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Abstract: Three-dimensional (3D) cell cultures and organs-on-a-chip have been developed to con-
struct microenvironments that resemble the environment within the human body and to provide a
platform that enables clear observation and accurate assessments of cell behavior. However, direct
observation of transendothelial electrical resistance (TEER) has been challenging. To improve the
efficiency in monitoring the cell development in organs-on-a-chip, in this study, we designed and
integrated commercially available TEER measurement electrodes into an in vitro blood-brain barrier
(BBB)-on-chip system to quantify TEER variation. Moreover, a flowing culture medium was added to
the monolayered cells to simulate the promotion of continuous shear stress on cerebrovascular cells.
Compared with static 3D cell culture, the proposed BBB-on-chip integrated with electrodes could
measure TEER in a real-time manner over a long period. It also allowed cell growth angle measure-
ment, providing instant reports of cell growth information online. Overall, the results demonstrated
that the developed system can aid in the quantification of the continuous cell-pattern variations for
future studies in drug testing.

Keywords: transendothelial electrical resistance; TEER; in-situ monitoring; 3D cell culture

1. Introduction

The process of drug development comprises compound discovery, identification,
animal testing, and phase I–III clinical trials [1]. During this process, animal testing and
clinical trials consume most of the resources and time [2]. For example, central nervous
system disease models are usually set up in vivo because they require a functional blood-
brain barrier (BBB) to mimic the anatomical barriers in the brain [3]. However, as there
are genetic and physical variations between animals and humans, the observed preclinical
results may not be applied directly to humans, and this can hinder the subsequent clinical
trials [4]. Besides, animal husbandry requires considerable time and is of high costs [5].

Transwell® plates are often used to form in vitro organ-tissue models. A simplified
three-layer design allows multi-cell co-culture and provides a geographically accurate
arrangement. Nevertheless, the Transwell® plate cannot simulate the microenvironments
of endothelium which constitute capillaries (10–500 µm in diameter) with continuous
blood flow. Real organ tissue simulation remains a challenge [6]. In this regard, it is
important to develop a more biomimicry-based platform that can facilitate the exploration
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and understanding of drug penetration mechanisms and thus reduce the cost of animal
testing and increase the success rate of clinical trials [7–9].

Many recent studies have confirmed that the application of flow shear stress to cells can
stimulate cells physically to form growth patterns similar to those noted in vivo [10,11]. In
addition, this external flow stimulation enables cells to generate paracellular tight-junction
channels and to express tight-junction protein 1, and zonula occludens-1 (ZO-1) [12]. The
tight-junction channel formation indicates that the established in vitro model is biomimetic
and stable. In addition to the expression of tight-junction proteins, transendothelial electri-
cal resistance (TEER) also represents a critical parameter of cellular barrier tightness. The
TEER of paracellular tight-junction channels can be calculated on the basis of a theoretical
equivalent circuit and is widely applicable to the quantification of the barrier integrity of
the cell layer grown in the Transwell® inserts which permits comparison with the data
reported in vivo [13]. The TEER readings are highly dependent on the electrode posi-
tions and careful handling of the electrodes is required while introducing them into the
Transwell® under test to avoid any disturbance to the cells. The uniformity of the current
density generated by the electrodes across the cell layer has a significant effect on the
TEER measurements. The symmetrical arrangement of electrodes on both sides of the cell
layer/membrane in a microfluidic device generates a more uniform current density across
the membrane when compared to conventional TEER chopstick electrodes.

In this study, we have demonstrated a three-layered microfluidic chip with the custom-
made electrodes placed symmetrically in the chip and connected to a TEER measurement
device for online real-time monitoring. Fluids were also infused continuously in the
microfluidic chip to simulate the actual shear stress occurring in the in vivo capillaries. The
real-time TEER monitoring results of this dynamic culture method were investigated.

2. Materials and Methods
2.1. In Vitro Blood-Brain Barrier (BBB) Model and Principles of Substance Penetration

The BBB is composed of three layers: endothelial cells, an extracellular matrix, and
astrocyte glial cells. The endothelial cell layer, which comprises tightly joined cells, has
extremely high electrical resistance and is primarily responsible for the filtering of sub-
stances. The extracellular matrix layer is composed of connective tissues that limit the
activity area of cells and increase cell adhesiveness. The astrocyte layer comprises astrocyte
glial cells that form synapses that connect the endothelial cells; the connected astrocytes
continuously send signals to the endothelial cell layer so as to form the BBB (Figure 1A [14].
Consequently, only substances that are recognized by the endothelial cell layer, except
micro-molecular substances (molecular weight < 1000 Da; e.g., glucose, carbon dioxide,
water molecules, and lipid-soluble molecules), can pass through the brain (Figure 1B) [15].

2.2. Chip Fabrication and Shear Stress Simulation

During capillary generation, shear stress stimulates cells to alter their growth pat-
terns. The shear stress in the capillary ranges between 4 dyne/cm2 and 12 dyne/cm2 [12].
In particular, shear stress prompts the secretion of vascular endothelial growth factors
in endothelial cells. The growth factors enable the epithelial cells to grow and form
capillaries [11]. To simulate the survival of epithelial cells in capillaries, the fluidic shear
stress is necessary to the microenvironment (Figure 1C). To control the shear stress that is
sustained by cells in the fluidic channel, the flow rate is controlled by using the following
equation:

τwall =
6µQ
wh2

where w is the channel width, h is the height of the channel, µ is the viscosity of the fluid,
and Q is the input flow rate. Sustained shear stress was assumed to be 0 dyne/cm2 and
5 dyne/cm2. The flow condition was assumed to be in a steady state, and the thickness of
the cells that adhered to the bottom membrane was assumed to be negligible in comparison
with the channel height. Thus, when the fluid was in a fully developed flow, τwall could
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be assumed to be the shear stress that was applied to the cells. The width and height
of the upper channel were 500 µm and 50 µm, respectively, whereas those of the lower
channel were 800 µm and 50 µm, respectively. At the channel inlet and outlet, multiple
micropillar structures were designed to prevent dust contamination inside the channel
and thus prevent cell inhibition. Polydimethylsiloxane (PDMS, Sil-More industrial Ltd.,
Taipei, Taiwan) microchannel molds were made through the use of microelectromechanical
processes and soft lithography.
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Figure 1. Schematic of the blood-brain barrier (BBB). (A) the central endovascular cavity is surrounded by layers outward;
in order, they are endothelial cell, extracellular matrix, and astrocyte synapse layers. This structure enables the BBB to
filter substances thoroughly. (B) schematic of the mechanism by which substances penetrate the BBB. (C) schematic of the
channel. The purple arrow represents the flow direction. The upper surface of the channel is composed of endothelial cells,
whereas the lower surface comprises cultured astrocytes (not included in this experiment). The closer the fluid is to the wall
surface, the slower the flow is and the greater the shear stress is.

Polyethylene terephthalate (PET) membranes of Transwell® inserts were cut into
3 × 10 mm2 rectangles, to be placed in the middle of the upper and lower channels. PDMS
was used to glue the upper and lower microfluidic channel molds (Figure 2A). PDMS and a
curing agent (10:1 w/w) were mixed with pure toluene in a 1:1 ratio [16] and the resultant
mixture was used as an adhesive between the two molds. Uniform PDMS-toluene adhesive
application was achieved by a thin-film PDMS microcontact printing method as described
previously [17]. The channels and the PET membranes were then joined to each other and
baked in an oven for 50 ◦C for 2 h (Figure 2B).

To ensure that the flow velocity and shear stress in the system conformed to the theoret-
ical values, the flow field was analyzed using the micro-particle image velocimetry (µ-PIV)
method and analyzed using MATLAB-embedded software, PIV-Lab. The movement of
fluorescent particles (3.2 µm, Fluoro-MaxTM red fluorescent, Thermo, Hemel Hempstead,
UK) was recorded under a 1000 fps high-speed camera. The distance that a particle had
moved in two consecutive photographs was determined as the particle movement in unit
time. COMSOL 5.5 multiphysics software was applied to provide a theoretical estimate of
the flow field velocity.
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Figure 2. The fabrication of the microchip. (A) schematic of electrodes (protruding structures) with the membrane placed
between the channels and (B) photograph of the integrated system.

2.3. TEER Measurement

The electrode measurement principle is illustrated in Figure 3. A commercial volt/ohm
meter for epithelial cells (EVOM2, WPI, Sarasota, FL, USA) relayed alternating current
signals through chopstick electrodes (voltage at 12.5 Hz). The two voltage and current
sources could become emitters and receivers interchangeably during the current alternation.
Through variation in voltage and current signals, resistance was calculated. When the
resistance of the paracellular tight-junction channel (RTEER) increased, the measured TEER
increased. In combination with the EVOM2, the electronic component pins (gold-sputtered
nickel electrode) were used as electrodes. Each home-made electrode was 0.6 mm in width
and the paired electrodes were inserted and aligned into the upper and lower channels.
The liquid contact area of each home-made electrode was approximately 0.315 mm2. The
electrodes on the same side of the chip were placed 2 mm apart. The distance between
the upper and lower electrodes was 100 µm. The integrated system was installed as
shown in Figure 2B. The same home-made electrodes were also designed for Transwell®

configuration with electrodes placed 4 mm apart, which is similar to the conventional STX2
electrode (4.6 mm). All measurements were done in an incubator at 100% relative humidity,
37 ◦C, and 5% CO2 environment.
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2.4. BBB-On-Chip Culture and Validation

The human cerebral microvascular endothelial cells (hCMEC/D3) were gifts from
Prof. Ignacio Romero at Open University, UK. They were used as the in vitro BBB model
in this study. All cell cultures were performed using an EGM-2 medium (Lonza, Basel,
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Switzerland) and only cells from passage 5–10 were used. The device was coated with
100 µg/mL fibronectin before cell loading and then was left to stand in the incubator for
24 h for surface modification. Cells suspended in culture media (107 cells/mL) were first
added into the device for 8 h under static culture in order to adhere. The static culture
group was maintained in a stationary position while the experimental group was exposed
to a flow at 8.3 µL/min in the channel (5 dyne/cm2). After the flow stimulation for 24 h,
4% paraformaldehyde (P-6148, Sigma-Aldrich, St. Louis, MO, USA,) was added into
the channel to facilitate fixation and subsequent staining and imaging. 4′,6-diamidino-2-
phenylindole (DAPI) (nucleus, 1:1000, Thermo Scientific, Bremen, Germany), along with
mouse anti-human ZO-1 antibodies (ZO-1 surface antigen of paracellular tight-junction
channel, 1:200, BD Biosciences, San Diego, CA, USA) and fluorescein isothiocyanate (FITC)-
tagged goat anti-mouse FITC antibodies (primary antibody mark, 1:250, BD PharmingenTM,
San Diego, CA, USA), were used for staining. The PTE membrane was then moved from
the Transwell® plate and mounted between two thin cover-slips for further inspection.
The morphology of the stained cells was imaged using a confocal microscope (FV3000,
Olympus, Tokyo, Japan). The cell orientation was then marked and analyzed per interval
of 10◦ with flow field direction using ImageJ. The TEER was monitored at an interval of
6 h for a period of 120 h to observe variations after the cells had sustained shear stress and
external interruptions such as a scratch on the cell monolayer.

3. Results and Discussion
3.1. µ-PIV Flow-Field Distribution Result

COMSOL simulation and µ-PIV velocity analysis results showed maximum velocities
of 0.0089 m/s and 0.0083 m/s, respectively (Figure 4). It was decided that the cells might
have sustained similar amounts of shear stress to those that were estimated theoretically.
The results also confirmed that microchannels simulated a micro-environment that was
close to the in vivo.
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3.2. EVOM2 STX2 Electrode vs. Home-Made Electrode

The home-made electrode TEER measurements were done in the conventional
Transwell® plates and in micro-channels and compared with the standard EVOM2 STX2
electrode. Long-term observation was conducted to determine the stability of the elec-
trodes in the incubator. Measurements were taken at 6 h intervals for 120 h and 30 h in
Transwell® plates and chips, respectively. The measurements revealed that the home-
made electrode-measured values were lower than standard EVOM2 STX2. The disparity
TEER values may result from the difference of physical dimensions between the STX2 and
home-made electrodes in both Transwell® plate and chip configurations, including elec-
trodes’ material, liquid contact area, and the depth of dipping in the targeting substance
(R = ρL/A, where ρ is resistive, L is the distance between the electrodes, and A is the liquid
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contact area). These factors can lead to different TEER values between the home-made
electrode and STX2 electrode. However, the electrodes showed a similar trend to the
standard EVOM2 STX2 electrode and presented stable values during the experimental
period. The TEER values measured by the home-made electrode varied within the range
of 17–25 Ω on 4.67 cm2 (80–120 Ω·cm2) and showed a similar trend to the standard EVOM2

STX2 electrode (Figure 5, left). Compared with our home-made electrode, measurements
done by the STX2 electrode resulted in significant value variation, possibly due to the
gesture error of using STX2: the electrode positions could not be defined precisely and this
may have caused the fluctuations. In the microfluidic device, the results measured by the
home-made electrodes (effective area of 0.05 cm2) also indicated stable TEER monitoring
(Figure 5, right).
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electrodes in the Transwell® plate (left) and microfluidic chip (right). n = 3.

The TEER value reflects the physical structures and properties of endothelial cultures.
We monitored the TEER variation of cells that were seeded on 6 and 12-well Transwell®

plates (effective areas were 4.67 and 1.12 cm2, respectively). The result showed that
TEER value increase with cell proliferation on the membrane in 48 h (Figure 6A). Another
experiment demonstrated that when cells reached maximum confluence, a scraper was
used to disrupt the cell monolayer integrity; this aided in the measurement of the sharply
decreasing TEER value. Subsequently, the TEER continued to rise back to 126 Ω·cm2 and
the home-made electrode immediately recorded the recovery of the monolayer’s integrity
(Figure 6B). It is important to note that the TEER value is reported in units of different
effective areas of 6 and 12-well Transwell® plates.
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3.3. Shear Stress-Assisted Cell Growth

The monolayer cell resistance on the chip was monitored and the result showed
that TEER increased gradually during the cultivation (Figure 7). The data revealed that
before and during exposure to shear stress, the experimental and control groups exhibited
minimal differences. However, after shear stress exposure, cell resistance continued to
increase in the experimental group to a maximum value of 17.35 Ω·cm2. Although cell
resistance increased gradually to 14.4 Ω·cm2 in the control group (no shear stress added),
the monolayer resistance remained lower than that of cells placed under shear stress. The
TEER significance of this response to shear stress is quite evident if one looks at the cell
morphological change. A barrier selectivity study could be performed to confirm the
tightness of the corresponding cell monolayer [19].
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To further quantify the effect of flow on cell growth, we used computer-aided design
(CAD) software to analyze the angle between the cell growth angle (θ◦) and the flow
orientation as well as the presence of cell pattern variation; thus, we determined the effect
of shear stress on cell growth. The angle measurement method is reported in previous
work [20]. Compared with the aforementioned static culture, the cells in the chip sustained
shear stress of 5 dyne/cm2 for 24 h. The staining results revealed that the cells expressed
ZO-1 characteristics after one-day exposure to shear stress, whereas no ZO-1 expression
was noted in cells that had not been exposed to shear stress. The findings confirmed shear
stress promoted paracellular tight-junction channel generation in the current design of
BBB-on-chip (Figure 8). It is important to note that the present imaging strategies are
to facilitate the measurements of cell growth angles. Due to the wrinkled membrane,
imaging of the cell monolayer at multiple focal planes was also performed to provide better
observation of the cell growth and development (Supplementary Materials Video S1).

The cell orientation angle can be randomized from 0◦ (parallel to the flow direction)
to 90◦ (perpendicular to the flow direction). Based on the central limit theorem, random
cell growth angles (discrete events) should have an approximately normal distribution.
We considered that cells cultured on a plain plate without any external cue have a mean
random growth angle of 45◦, which is used as the reference value in this study. The cell
growth angle is a crucial factor that can indicate the influence of shear stress on cells. To
further quantify the effect of shear stress on the cell monolayer, we used computer-aided
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design (CAD) software to analyze the angle between the cell growth angle (θ◦) and the flow
direction as well as the presence of cell pattern variation (Figure 8C,D). The average growth
angle of cells cultured under no shear stress was 43.6◦, whereas, under shear stress, it was
36.0◦. A mean random growth angle of 45◦ was used as the reference value: cells under
no shear stress exhibiting a <45◦ growth angle should be approximately 50%. The slightly
aligned cells were present under shear stress. The amount of cell orientation less than 45◦

increased to 64.2% for cells that grew under shear stress for one day. This observation has
two implications. First, the major cell axis shows the orientation with the direction of flow
after the application of 5 dyne/m2 shear stress for 24 h. Second, low expression of tight
junction ZO-1 proteins was observed even with a nonconfluent cell monolayer. However,
the cell’s cytoskeletal system was not discussed in this study. Analyses of the occurrence
and distribution of stress fiber may further support the hypothesis of cytoskeletal system
remodeling by fluid-imposed shear stress. Nevertheless, this study shows a primary result
of using low-cost home-made electrodes for possible on-line TEER monitoring in the
application of organ-on-chip.
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These results suggest that the TEER readings are highly dependent on the electrode
positions and careful handling of the electrodes is required. The factors affecting TEER
measurement have been shown to be temperature [21–23], cell line, passage number, cul-
ture period [24–27], medium composition [28,29], and mechanotransductive effect [30–32]
dependent. The home-made electrode presented in this work has a similar TEER measuring
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trance to the commercial electrode in the Transwell® plate experiment and good stability
that is stable due to the continuous measurement in the incubator directly. Moreover, the
TEER values measured in vivo have been reported to be as high as 5900 Ω·cm2 [33]. Even
the human brain endothelial cell lines (hCMEC/D3) used in co-culture with astrocytes
have yielded relatively low TEER value and less than 500 Ω·cm2 TEER value is measured
in currently available in vitro models [34–40]. In this study, we demonstrated that a mi-
crofluidic platform can allow the exposure of cells to dynamic conditions that provide
5 dyne/cm2 shear stress simulation. The integration of home-made electrodes within these
systems would allow continuous monitoring of cells without disrupting the cell structure.
Our home-made electrode showed stable TEER monitoring in the microfluidic channel and
has a fast response to the change of cell monolayer integrity. The disparity in TEER values
between other studies may result from the difference in physical dimensions. Since TEER
values are accepted as strong indicators of the integrity of cellular barriers, we believe that
universal TEER electrode conversion formulas in regard to the material, the geometry of
the electrode pad, the distance between the electrode, and effective area need to be set for
comparison [41].

4. Conclusions

In this study, we used a microchannel structure that involved a continuous flow of
fluids through it to simulate the shear stress that was sustained by capillary surfaces.
Cells under such physical stimulation were able to form paracellular tight junctions that
showed characteristics similar to those found in vivo. Moreover, home-made electrodes
were placed delicately in the microfluidic chips and in the Transwell® plate to measure
TEER. Real-time cell resistance was measured to quantify cell growth patterns in vitro.
Flow field analysis of the experimental environment, involving the use of COMSOL and
µ-PIV, was performed to simulate and determine actual flow velocity and shear stress.

The results revealed a <10% error between the simulated and measured values of
the maximum flow velocities and shear stress; moreover, the actual flow velocity and
shear stress distribution were similar to those that were calculated by use of theory. Cell
growth angles were also affected by shear stress; the inclination of the cells was in the
direction of the fluids. Thus, the stimulation caused by fluid shear stress affected cell
growth. Additionally, gold-coated electrodes exhibited favorable stability. The measured
values indicated that fluid shear stress applied to cells resulted in tight patterning.

The in vitro BBB-on-chip that is proposed in this study could be applied to real-time
resistance measurements and thus facilitate the quantification of cell pattern variations,
provide drug developers with real-time responses after drug stimulation, and improve the
understanding of the mechanisms of action and interaction between drugs and cells. Such
a method could expedite and simplify subsequent drug development processes and reduce
the costs of drug development considerably.
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