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Abstract: A new single-cell microarray chip was designed and developed to separate and analyze
single adherent and non-adherent cancer cells. The single-cell microarray chip is made of polystyrene
with over 60,000 microchambers of 10 different size patterns (31-40 um upper diameter, 11-20 pm
lower diameter). A drop of suspension of adherent carcinoma (NCI-H1650) and non-adherent
leukocyte (CCRF-CEM) cells was placed onto the chip, and single-cell occupancy of NCI-H1650 and
CCRF-CEM was determined to be 79% and 84%, respectively. This was achieved by controlling
the chip design and surface treatment. Analysis of protein expression in single NCI-H1650 and
CCRF-CEM cells was performed on the single-cell microarray chip by multi-antibody staining.
Additionally, with this system, we retrieved positive single cells from the microchambers by a
micromanipulator. Thus, this system demonstrates the potential for easy and accurate separation and
analysis of various types of single cells.
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1. Introduction

Single-cell analysis has implications for our understanding of higher levels of organization of
tissues and organisms and, more importantly, may reveal therapeutic approaches to correct flaws in this
organization [1]. In conventional single-cell analysis systems, flow cytometry is one of the most widely
used technologies. This technology is a high-throughput system combined with fluorescent labeling
and allows for the quantitative determination of various protein levels in a given cell population [2,3].
However, flow cytometry is inadequate for evaluating spatial localization of protein expression within
single cells. Moreover, this system is not sufficiently sensitive to detect extremely low ratios (<10~°) of
residual target cells among a major cell population [4]. Thus, conventional flow cytometry presents
some limitations for high-throughput screening and functional analysis of single cells. For example,
it is difficult to detect and analyze circulating tumor cells (CTCs) in the peripheral blood of metastatic
cancer patients using flow cytometry [4,5]. This is because CTCs in the peripheral blood of metastatic
cancer patients are estimated to occur at a frequency of approximately 1 CTC per 10°~10” peripheral
blood cells [6,7].

The advent of microchip technology has set forth the expectation of a highly sensitive,
high-throughput, analytic system wherein individual cell function can be evaluated. CTC separation
methods have also been developed, allowing for the capture of cells with specific cell surface markers
such as epithelial cell adhesion molecule (EpCAM) with the use of magnetic beads or microstructures
coated with monoclonal antibodies [5]. In addition, some microfluidic devices have been developed
to detect CTCs in whole blood, and these devices also enable the easy and efficient separation of
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CTCs [8,9]. Although EpCAM-based methods can detect low frequencies of EpCAM-positive CTCs
in whole blood, they cannot achieve a reproducible recovery of CTCs from different types of tumors.
Moreover, a size-selective microcavity array was also developed for the detection of CTCs [10]. This
device filters blood cell samples and traps target single cells on a microcavity array by applying
negative pressure. This method is not ideal, however, as it can overlook small cells and induce
physical stress in trapped cells, thus compromising any cell function analysis. Numerous other cell
microarray studies have been reported to separate and analyze kinds of culture cells. Anderson et
al. developed the biomaterial microarray for their effects on human embryonic stem cell growth
and differentiation using populations of human embryonic stem cells [11]. A microchamber-typed
array was also reported for measuring cytotoxicity of anticancer chemicals [12]. Although these cell
microarray systems efficiently performed high-throughput screening and analysis for biomaterials
and anticancer drugs, a single-cell-based assay and retrieval seemed to be impossible using these
microarray format. In another report, a chemical-trapping single cell array was developed to efficiently
separate single cells using a photo-cleavable poly-ethylene glycol (PEG)-lipid [13]. The single cell array
system achieved a single-cell-based assay, but it has difficulty retrieving chemical-trapped single-cells
and there is a possibility of inducing chemical stress in trapped cells. Therefore, a simply designed
single-cell separation and analysis system is required for accurate evaluation without the use of specific
chemicals and antibodies, while minimizing cell exposure to stress. Furthermore, systematizing and
automating sequential process of separation, analysis, and retrieval for various types of single-cells,
is expected to create a novel single-cell analysis and diagnosis system.

In our previous study, we developed a single-cell microarray chip for the analysis of
antigen-specific single B-cells [14]. Jin et al. further improved this single-cell microarray chip and
developed a new system that can directly detect the secretion of antibodies by single cells [15].
Here, we developed a new single-cell microarray chip for the separation, analysis, and retrieval of
adherent and non-adherent cultured cancer cells. Using this single-cell microarray in combination with
multi-antibody staining, we analyzed and evaluated the expression of proteins specific to different
cancer cell types. Furthermore, we demonstrated the potential of the single-cell retrieval process for
further analyses. This single-cell microarray chip system allows for easy and accurate separation and
analysis of single cells under low stress conditions.

2. Materials and Methods

2.1. Construction of a Single-Cell Microarray Chip

The single-cell microarray chip comprised 62,410 microchambers (31-40 um upper diameter,
11-20 um lower diameter, 28 pm depth, 100 pm pitch, and spacing as indicated) and was made of
polystyrene using the Ultraviolet-Lithographie Galvanoformung Abformung (UV-LIGA) process by
SEIKOH GIKEN Co. Ltd., Chiba, Japan (Figure 1). Using UV-lithography, a photoresist substrate was
exposed to and patterned with a metal photomask on a glass plate. After development, the resulting
patterned photoresist substrate was used to form a nickel mold with paired microstructures formed
by electroforming. Finally, the polystyrene microarray chip was fabricated from the nickel mold by
injection molding (Figure 2). Each microarray chip consisted of 10 different size patterns of clusters,
and each cluster consisted of 6241 (79 x 79) microchambers. Each microchamber had the shape of a
circular cone frustum and could accommodate cells (Figure 1).
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Figure 1. Construction of single-cell microarray chip. (A) Photo of a real single-cell microarray chip
device, which is made of polystyrene and consists of 62,410 microchambers (31-40 pm upper diameter,
1120 um lower diameter, 28 um depth, 100 pm pitch). Each single-cell microarray chip consisted
of 10 different size patterns of clusters, and each cluster consisted of 6241 (79 x 79) microchambers.
Each microchamber has the shape of a circular cone frustum; (B) Microscopic image of different
sizes of microchambers (31-40 pm upper diameter) in the single-cell microarray chip. The size of
picture (B) shows the upper diameter and lower diameter in brackets. Bars correspond to 100 um;
(C) Schematic of single cells confined to microchambers.
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Figure 2. A schematic of the Ultraviolet-Lithographie Galvanoformung Abformung (UV-LIGA) process
used for the fabrication of the single-cell microarray chip.
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2.2. Chip Surface Treatment and Characterization

The surface of the single-cell microarray chip was rendered hydrophilic by an oxygen plasma
treatment using soft plasma etching equipment (SEDE-PFA, MEIWAFOSIS Co., Ltd., Tokyo, Japan),
making it convenient for single-cell studies. Exposure time and electric current of plasma etching
determined cell adhesion rate to the chip surface. The effect of plasma etching on the surface of the
single-cell microarray chip was examined by measuring the contact angle of water to the chip surface
using a contact-angle meter (Kyowa Interface Science Co., Ltd., Saitama, Japan).

2.3. Cell Culture and Preparation

Human bronchioalveolar carcinoma cells (NCI-H1650), representing adherent cells, were cultured
in RPMI 1640 (Nakalai Tesque, Kyoto, Japan) containing 10% fetal bovine serum, antibiotics [100 U/mL
penicillin-streptomycin (GIBCO, Life Technologies Co., Carlsbad, CA, USA), and 250 ng/mL
Fungizone (GIBCO) and were subsequently harvested using trypsin. Human T lymphoblastoid
leukemia cells (CCRF-CEM), representing non-adherent cells, were also cultured in a similar medium
and harvested by centrifugation. Cell suspensions of NCI-H1650 and CCRF-CEM were each prepared
at a concentration of 1.0-1.2 x 107 cells/mL of medium. Respective cell samples (500 pL) were
employed for analysis on the single-cell microarray chip.

2.4. Single-Cell Separation and Analysis

For the assessment of single-cell confinement of cultured cells in the microchambers, we separately
examined adherent NCI-H1650 cells and non-adherent CCRF-CEM cells. First, 500 uL of 1.0-1.2 x 107
cells/mL of RPM1 1640 medium of either NCI-H1650 or CCRF-CEM were dispersed onto a cell of
the microarray chip, followed by 15 min of incubation to allow cells to settle into the microchambers
by gravitational force. Then, excess cells were removed from the cell surface by gentle washing
with RPM1 1640 medium. The microchambers were then examined with light microscopic images
in an inverted fluorescence microscope (IX73, OLYMPUS, Tokyo, Japan). To confirm single-cell
occupancy of dispersed cells in the microchambers, nuclei were stained by dispersing 500 uL of
4,6-diamidino-2-phenylindole (DAPI) (DOJINDO, Ex: 360 nm, Em: 460 nm) solution (1:1200 dilution in
0.05% saponin/PBS) and allowing it to react for 15 min, following which the chip surface was washed
with RPMI 1640 medium. For the analysis of single-cell occupancy, 315 (63 (7 x 9) microchambers x 5
sets) microchambers with diameters of 11-13 pm were examined. Each single-cell microarray chip was
visualized under a 10x lens of an inverted fluorescence microscope (IX73, OLYMPUS, Tokyo, Japan).

For the multi-staining of cytokeratin, EpCAM (also known as CD326), CD45, and nuclei, a cell
staining solution was prepared by adding 50 uL of PE-labeled anti-cytokeratin (CAM 5.2) monoclonal
antibody (BD Biosciences, CA, Ex: 496 nm, Em: 578 nm), 50 pL of Alexa Fluor 488-labeled anti-CD326
monoclonal antibody (Biolegend, CA, Ex: 488 nm, Em: 519 nm), 50 uL of Alexa Fluor 647-labeled
anti-CD45 monoclonal antibody (BD Bioscience, Ex: 633 nm, Em: 668 nm), and 50 uL of DAPI
(DOJINDO, Ex: 360 nm, Em: 460 nm; 1:600 dilution in PBS) to 1 mL of 0.02% saponin in PBS.
Cytokeratin and EpCAM are antigens present on the membrane of epithelial cells, whereas CD45 is an
antigen present on human leukocytes. Then, 500 pL of this solution was dispersed onto the single-cell
microarray chip and permitted to react for 15 min; chip surface was then washed with RPMI 1640
medium. Each single-cell microarray chip was inspected under a 10 lens of an inverted fluorescence
microscope (IX73, OLYMPUS, Tokyo, Japan).

2.5. Single-Cell Retrieval

A micropipette (L-Tip, 50 pm diameter) made from glass microcapillary by Nepa Gene
Co., Ltd. (Chiba, Japan) was used to retrieve target single cells from each microchamber using a
micromanipulator system (PicoPipet, Nepa Gene Co., Ltd., Chiba, Japan) under a 10x lens of an
inverted microscope of OLYMPUS (Tokyo, Japan) (Figure 3).



Sensors 2017, 17,2410 50f11

Micromanipulator system

Single-cell microarray chip

Figure 3. Photo of a micromanipulator system combined with a fluorescence microscope. Magnified
picture shows a micropipette connected to the micromanipulator.

3. Results and Discussion

3.1. Separation of Different Types of Single Cancer Cells on a Single-Cell Microarray Chip

The characterization of a single-cell microarray chip for single-cell studies was performed using
NCI-H1650 and CCRF-CEM cells. To achieve the confinement of a single cell in each microchamber,
hydrophilicity of the microarray chip surface was optimized by oxygen plasma etching. We observed
that an increase in exposure time and alterations in plasma etching current increased the hydrophilicity
of the chip surface, which was inversely proportional to the contact angle of water on the chip surface
(data not shown). The optimal conditions for chip surface treatment, as determined based on the
contact angle of water, were examined for the percentage of single-cell occupancy in the microchambers,
as shown in Figure 4. Cell suspension of NCI-H1650 and CCRF-CEM were dropped onto the chip using
a pipette, and the cells then settled down by gravitational force and adhered to the chip surface. After
the chip surface was washed, only those cells that adhered to the bottom surface of each microchamber
remained. This suggests that a decrease in the contact angle of water on the chip surface correlates
with an increase in single-cell occupancy of the microchambers (Figure 4A,B). Optimal single-cell
occupancy, over 80% for both cell types, was achieved with a chip surface treatment of 20 mA plasma
etching exposure for 15 min, resulting in a 12-14° contact angle of water (Figure 4C,F).

Under these optimal conditions of chip surface treatment, single-cell separation was optimized
by testing 10 different sizes (31-40 pm upper diameter, 11-20 um lower diameter) of microchambers
(Figure 5). We observed that the number of single cells confined to the microchambers was dependent
on the size (diameter) of the microchamber (Figure 5A,B). An increase in the diameter of the
microchambers correlated with a decrease in single-cell occupancy of the microchambers and an
increase in occupancy of two or more cells for both types of cells (Figure 5A,B). However, in case of
NCI-H1650 cells, the percentage of no cells increased as the diameter of the microchambers increased
(Figure 5A). Because NCI-H1650 has a larger cell size (diameter) and is more affected by the washing
flow compared with CCRF-CEM, NCI-H1650 is more easily washed out from the larger diameter
of the microchambers. The number of confined single NCI-H1650 cells in microchambers with an
upper diameter of 32 pm was determined to be 249 £ 6 per 315 microchambers (1 = 3), which
represents a 79% single-cell occupancy rate (Figure 5A,C). Therefore, NCI-H1650 cells were separated
into single cells using microchambers with an upper diameter of 31-32 um (Figure 5A). Similarly,
the number of confined single CCRF-CEM cells in microchambers with an upper diameter of 31 um
was determined to be 265 + 5 per 315 microchambers (1 = 3), which represents an 84% single-cell
occupancy rate (Figure 5B,F). Thus, CCRF-CEM cells were also separated into single cells using
microchambers with an upper diameter of 31 um (Figure 5B). However, two CCRE-CEM cells were
sometimes trapped in microchambers with an upper diameter of 31 pm, which resulted in a two-cell
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occupancy rate of 3%. Therefore, we need to improve the design of our smaller (<31 um upper
diameter, <11 um lower diameter) microchambers to better accommodate single CCRF-CEM cells.
Thus, although our single-cell microarray chip is somewhat flawed in its ability to separate single cells,
we demonstrated the potential utility of single-cell microarray chip for the easy and accurate separation
of single cells from a bulk cell suspension of different cell types without the use of specialized tools.
Although optimal single-cell separation conditions are often dependent on cell size and cell adhesion,
we achieved single-cell separation in different cell types by controlling only the surface treatment and
design of the chip microchambers.

In previous single-cell research, some microfluidic devices were reported to perform single-cell
separation from cell suspension in microchannels under the influence of integrated valves and pumps,
which make these systems complex to handle [16-19]. Microarray types of devices were also reported
to separate single cells using physical force such as aspiration pressure [10] and magnetic force [20].
We, on the other hand, easily and gently separated single cells under low stress conditions using only
a pipette. Moreover, we also achieved cell adherence to the bottom of the microchambers using only
gravitational force. Thus, the single-cell microarray chip system results in viable cells, allowing for
further cell analysis by various assays, following the separation process.
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Figure 4. Optimization of single-cell occupancy on the microarray chip by surface treatment
with plasma etching. Dot plots showing the condition of single-cell occupancy of (A) NCI-H1650
and (B) CCRF-CEM cells on a single-cell microarray chip with different levels of hydrophilicity
(as determined by the contact angle of water). Fluorescence images of single-cell occupancy for
(CE,F) NCI-H1650 and (G,1,J) CCRF-CEM stained with DAPI at different condition of contact angle.
Fluorescence images of single NCI-H1650 cells occupancy at the condition of (C) 14°, (E) 39°, and (F) 85°
of contact angle. Fluorescence images of single CCRF-CEM cells occupancy at the condition of (G) 12°,
(I) 37°, and (J) 88° of contact angle. Magnified pictures show light microscopic images of (D) NCI-H1650
and (H) CCRF-CEM cell confined in the microchambers. Arrows indicate single-cell confinement in
the microchambers.
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Figure 5. Optimization of single-cell separation using different sizes of microchambers. The graph
indicates the percentage of single-cell occupancy for (A) NCI-H1650 and (B) CCRF-CEM cells in
different microchamber diameters (31-40 pm upper diameter). Open bar: no cells. Closed bar:
single cells only. Gray bar: two or more cells. Fluorescence images of single-cell occupancy for
(C-E) NCI-H1650 and (G-I) CCRF-CEM stained with DAPI in different size of the microchambers.
Fluorescence images of NCI-H1650 cell occupancy in (C) 32 um, (D) 35 um, and (E) 39 pm upper
diameter of the microchambers. Fluorescence images of CCRF-CEM cell occupancy in (G) 31 pm,
(H) 34 um, and (I) 38 pm upper diameter of the microchambers. Magnified pictures show light
microscopic images of (F) NCI-H1650 and (J) CCRF-CEM cell confined in the microchambers. Arrows
indicate single-cell confinement in the microchambers.

3.2. Identification of Different Types of Cancer Cells on a Single-Cell Microarray Chip

To verify the identity of the adherent carcinoma NCI-H1650 cells or non-adherent CCRF-CEM
leukocytes in the microchambers, we used a multi-staining approach. PE-labeled anti-cytokeratin
and Alexa Fluor 488-labeled anti-EpCAM monoclonal antibodies specifically marked carcinoma cells
(epithelial cells), whereas the Alexa Fluor 647-labeled anti-CD45 monoclonal antibody was specific
to leukocytes, and DAPI labeled the nuclei of all cells (Figure 6). Fluorescent microscopic images of
NCI-H1650 cells stained with anti-cytokeratin, anti-EpCAM, and DAPI were obtained (Figure 6A,B,D),
and the merged images identified triple positive NCI-H1650 cells (Figure 6E). No anti-CD45-positive
cells were observed (Figure 6C). On the other hand, fluorescent microscopic images of CCRF-CEM
cells stained with anti-CD45 and DAPI were obtained (Figure 61,]), and the merged images identified
double-positive CCRF-CEM cells (Figure 6K), whereas no anti-cytokeratin or anti-EpCAM staining
was observed (Figure 6G,H). These results support the utility of cell labeling in combination with
single-cell microarray for the verification of cellular identity. This means that different types (adherence
and/or size) of cell could be separated into single cells and easily analyzed by multi-staining without
cellular detachment from the microchamber. Furthermore, since the single-cell microarray chip system
accurately separates and analyzes single cancer cells and leukocytes, this system could be applicable
for the screening of cancer cells, such as CTCs in blood cell samples. However, CTCs are very
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rare cells with an expected low frequency of 1 CTC per 10°~107 peripheral blood cells (Leukocytes).
As approximately 60,000 cells can be analyzed on the single-cell microarray chip, 20-200 chips would
be needed to analyze the numbers of blood cells. This would not be realistic in clinical research. In the
future, we need to improve the chip design and increase the number of the microchambers for trapping

a large number of blood cells.
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Figure 6. Fluorescence microscopic images of single-cell microarray chip with multi-staining.
Fluorescence microscopic images of single (A-E) NCI-H1650 and (G-K) CCRF-CEM cells on the
single-cell microarray chip. NCI-H1650 and CCRF-CEM cells were multi-stained with (A,G) PE-labeled
anti-cytokeratin, (B,H) Alexa Fluor 488-labeled anti-EpCAM, (C,I) Alexa Fluor 647-labeled anti-CD45,
monoclonal antibodies, and (D,J) DAPIL. (E,K) Merged images. (F,L) Light microscopic images of
NCI-H1650 and CCRF-CEM.

3.3. Retrieval of Different Types of Single Cancer Cells

After the separation and analysis of single cancer cells (NCI-H1650 and CCRF-CEM) on the
single-cell microarray chip, we successfully retrieved these single cells using a micromanipulator
system under a microscope (Figure 7). Both adherent NCI-H1650 and non-adherent CCRF-CEM single
cells were easily retrieved from the microchambers using the micromanipulator. This was achieved
because both types of cells gently adhered to the bottom of the microchambers using only gravitational
force, without the use of any type of biochemical affinity, such as antibodies, or any kind of physical
force, such as aspiration pressure and magnetic force. However, as the retrieval process is manual
operation and it takes hours to search and pick up a high number of single cells, it is difficult to pick
viable single cells out of the microchambers without DNA and/or RNA degradation. Thus, we need
to improve the software of the microscopy system and the manual micromanipulator system for easier
and faster analysis and for the retrieval of a high amount of viable single cells. Previously, we reported
the retrieval of single B-cells using a micromanipulator and gene analysis performed by RT-PCR [14];
it would also be possible to perform the gene analysis using the single-cell microarray chip system.
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A

Figure 7. Retrieval of single cells from the microchambers using a micromanipulator. Fluorescence
microscopic images of single (A-J) NCI-H1650 and (K-T) CCRF-CEM cells on the single-cell microarray
chip (A-E,K-O) before and (F-J,P-T) after cell retrieval using a micromanipulator. NCI-H1650 and
CCRF-CEM cells were multi-stained with (A, F,K,P) PE-labeled anti-cytokeratin, (B,G,L,Q) Alexa
Fluor 488-labeled anti-EpCAM, (C,H,M,R) Alexa Fluor 647-labeled anti-CD45, monoclonal antibodies,
and (D,IN,S) DAPL (E,J,O,T) Merged images. Arrows indicate multi-stained single cells.

4. Conclusions

In this study, a single-cell microarray chip made it possible to separate different types (adherent
and non-adherent) of cancer cells into single cells by controlling chip design and microchamber surface
treatment. An accurate analysis of proteins expressed in the different types of single cells was directly
performed on the single-cell microarray chip via multi-antibdy staining. Additionally, we succeeded
in easily retrieving positive single cells from the microarray with a micromanipulator. Our single-cell
microarray chip system is simple, user-friendly, and can perform high-throughput single-cell analysis
at low stress conditions and without the need for specialized tools. It would, therefore, be applicable
for the screening of rare target cells in whole blood samples, which could ultimately lead to cell- or
gene-based diagnosis and therapy in the future.

Acknowledgments: This work was supported by JST, CREST Grant Number JPMJCR15G4, and JSPS KAKENHI
Grant Number 15K04645. We appreciate the help of SEIKO GIKEN Co., Ltd., Chiba, Japan in fabricating single-cell
microarray chips.

Author Contributions: S.Y.,, EY,, EK.,, KM., and H.S. conceived and designed the experiments; E.Y. and
FK. performed the experiments; E.Y. and S.Y. analyzed the data; E.Y., EK,, KM.,, H.S,, and S.Y. contributed
reagents/materials/analysis tools; S.Y. wrote the paper.

Conflicts of Interest: The authors declare no conflict of interest.



Sensors 2017, 17,2410 10 of 11

References

1.

10.

11.

12.

13.

14.

15.

16.

17.

18.

Carlo, D.D.; Lee, L.P. Dynamic single-cell analysis for quantitative biology. Anal. Chem. 2006, 78, 7918-7925.
[CrossRef] [PubMed]

Nolan, J.P; Sklar, L.A. The emergence of flow cytometry for sensitive, real-time measurements of molecular
interactions. Nat. Biotechnol. 1998, 16, 633-638. [CrossRef] [PubMed]

Krutzik, O.P; Nolan, G.P. Fluorescent cell barcoding in flow cytometry allows high-throughput drug
screening and signaling profiling. Nat. Methods 2006, 3, 361-368. [CrossRef] [PubMed]

Cruz, I; Ciudad, J.; Cruz, J.J.; Ramos, M.; Gémez-Alonso, A.; Adansa, J.C.; Rodriguez, C.; Orfao, A.
Evaluation of multiparameter flow cytometry for the detection of breast cancer tumor cells in blood samples.
Am. ]. Clin. Pathol. 2005, 123, 66-74. [CrossRef] [PubMed]

Alunni-Fabbroni, M.; Sandri, M.T. Circulating tumour cells in clinical practice: Methods of detectionand
possible characterization. Methods 2010, 50, 289-297. [CrossRef] [PubMed]

Krivacic, R.T.; Ladanyi, A.; Curry, D.N.; Hsieh, H.B.; Kuhn, P.; Bergsrud, D.E.; Kepros, J.E; Barbera, T.;
Ho, M.Y,; Chen, L.B; et al. A rare-cell detector for cancer. Proc. Natl. Acad. Sci. USA 2004, 101, 10501-10504.
[CrossRef] [PubMed]

Kahn, H.J.; Presta, A.; Yang, L.Y,; Blondal, J.; Trudeau, M.; Lickley, L.; Holloway, C.; McCready, D.R;
Maclean, D.; Marks, A. Enumeration of circulating tumor cells in the blood of breast cancer patients after
filtration enrichment: Correlation with disease stage. Breast Cancer Res. Treat. 2004, 86, 237-247. [CrossRef]
[PubMed]

Nagrath, S.; Sequist, L.V.; Maheswaran, S.; Bell, D.W,; Irimial, D.; Ulkus, L.; Smith, M.R.; Kwak, E.L.;
Digumarthy, S.; Muzikansky, A.; et al. Isolation of rare circulating tumour cells in cancer patients by
microchip technology. Nature 2007, 11, 1235-1239. [CrossRef] [PubMed]

Adams, A.A ; Okagbare, P1; Feng, J.; Hupert, M.L.; Patterson, D.; Gottert, J.; McCarley, R.L.; Nikitopoulos, D.;
Murphy, M.C.; Soper, S.A. Highly efficient circulating tumor cell isolation from whole blood and label-free
enumeration using polymer-based microfluidics with an integrated conductivity sensor. J. Am. Chem. Soc.
2008, 130, 8633-8641. [CrossRef] [PubMed]

Hosokawa, M.; Hayata, T.; Fukuda, Y.; Arakaki, A.; Yoshino, T.; Tanaka, T.; Matsunaga, T. Size-selective
microcavity array for rapid and efficient detection of circulating tumor cells. Anal. Chem. 2010, 82, 6629-6635.
[CrossRef] [PubMed]

Anderson, D.G.; Levenberg, S.; Langer, R. Nanoliter-scale synthesis of arrayed biomaterials and application
to human embryonic stem cells. Nat. Biotechnol. 2004, 22, 863-866. [CrossRef] [PubMed]

Akagi, Y.; Sathuluri, R.R.; Morita, Y.; Tamiya, E. Optimization of fluorescent cell-based assays for
high-throughput analysis using microchamber array chip formats. Sci. Technol. Adv. Mater. 2004, 5,
343-349. [CrossRef]

Yamahira, S.; Yamaguchi, S.; Kawahara, M.; Nagamune, T. Collagen surfaces modified with photo-cleavable
polyethylene glycol-lipid support versatile single-cell arrays of both non-adherent and adherent cells.
Macromol. Biosci. 2014, 14, 1670-1676. [CrossRef] [PubMed]

Yamamura, S.; Kishi, H.; Tokimitsu, Y.; Kondo, S.; Honda, R.; Sathuluri, R.R.; Omori, M.; Tamiya, E.;
Muraguchi, A. Single-cell microarra.y chip for analyzing cellular responses. Anal. Chem. 2005, 77, 8050-8056.
[CrossRef] [PubMed]

Jin, A.; Ozawa, T,; Tajiri, K,; Obata, T.; Kondo, S.; Kinoshita, K.; Kadowaki, S.; Takahashi, K.; Sugiyama, T.;
Kishi, H.; Muraguchi, A. A rapid and efficient single-cell manipulation method for screening antigen-specific
antibody-secreting cells from human peripheral blood. Nat. Med. 2009, 15, 1088-1092. [CrossRef] [PubMed]
Wheeler, A.R.; Throndset, WR.; Whelan, R.J.; Leach, A.M.; Zare, R.N.; Liaor, Y.H.; Farrell, K.; Manger, I.D.;
Daridon, A. Microfluidic device for single-cell analysis. Anal. Chem. 2003, 75, 3581-3586. [CrossRef]
[PubMed]

Huang, WH.; Cheng, W.; Zhang, Z.; Pang, D.W.; Cheng, ] K.; Cui, D.E. Transport, location, and quantal
release monitoring of single cells on a microfluidic device. Anal. Chem. 2004, 76, 483-488. [CrossRef]
[PubMed]

Peng, X.Y,; Li, PC.H. A three-dimensional flow control concept for single-cell experiments on a microchip.
1. Cell selection, cell retention, cell culture, cell balancing, and cell scanning. Anal. Chem. 2004, 76, 5273-5281.
[CrossRef] [PubMed]


http://dx.doi.org/10.1021/ac069490p
http://www.ncbi.nlm.nih.gov/pubmed/17186633
http://dx.doi.org/10.1038/nbt0798-633
http://www.ncbi.nlm.nih.gov/pubmed/9661195
http://dx.doi.org/10.1038/nmeth872
http://www.ncbi.nlm.nih.gov/pubmed/16628206
http://dx.doi.org/10.1309/WP3QWKVJFYDHHXQD
http://www.ncbi.nlm.nih.gov/pubmed/15762281
http://dx.doi.org/10.1016/j.ymeth.2010.01.027
http://www.ncbi.nlm.nih.gov/pubmed/20116432
http://dx.doi.org/10.1073/pnas.0404036101
http://www.ncbi.nlm.nih.gov/pubmed/15249663
http://dx.doi.org/10.1023/B:BREA.0000036897.92513.72
http://www.ncbi.nlm.nih.gov/pubmed/15567940
http://dx.doi.org/10.1038/nature06385
http://www.ncbi.nlm.nih.gov/pubmed/18097410
http://dx.doi.org/10.1021/ja8015022
http://www.ncbi.nlm.nih.gov/pubmed/18557614
http://dx.doi.org/10.1021/ac101222x
http://www.ncbi.nlm.nih.gov/pubmed/20583799
http://dx.doi.org/10.1038/nbt981
http://www.ncbi.nlm.nih.gov/pubmed/15195101
http://dx.doi.org/10.1016/j.stam.2004.01.011
http://dx.doi.org/10.1002/mabi.201400312
http://www.ncbi.nlm.nih.gov/pubmed/25195937
http://dx.doi.org/10.1021/ac0515632
http://www.ncbi.nlm.nih.gov/pubmed/16351155
http://dx.doi.org/10.1038/nm.1966
http://www.ncbi.nlm.nih.gov/pubmed/19684583
http://dx.doi.org/10.1021/ac0340758
http://www.ncbi.nlm.nih.gov/pubmed/14570213
http://dx.doi.org/10.1021/ac035026y
http://www.ncbi.nlm.nih.gov/pubmed/14719902
http://dx.doi.org/10.1021/ac049384s
http://www.ncbi.nlm.nih.gov/pubmed/15362883

Sensors 2017, 17,2410 11 of 11

19. Li, X,; Li, PC. Microfluidic selection and retention of a single cardiac myocyte, on-chip dye loading,
cell contraction by chemical stimulation, and quantitative fluorescent analysis of intracellular calcium.
Anal. Chem. 2005, 77, 4315-4322. [CrossRef] [PubMed]

20. Ino, K.; Okochi, M.; Honda, H. Application of Magnetic Force-Based Cell Patterning for Controlling Cell-Cell
Interactions in Angiogenesis. Biotechnol. Bioeng. 2009, 102, 882-890. [CrossRef] [PubMed]

@ © 2017 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
@ article distributed under the terms and conditions of the Creative Commons Attribution

(CC BY) license (http:/ /creativecommons.org/licenses/by/4.0/).



http://dx.doi.org/10.1021/ac048240a
http://www.ncbi.nlm.nih.gov/pubmed/16013841
http://dx.doi.org/10.1002/bit.22104
http://www.ncbi.nlm.nih.gov/pubmed/18821635
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Materials and Methods 
	Construction of a Single-Cell Microarray Chip 
	Chip Surface Treatment and Characterization 
	Cell Culture and Preparation 
	Single-Cell Separation and Analysis 
	Single-Cell Retrieval 

	Results and Discussion 
	Separation of Different Types of Single Cancer Cells on a Single-Cell Microarray Chip 
	Identification of Different Types of Cancer Cells on a Single-Cell Microarray Chip 
	Retrieval of Different Types of Single Cancer Cells 

	Conclusions 

