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Abstract: Shear stress, pressure, and flow rate are fluid dynamic parameters that can lead to changes
in the morphology, proliferation, function, and survival of many cell types and have a determinant
impact on tissue function and viability. Microfluidic devices are promising tools to investigate these
parameters and fluid behaviour within different microchannel geometries. This study discusses and
analyses different designed microfluidic channel geometries regarding the influence of fluid dynamic
parameters on their microenvironment at specified fluidic parameters. The results demonstrate that
in the circular microchamber, the velocity and shear stress profiles assume a parabolic shape with
a maximum velocity occurring in the centre of the chamber and a minimum velocity at the walls.
The longitudinal microchannel shows a uniform velocity and shear stress profile throughout the
microchannel. Simulation studies for the two geometries with three parallel microchannels showed
that in proximity to the micropillars, the velocity and shear stress profiles decreased. Moreover, the
pressure is inversely proportional to the width and directly proportional to the flow rate within the
microfluidic channels. The simulations showed that the velocity and wall shear stress indicated
different values at different flow rates. It was also found that the width and height of the microfluidic
channels could affect both velocity and shear stress profiles, contributing to the control of shear
stress. The study has demonstrated strategies to predict and control the effects of these forces and
the potential as an alternative to conventional cell culture as well as to recapitulate the cell- and

organ-specific microenvironment.
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1. Introduction

Organ transplantation represents the ideal treatment and solution for patients with
severe organ failure. However, waiting lists are very long due to limited organ availability.
During the last few years, scientists have tried to find alternatives to currently available
therapies. Drug therapy represents an alternative treatment, but it is time-consuming and
expensive [1,2]. Stem cell therapy is another available treatment to help remodel damaged
tissue. However, there have not been reported many successes yet, as these injected cells
have failed to develop vascularisation and extracellular matrix (ECM) due to the hostile
environment that surrounds them [3-6]. For example, cardiac tissue engineering aims
to fabricate constructs capable of restoring the function of damaged heart tissue [7-9].
However, many challenges remain unknown due to the complexity of mimicking the
properties and hierarchy of native cardiac tissue. The rapid development of miniaturisation
technologies has given rise to microfluidics. Microfluidic devices (MFDs) consist of a set
of moulded microchannels on a biocompatible polymeric material, such as polymer poly-
dimethylsiloxane (PDMS), through which it is possible to flow biomolecule suspensions to
investigate their behaviour in real time under various controlled conditions. The volumes
involved are either micro- or nano-litres. Fluid dynamics at the micrometre scale allows
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the physiological conditions that cells experience in the human body to be simulated by
providing mechanical, electrical, and molecular cues [10,11]. Currently, the new emerging
technology is the so-called organ-on-a-chip (OOC), which uses microfluidic technology
to reproduce and mimic the physiological microenvironment of certain tissues or organs
and to recapitulate the organs’ specific microenvironment [12,13]. The OOC platforms
allow the limitations and disadvantages of two-dimensional (2D) cell culture and animal
models to be overcome. Although 2D cell culture provides useful preliminary data, it does
not fully recapitulate the organ microenvironment [14-16]. Animal studies can provide
extremely useful and detailed information on what happens in a complex organism, but
many issues are still challenging, such as ethical concerns and difficulties in predicting
human reactions and body responses due to differences in both the metabolic rate and the
size of animal models [15,16]. Therefore, the need to design and develop a platform that
can recapitulate the human organ microenvironment has led to the development of OOC
involving the intersection of cell biology and microfluidic engineering [17]. During the past
decade, different types of OOC have been developed by scientists to reproduce the critical
mechanical, structural, and functional properties of human organs [17-19]. For instance, a
study of a heart-on-a-chip allowed researchers to investigate the human cardiac tissue’s
three-dimensional (3D) microenvironment and damaged heart tissue [20,21]. The studies
conducted on MFDs have shown the influence of channel geometry on cell properties and
characteristics. A study by Kobuszewska et al. [22] has shown how the geometry of the
microchannels can affect the proliferation, morphology, and alignment of cardiomyoblasts
using three different microchannel geometries that were simulated to analyse the distri-
bution of flow and wall shear stress within the channels. Additionally, other researchers
investigated how microchannel width can affect spontaneous cell migration, demonstrating
that the width of the microchannels influenced the ability of the cells to cross over to the
collection chamber [23,24]. A micropillar-based microfluidic system designed by other
scientists was to perform dynamic fluid simulations to obtain wall shear stress and pressure
within the device when used to grow 3D and 2D heart cell cultures, indicating that car-
diomyocytes proliferate better in 3D than in 2D [25]. The effect of microchannel geometry
on cell adhesion has been investigated by designing channels with sharp and curved turns
and performing fluid dynamic simulations showing the uniform distribution of velocity
and stress within curved-turn microchannels [26-28]. The effect of shear stress within
the channels of different widths on the function of aortic valvular interstitial cells was
studied, indicating that the magnitude of shear stress regulates cell morphology, phenotype
transformation, and the formation of focal adhesion while the cells align in the direction of
the flow [29,30]. On the other hand, OOC devices still have some limitations, such as the
difficulty of modelling the organs on micrometric scales, creating vascularised tissues, and
the difficulty of reproducing adequate levels of oxygen and nutrients [31]. The controlled
environment of microfluidic devices offers the ability to change the fluidic parameters,
making it possible to study cell interactions and fluid behaviour. For example, the changes
in flow rate and pressure at varied geometric dimensions have led to the understanding of
the role of various factors responsible for cell adhesion, gene expression, remodelling of
the cytoskeleton and cell death [27,32,33]. Computational tools have played an important
role in complementing experimental studies, as they allow parameters to be defined that
are difficult to measure with experimental methods, such as velocity, shear stress and
pressure [34-36]. Mosavati et al. [37] simulated the flow behavior and glucose concentra-
tion profiles to study the geometry of two microfluidic channels that were separated by
a porous membrane. They demonstrated that the rate of glucose diffusion increases with
membrane porosity and decreases with a flow rate of 50 uL/h. Peng et al. studied fluid
flow velocity (0.01-0.05 m/s) and heat transfer using a COMSOL Multiphysics simulation
to evaluate the temperature profile at different locations of a microfluidic device consisting
of three layers, in which the cell suspension flows across the fluidic layers in the chip
with a width-to-height ratio of 5:1. They demonstrated an actual temperature control and
manipulation of the developed microfluidic cooling/heating system offering the capability
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of manipulating on-chip localised temperature (2 °C to 37 °C) due to typical cytotoxic
issues with additive cryoprotective agents [38]. Other researchers examined metastatic
behaviour within a 3D-bioprinted vasculature to validate a 3D computational flow model
showing the contribution of hydrodynamics in determining sites of circulating tumor cell
vascular colonization. They demonstrated that the bioprinted analog was readily capable
of evaluating the accuracy and integrated complexity of a computational flow model and
the discrete contribution of hydrodynamics in vascular colonization [39].

In addition to normal planar microfluidic channels, we have designed and simulated
four different 3D microfluidic channel geometries incorporating micropillars compared
to previous studies. Given that geometrical (i.e., width and height) and fluid dynamic
parameters (i.e., wall shear stress, pressure, flow rate, velocity) have significant effects
on cell morphology, proliferation, alignment, migration, and cell adhesion, various flow
velocities within different design geometries were studied for the effects of their geometrical
and fluid dynamic parameters in order to predict and control the effects of these forces and
their potential as an alternative to conventional cell culture as well as for cell survivability
and to recapitulate the cell- and organ-specific microenvironment.

2. Materials and Methods
2.1. The Design of Microfluidic Devices

Four different microfluidic channel geometries were designed by using SolidWorks
software, version SP0, 2019 (Dassault Systems, Paris, France). To obtain a 3D design, each
geometry was extruded at a specific height along the z-direction of the Cartesian reference
system x, y, and z. The first design was a circular microchamber with an input and output
microchannel diameter of 300 um. The length of the input and output microchannels was 4
mm on each side. The cultivation chamber, located in the center of the device, had a circular
shape with a diameter of 1 mm. The height (depth) of the microchannel was 200 um, while
the height of the inlet and outlet was 250 um (Figure 1).
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Figure 1. The circular microchamber: (a) top view; (b) front view; (c) side view (D = diameter).

The second designed device consisted of a straight microchannel with cylindrical inlet
and outlet ports with a diameter of 115 pm each. The microchannel had a width of 250 pum,
length of 12 mm and height of 200 um. The input and output ports had a length of 300 um,
a diameter of 115 pm and a height of 250 um (Figure 2). The input can also be connected to
external pumping equipment. This can be a micropump or a screw pump.
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Figure 2. The longitudinal microchannel: (a) top view; (b) front view; (c) side view (D = diameter).

The third device was designed with three microchannels which were arranged in
parallel and separated from each other by two rows of micropillars with a width of 50 pm,
length of 100 um, and spacing of 20 um (Figure 3a). This included the three inlets and three
outlets, which were connected to the main microchannel and the side microchannels. This
design provided the main microchannel for culturing and encapsulation of cells and the
side microchannels for injecting culture medium. The length of this microfluidic device
was 15 mm, and the width was 500 um for the main microchannel and 250 pm for each of
the two side microchannels with a height of 200 um (Figure 3).
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Figure 3. The three parallel microchannels: (a) top view with high micropillar magnification;
(b) front view; (c) side view.

Unlike the third designed device, the fourth designed microfluidic device (closed mi-
crochannel structure) had only two inlet and two outlet chambers: one inlet and one outlet
for the two side microchannels and one inlet and one outlet for the central microchannel.
This device also had three microchannels arranged in parallel and separated by two rows
of micropillars with a width of 100 pum, length of 120 pm, and a gap spacing of 50 um
between the micropillars (Figure 4a). The device had a length of 15 mm with a width of
350 um for the main microchannel and 250 um for the side microchannels. The height of the
microchannels was 200 um (Figure 4). The microchannels were rectangular cross-sections,
and the input and output connectors were cylindrical in shape to facilitate the external feed
and waste flexible tubes.
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Figure 4. The closed microchannel structure: (a) top view with high micropillar magnification;
(b) front view; (c) side view.

2.2. Computational Fluid Dynamic Simulation

Fluid dynamic analysis was performed using COMSOL Multiphysics (COMSOL
Inc., version 5.5, 2020, Stockholm, Sweden). The designed microfluidic geometries were
imported from SolidWorks software (SolidWorks, Version SP0, 2019, Dassault Systems)
using the LiveLink function of COMSOL Multiphysics. In microfluidic devices with
small microchannel geometric length scales, the movement of the fluid is governed by
the continuity Equation (1) and the Navier-Stokes Equation (2) [40]. A physics-controlled
mesh, which is a software default mesh, was used with an element size set to normal due
to the limitations of both the computational capacity and processing time of the computer.

vU=0 1)

p(> +T-VU) = ~Vp+ pg + V[ @
where p is the density of the fluid under investigation (kg/ m?), U = (u, v, w) is the flow velocity
vector (m/s), p is the pressure (Pa), V is the divergence and [T] is the shear stress tensor Pa. The
computational fluid dynamic (CFD) simulation was implemented to solve the incompressible
Navier-Stokes Equation (2) and the continuity Equation (1) to evaluate the velocity fields, the
shear stresses, and the pressure inside the different microchannel geometries.

The type of physics selected to solve the simulations was single-phase creeping flow,
which is suitable for small-geometrical-length-scale microfluidic devices. The steady-state
condition was selected. Subsequently, a no-slip boundary condition was applied to the walls.
Different values of flow rate (2, 3, 5, 6, 7 and 10 uL./min) were used as inlet conditions for
the four different microchannel geometries. The pressure at the outlets was set at P = 0 Pa,
which refers to the inlets (no backpressure). Additionally, water was considered as a reference
fluid to run the simulations as it is a Newtonian fluid, meaning that its shear stress (1) is
proportional to the shear rate (v), and p is the fluid viscosity according to Equation (3) [41].

T=py 3)

The Reynolds number as the main controlling parameter in fluid flow within the
microfluidic channels is very low (<1); therefore, the fluid within the microchannels is
laminar. In addition, for the designed microchannel geometries, the fluid flow is laminar
throughout the microchannel due to the low flow rate and the small overall microchannel
dimensions. Thus, there will not be turbulences that may either disrupt or damage the
cells [42]. Moreover, the rheological properties of water are similar to those of the culture
medium used for cell cultures.
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2.3. Velocity Profiles Characteristics

For a rectangular cross-section microchannel of width w and height h, the velocity
profile can be determined by solving the Navier—Stokes Equation (2) using the Fourier
series [40]:

1 cosh(irt ..
48 YiZodd N cosh((iné)) Sln(lﬂ%)
v(x,z) = 3 Q ’ 1.192 h - @)
mhw 1§ g4 wtanh(imgy)

From Equation (4) [42,43], the velocity profile has a different distribution along the x-
and z-directions. The velocity profile is parabolic, whereas, along the larger dimension, the
velocity shows a plateau in the centre and then changes near the wall [44—46].

As shown by Yun et al. [46], as the ratio between the height (h) and the width (w)
of the microchannel decreases, the velocity profile tends to flatten in the centre of the
microchannel, showing a plateau region [47]. Secondly, it is important to highlight the role
of wall shear stress, which is a mechanical stimulus generated by the friction of the fluid
against both the channel walls and the apical cell membranes. The shear stress plays a
key role in the human body as it can alter the behaviour and properties of cells, such as
their morphology, detachment from the substrate, alignment, and gene expression [48].
The physiological values of shear stress in the human vascular system are in the range of
5 x 1072 to 12 Pa. Therefore, maintaining this parameter within this range is fundamental
for the physiological functions of cells. In fact, when the shear stress values are below this
range, the cells can undergo apoptosis; conversely, when its values are above the range, the
cells can be washed away with the fluid flow [49-51].

Since small-geometric-length scales characterise microfluidic systems (water is used
as fluid for the simulations), from the Navier-Stokes equation, it is possible to express the
wall shear stress along a rectangular cross-section microchannel as [29,52]:

6uQ
T=— 5

- ®)
where 1 is the dynamic viscosity of the fluid (Pa-s), Q is the volumetric flow rate (m3/s), w
is the channel width (m), and h is the channel height (m).

2.4. Computational Meshing for CFD Simulations

A computational mesh study was conducted on the four designed geometries using
COMSOL Multiphysics. For this purpose, hybrid meshes with tetrahedral, pyramidal and
prismatic element types were generated. For each designed geometry, colour mesh plots
were created to understand where low-quality elements were positioned. A quality mesh
of 1 indicates an optimal element quality, whereas 0 represents a degenerated element. In
general, elements with a quality below 0.1 are considered poor quality. The same mesh
generation process was implemented for each designed geometry.

2.5. Post-Processing

The simulation results were evaluated in the post-processing phase. This phase allows
a visual display of the device to be obtained to evaluate the results. The visualisation is
performed using plots or different types of graphical displays. The type of plots used were
slice plots, streamline plots, and surface plots. Finally, for visualising the final data, a graph
was used to highlight the maximum value assumed by the variables (e.g., wall shear stress,
velocity, pressure) within the microfluidic channels.

3. Results and Discussions
3.1. Circular Microchamber
It was possible to analyse the distribution of the fluid within the microchannel using

the streamline plot. It can be observed that the fluid spread throughout the cultivation
chamber assumes a different velocity magnitude depending on the applied flow rate at



Appl. Sci. 2022,12, 3829

7 of 21

«
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the inlet of the device. The highest velocity value occurred in the centre of the chamber,
whereas the velocity tended to decrease towards the walls of the device due to the non-slip
boundary condition applied to the walls of the device (Figure 5a—c).

Streamline: Velocity magnitude (m/s)
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Figure 5. Simulated shear stress and velocity magnitude along the red line are plotted versus the
width of the circular microchamber using three different flow rates of 2, 6 and 10 pL/min. (a—c) The
fluid flow; (d—f) wall shear stress simulations within the circular microchamber with a microchannel
height of 200 um and flow rates of 2, 6 and 10 uL/min; (g) the velocity profiles; (h) wall shear stress
profiles at h = 0 um (solid lines), which is at the bottom of the microchamber, and h = 100 um (dotted
lines), which is the shear stress at the middle of the microchamber; (i) generated mesh density study
of the circular microchamber. The small dots in Figure 5a—c are the velocity direction arrows.

Before modelling, the wall shear stress values for flow rates of 2, 6, 10 uL./min were
calculated using Equation (4) (56 x 1073, 1.5 x 1072, 2.5 x 1072 Pa, respectively). The
results obtained from the simulations show that the values of wall shear stress are very low
in the circular microchamber (Figure 5d—f). Consequently, both the velocity and the wall
shear stress profiles, which are related to the above three flow rates, were plotted versus
the width of the circular chamber (1 mm) (Figure 5g,h).
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As mentioned above, the ratio between the height and width of the microchannel
determines the velocity and wall shear stress profiles within the microchannels. In this case,
as the aspect ratio of the microchannel is greater than 1 (cultivation chamber = 1 mm >>
h =200 um), the velocity profile within the microchamber indicates a parabolic shape, with
a maximum velocity occurring in the centre of the chamber and a minimum velocity at the
walls due to the non-slip condition. Figure 5h shows that when moving from the bottom
(h = 0 um, solid lines) to the centre or middle (h = 100 um, dotted lines) of the microchamber,
the wall shear stress increases at the wall and decreases in the middle (Equation (3)). Overall,
this circular microchamber geometry showed low values of velocities and wall shear stress,
thus making it suitable for cell culture studies which require low values of these parameters.
Importantly, the low shear stress values negatively affect focal adhesion formation as well
as cell proliferation and migration [48,53,54].

Moreover, the velocity profile assumes different values in various parts of the mi-
crochamber (Figure 5a—c), and this phenomenon can affect the uniformity of the cells’
arrangement in cell culture studies [22]. A similar geometry was studied to evaluate the
fluid flow behaviour and the velocity profile distribution within the channel using a single
value of velocity [53]. However, in this study, different flow rates were used in order
to evaluate their effects on both shear stress and velocity profile distribution within the
channel. Figure 5i demonstrating the mesh study of the circular microchamber shows a
total of 248,087 elements, which is adequate to guarantee a grid-independent solution.

3.2. Longitudinal Microchannel

The distributions of both velocity and wall shear stress within a longitudinal mi-
crochannel were studied by other researchers, and they found that the length of the channel
did not affect the velocity and the shear stress within the microchannels [22,26,55]. In this
study, a longitudinal microchannel was designed to investigate the shear stress and the
velocity profile distribution within the channel using three different flow rates alongside
the width of the microchannels (Figure 2a). In the same way, through a streamline plot, it
was possible to study the distribution of the fluid within the microchannel (Figure 6a—c).

Figure 6a—c shows that the fluid moves parallel to the walls within the microchannel,
reaching the highest velocity magnitude in the centre of the channel and a minimum velocity
at the walls due to the no-slip condition. The wall shear stress values were calculated for
the flow rates using Equation (5) prior to simulation (0.02, 0.06, 0.1 Pa, respectively).

The results obtained from the simulations show a uniform distribution of the shear
stress within the microchannel (Figure 6d—f). Furthermore, to analyse the distribution of
fluid within the microchannel, the velocity and the wall shear stress profiles were plotted
against the width of the channel. As the ratio between the height and width of the channel
is close to 1 (h =200 pm and w = 250 um), the resulting velocity profile, which is evaluated
along the rectangular cross-section microchannel width, has a parabolic shape. The wall
shear stress profiles have been calculated at two different heights (h = 0 pm, representing
the bottom of the microchannel and h = 100 um at the middle of the microchannel) of the
microdevice. As shown in Figure 6h, moving from the bottom (h= 0 pum, solid lines) of
the microchannel to the middle (h = 100 pm, dotted lines), the wall shear stress has high
values near the wall and low values in the middle (Equation (3)). Since no significant
colour variation was observed within each microchannel when the flow rate increased,
both velocity and wall shear stress remained uniform throughout the channel (Figure 6a—f).
Figure 6i indicates the mesh study of the longitudinal microchannel and shows a total of
310,604 elements, which is adequate to guarantee a grid-independent solution. Additionally,
cell culture studies by other scientists have demonstrated that constant velocity and shear
stress profiles through the channel can promote cell adhesion [26] and cell alighment
in a fluid direction within the reorganisation of their cytoskeleton [24], along with focal
adhesion formation, which are fundamental properties to ensure cell survival [53]. Other
researchers have also studied fluid flow behaviour in straight channels [24,56,57]. However,
their studies have only used a single flow rate value. This study, instead, focused on



Appl. Sci. 2022,12, 3829

9o0f21

evaluating the effects of different flow rates within the channel on shear stress and velocity.
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Figure 6. Simulated shear stress and velocity magnitude along the red line plotted versus the width
of the microchannel using three different flow rates: 2, 6 and 10 pL/min. (a—c) fluid flow; (d—f) wall
shear stress simulations of the longitudinal microchannel with a height of 200 um; (g) the velocity
profile; (h) wall shear stress profile at the bottom of the microchannel (h = 0 um- solid lines) and at
the middle of the microchannel (h = 100 um- dotted lines); (i) generated mesh density study of the
longitudinal microchannel.

3.3. Three Parallel Microchannels

The microfluidic geometry consisting of parallel channels which were separated by
rows of micropillars was analysed by different groups of researchers either to study the
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distribution of specific compound concentrations inside the channels at different time
points [58], to increase the accuracy of in vitro drug screening [33] or to investigate the
distributions of velocity and shear stress within the channels [22,30]. This particular
microfluidic geometry attracted the interest of many scientists as it allows the cells and
the culture medium to be introduced separately. The cells are cultured in the main or
middle channel, while the culture medium is supplied through the side channels and gets
diffused to the cells across the micropillar structures. However, in this study, the three
parallel microchannels were designed to investigate the wall shear stress and velocity
profile distribution through the inlets of the two side microchannels using different flow
rates (Figure 3a). The fluid distribution within the microchannel was evaluated using a
streamline plot (Figure 7a—).

Figure 7a—c shows that in the side microchannels, the fluid moves parallel to the walls,
while in the main microchannel, the fluid diffuses from the side microchannels to the
middle microchannel through the micropillars. The wall shear stress for both the side and
main microchannel using three different flow rates (2, 6 and 10 uL/min) was calculated
using Equation (4). The calculated wall shear stress for the side microchannels (250 um)
using three different flow rates is 0.02, 0.06, and 0.1 Pa. The results obtained from the
simulations show low values of shear stress in the main microchannel (no fluid flow) and
higher values of shear stress in the side microchannels. Additionally, since the width of the
side channels was smaller compared to the main microchannel, the velocity and wall shear
stress values were greater within the side microchannels. However, as we increased the
flow rates to 6 and 10 pL/min, the velocity and wall shear stress increased (Figure 7d-f).
Maintaining the shear stress within the physiological range is critical, as excessively large
values of shear forces can alter the cytoskeletal structure of cells as well as cell viability in a
microfluidic cell culture.

Additionally, the velocity and wall shear stress profiles (bottom and middle of the
microchannels) were simulated versus the width of all the microchannels (Figure 7g,h). As
shown in the figure, the minimum velocity occurred not only near the walls due to the
non-slip condition but also near the micropillars, which acted as a barrier between the side
and main microchannels.

In fact, Figure 7g,h indicated that in the proximity of the micropillars (about 280 um
and 830 um on the width axis), the velocity decreased near the walls. Furthermore, the ve-
locity started to have higher values in the side microchannels than in the main microchannel.
This phenomenon is due to the absence of flow rate in the main microchannel. Figure 7h
shows the wall shear stress profiles at two different height positions of the device (h = 0 um
representing the bottom of the microchannels and h = 100 pm representing the middle of
the microchannels). According to Equation (3), moving from the bottom (h = 0 um, solid
lines) to the middle (h = 100 um, dotted lines) of the device, the wall shear stress increased
near the wall and decreased in the middle. This can affect cell adhesion, cell migration,
and alignment. Furthermore, the flow rate and microchannel size (width) can affect cell
adhesion, cell migration, and alignment. Additionally, cell migration within microfluidic
devices is influenced by microchannel width [23,41]. Figure 7i shows the generated mesh
study of the three parallel microchannels and the micropillars, showing a total of 810,805
elements, which is adequate to guarantee a grid-independent solution.
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Figure 7. The fluid flow simulation of the three parallel microchannels separated by two rows of
micropillars with (a) flow rates of 2 pL/min; (b) 6 pL/min and (c) 10 pL/min, which are plotted
versus the width of the device using three different flow rates within the side microchannels. The wall

shear stress simulation in the three parallel microchannels device with a height of 200 um and three

different flow rates within the side microchannels at (d) 2 pL/min; (e) 6 uL/min and (f) 10 uL/min

(simulated shear stress and velocity magnitude along red line); (g) the velocity profile; (h) wall shear

stress profile at the bottom of the microchannels (h = 0 um, solid lines) and wall shear stress profile

at the middle of the microchannels (h = 100 um, dotted lines); (i) generated mesh density study for

three parallel microchannels separated by two rows of micropillars. Red circles highlight the velocity

and shear stress fluctuations near the micropillar structures.
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It is important to highlight that the dimensions of the micropillars can also influence the
width of the microchannels. According to Equation (4), the width of the channels is inversely
proportional to the wall shear stress. Therefore, as the size of the micropillars increases, the
width of the channels decreases and, consequently, the wall shear stress will increase.

3.4. The Closed-Microchannel Structure

Scientists have performed several studies on fluid dynamics for devices consisting of
parallel channels separated by arrays of micropillars [24,25,31]. They have tried to modify
the dimensions of the micropillar structure and the inlets and outlets in order to analyse
how these geometrical features affect the velocity, shear stress and pressure within the
device. Tomecka et al. [25] performed a fluid dynamic analysis on a device consisting of
three parallel channels separated by two rows of micropillars for performing 3D and 2D
human cardiomyocyte cell culture, signifying that cardiomyocytes proliferated better in
3D than in 2D conditions. Additionally, Kim et al. [30] analysed the effect of gap spacing
between the micropillars on wall shear stress. Their results demonstrated tunable shear
stress gradients by changing the number of micropillar rows and their size. However,
in this study, we designed a microfluidic device with three parallel channels that were
separated by two rows of micropillars (Figure 4a) to assess the velocity, shear stress, and
pressure within the microdevice using six different flow rates within the channels. This
design is used to address the presence of a flow rate in the main microchannel, which
can affect the shear stress and velocity profile, as well as how the different geometrical
dimensions of the micropillars could affect the fluid dynamic parameters. Furthermore,
this design can be utilised to analyse how different gaps between the pillars can affect
shear stress and velocity. The wall shear stress was calculated prior to the simulation using
Equation (4). The calculated wall shear stress for the side microchannels using flow rates of
2,6 and 10 uL/min is 0.02, 0.06, and 0.1 Pa, respectively, and the calculated wall shear stress
for the main microchannels using 3, 5 and 7 pL/min is 0.007, 0.04, and 0.05 Pa, respectively.
The simulation results are shown below (Figure 8a—c).

Figure 8a shows the low-velocity profile at the same flow rate (2 pL/min) used for the
side channels and the flow rate of 3 pL./min used for the main microchannel. However,
increasing the flow rates at the side and main microchannels produced a higher velocity in
the main microchannel, which can cause flow through the micropillars to the main channel
(Figure 8b). The same results were obtained for Figure 8c, which shows a higher velocity
profile in the main microchannel as we increased the flow rate in the side microchannels.

Figure 8a—c shows the movement of fluid from the side microchannels towards the
main microchannel when flow rates are applied to both the side and main microchannels.
This can lead to an increase in the value of wall shear stress within the main microchannel.
The wall shear stress was increased by increasing the flow rates at the main microchannel,
showing higher wall shear stress in Figure 8e,f using the flow rates of 5 and 7, respectively.
For this geometry, the pressure distribution inside a rectangular cross-section microfluidic
device is also calculated using Equation (6) [40]:

12u1Q
wh?

AP (6)

As shown in Figure 8g—i, when the flow rate increases, the pressure within the channels
increases and, according to Equation (6), the two values (pressure and flow rates) are directly
proportional. Figure 8j depicts the generated mesh study of the closed microchannel
structure and the micropillars showing a total of 283,958 elements, which is adequate to
guarantee a grid-independent solution. Moreover, the results of the velocity profile, wall
shear stress and pressure for all the six flow rates within the side and main microchannels
were plotted for evaluation versus the width of the channels (Figure 9).
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Figure 8. Simulated shear stress and velocity magnitude along the red line. (a—c) the fluid flow;
(d—f) wall shear stress; (g—i) pressure simulations in a closed microchannel structure with a height of
200 pm using six different flow rates; (a,d,g) flow rates of 3 pL/min for the main microchannels and
2 uL/min for the side microchannels; (b,e,h) 5 uL/min for the main microchannels and 6 uL./min
for the side microchannels; (c,f,i) 7 uL./min for the main microchannels and 10 L./ min for the side
microchannels. (j) generated mesh density study for a closed microchannel structure.
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Figure 9. The velocity, wall shear stress (at h = 0 um, the bottom) and in the middle (h = 100 pm) of
the microchannel, and pressure profiles using six flow rates within the side and main microchannels
versus the width of the microchannel. (a) the velocity magnitude; (b) wall shear stress ath = 0 um
and; (c) at h = 100 pm; (d) pressure using flow rates of 3 uL/min (main microchannel) and 2 pL/min
(side microchannels) (blue line); 5uL/min (main microchannel) and 6 puL/min (side microchannels)
(dotted green line); and 7 pL/min (main microchannel) and 10 pL/min (side microchannels) (red
line). Red circles highlight the velocity and shear stress fluctuations near the micropillar structures.

As mentioned above, for the three parallel microchannel geometry and for this config-
uration, it is possible to observe how, in the proximity of the micropillars, the velocity and
the shear stress decrease. Furthermore, the presence of flow rate in the main microchannel
has led to an increase in the values of both the parameters, velocity and shear stress.

In this geometry (Figure 9), the micropillars have larger dimensions and gap space
(with a length of 120 pm, a width of 100 pm, and a distance of 50 pm) than those designed
previously in three parallel channels (Iength 100 um, width 50 pm, and distance 20 um).
This difference led to the formation of fluctuations in the proximity of micropillars, gen-
erating a less homogeneous shear stress profile near the micropillars (Figure 9a—c—red
circles), which was compared to the one that was obtained in the previous simulation
for the parallel channels” microfluidic device (Figure 7g,h—red circles). Therefore, this
simulation indicated that both the size and gap space between the micropillars are the two
parameters that can be manipulated to control the shear stress within the device.

Furthermore, the viscosity of cell suspensions will not influence the flow parameters
as the viscosity of the medium is very similar to the water viscosity. According to the
Navier-Stokes Equation (2), an increasing cell concentration on the floor of the channel
should not change the flow profile [40]. Frequently, in CFD simulation studies of in vitro
culture systems, the culture medium is considered a Newtonian fluid for rheological
and computational modelling purposes, as the widely used commercial culture media
(DMEM and RPMI) supplemented with typical concentrations of FBS exhibit Newtonian
behavior [59]. Moreover, it was shown that the viscosity of the culture medium is similar to
the Newtonian behaviour of water. However, changes in the culture medium are affected
by various experimental conditions such as seeding densities, substrate, the geometry of
the device, the media formulation itself, and flow conditions [59].

A similar result was obtained by Kim et al. [30], who studied the effect of gap spacing
between the micropillars on wall shear stress within a five parallel channel device separated
by rows of micropillars. However, their study aimed to design a microfluidic device with a
micropillar gap spacing below 30 um that was capable of generating homogeneous shear
stress gradients, whereas, by using greater gap distances, the pillars led to oscillations
of the shear stress profile. However, in this study, we designed a microfluidic device
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that is capable of producing homogeneous shear stress within the centre of the main
channel even with a greater gap spacing micropillar (50 pm). Additionally, the pressure
was also evaluated in this study as another parameter to simulate within the side and
main microchannels. As shown in Figure 9d, the pressure in the main microchannel
is lower than in the side microchannels for two reasons: first, the width of the main
microchannel (350 um) is bigger than the side microchannels (250 um), and second, the
flow rates in the main microchannel are lower than in the side microchannels for the second
and third simulation experiments (Figure 8). In fact, based on Equation (6), the width
and pressure are inversely proportional, while the pressure and flow rate are directly
proportional. Therefore, as the side microchannels have a smaller width and a higher
flow rate than the main microchannel, the resulting pressure in the side microchannels
will be higher. Moreover, in vivo and in vitro studies have shown that haemodynamic
forces (i.e., shear stress, velocity, flow rate, pressure) can significantly influence the gene
expression and phenotype of vascular cells that induce functional changes in response
to mechanical stress [60]. In addition, when the cells are exposed to microenvironmental
signals such as cell-cell interactions, cell-extracellular matrix, and physical forces, this can
result in the activation of cell behaviour. For instance, this type of geometry allows the
injection of extracellular matrix into the main microchannel so that the cells located in the
side microchannels can interact with it. In specially designed microdevices, the essential
signals in cellular microenvironments can be controlled precisely compared to macroscale
devices, and this can allow more accurate modelling of physical situations for both drug
development and fundamental research [61].

3.5. Effect of Microchannel Height within a Microfluidic Device

The height of a microfluidic device is another parameter that has been studied to
evaluate how this geometric feature can influence the fluid dynamic parameters such as
velocity and wall shear stress within a microenvironment. For this study, we compared
the velocity and wall shear stress results obtained for the circular, longitudinal, and three
parallel channel geometries with a height of 200 um to those obtained within the same
devices but with a height of 60 um. This particular height (60 um) was chosen based on the
literature where similar geometries were analysed [22,26,55].

The circular microchamber device (Figure 10a,b) demonstrated that as the height
decreases, both the velocity and wall shear stress profiles tend to show a plateau region.
As mentioned above, this is due to the ratio between the width of the cultivation chamber
(diameter = 1 mm) and the height (60 pm), which tends to decrease the ratio between
these two parameters (width and height), leading to a plateau region in the velocity
and wall shear stress profiles. Figure 10b shows the different values of wall shear stress
moving from the bottom (h = 0 um, solid lines) to the middle (h = 30 um, dotted lines) of
the microchamber.
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Figure 10. The influence of height in microfluidic devices using different heights of 30 and 60 pm.
The velocity magnitude and wall shear stress profile at the bottom microchannels (h = 0 um) and in
the middle of the microchannels (h = 30 um). (a,b) the circular microchamber; (c,d) the longitudinal
microchannel; and (e,f) the three parallel microchannels with a height of 60 um using flow rates of 2,
6, and 10 pL/min for the side channels. Red circles in (e,f) highlight the velocity and shear stress

fluctuations near the micropillar structures.

Furthermore, similar results were found for the longitudinal microchannel device
(Figure 10c,d), where the ratio between the width (250 pm) and the height (60 pm) decreased,
demonstrating a plateau region for the velocity and wall shear stress profiles (bottom and
middle) within the microchannel. Figure 10d shows the values of wall shear stress at
the bottom (h = 0 um, solid lines) and in the middle (h = 30 um, dotted lines) of the
microchannel. Furthermore, the results of the velocity magnitude and wall shear stress of
the designed three parallel microchannels (Figure 10e,f) showed that decreasing the height
(60 um) of the microchannels resulted in the formation of a plateau region for both the
velocity and wall shear stress profiles within the side microchannels. The different values of
wall shear stress moving from the bottom (h = 0 pm, solid lines) to the middle (h = 30 pm,
dotted lines) of the microdevice are shown in Figure 10f.
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Figure 11 shows the aspect ratio between the height (h) and width (w). The figure
demonstrates that by increasing the aspect ratio between the h and w of the channel, the
parabolic profile changes, becoming more horizontal [46]. Additionally, based on Equation
(5) when the height of the microchannels reduced, the shear stress as well as the velocity
profile was increased, indicating that they are directly proportional [22,26].

22—

Velocity Magnitude (m/s)

0.0 0.2 04 06 08 1.0

Height (pm)

Figure 11. The variations of the velocity profile for different values of the aspect ratio of height (h)
and width (w).

4. Conclusions

This study demonstrated different designed and simulated microfluidic channel ge-
ometries and the influence of fluid dynamic parameters within their microenvironment. It
has emerged that various designed geometrical parameters coupled with fluid dynamic
parameters have a significant impact on the wall shear stress and velocity magnitude.
Subsequent numerical simulations identified the width and height as geometrical param-
eters capable of controlling both the velocity profile and the wall shear stress within the
microfluidic channels. The simulation of microchannels indicated that as the width of
the microchannels decreases, the velocity and wall shear stress values tend to increase,
whilst as the height of the microchannels decreases, the velocity and wall shear stress
values increase, demonstrating that the width and height of microchannels contribute to
the control of shear stress. Moreover, utilising six different flow rates, we showed another
way to control the wall shear stress within the microchannels. Furthermore, the pressure
was shown to be inversely proportional to the width and directly proportional to the flow
rate within the microfluidic channels. The simulations also showed that the velocity and
wall shear stress assumed different values at different flow rates. Shear stress, flow rate,
and pressure parameters play an important role in controlling or predicting the cellular
microenvironment. This method can be applied to optimise the microchannel geometries
and to keep these parameters within physiological values, which can enhance nutrition and
oxygen delivery, thus increasing cell morphology, proliferation, function and the long-term
survival of many cell types. In particular, the magnitude of shear stress regulates cell
morphology, phenotype transformation, and gene expression. Likewise, pressure plays
an important role in cell functions and can cause damage to cells, resulting in apoptosis.
The physiological values of shear stress in the human vascular system are in the range of
0.05 to 12 Pa, so when the shear stress values are below this range, the cells can undergo
apoptosis, and if these values are above this range, the cells can be washed away by the
fluid flow. In future work, fabrication of the above-designed microfluidic devices with an
in vitro 3D cell culture applying the simulated fluid dynamic and geometrical parameters
to be compared with this study could provide a quantitative measure of the efficiency of
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the analysed geometries. This will reveal a suitable strategy to predict or control the effects
of these forces within the different designs of microfluidic channels and the potential as an
alternative to conventional cell culture, which could transform many areas of basic research
and drug development.
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