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Abstract: During mechanical stimulation-induced bone remodeling, interstitial fluid around micro-
cracks may produce a flow field with gradient fluid shear stress (FSS). Osteoclast precursors can
sense this gradient FSS and migrate toward the low FSS region. However, the local distribution of
wall FSS on bone cells under a flow field with globally gradient FSS remains unknown. In this study,
finite element models of a modified plate flow chamber with cells were constructed. The effect of
oscillatory flow with different FSS levels and cell spacings or frequencies on the distribution of local
wall FSS around cells was simulated by using a fluid-solid coupling method. Results showed that
the polarization of wall FSS distribution in a cell decreased with the increase in cell spacing. At a low
FSS level, the frequency of oscillatory flow had a minimal effect on the wall FSS distribution. At a
high FSS level, the increase in flow frequency enhanced the fluctuation of local wall FSS distribution
on cells. These results provide a basis for future research on the flow-induced migration of osteoclast
precursors and clarify the mechanism of mechanical stimulation-induced bone resorption.

Keywords: parallel plate flow chamber; fluid shear stress; finite element analysis; oscillatory flow;
cell migration

1. Introduction

Mechanical stimulation such as matrix strain or interstitial fluid flow within a porous
bone is an important factor affecting bone adaption. Removal of mechanical stimulation
reduces the production of bone matrix protein, mineral content, and bone formation.
Compared with matrix strain, interstitial fluid plays a key role in the mechanotransduction
of bone cells [1]. Deformations on bone mineral matrix caused by mechanical loading can
drive the interstitial fluid to flow within cavities, thereby inducing fluid shear stress (FSS)
on the bone surface and adherent bone osteoblasts and osteoclasts [2—4]. The FSS can reach
up to 5 Pa on osteocyte membranes and processes [3,5,6]. The existence of a flow field with
gradient FSS around microdamaged bones has been previously reported [7].

Owing to the difficulty of observing the fluid flow within bone cavities in vivo [8,9],
some in vitro loading devices, including the widely used parallel-plate flow chamber, have
been constructed to induce fluid flow on cells [10-12]. We previously designed a modified
plate flow chamber, in which the top cover is not parallel to the bottom plate and can
provide a globally gradient FSS field on the bottom plate [7]. With this modified flow
chamber, we found that osteoclast precursors RAW264.7 have a unique ability of sensing
the gradient FSS field and migrating toward the low FSS region rather than along the
flow direction. We assumed that this globally gradient FSS field may lead to the polarized
distribution of local wall FSS on cell surface and then activate the mechanosensitive cation
channels (MSCC), such as transient receptor potential channels or Piezo channels. The
induced polarization distribution of intracellular calcium concentration may regulate the
orientation of cell migration by mediating adhesion molecules [7,13-16].

Owing to the diversity of daily human activities, the fluid flow on bone cells can be
a combination of various forms, e.g., unidirectional or oscillating [17]. The frequency of
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oscillatory flow is usually related to the cyclic movement of the musculoskeletal system,
such as walking and running. Calcium oscillation in bone cells occurs due to oscillatory
fluid flow [18]. Whether oscillatory flow influences the polarity distribution of local wall
FSS on the cell surface remains unclear.

In this study;, a finite element (FE) model of modified flow chamber with adherent cells
was constructed to investigate the effect of cell spacing and the frequency and magnitude
of oscillatory flow on the polarization distribution of local wall FSS on the cell surface.

2. Materials and Methods
2.1. Finite Element Model of Modified Plate Flow Chamber

The FE model of a modified plate flow chamber was built (Figure 1A) to produce the
gradient FSS field under unidirectional flow [7]. In this modified plate flow chamber, the
top cover was not parallel to the bottom plate (Figure 1B,C). In addition, the hexagonal
closely-packed cells were placed on the bottom plate surface. The size of the FE model
coincides with that of the flow chamber adopted in the experiments (Table 1). A cuboid
with refined meshing and containing the cell group was added to ensure the computation
accuracy around cells (Figure 1D-F).

A B
— J’ Inlet Outlet
=
% EXEY
=

=} I £ Cells Bottom plate
=
z Y

Side view

Fluid

X Cross-sectional view

Figure 1. Cont.



Appl. Sci. 2021, 11, 10021 3of11

Figure 1. Establishment of gradient parallel-plate flow chamber and FE model. (A) Photo of custom-
made gradient flow chamber; the back arrow represents the direction of the FSS gradient. Schematics of
gradient flow chamber in top view (B) and cross-sectional view (C). A cell group arranged as hexagonal
closely-packed mode in the enlarged box. (D) FE mesh of the fluid field indicated by the blue box in (A).
(E) FE mesh around a cell indicated by the red box in (D). (F) FE mesh of the cell group indicated by the
blue box in (E). (G) Dorsal surface of a central cell divided into four sectors, including the sectors with
high global FSS (SHFSS) and low global FSS (SLFSS) and the side view in (H).

Table 1. Dimension of flow chamber and cell.

Parameter Value
Width of flow chamber (mm) 12
Length of flow chamber (mm) 50
Height h; in flow chamber(mm) 0.2
Height h; on flow chamber (mm) 0.8
Cell radius (um) 10

2.2. Material Property of Cells
The hyper-elastic isotropic Hookean model was adopted for the cells, and the strain
energy density was proposed as follows [19]:

W, = %G(I;\ —3)+ %A(ln])z —GInJdV 1)

Here, the material constants are defined by:

_ k2 ., _ Ew
CT i w AT A na- @

where E denotes the elastic modulus, G is the shear modulus, p is the Poisson’s ratio, and
A is the Lamé constant. Table 2 presents the values of parameters used in this study.

Table 2. Material properties of cells used for finite element (FE) model.

Material Property Values for Osteoclast Precursors
Cell density p (kg/m?) 1100 [20]
Poisson’s ratio 1 0.3 [21]
Young’s modulus E (N/m?) 5000 [22]
Lamé constant A (N/m?) 2885
Shear modulus G (N/m?) 1923

2.3. Numerical Simulation

COMSOL Multiphysics software was used to simulate fluid—structure coupling. Fluid
flow was simulated using a laminar flow with low Reynolds number, and a no-slip bound-
ary condition was assumed for all rigid surfaces in this model. Navier—Stokes equations
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were used to define the flow behavior of viscous fluid. The incompressible flow of a
Newtonian fluid was assumed with constant density (p) of 1 x 103 kg/m? and viscosity of
1 x 1073 Pa-s. For a steady flow and the hyper-elastic model of cells, the equations were
solved using an iterative method. Convergence was identified when the relative tolerance
was less than 0.001. Three frequencies, i.e., 0.25, 1, and 4 Hz, were selected to mimic the
walking, jogging, and running of humans, respectively. The inlet and outlet pressures of
flow chamber were alternately between 0 and 300 Pa and formed a FSS field ranging from
0.1 Pa to 2.0 Pa with a gradient of 0.2 Pa/mm, which is similar to the in vivo FSS level of
the lacunar—canalicular system within bone (Figure 2A-C) [2,21].

2.4. Data Analysis

A group of cells placed on the bottom plate were arranged in a hexagonal closely-
packed mode (Figures 1C and 3A). The wall FSS on the dorsal surface of the central cell
in each group was divided into four sectors. The sector with the high global FSS (SHFSS)
and the opposite one with the low global FSS (SLFSS) in the direction of gradient FSS were
selected to reveal the distribution of local wall FSS on the cell surface (Figure 1G,H). The
average relative value (ARV) of local wall FSS in SHFSS relative to that in SLFSS at three y
locations with the same x location were calculated, i.e., ARV = (average FSS in SHFSS —
average FSS in SLFSS)/average FSS in SHFSS. A positive ARV indicates the higher number
of activated mechanosensitive ion channels in the SHFSS region than in the SLFSS region.
This phenomenon may further lead to the polarized distribution of intracellular calcium
ions and the migration toward low FSS region. By contrast, a negative ARV reveals that the
cells may move along the gradient direction of global FSS. An ARV close to zero suggests
that the cells tend to migrate along the flow direction.
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Figure 2. Global wall FSS on the bottom plate in the modified plate flow chamber under the oscillatory flow with different
frequencies. (A) Inlet and outlet pressures in an oscillatory flow cycle with a frequency of 0.25 Hz. The streamline and FSS

distribution are shown in the enlarged graph. (B) Inlet and outlet pressures in an oscillatory flow cycle with a frequency
of 1 Hz. (C) Inlet and outlet pressure in two oscillatory flow cycles with a frequency of 4 Hz. (D) Fluid velocity at the
locations with the same height of 0.4 mm and two different x positions. (E) Wall FSS distribution along the y axis, in which
the values of all nodes at different FSS gradients are shown and linearly fitted by the dotted line. (F) Mesh sensitivity test;
the maximum or minimum value of wall FSS on the bottom plate for the total mesh number of this FE model is presented.

The coordinate origin is at the down-right corner of the plate flow chamber in Figure 2A, and z = 0 is the bottom plate.
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Figure 3. Arrangement of cells on the bottom plate and the average local wall FSS on the surface
of a central cell. (A) A cell group arranged in a hexagonal closely-packed mode was plated on the
bottom plate in a modified plate flow chamber at low or high FSS level of x =1, 10 mm and y = 10, 20,
30 mm. Each group includes three cell spacings, 2, 20, or 40 um. (B) Top and (C) side views of local
wall FSS on the cell surface. (D) Average local wall FSS on cell surface in an oscillatory cycle with the
frequency 0.25 Hz; the changes of average local wall FSS during pressure reversal are shown in the
enlarged box.

3. Results
3.1. Nowvel Plate Flow Chamber Provided an Oscillatory Flow Field with Gradient FSS

The inlet and outlet pressures were reversed every 2, 0.5, and 0.125 s to form an
oscillatory flow with different frequencies of 0.25, 1, and 4 Hz, respectively (Figure 2A-C).
The fluid velocity at the same height (z = 0.4 mm) along flow direction y (x = 2 mm or
6 mm) in the flow chamber was steady (Figure 2D). The linear fitting of wall FSS on the
bottom plate revealed a linear distribution with the gradient 0.2 Pa/mm (Figure 2E). When
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reversing the boundary pressure, the direction of fluid flow in the chamber was also turned
over, during which the wall FSS exhibited a gradient distribution along the x direction.
A mesh sensitivity test on the wall FSS showed that the minimum mesh number of the
central cell was 175,000 (Figure 2F).

3.2. Wall FSS on Cells Was Influenced by Pressure Reversal

The wall FSS on the central cell surface increased along the z direction (Figure 3A-C).
The average wall FSS on the central cell surface was approximately 0.45 Pa in the steady
stage of oscillatory flow (Figure 3D). However, this value decreased at the stage of pressure
reversal, i.e,, t =2 sand t =4 s. When a timestep of 0.02 s was selected, the average wall FSS
on the cell surface first decreased to zero and then increased to 0.45 Pa. This fluctuation
of local wall FSS on a cell during pressure reversal can be attributed to the fluid—solid
coupling interaction between the cell and the surrounding fluid.

3.3. ARV on Cells Was Mediated by Cell Spacing, FSS Level, and Oscillatory Frequency

One cell group was placed at the positions of y = 30 mm (#1), 20 mm (#2), 10 mm (#3) at
alow FSSlevel of 0.1 Pa (x = 1 mm) (Figure 3A). A fluid-structure coupling interaction based
on FEM was performed to obtain the ARV on the central cell. For all the three positions with
low ESS level, the average ARV was positive and relatively stable over time under 0.25 Hz
oscillatory flow (Figure 4A). However, with the increase in oscillatory flow frequency, the
ARV fluctuation became increasingly sharp during pressure reversal (Figure 4B,C). When
the cells in a hexagonally packed group approached each other, the ARV on the central
cell surface also increased. At a high oscillatory frequency of 1 or 4 Hz, this increase in
ARV was not evident when the cell spacing was 20 or 40 um. However, the fluctuation
range became wide. At a high FSS level 2.0 Pa (x = 10 mm), the average ARV of wall FSS at
three positions fluctuated with different amplitudes (Figure 4D-F). The fluctuation during
pressure reversal intensified with the increase in oscillatory flow frequency from 0.25 Hz to
4 Hz. When the cells approached each other, the ARV increased similarly to that at a low
FSS level. For 4 Hz oscillatory flow, one additional cycle of oscillatory flow was added to
comprehensively analyze the effect of oscillatory flow on ARV.
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Figure 4. Effects of cell spacing and oscillatory frequencies on average relative value (ARV) at two FSS levels. (A) and

(B) ARV with different cell spacings in one oscillatory cycle with oscillatory frequencies of 0.25 and 1 Hz, respectively, for a

low FSS level. (C) ARV with different cell spacings in two oscillatory cycles with oscillatory frequency of 4 Hz for a low FSS

level. (D) and (E) ARV with different cell spacings in one oscillatory cycle with oscillatory frequencies of 0.25 and 1 Hz,

respectively, for a high FSS level. (F) ARV with different cell spacings in two oscillatory cycles with oscillatory frequency of

4 Hz at a high FSS level.
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4. Discussion

In a gradient FSS field under unidirectional flow, RAW264.7 osteoclast precursors
do not move along the direction of fluid flow but instead migrate toward the low FSS
region [7]. This striking phenomenon may be related to the polarized distribution of local
wall FSS on the cell surface that may further activate the calcium ion channels on the cell
membrane and finally regulate the cell migration (Figure 5). This study mainly aimed to
investigate the effects of oscillatory flow frequency, cell spacing, and global FSS level on
the ARV of local wall FSS on the cell surface through fluid-solid coupled FE simulation.

B Activated MSCC

O Ca”’

o
o o o o

Flow/ o /// /

Figure 5. Schematic of the mechanism of gradient FSS-induced directional migration of osteoclast precursors. The global

gradient FSS first induces the polarization distribution of local wall FSS on cell surface, then activates the mechanosensitive

ion channels in the cell membrane and produces the polarized distribution of cytosolic calcium concentration, and finally

leads to the directional migration of osteoclast precursors toward the low FSS region.

RAW264.7 osteoclast precursors migrate toward the low FSS region at a low FSS level
of 0.1 Pa, but move along the flow direction at a high FSS level 2.0 Pa under a gradient
FSS of 0.2 Pa/mm in unidirectional flow [7]. Therefore, the gradient of oscillatory flow
adopted in this study was 0.2 Pa/mm, and the two FSS levels were 0.1 and 2.0 Pa. Three
frequencies of oscillatory flow including 0.25, 1, and 4 Hz were chosen to mimic the
different movement modes of the human body. With the increase in oscillatory frequency,
the fluctuating amplitude of ARV on the central cell surface also increased, during which,
a zero or negative ARV indicates a reduction in the directional migration of RAW264.7
osteoclast precursors toward the low FSS [23-25]. At a high FSS level, the fluctuation
of ARV intensified. These results indicate that a high level of FSS or a large oscillatory
frequency may reduce the directional migration of RAW264.7 osteoclast precursors.

Reynolds number and Womersley number are the two physical parameters necessary
to characterize an incompressible oscillating fluid flow [26]. The Reynolds number in the
present work was 0.5, indicating that the viscous forces are predominant, i.e., the fluid flow
is laminar. The Womersley number (x) is the ratio between the oscillating flow frequency
with respect to viscous effects, i.e.,, « = d(w/ V)O'S (where 5, w and v are the channel
half height, the angular frequency defined as w = 27f, and the kinematic viscosity of the
fluid) [27]. Therefore, when substituting the parameters of the modified plate flow chamber
in this study into the above expression, we obtained o« = 1.0, 2.0 and 4.0 for 0.25, 1 and 4 Hz
loading frequencies. In these cases, viscous forces tend to dominate the flow [26]. Therefore,
laminar fluid flow was adopted in the fluid-solid coupling simulation in this study.

The effect of different cell spacings on the ARV of wall FSS on the central cell surface
was also investigated to identify whether the separation distance of osteoclasts is relevant
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to their migration under fluid flow. The results showed that the ARV on the central cell
surface is inversely proportional to the cell spacing; that is, ARV increases when the cell
spacing is small. Most of the ARV values are positive, and their fluctuation becomes
relatively weak when the cells approach each other. A positive ARV reveals the polarized
distribution of local wall FSS that may finally induce the directional migration of RAW264.7
osteoclast precursors to the low FSS region. These results indicate that the crowded
osteoclast precursors have a higher tendency to migrate than the separate ones under the
fluid flow with gradient FSS.

A positive or negative ARV reveals the polarization distribution of local wall FSS on
the cell surface and may be used to explain the orientation of cell migration. Cytosolic
calcium concentration is mediated by fluid flow via mechanosensitive ion channels, such as
transient receptor potential channels or Piezo channels [28,29]. In addition, the polarization
distribution of intracellular calcium ions regulates the orientation of cell migration by
mediating adhesion molecules [15,16,30]. However, whether the calcium ion channels
in different locations of cell membrane are activated by gradient FSS on the cell surface
remains unknown and should be clarified in the future.

In conclusion, the fluid-solid coupling FE simulation showed that a small cell spacing,
alow frequency, or a low FSS level of oscillatory flow may promote the directional migration
of RAW264.7 osteoclast precursors toward the low FSS region. This study provides a
theoretical basis for future research on the flow-induced migration of osteoclast precursors,
and finally clarifies the mechanism of mechanical stimulation-induced bone resorption.
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