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Abstract: A microfluidic device capable of precise chemical control is helpful to mimic tumor
microenvironments in vitro, which are closely associated with malignant progression, including
metastasis. Cancer cells under a concentration gradient of oxygen and other sustenance materials
inside a tumor in vivo have recently been reported to increase the probability of metastasis.
The influence of glucose concentration on cancer cells has not been measured well, whereas that of
oxygen concentration has been thoroughly examined using microfluidic devices. This is because
glucose concentrations can be controlled using microfluidic concentration gradient generators, which
trade off temporal stability of the glucose concentration and shear stress on the cells; by contrast,
oxygen concentration can be easily controlled without microfluidic device-induced shear stresses.
To study cell division and migration responses as a function of glucose concentration, we developed
a microfluidic device to observe cell behaviors under various chemical conditions. The device has
small-cross-section microchannels for generating a concentration gradient and a large-cross-section
chamber for cell culture. With this design, the device can achieve both a cell culture with sufficiently
low shear stress on cell activity and a stable glucose concentration gradient. Experiments revealed
that a low glucose concentration increased the total migration length of HeLa cells and that HeLa
cells under a glucose concentration gradient exhibit random motion rather than chemotaxis.

Keywords: microfluidic gradient generator; perfusion culture; glucose concentration; cancer metastasis

1. Introduction

Understanding cancer cell metastasis is important because the survival rate of patients with
metastasis is drastically lower than that of patients without metastasis in almost all cancers.
The biochemical and genetic mechanisms of cancer metastasis have been widely studied both in vitro
and in vivo [1–3]. In the initial step of the metastatic process, cancer cells gain higher migration
capabilities [4,5] by losing adhesion to neighboring cells through epithelial-mesenchymal transitions
which are induced by multiple mechanisms including a hypoxic environment [6–10]. Tumors have
low oxygen concentrations owing to their abnormal structure and distribution of tumor blood vessels,
through which sustenance such as oxygen and glucose are supplied [11]. Because of their high
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migration capability, cancer cells can reach and enter blood vessels, circulate throughout the body
via the bloodstream, and migrate to other organs, resulting in metastasis [12]. The behavior of cancer
cells under low oxygen concentrations has been actively studied; hypoxic cancer cells have been
found to be epigenetically changed, contributing to their high migration capability [13] and induction
of angiogenesis [14]. In addition to oxygen, glucose may also be a crucial factor for cancer cell
metastasis [15–17], because glucose concentration is also low in chronic hypoxic regions in tumors.
However, the influence of low glucose concentration on the metastatic activity of cancer cells is not
fully understood.

To study the influence of glucose concentration on cancer metastasis, the mechanism at the cellular
levels should be studied. To this end, in vitro approaches such as microscale visualization, reaction
to chemical input, and gene manipulation are useful. However, results of in vitro studies sometimes
correlate poorly with those of in vivo studies because the surrounding cellular environments are quite
different. For example, sustenance concentration varies gradually over tumor regions. Considering
that sustenance is exhausted at 2 × 102 µm from the blood vessels [15,16] and that the blood glucose
level of healthy adults is 50–180 mg/dL [18], the glucose concentration gradient is 1 × 10−2 to
5 × 10−2 mM/µm. In contrast, sustenance concentration around cancer cells in conventional in vitro
experiments is uniform. This is because the experimental conditions can be controlled only through
techniques such as pipetting chemical solutions into the culture dishes and gas exchange in incubators.
Therefore, the culture conditions in vitro differ widely from those inside tumors. To accurately
reproduce the behavior of cancer cells in tumors, the cancer cell culturing conditions must be similar
to those in tumors. In this regard, microfluidic technologies are promising because they enable
precise control over the conditions surrounding cancer cells [19–21]; the advantages of microfluidic
devices are precise fluidic delivery, scalability, and cell manipulation [22,23]. Using these advantages
of microfluidic devices, the influence of oxygen concentration on cancer cells has been precisely
studied [19,24,25]. However, the influence of the glucose concentration on cancer cells has not been
thoroughly studied. Unlike the oxygen concentration gradient, which can be controlled by adjusting
the flow rate of oxygen and nitrogen gases, glucose concentration gradient can be controlled by
adjusting the flow of high- and low-concentration glucose media. When the glucose media are
directly introduced into a cell culture chamber, the glucose concentration gradient can be controlled
by changing the flow rate of the glucose media, which in turn affects the shear stress on cells and
thus changes the condition of the cancer cells. When the high- and low-concentration glucose media
are separated using hydrogel walls and a cell culture chamber, a glucose concentration gradient is
generated through diffusion without shear stress. However, spatially and temporally controlling the
glucose concentration gradient [26] using this method is difficult.

To understand the influence of glucose concentration, we generated glucose concentration
conditions that are similar to those inside a tumor by using a conventional network concentration
gradient generator capable of direct introduction of high- and low-concentration glucose media.
Using the concentration gradient generator, the temporal stability of the concentration gradient
depends on the flow rate, while the flow rate affects cellular activities because of shear stress. In cellular
activity such as division and migration, shear stress and change of the chemical composition should
be kept stable and low, respectively. Therefore, a balance between the applied shear stress and the
temporal stability of the concentration gradient is important. We achieved this balance between the
applied shear stress and the temporal stability of the concentration gradient and observed the division
and chemotaxis migration of cancer cells in solutions with uniform glucose concentrations and glucose
concentration gradients.
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2. Materials and Methods

2.1. Device

2.1.1. Device Concept

The microfluidic device is composed of two components: (1) a concentration gradient generator [27]
and (2) a cell culture microchamber (Figure 1). The concentration gradient is generated using two culture
media with high and low glucose concentrations. Media with different glucose concentrations are
generated downstream and then flow into the cell culture microchamber. The following trade-off must
be considered when using the microfluidic device: the concentration gradient temporally fluctuates
because of trivial noises in the flow velocities of the input media. To neglect these fluctuations,
media with high flow velocities should be used to ensure a temporarily stable gradient. However,
such high-velocity media apply high shear stress on the cancer cells, resulting in poor culture conditions.
Considering this trade-off, we designed a microfluidic device with small-cross-section microchannels
for generating a glucose concentration gradient and a large-cross-section chamber that functions as the
cell culture chamber.
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Figure 1. Schematic of the microfluidic device for investigating cell migration inside a tumor. High- and
low-concentration glucose culture media were introduced into the concentration gradient generator,
thus creating a glucose concentration gradient. Subsequently, behaviors of the cancer cells were
observed inside the cell culture microchamber.

2.1.2. Fabrication Process

The microfluidic device was fabricated through soft lithography [28] by using a microfabricated
mold with two thicknesses [29], as depicted in Figure 2: (a) a silicon wafer was cleaned using
acetone and ethanol in an ultrasonic bath for 10 min; (b) a 50-µm-thick SU-8 (SU-8 3050, Microchem,
Westborough, MA, USA) was spin-coated and patterned on the wafer; (c) similarly, a 200-µm-thick
SU-8 (SU-8 2150, Microchem, Westborough, MA, USA) was spin-coated and patterned on the same
wafer. The SU-8 structure was exposed to CHF3 plasma to easily detach polydimethylsiloxane (PDMS,
Silpot 184 W/C, Dow Corning, Midland, MI, USA) from the mold; (d) PDMS (a mixture of PDMS
elastomer and cross-linker at a weight ratio of 10:1) was poured onto the mold and baked at 80 ◦C for
80 min. The microstructures of the mold were transferred to the PDMS replica; (e) the PDMS replica
was peeled off; (f) the PDMS replica and a glass wafer were exposed to oxygen plasma for 10 s and
bonded at 100 ◦C for 1 h.

2.1.3. Temporal Stability of the Glucose Concentration Gradient

The microfluidic concentration gradient generator is composed of symmetrically aligned
microchannels with zigzag structures (Figure 3a). By ensuring a symmetric flow, media with high and
low glucose concentrations generate media with high, average, and low glucose concentrations in the
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lower course of the microchannels. At the downstream microchannels, the aforementioned process is
repeated, generating a glucose concentration gradient. Figure 3b shows the fabricated microfluidic
concentration gradient generator (filled with red-dyed solution for visibility).
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Figure 2. Fabrication of the microfluidic device. (a) Wafer cleaning with acetone and ethanol in
an ultrasonic bath; (b) SU-8 patterning for the mold of the microchannels; (c) SU-8 patterning for the
mold of the microchamber; (d) Polydimethylsiloxane (PDMS) curing; (e) Peeling off the PDMS replica
from the mold; (f) Bonding the PDMS replica and a glass substrate.
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Figure 3. Microfluidic concentration gradient generator. (a) Device design. The gradient generator
produces 5 different glucose solutions downstream. The microchannels are defined as Ch. 1–5;
(b) Fabricated device filled with red-dyed solution.

Our preliminary experiments revealed that high flow velocities in the microchannels are essential
to generate a stable concentration gradient. At a velocity of 1.5 mm/s, the position of the interface
of the high- and low-concentration glucose solutions inside the microchannel fluctuated by up to
32 µm (Figure 4a), whereas at 100 mm/s, this fluctuation was restricted to 7 µm (Figure 4b), which was
small enough to generate a stable concentration gradient. Accordingly, the microchannel dimensions
required to generate a flow velocity of 10 mm/s at a flow rate of 1.5 µL/min were determined to be
50 µm (height) × 50 µm (width).
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Solutions with glucose concentration gradients can be obtained when dyed and non-dyed
solutions are introduced from the two inlets of the gradient generator (Figure 5). We measured
the concentration of the dye (Nile red, Wako Pure Chemical Industry, Osaka, Japan) instead of that
of glucose because according to the Einstein–Stokes equation, the diffusion coefficient of the dye in
ethanol at 63 ◦C (7.65 × 10−10 m2/s) is close to that of glucose in water at 37 ◦C (7.62 × 10−10 m2/s):

D = kBT/6πηr (1)

where D is the diffusion coefficient, kB is the Boltzmann constant, T is the temperature, η is the
viscosity, and r is the radius of the molecular particle, which is deduced from the molecular weight [30].
Dye concentration is proportional to the brightness of the solution (Figure S1); hence, the relative
dye concentrations in the microchannels can be calculated from the brightness of the solution.
Solution brightness in microchannels 1–5 was 175.9, 190.8, 205.7, 221.6, and 233.4, respectively.
The concentrations of the high- and low-concentration glucose solutions used in the experiment
were set at 25.7 and 0.7 mM, respectively. Accordingly, glucose concentrations in microchannels 1–5
were determined to be 25.7, 19.2, 12.7, 5.8, and 0.7 mM, respectively. Furthermore, the stability of the
concentrations was analyzed using red-dyed and non-dyed diluted solutions (Figure 6). The standard
deviations of the brightness of all solutions over a period of 24 h were less than 3.9, corresponding to
0.7 mM in concentration.
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2.1.4. Shear Stress inside the Cell Culture Microchamber

Two types of cell culture microchambers were designed: discrete type (for investigating
cellular behaviors in media with uniform glucose concentrations) and united type (for investigating
cellular behaviors in media with a glucose concentration gradient). Higher flow velocities in the
concentration gradient generator ensure a more stable concentration gradient; however, in the cell
culture microchamber, high velocities hamper cell growth because of the shear stress induced on the
cells. This shear stress can be calculated using the following equation:

τ = 6µQ/bh2 (2)

where τ is the shear stress, µ is the viscosity of the solution, Q is the flow rate, and b and h are the width
and height of the microchamber, respectively [31]. A shear stress of up to 2.8 mPa, which corresponds
to a flow rate of 5 µL/min in our experimental setting (Figure 7), does not affect cellular activities
such as proliferation [32]. However, the number of HeLa cells at a flow rate of 5 µL/min decreased
with time. At 3 µL/min, the cell growth rate was still appreciably smaller than that in the case
without flow. The cell growth rate at 1.5 µL/min was almost the same as that under a shear stress
of 0.8 mPa. Furthermore, the flow rate is consistent with the interstitial flow rate on an order of
0.1 µm/s [33], considering the resistance between the channel wall and the solution reduce the velocity
to approximately one tenth. Hence, the dimensions of the two microchambers were such that they
limited the maximum shear stress acting on the cells to 1 mPa, which is sufficiently low to allow for
cell growth.
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Discrete Cell Culture Microchamber

The dimensions of the discrete cell culture microchamber were 2 mm (length) × 4 mm (width)
× 170 µm (height) (Figure 8a), which limited the shear stress in the microchamber to 0.68 mPa.
Three serially connected microchambers were positioned in parallel.

United Cell Culture Microchamber

The dimensions of the united cell culture microchamber were 3 mm (length) × 3 mm (width)
× 480 µm (height) (Figure 8b), which limited the shear stress in the microchamber to 0.23 mPa.
The cell culture microchamber was connected to a concentration gradient generator, resulting in the
generation of a concentration gradient (Figure 9a); the width of the region over which the glucose
concentration changed from low to high was 1800 µm and the resulting slope of the gradient was
1.39 × 10−2 mM/µm. Figure 9b,c presents the map of the concentration gradient and the quantitative
changes in the gradient from upstream to downstream, respectively. Five solutions with different
glucose concentrations were introduced to the cell culture microchamber. Initially, the distribution of
the glucose concentration at the upstream edge of the microchamber was steep and crooked, but it
gradually became smooth at the middle and downstream edge. The stability of the concentration
gradient was analyzed at the downstream section of the united cell culture microchamber by using
red-dyed and transparent diluted solution (Figure 10a). The downstream section was divided into
five subsections (A1–A5), and the average concentration in each area was plotted (Figure 10b).
The standard deviations of the brightness of all solutions over a period of 24 h were less than 5.7,
corresponding to 1.0 mM in concentration.
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(a) Concentration gradation of the red-dyed solution in the cell culture microchamber; (b) Stability of
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2.1.5. Microfluidic Device to Study Cell Behavior

Figure 11 shows the microfluidic device fabricated to study the cell behavior. The device
consists of the microfluidic concentration gradient generator with a small-cross-section and the cell
culture microchamber with a large cross-section. It achieves both a stable concentration gradient and
a stress-free cell culture environment. Cell behavior in the microchamber can be observed in solutions
with different glucose concentrations.
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2.2. Experimental Setup

The microfluidic device was placed in a homemade incubation box (Figure 12) in which
the gases, solutions, temperature, and humidity could be controlled. A syringe pump (KD-200,
KD scientific, Holliston, MA, USA) was connected to the microfluidic device for introducing the
solutions. The solution flowed into the microfluidic device at approximately 1.5 µL/min. A gas line
(Air:CO2 = 100:6) maintained the CO2 concentration at 5.2%, which is appropriate for cell culture.
Using a heater and a thermocouple, the temperature was maintained at 37 ◦C. Humidity was
maintained at >80% to mimic the conditions inside a typical CO2 incubator. Cell behaviors under
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these conditions were observed using an inverted optical microscope (IX-73, Olympus, Tokyo, Japan).
The positions of migrating cells were recorded every hour by time lapse imaging using a charge coupled
device (CCD) camera (STC-TC202USB-AS, SENTECH, Kanagawa, Japan), and subsequently relative
positions of the cells with respect to steady points in the images were analyzed using a software Tracker
(comPADRE, Aptos, CA, USA). This process was performed on all images to obtain the trajectories of
cells for 24 h.
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2.2.1. Preparation of Cell Suspensions

The HeLa cell line, which were obtained from ATCC (Manassas, VA, USA), is one of the most
widely used human cell lines derived from human cervical cancer cells. HeLa cells were cultured
with Dulbecco’s Modified Eagle Medium (DMEM, D-MEM with L-glutamine, phenol red, and sodium
pyruvate; Wako Pure Chemical Industry, Osaka, Japan) containing fetal bovine serum (FBS, regular;
Corning) inactivated at 56 ◦C for 30 min, penicillin, and streptomycin (PS, Penicillin-Streptomycin
solution 100X, Wako) in the following proportion: 10% FBS, 100 unit/mL penicillin, and 100 mg/mL
streptomycin. We prepared DMEM containing a high glucose concentration (25 mM) and no glucose,
and the FBS contained 7.2 mM of glucose. Therefore, the final glucose concentrations of the high- and
low-concentration glucose media were 25.7 and 0.7 mM, respectively. The cells were maintained in the
culture medium containing high glucose (25.7 mM). The doubling time of the HeLa cells cultured with
the medium containing high glucose was almost 1 day at 37 ◦C, 5% CO2 concentration, and sufficiently
high humidity. After sufficient cultivation, the HeLa cells were retrieved using trypsin solution,
collected by centrifugation, and diluted using DMEM, resulting in a suspension with a cell density of
1 × 105 to 1 × 106 cells/mL.

2.2.2. Experimental Conditions

The microfluidic device was sterilized at 127 ◦C and 500 kPa for 30 min using an autoclave.
A collagen solution (Cellmatrix Type IC, Nitta Gelatin, Osaka, Japan), diluted with dilute hydrochloric
acid (HCl) in the ratio 1/10, was introduced into the microchamber at 5 µL/min and was dried on the
clean bench for 12 h to cover the surface of the microchamber with the collagen. The microchannels and
the microchamber were filled with phosphate buffer solution (PBS, Wako) and exposed to ultraviolet
(UV) light for 30 min. Subsequently, the channels and the chamber were washed with PBS at 5 µL/min
until the extra collagen and contaminants were removed. The microfluidic device was filled with
the high glucose DMEM at 10 µL/min to sufficiently wash the microchambers. The prepared cell
suspension was then introduced into the microchambers. The microfluidic device was placed inside
the incubation box maintained at 37 ◦C, 5% CO2 concentration, and sufficiently high humidity.
The cells inside the microfluidic device had strong adhesion in the high glucose medium 12 h after cell
introduction. The high- and low-concentration glucose DMEMs were introduced from the two inlets
at 1.5 µL/min to generate the glucose concentration gradient inside the microchambers. To analyze
cell migration and mobility of the HeLa cells, the initial (origin) and final positions of the HeLa cells
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were traced under each condition over a period of 24 h (Figure 13a,b) in order to determine their travel
distance (i.e., distance between the origin and the final position) and total migration length (i.e., length
of trajectory of cell migration) (Figure 13c). Furthermore, we introduced indicators to describe the
directionality (i.e., ratio of net cell displacement to total migration length) and chemotactic index
(CI, i.e., ratio of travel displacement toward the gradient and total migration length). For the ease of
analysis of the cell migration and mobility, we focus on the cells without cell division.
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3. Results

3.1. Growth Rate and Motion of HeLa Cells under Different Glucose Concentrations

By using the microfluidic device with the discrete cell culture microchamber, HeLa cells were
introduced into the separated microchambers and cultured by perfusing DMEMs of different glucose
concentrations: 25.7, 19.2, 12.7, 5.8, and 0.7 mM. The flow rate in the microchamber was 1.5 µL/min,
and the corresponding applied shear stress was 0.23 mPa. The HeLa cells were cultured in a solution
with uniform glucose concentration for 72 h. The HeLa cells divided and the number increased
from that at the initial state (Figure 14a), to those at 24 h (Figure 14b), 48 h (Figure 14c), and 72 h
(Figure 14d). At concentrations of 5.8–25.7 mM, the number of the HeLa cells cultured increased 3.0- to
3.4-fold (n > 200 at the initial condition under each glucose concentration) relative to the initial number,
whereas at 0.7 mM, the number of cells increased by a factor of 2.6 (n = 520 at the initial condition)
(Figure 15).
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Figure 15. Growth rate of HeLa cells in discrete cell culture microchambers (n = 3); * p < 0.05 (t-test) in
0.7 mM.

The mobility of the HeLa cells grown in 0.7 (n = 30) and 25.7 mM (n = 103) glucose measured over
a period of 24 h exhibited different growth rates. The cells were uniformly distributed. According
to the trajectories of all cells and the histogram of the total migration distance at each concentration,
HeLa cells cultured in 0.7 mM glucose randomly travelled farther than did those in 25.7 mM glucose
(Figure 16a,b). The total migration lengths of HeLa cells cultured in 0.7 and 25.7 mM glucose were 441
and 201 µm, respectively (Figure 16c). The deviation and distance from the origin of cells cultured in
0.7 mM glucose were larger than those cultured in 25.7 mM glucose (Figure 16d), assuming that the
origin of all cells was the same. The average distance covered by the HeLa cells cultured in 0.7 and
25.7 mM glucose was 162 and 66 µm, respectively. The directionalities of the two groups of HeLa cells
did not differ (Figure 16e). These results suggest that a low glucose concentration reduces the growth
rate but increases the mobility of the HeLa cells. This may be because the deprivation of glucose causes
the regulation of proliferation of the cells, because glucose serves as a precursor for DNA synthesis
and ATP generation [34].
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3.2. Motion of HeLa Cells under Uniform and Gradient Low Glucose Concentrations

The aforementioned results reveal the differences in the migration behavior of HeLa cells grown in
glucose solutions with high and low concentrations. On the basis of these results, we hypothesize that
HeLa cells migrate from regions of low glucose concentration to those of high concentrations. To test
the hypothesis, we compared the behaviors of 30 HeLa cells grown in 0.7 mM glucose concentration
and in a glucose solution with a concentration gradient of 1.6 to 7.9 mM by using the microfluidic
device with the united cell culture microchamber over a period of 24 h. The trajectories and the
histogram of the total migration distance of both groups of cells indicated that both groups of cells
moved randomly (Figure 17a). Total migration lengths of the two groups differed non-significantly
(Figure 17b), but the average total migration distances were similar (441 and 364 µm; Figure 17c).
The positions of both groups of cells 24 h after the experiment began were randomly distributed
(Figure 17a), indicating the lack of directional migration in both investigated cases. The deviations
and distances from the origins in both cases were almost the same (Figure 17d,e). The average travel
distance of the HeLa cells grown in the 0.7 mM glucose concentration and in the low glucose range
(1.6–4.8 mM) was 162 and 122 µm, respectively (Figure 17d), whereas the corresponding directionalities
did not differ (Figure 17e). Furthermore, we analyzed in detail the chemotactic migration of HeLa cells
under the glucose gradient in terms of the direction ratio, CI, and speed. HeLa cells were classified
into two groups on the basis of their directionality: those moving toward the high-concentration
region (i.e., cells with positive CIs) and those moving away from the high-concentration region
(i.e., cells with negative CIs); 60% and 40% of the HeLa cells had positive and negative CIs, respectively
(Figure 18a). The CI of all HeLa cells was 0.040, whereas that for cells that moved toward and away
from the high-concentration region were 0.23 and −0.25, respectively (Figure 18b). Th migration
speeds of the cells with positive and negative CIs were 0.27 and 0.22 µm/min, respectively (Figure 18c),
which were quite close to the speeds of HeLa cells grown under low glucose concentrations. Additional
experiments showed that HeLa cells randomly migrated even in glucose solutions with concentration
gradients that were twice as steep in the experiment, where the width of the transition from
low (0.7 mM) to high (25.7 mM) concentration was 900 µm, resulting in a concentration gradient
of 2.78 × 10−2 mM/µm, which is comparable to the glucose concentrations in the human body.
These results suggest that HeLa cells grown in a glucose solution with a concentration gradient exhibit
random motion rather than chemotaxis. We need further study of cell migration responding to glucose
because a mechanism of glucose-induced cellular mobility seems to depend on cell types [35,36].
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for cells that moved toward and away from the high-concentration region were 0.23 and −0.25, 
respectively (Figure 18b). The migration speeds of the cells with positive and negative CIs were 0.27 
and 0.22 μm/min, respectively (Figure 18c), which were quite close to the speeds of HeLa cells 
grown under low glucose concentrations. Additional experiments showed that HeLa cells randomly 
migrated even in glucose solutions with concentration gradients that were twice as steep in the 
experiment, where the width of the transition from low (0.7 mM) to high (25.7 mM) concentration 
was 900 μm, resulting in a concentration gradient of 2.78 × 10−2 mM/μm, which is comparable to the 
glucose concentrations in the human body. These results suggest that HeLa cells grown in a glucose 
solution with a concentration gradient exhibit random motion rather than chemotaxis. We need 
further study of cell migration responding to glucose because a mechanism of glucose-induced 
cellular mobility seems to depend on cell types [35,36]. 
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period of 24 h. (a) Trajectories of HeLa cells; (b) Histogram of the total migration length; (c) Average 
total migration length; (d) Travel distance from the origin; (e) Directionality of HeLa cells along the 
y-axis. * p < 0.01 (t-test). 

Figure 17. Mobility of HeLa cells in uniform and low gradient concentrations of glucose over a period
of 24 h. (a) Trajectories of HeLa cells; (b) Histogram of the total migration length; (c) Average total
migration length; (d) Travel distance from the origin; (e) Directionality of HeLa cells along the y-axis.
* p < 0.01 (t-test).
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4. Conclusions 

We developed a microfluidic device with narrow channels and a wide cell culture chamber to 
achieve a favorable balance between the stability of the glucose gradient and the shear stress on the 
cells and studied the behavior of cells grown in different glucose concentrations. HeLa cells 
exhibited increased mobility at low glucose concentrations and maintained random motion even in 
solutions with a glucose concentration gradient. The developed device can precisely modify the 
chemical conditions and is valuable in studying the chemotaxis response of cancer cells to different 
glucose concentrations. Through a combination of global analysis of genes and proteins related to 
the cell behaviors reported in this paper, we may be able to reveal the regulatory mechanisms of 
cancer cell migration, leading to a more comprehensive understanding of cancer metastasis. 
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4. Conclusions

We developed a microfluidic device with narrow channels and a wide cell culture chamber to
achieve a favorable balance between the stability of the glucose gradient and the shear stress on the
cells and studied the behavior of cells grown in different glucose concentrations. HeLa cells exhibited
increased mobility at low glucose concentrations and maintained random motion even in solutions
with a glucose concentration gradient. The developed device can precisely modify the chemical
conditions and is valuable in studying the chemotaxis response of cancer cells to different glucose
concentrations. Through a combination of global analysis of genes and proteins related to the cell
behaviors reported in this paper, we may be able to reveal the regulatory mechanisms of cancer cell
migration, leading to a more comprehensive understanding of cancer metastasis.

Supplementary Materials: The following supplementary materials are available online at www.mdpi.com/2072-
666X/7/9/155/s1, Figure S1: Calibration between dye concentration and brightness.

Acknowledgments: This work was supported by the Planting Seeds for Research program of the Tokyo Institute
of Technology and JSPS KAKENHI Grant Number 16H02320.

Author Contributions: T.I., T.S., N.O., and S.T. conceived, designed, and performed the experiments; T.I., T.K.,
and S.K.-K. analyzed the data; T.I. and T.O. wrote the paper; T.O. supervised the research.

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

References

1. Weigelt, B.; Peterse, J.L.; Van’t Veer, L.J. Breast cancer metastasis: Markers and models. Nat. Rev. Cancer 2005,
5, 591–595. [CrossRef] [PubMed]

2. Kakinuma, T.; Hwang, S.T. Chemokines, chemokine receptors, and cancer metastasis. J. Leukoc. Biol. 2006,
79, 639–651. [CrossRef] [PubMed]

3. Saxena, M.; Christofori, G. Rebuilding cancer metastasis in the mouse. Mol. Oncol. 2013, 7, 283–296.
[CrossRef] [PubMed]

4. Peinado, H.; Portillo, F.; Cano, A. Transcriptional regulation of cadherins during development and
carcinogenesis. Int. J. Dev. Biol. 2004, 48, 365–375. [CrossRef] [PubMed]

5. Pasquier, J.; Kaoud, N.A.; Thani, H.A.; Rafii, A. Epithelial to mesenchymal transition in a clinical perspective.
J. Oncol. 2015, 2015, 792182. [CrossRef] [PubMed]

www.mdpi.com/2072-666X/7/9/155/s1
www.mdpi.com/2072-666X/7/9/155/s1
http://dx.doi.org/10.1038/nrc1670
http://www.ncbi.nlm.nih.gov/pubmed/16056258
http://dx.doi.org/10.1189/jlb.1105633
http://www.ncbi.nlm.nih.gov/pubmed/16478915
http://dx.doi.org/10.1016/j.molonc.2013.02.009
http://www.ncbi.nlm.nih.gov/pubmed/23474222
http://dx.doi.org/10.1387/ijdb.041794hp
http://www.ncbi.nlm.nih.gov/pubmed/15349812
http://dx.doi.org/10.1155/2015/792182
http://www.ncbi.nlm.nih.gov/pubmed/26425122


Micromachines 2016, 7, 155 14 of 15

6. Thiery, J.P.; Sleeman, J.P. Complex networks orchestrate epithelial-mesenchymal transitions. Nat. Rev. Mol.
Cell Biol. 2006, 7, 131–142. [CrossRef] [PubMed]

7. Burk, U.; Schubert, J.; Wellner, U.; Schmalhofer, O.; Vincan, E.; Spadema, S.; Brabletz, T. A reciprocal
repression between ZEB1 and member of the miR-200 family promotes EMT and invasion in cancer cell.
EMBO Rep. 2008, 9, 582–589. [CrossRef] [PubMed]

8. Yang, H.M.; Wu, M.Z.; Chiou, S.H.; Chen, P.M.; Chang, S.Y.; Liu, C.J.; Teng, S.C.; Wu, K.J. Direct regulation of
TWIST by HIF-1α promotes metastasis. Nat. Cell Biol. 2008, 10, 295–305. [CrossRef] [PubMed]

9. Chaudhury, A.; Hussey, G.S.; Ray, P.S.; Jin, G.; Fox, P.L.; Howe, P.H. TGF-β-mediated phosphorylation of
hnRNP E1 induces EMT via transcript-selective translational induction of Dab2 and ILEL. Nat. Cell Biol.
2010, 12, 286–293. [PubMed]

10. Matsuoka, J.; Yashiro, M.; Doi, Y.; Fuyuhiro, Y.; Kato, Y.; Shinto, O.; Noda, S.; Kashiwagi, S.; Aomatsu, N.;
Hirakawa, T.; et al. Hypoxia stimulates the EMT of gastric cancer cells through autocrine TGFβ signaling.
PLoS ONE 2013, 8, e63210. [CrossRef] [PubMed]

11. Vaupel, P.; Kallinowski, F.; Okunieff, P. Blood flow, oxygen and nutrient supply, and metabolic
microenvironment of human tumors: A review. Cancer Res. 1989, 49, 6449–6465. [PubMed]

12. Chaffer, C.L.; Weinberg, R.A. A perspective on cancer cell metastasis. Science 2011, 331, 1559–1564. [CrossRef]
[PubMed]

13. Krock, B.L.; Skuli, N.; Simon, M.C. Hypoxia-induced angiogenesis: Good and evil. Genes Cancer 2011, 2,
1117–1133. [CrossRef] [PubMed]

14. Chaudary, N.; Hill, R.P. Hypoxia and metastasis. Clin. Cancer Res. 2007, 13, 1947–1949. [CrossRef] [PubMed]
15. Yeom, C.J.; Goto, Y.; Zhu, Y.; Hiraoka, M.; Harada, H. Microenvironments and cellular characteristics in the

micro tumor cords of malignant solid tumors. Int. J. Mol. Sci. 2012, 13, 13949–13965. [CrossRef] [PubMed]
16. Carmona-Fontain, C.; Bucci, V.; Akkari, L.; Deforet, M.; Joyce, J.A.; Xavier, J.B. Emergence of spatial structure

in the tumor microenvironment due to the Warburg effect. Proc. Natl. Acad. Sci. USA 2013, 110, 19402–19407.
[CrossRef] [PubMed]

17. Birsoy, K.; Possemato, R.; Lorbeer, F.K.; Bayraktar, E.C.; Thiru, P.; Yucel, B.; Wang, T.; Chen, W.W.; Clish, C.B.;
Sabatini, D.M. Metabolic determinants of cancer cell sensitivity to glucose limitation and biguanides. Nature
2014, 508, 108–112. [CrossRef] [PubMed]

18. Daly, M.E.; Vale, C.; Walker, M.; Littlefield, A.; Alberti, K.G.; Mathers, J.C. Acute effects on insulin sensitivity
and diurnal metabolic profiles of a high-sucrose compared with a high-starch diet. Am. J. Clin. Nutr. 1998,
67, 1186–1196. [PubMed]

19. Funamoto, K.; Zervantonakis, I.K.; Lui, Y.; Ochs, C.J.; Kamm, R.D. A novel microfluidic platform for
high-resolution imaging of a three-dimensional cell culture under a controlled hypoxic environment. Lab Chip
2012, 12, 4855–4863. [CrossRef] [PubMed]

20. Saadi, W.; Wang, S.J.; Lin, F.; Jeon, N.L. A parallel-gradient microfluidic chamber for quantitative analysis of
breast cancer cell chemotaxis. Biomed. Microdevices 2006, 8, 109–118. [CrossRef] [PubMed]

21. Kim, B.J.; Wu, M. Microfluidics for Mammalian Cell Chemotaxis. Ann. Biomed. Eng. 2012, 40, 1316–1327.
[CrossRef] [PubMed]

22. Wang, Y.; Lin, W.-Y.; Liu, K.; Lin, R.J.; Selke, M.; Kolb, H.C.; Zhang, N.; Zhao, X.Z.; Phelps, M.E.;
Shen, C.K.; et al. An integrated microfluidic device for large-scale in situ click chemistry screening. Lab Chip
2009, 9, 2281–2285. [CrossRef] [PubMed]

23. Sia, S.K.; Whitesides, G.M. Microfluidic devices fabricated in Poly(dimethylsiloxane) for biological studies.
Electrophoresis 2003, 24, 3563–3576. [CrossRef] [PubMed]

24. Uchida, H.; Sato, A.; Miyayama, A.; Tsukada, K. Generation of an oxygen gradient in a microfluidic device
and cellular analysis in hypoxia. Adv. Biomed. Eng. 2013, 3, 143–149. [CrossRef]

25. Wang, L.; Liu, W.; Wang, Y.; Wang, J.-C.; Tu, Q.; Liu, R.; Wang, J. Construction of oxygen and chemical
concentration gradients in a single microfluidic device for studying tumor cell-drug interactions in a dynamic
hypoxia microenvironment. Lab Chip 2013, 13, 695–705. [CrossRef] [PubMed]

26. Choi, E.; Jun, I.; Chang, H.-K.; Park, K.M.; Shin, H.; Park, K.D.; Park, J. Quantitatively controlled in situ
formation of hydrogel membranes in microchannels for generation of stable chemical gradients. Lab Chip
2012, 12, 302–308. [CrossRef] [PubMed]

27. Jeon, N.L.; Dertinger, S.K.W.; Chiu, D.T.; Choi, I.S.; Stroock, A.D.; Whitesides, G.M. Generation of solution
and surface gradients using microfluidic systems. Langmuir 2000, 16, 8311–8316. [CrossRef]

http://dx.doi.org/10.1038/nrm1835
http://www.ncbi.nlm.nih.gov/pubmed/16493418
http://dx.doi.org/10.1038/embor.2008.74
http://www.ncbi.nlm.nih.gov/pubmed/18483486
http://dx.doi.org/10.1038/ncb1691
http://www.ncbi.nlm.nih.gov/pubmed/18297062
http://www.ncbi.nlm.nih.gov/pubmed/20154680
http://dx.doi.org/10.1371/journal.pone.0062310
http://www.ncbi.nlm.nih.gov/pubmed/23690936
http://www.ncbi.nlm.nih.gov/pubmed/2684393
http://dx.doi.org/10.1126/science.1203543
http://www.ncbi.nlm.nih.gov/pubmed/21436443
http://dx.doi.org/10.1177/1947601911423654
http://www.ncbi.nlm.nih.gov/pubmed/22866203
http://dx.doi.org/10.1158/1078-0432.CCR-06-2971
http://www.ncbi.nlm.nih.gov/pubmed/17404073
http://dx.doi.org/10.3390/ijms131113949
http://www.ncbi.nlm.nih.gov/pubmed/23203043
http://dx.doi.org/10.1073/pnas.1311939110
http://www.ncbi.nlm.nih.gov/pubmed/24218566
http://dx.doi.org/10.1038/nature13110
http://www.ncbi.nlm.nih.gov/pubmed/24670634
http://www.ncbi.nlm.nih.gov/pubmed/9625092
http://dx.doi.org/10.1039/c2lc40306d
http://www.ncbi.nlm.nih.gov/pubmed/23023115
http://dx.doi.org/10.1007/s10544-006-7706-6
http://www.ncbi.nlm.nih.gov/pubmed/16688570
http://dx.doi.org/10.1007/s10439-011-0489-9
http://www.ncbi.nlm.nih.gov/pubmed/22189490
http://dx.doi.org/10.1039/b907430a
http://www.ncbi.nlm.nih.gov/pubmed/19636457
http://dx.doi.org/10.1002/elps.200305584
http://www.ncbi.nlm.nih.gov/pubmed/14613181
http://dx.doi.org/10.14326/abe.2.143
http://dx.doi.org/10.1039/C2LC40661F
http://www.ncbi.nlm.nih.gov/pubmed/23254684
http://dx.doi.org/10.1039/C1LC20777F
http://www.ncbi.nlm.nih.gov/pubmed/22108911
http://dx.doi.org/10.1021/la000600b


Micromachines 2016, 7, 155 15 of 15

28. Xia, Y.; Whitesides, G.M. Soft lithography. Angew. Chem. Int. Ed. 1998, 37, 550–575. [CrossRef]
29. Mata, A.; Fleischman, A.J.; Roy, S. Fabrication of multi-layer SU-8 microstructures. J. Micromech. Microeng.

2006, 16, 276–284. [CrossRef]
30. Li, Z.; Wang, H. Drag force, diffusion coefficient, and electric mobility of small particles. I. Theory applicable

to the free-molecule regime. Phys. Rev. E 2003, 68, 061206. [CrossRef] [PubMed]
31. Deen, W.M. Analysis of Transport Phenomena; Oxford University Press: New York, NY, USA, 1998.
32. Inoue, M.; Okonogi, A.; Terao, K.; Takao, H.; Shimokawa, F.; Oohira, F.; Kotera, H.; Suzuki, T. Cell culture on

MEMS materials in microenvironment limited by a physical condition. IET Micro Nano Lett. 2012, 7, 725–728.
[CrossRef]

33. Mitchell, M.J.; King, M.R. Computational and experimental models of cancer cell response to fluid shear
stress. Front. Oncol. 2013, 3, 44. [CrossRef] [PubMed]

34. Singh, G.; Lakkis, C.L.; Laucirica, R.; Epner, D.E. Regulation of Prostate Cancer Cell Division by Glucose.
J. Cell. Physiol. 1999, 180, 431–438. [CrossRef]

35. Nakase, T.T.; Matsui, C.; Maeda, S.; Kawahara, S.; Takahashi, K. High Glucose Level Promotes Migration of
Breast Cancer Cells through Zinc and Its Transporters. PLoS ONE 2014, 9, e90136.

36. Hamuro, M.; Polan, J.; Natarajan, M.; Mohan, S. High glucose induced nuclear factor kappa B mediated
inhibition of endothelial cell migration. Artherosclerosis 2002, 162, 277–287. [CrossRef]

© 2016 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/10.1002/(SICI)1521-3773(19980316)37:5&lt;550::AID-ANIE550&gt;3.0.CO;2-G
http://dx.doi.org/10.1088/0960-1317/16/2/012
http://dx.doi.org/10.1103/PhysRevE.68.061206
http://www.ncbi.nlm.nih.gov/pubmed/14754191
http://dx.doi.org/10.1049/mnl.2012.0216
http://dx.doi.org/10.3389/fonc.2013.00044
http://www.ncbi.nlm.nih.gov/pubmed/23467856
http://dx.doi.org/10.1002/(SICI)1097-4652(199909)180:3&lt;431::AID-JCP14&gt;3.0.CO;2-O
http://dx.doi.org/10.1016/S0021-9150(01)00719-5
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Materials and Methods 
	Device 
	Device Concept 
	Fabrication Process 
	Temporal Stability of the Glucose Concentration Gradient 
	Shear Stress inside the Cell Culture Microchamber 
	Microfluidic Device to Study Cell Behavior 

	Experimental Setup 
	Preparation of Cell Suspensions 
	Experimental Conditions 


	Results 
	Growth Rate and Motion of HeLa Cells under Different Glucose Concentrations 
	Motion of HeLa Cells under Uniform and Gradient Low Glucose Concentrations 

	Conclusions 

