum of 7.5 ml blood?. The limitation of all cur-
rent in vitro techniques is the small blood volume available for CTCs enrichment, which is related to the relatively
low sensitivity of this approach?.

To overcome the limitations of small blood sample volumes of the ex vivo CTCs isolation techniques, the
CellCollector, which is the first in vivo CTC isolation product worldwide, was invented by GILUPI?. It is a struc-
tured and functionalized medical wire, which offers the opportunity of capturing CTCs from the circulating
blood of patients under the largest blood flow volume. It was approved by Conformite Europeenne (CE) in 2012.
Captured CTCs were identified based on the intensity of the cytokeratin immunofluorescence signal. Clinical
application data have shown that the CellCollector has a high detection rate in several cancers, including lung
cancer, prostate cancer, breast cancer and neuroendocrine tumors®-**. However, there has been no research about
the CellCollector combined with LDCT screening lung cancer at an early stage until now. In this study, we applied
the new CellCollector technique to detect CTCs in a high risk population to explore the potential application in
early stage screening and diagnosis of lung cancer patients.

Results

Characteristics of the study individuals. A total of 8313 asymptomatic volunteers, including 4347 males
and 3966 females, attended the lung cancer-screening program by LDCT detection. The median age of all vol-
unteers was 52-years-old (range, 32-85). A total of 8005 volunteers were married, and 5551 volunteers had the
education background of junior college and above. The number of the volunteers with occupations as workers,
civil servants and other professions were 5294, 1964 and 1055, respectively (Table 1). Of the volunteers, 84.10%
(6991/8313) were diagnosed with having “no significant abnormal findings observed in the thorax” and 1322
were diagnosed with “pulmonary nodules” Among them, 88 were diagnosed as “ground-glass nodules (GGNs)”,
accounting for 6.66% of all pulmonary nodules patients (Table 2).

32 patients who were randomly selected from the 88 GGNGs patients, 15 lung cancer patients and 19 healthy
volunteers had the CTCs detection performed by the CellCollector (Fig. 1 and Table 3). A total of 26.7%, 28.1%
and 21.1% in three groups had history of smoking, respectively. There were 8, 13 and 9 individuals who had fam-
ily histories of cancer in the three groups. All of the variables in the three groups had no significant differences.

Overview of CellCollector and CTC identification. The surface of the functional domain of the
CellCollector was coated with anti-EpCAM antibodies and inserted into the arm vein of each subject for 30 min-
utes. EpCAM-positive cancer cells were captured by an antibody that exists on the functional domain of the
CellCollector (Fig. 2A). The isolated tumor cells were stained for EpCAM and keratins. Nuclear counterstain
was performed using Hoechst33342. CD45 staining was used to identify false positive events (white blood
cells). EpCAM/CK-positive, nuclear positive and CD45-negative cells were identified as CTCs, and EpCAM/
CK-negative, nuclear positive and CD45-positive cells were identified as leukocytes. Tumor cells were identified
as EpCAM- and/or pan-keratin-positive (green) and CD45-negative (red). The representative images of CTC and
WBC are shown in Fig. 2B.

In this study, based on CTC identification criterion, in the GGNs group, six EpCAM/CK-positive CTCs were
identified from five patients. The LDCT scans of the five patients and the images of the six CTCs are shown in
Fig. 2C,D. 15.6% (5/32) of the observed CellCollector patients were positive for >1 CTC (range, 1-2) in the
GGNs group. The EpCAM/CK staining, nuclear staining and CD45, anti-leukocyte antibody staining results were
exhibited. For the positive group, 73.3% (11/15) of the patients analyzed by the CellCollector were positive for
>1 CTC (range, 1-7) in advanced lung cancer. No “CTC-like” events were detected in the healthy control group
(n=19; Fig. 3).

NGS analysis of CTC on CellCollector. To obtain genetic information of captured CTCs, we analyzed
gene mutations of CTCs with high-throughput sequencing methods. Cells isolated with the CellCollector were
observed microscopically by means of immunofluorescence staining according to the staining procedure. The
functional domain of the CellCollector was fragmented and performed whole genomic amplification (WGA). The
quality of WGA DNA was analyzed using PCR assay with four primer pairs (Fig. 4A-D).

Gene mutations were analyzed with Hotspot Panel v2 in five GGNs patients’ CTCs (Fig B). In total, 44
cancer-related genes existed in mutations in those analyzed CTCs. Mutations in the KIT, SMARCBI1 and TP53
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Gender 1.01 0.32
Male 708 3639 4347

Female 614 3352 3966

Marriage Status 3.64 0.06
Married 1261 6744 8005

Unmarried 61 247 308

Education Status 6.89 0.01
fimsem"r high | 39 2364 2762

Junior collegeand |4, 4627 5551

Occupation 5.19 0.08
Worker 875 4419 5294

Civil servant 300 1664 1964

Else 147 908 1055

Smoking history

Never smoker 5247 935 6182 |26.90 | <0.001
Former smoker 1365 278 1643

Current smoker 299 98 397

Drinking history

Yes 4883 844 5727 19.48 | <0.001
No 1786 413 2199

Family history of cancers
Yes 4152 710 4862 | 8.07 0.005
No 2739 558 3297

Table 1. The basic information of the volunteers detected by LDCT.

Normal 3639 | 43.77 3352 | 40.32 6991 (84.10)
Micronodules (<5 mm) 427 |5.14 346 | 4.16 773 (9.30)
Small nodules (>5mm, <10mm) | 181 2.18 163 1.96 344 (4.14)
Solid nodules (>10 mm) 53 0.64 33 0.40 86 (1.03)
GGNs 34 0.41 54 0.65 88 (1.06)
Mass lesions 13 0.16 18 0.22 31(0.37)
total 4347 | 52.29 3966 | 47.71 8313 (100)

Table 2. The diagnosis results of LDCT.

genes were found in five CTCs-positive patients. In four patients, 16 gene mutations existed. In three patients, 13
gene mutations existed. Approximately 27.3% (12/44) of genes existed in two or one patients (Fig. 3F).

Discussion

Here, we provide a potential method for early lung cancer screening with LDCT and CTC detection. We first
addressed the clinical needs of sensitivity screening techniques for identification of early lung cancer with LDCT
analysis and how to detect CTCs with the CellCollector, a new in vivo method to isolate CTCs. Importantly, the
captured CTCs can easily separate for downstream molecular analysis, such as digital PCR or NGS analysis, to
provide more genetic information.

The high incidence and mortality rates for lung cancer coupled with a very low five-year survival rate makes
late diagnosis a major obstacle. Survival of patients undergoing lung resection is greater than 80%, suggesting
that early detection and diagnosis of cancers will greatly reduce the mortality** *. Recent studies suggest that
LDCT could provide an alternative strategy to improve lung cancer diagnoses and outcomes®. However, a high
false-positive rate leads to subsequent follow-up and invasive testing, which has its own associated psychological
harms such as anxiety and depression®*-*¢. Moreover, in terms of the GGNs patients, it is difficult to distinguish
who the high-risk individual of lung cancer is. Because of these limitations, a non-invasive test with a high speci-
ficity for distinguishing the indolent disease from lung cancer patients is in high demand®.
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| All cases came form the Forth Hospital of Hebei Medical University |

: LDCT volunteers
Lung cancer patients ‘ ‘
9 ks 5? (n=8313)
‘ GGNs patients ‘ No GGNs cases l
(n=88) (n=8225)
CTCs detection
‘ Randomly selected ‘ ’ Randomly selected

(n=32) (n=19)

CTCs detection

Next-generation sequencing analysis in captured
CTCs

Figure 1. The Flowchart showing the technological process of CTCs detection.

Number 15 32 19
Gender

Male 2 14 4

Female 13 18 15
Median age (range) 54 (36-79) | 52(36-83) | 48 (41-78)
Cigarette history 4 9 4

Family history of cancers | 8 13 9

Number persons of 1 5 0

positive outcome

Table 3. The characteristics of the study groups.

In the recent decades, detection of serum tumor marker levels has become a way of improving the rate of
early diagnosis of lung cancer®. Several serum tumor markers have been studied extensively, such as CEA, NES
and LDH*-**. However, none have been demonstrated to provide clinical utility*** 4. CTCs, known as a “liquid
biopsy”, have recently emerged as a potential diagnostic biomarker in several cancers, including lung cancer, due
to their fine sensitivity and specificity**-*5. The CTC detection might make substantial contributions in the diag-
nostic workup of indeterminate lung lesions and avoids solid biopsy in selected cases, considering that up to 50%
of resected indeterminate lung nodules are benign**-*2. CTCs have already shown to be a potential clinical value
in screening early stage lung cancer in COPD patients®. However, CTC detection rate is insufficient for clinical
application, especially in early stage cancer screening, because of the disadvantages of ex vivo isolation methods.

So far, all the CTC detection methods cannot find CTC in 100%. Some patients have low-expression EpCAM
CTC in their blood due to epithelial-mesenchymal transition (EMT). CellCollector captured CTC with EpCAM
antibody on its functional surface. So, in this study, about 73% lung cancer patients were detected as CTC pos-
itive. Detection sensitivity has been increased with in vivo isolation methods, as the CellCollector overcomes
blood sample limitation and possesses a high detection rate in several cancers? > *>. Moreover, by coating a
hydrogel layer on the functional domain surface, the CellCollector has a low background of unspecific white
blood cells. Therefore, captured CTCs could be isolated using a special cutter for downstream molecular analysis
with related CTC-specific DNA templates. Additionally, WGA of CTCs increased the genomic DNA amount
for the NGS assay. With WGA methods, single CTCs could be analyzed with digital PCR or NGS methods®.
This is the first time a study has determined the detection rate of pulmonary disease among the Chinese popu-
lation. In this study, 15 lung cancer patients, 32 GGNs and 19 healthy controls were detected using CTCs via the
CellCollector. Of the lung cancer patients, 73.3% had CTCs isolated. The detection rate of the CellCollector in
lung cancer was similar with that of published references, and no CTC-positive patients were found in the healthy
volunteer group, indicating the application of the CellCollector in this study is reliable. A detection rate of 15.6%
was observed in the GGNs group. Recently, JAMA reported that after one year of follow-up, more than 90% of
lung cancer cases diagnosed by LDCT were false-positives. LDCT combined with other biomarkers, such as the
CellCollector, may be a more effective method for early stage lung cancer screening'.

Immunofluorescence staining with EpCAM/CK, CD45 and DAPI/Hoechst was the most widely used
method for CTC identification. A large number of clinical studies have shown that EpCAM/CK-positive CTCs
are clinically relevant to prognosis, therapeutic effect and diagnosis®" > 8. Here, six CTCs were analyzed with
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Figure 2. Circulating tumor cells capture and identification in vivo. (A) Schematic overview of the wire and
the in vivo application. The wire is coated with anti-EpCAM antibodies and placed into the arm vein of cancer
patients for 30 minutes. During the application EpCAM-positive cells bind to the device. (B) The tumor cells
are stained for EpCAM and keratins. Nuclear counterstain is done using Hoechst33342. CD45 staining is
necessary to classify false positive events (leukocytes). Scale bars, 10 pm. (C) Images of CTCs isolated with the
CellCollector. Tumor cells were identified as EpCAM- and/or pan-keratin-positive (green) and CD45-negative
(red) events. Hoechst33342 (blue) was used for nuclear counterstain. Scale bars, 10 um. (D) LDCT scan images
of five CTC-positive patients. GGNs, irregularly shaped solid nodule mixed GGNs and a solitary GGNs were
shown with arrows indication.
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Figure 3. Detection rate of CellCollector in lung cancer patients, GGNs patients and benign patients. Median
with interquartile range was shown.

immunofluorescence staining from five GGNs patients, suggesting those CTC-positive patients have a high risk of
lung cancer. Genetic information of CTC provided more clinical information compared with CTC counts®. In this
study, NGS analysis showed that all of the CTCs had abnormal gene mutations, indicating that those cells possessed
malignant tendencies. Over 70% of mutated genes existed in at least three patients, indicating some common muta-
tion genes had a mutation trend. Based on the NGS data, we found that three gene mutations existed in those five
patients, which included KIT, SMARCBI1 and TP53. All of those three genes were important cancer related genes.
KIT mutation could induce drug resistance and correlate with prognosis in lung cancer®. SMARCBI1 was well
studied in familial schwannomatosis, rhabdoid tumors and familial multiple meningiomas®" %2, However, few stud-
ies have been reported in lung cancer research. Here, we found that all of the CTC positive patients had SMARCB1
gene mutations in the CTC genome, suggesting that SMARCB1 may have a relationship in the early stage of lung
cancer. TP53 was found not only as a prognosis marker in early stage lung cancer but also as an important event in
cancer development®. Here, TP53 mutations, which frequently exist in early tumor cells, were found in the identi-
fied CTCs, showing that those CTCs may come from early stage tumor tissue. A large number of CTCs need to be
sequenced to screen specific marker mutations, as screening markers may be a future clinical application.
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Figure 4. Next-generation sequencing analysis in captured CTC. (A-D) Cells isolated with the CellCollector
were analyzed microscopically by means of immunofluorescence staining according to the staining procedure
in the clinical setup (A,B). Cell Collector was fragmented and subjected to WGA (C). After WGA, quality of
WGA DAN was analyzed with PCR assay. Four specific fragments were amplificated with WGA DNA, PBMC
and ultrapure water. S, indicated WGA DNA; P indicated positive control; NTC indicated ultrapure water. (E)
Gene mutations were analyzed with Hotspot panel v2 in five patients’ CTCs. Different colors indicated specific
mutation sites in patients. (F) Cancer-related mutation genes were shown with form and pie chart. Different
colors indicated different proportion. Numbers one to five indicated gene mutation exist in patient number.

Because of the low detection rate of CTC, screening early stage lung cancer with CTCs as a biomarker was
rarely studied. In this study, we combined an LDCT and CTC assay to screen early stage lung cancer. In those
32 GGNs patients, five CTC-positive patients were detected. CTCs were identified with an immunofluorescence
staining method, which was widely used in clinical diagnosis and studies. Moreover, the gene mutation profile
was analyzed when the CTC identification was finished. Of the cancer-related genes, 44 were found to have muta-
tions in the analyzed cells, indicating that EpCAM/CK-positive cells have a malignant tendency. Therefore, those
CTC positive patients require careful follow-up observation. More follow-up data, including PET CT results,
need to be collected in the future to confirm the combined screening results.

Materials and Methods

Study design and clinical information. During the three-year period, from January 2014 to December
2016, in the Fourth Hospital of Hebei Medical University, we conducted a single-center population-based screen-
ing program for lung cancer in the setting of annual medical examinations with LDCT. All GGNs patients and the
healthy volunteers (negative control group) came from the 8313 volunteers. According to the diagnosis results of
LDCT, all GGNs patients were screened out and 32 GGNs patients were randomly sampled to perform the CTC
detection. The patients in the negative control group, who had no pulmonary nodules and no prior evidence of
lung cancer, also accepted the same detection method as the other two groups. We also selected 15 patients who
were diagnosed with lung cancer in the same period as the lung cancer group. All the lung cancer patients were
confirmed by pathological examination. All of them were required to fill out the questionnaire, which included
sex, age, smoking history and family history of cancer (Fig. 1).

Ethics statement. All of the individuals in the study were approved by the Forth Hospital of Hebei Medical
University (Shijiazhuang, Hebei, China) and were performed in accordance with the approved guidelines.
Informed consent were obtained form all individuals in the study.

LDCT and pathological classification. LDCT is offered to all individuals who joined the physical exam-
ination. All CT scans were performed on thin-slice (0.625 mm) scanners from different manufacturers with
variable numbers of detectors (16e320), from lung apex to base without contrast enhancement. The CT scanners
included the GE LightSpeed 16 Slice CT scanner and the GE BrightSpeed 16 Slice CT scanner. All scans were
obtained using a low-dose regimen, with the machine set at 120 kVp, 9 (15mA/0.6s) or 21 (35mA/0.6s) mAs,
1.5:1 pitch ratio, and a 0.6-second rotation time. The effective radiation dose ranged from 0.3 to 0.8 mSv.
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We evaluated the attenuation (classified into micronodules, small nodules, solid nodules, GGNs and mass
lesions) and size of nodules (according to the longest perpendicular diameter: 5 and 10 mm). Except GGNs and
large mass lesions, other nodules were considered to be the solid. The solid nodules are defined as nodule densi-
ties completely equal or higher than pulmonary vessels. GGNs are defined as the focal nodular area of increased
hazy lung attenuation through which normal parenchymal structures such as airways, interlobar septa, and ves-
sels are visible, in contrast to the typical solid nodules that obscure lung parenchyma. Mass lesions should be
considered malignant unless proven otherwise.

In vivo application of the CellCollector. The CellCollector is comprised of stainless steel wire widely used
in medicine. Antibodies to the epithelial cell surface antigen, EpCAM, were attached to a polycarboxylate/hydro-
gel, which was coated on a gold-plated layer. The CellCollector captured targets cells expressing EpCAM antigen
on the cell surface of different cancer cell types. This antibody is regularly used in humans®.

Before the application of the CellCollector, a 20-G peripheral venous catheter was placed into the median
cubital vein of the patient. The CellCollector was inserted into the vein through the catheter until the functional
domain of the device was exposed to the blood flow. An IN-Stopper allowed its secure fixation to the intravenous
cannula. The correct length of insertion was indicated by a mark on the distal part of the wire, which was not
inserted into the cannula. The wire remained in the cubital vein during the 30 min application period, which is
estimated at 1.5-3 liters®> %,

CTC identification. After the CellCollector application was finished, the CellCollector was gently washed
in washing buffer, followed by incubation in PBS containing 2% (w/v) bovine serum albumin (BSA) for 30 min
at room temperature. CTCs captured by the CellCollector were identified by immunocytochemical staining
for EpCAM or cytokeratins 8, 18, and 19. Cells attached to the wire were incubated with a FITC-conjugated
mouse monoclonal antibody directed to EpCAM (Acris, clone HEA125-FITC) and an APC-conjugated rabbit
antibody raised against CD45 (Exbio, clone MEM-28-Alexa647). Cells were counterstained with the nuclear
dye Hoechst33342 (Sigma). Intensity of the immunocytochemical staining of CTC was evaluated using an Axio
Imager.Alm microscope (Zeiss, Jena, Germany) equipped with an AxioCam digital camera system and the
AxioVision 4.6 software (Zeiss). EpCAM/cytokeratin-positive cells should had additional features, including a
large cell body (diameter 10-50 pm), an irregular cell shape, a large irregularly shaped nucleus, and a high nuclear
to cytoplasmic ratio. Cells were enumerated on each CellCollector by an operator who was blinded to the clinical
information of the patients.

CTC separation and whole genomic amplification.  After CTCs were identified with IF staining, the
positive cells were relocated and cut with a special cutter under a microscope. The cells and CellCollector frag-
ments were collected together into an EP tube to lyse cells and amplify genomic DNA. The whole genomic ampli-
fication was performed following the instructions of the commercial WGA kit (REPLI-g Single Cell Kit (Qiagen).
Briefly, Buffer D2 was prepared. (The total volume of Buffer D2 given in the following table is sufficient for 12
reactions. If performing fewer reactions, store residual Buffer D2 at —20 °C. Buffer D2 should not be stored longer
than 3 months). The cell sample should be brought up to 4l by Mg2 + -free, Ca2 4 -free PBS. Then, 3 pl of Buffer
D2 was added and mixed carefully by flicking the tube and centrifuging briefly. Incubate in a thermal cycler at
65°C for 10 min. Add 3 pl of Buffer N, mix it carefully by flicking the tube and centrifuge briefly. Store on ice. Add
40 pl of master mix to each prepared 10-pl DNA sample. Mix carefully by flicking the tube and centrifuge briefly.
Incubate at 30 °C for 6 h. 65 °C for 3 min to inactivate Discover-sc DNA Polymerase. Amplified gDNA was quan-
tified with the Qubit and Nanodrop (Life technology). For panel NGS analysis, the Life proton system was used.

Statistical analysis. Demographic variables were presented as the medians (range, minimum-maximum).
Categorical variables were compared by Pearson’s chi-square test. A P value < 0.05 was considered statistically
significant. All statistical manipulations were performed using the SPSS 21.0 for the Windows software system.

Data Availability. The datasets generated during and analysed during the current study are available from
the corresponding author on reasonable request.
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