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Abstract

We previously demonstrated that oscillatory fluid flow activates MC3T3-E1 osteoblastic cell
calcium signaling pathways via a mechanism involving ATP releases and P2Y, puringeric
receptors. However, the molecular mechanisms by which fluid flow initiates cellular responses are
still unclear. Accumulating evidence suggests that lipid rafts, one of the important membrane
structural components, may play an important role in transducing extracellular fluid shear stress to
intracellular responses. Due to the limitations of current techniques, there is no direct approach to
study the role of lipid rafts in transmitting fluid shear stress. In this study, we targeted two
important membrane components associated with lipid rafts, cholesterol and
glycosylphosphatidylinositol-anchored proteins, to disrupt the integrity of cell membrane
structures. We first demonstrated that membrane cholesterol depletion with the treatment of
methyl-B-cyclodextrin inhibits oscillatory fluid flow induced intracellular calcium mobilization
and ERK1/2 phosphorylation in MC3T3-E1 osteoblastic cells. Secondly, we used a novel
approach to decrease the levels of glycosylphosphatidylinositol-anchored proteins on cell
membranes by overexpressing glycosylphosphatidylinositol specific phospholipase D in MC3T3-
E1 osteoblastic cells. This resulted in significant inhibition of intracellular calcium mobilization
and ERK1/2 phosphorylation in response to oscillatory fluid flow. Finally, we demonstrated that
cholesterol depletion inhibited oscillatory fluid flow induced ATP releases, which were
responsible for the activation of calcium signaling pathways in MC3T3-E1 osteoblastic cells. Our
findings suggest that cholesterol and GPI-anchored proteins, two membrane structural components
related to lipid rafts, may play an important role in osteoblastic cell mechanotransduction.
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INTRODUCTION

Bone is a unique organ which is continually remodeling to meet its demands for mechanical
loading. When increased mechanical loading occurs, net bone mass increases (Sessions et
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al., 1989), whereas decreased loading results in bone lose (Morey and Baylink, 1978).
Previously, we demonstrated that oscillatory fluid flow is a potent mechanical stimulus in
vitro, mimicking in vivo biophysical signals experienced by bone cells (osteoblasts and
osteocytes) during cyclic mechanical loading (You et al., 2000). In addition, we found that
fluid shear stress induced by oscillatory fluid flow activates intracellular calcium (Ca2*;)
mobilization and MAKRP signaling pathways through ATP release and activation of the
P2Y, receptor (You et al., 2002; You et al., 2001). However, how fluid shear stress initiates
this response is unclear.

Many candidates have been suggested as sensors that perceive fluid shear stress, including
ion channels, receptors, integrins, and primary cilia (Li et al., 2002; Malone et al., 2007;
Pavalko et al., 1998; Shyy and Chien, 2002). Recently, lipid raft, a microdomain in cell
membranes, has been suggested to be involved in mechano-sensing (Munro, 2003). For
example, caveolae, a special type of lipid rafts, was demonstrated to play an important role
in endothelial cell mechanotransduction in vivo (Yu et al., 2006). Lipid rafts consist of
cholesterol and glycosphingolipid as well as a variety of transmembrane proteins including
some receptor tyrosine kinases and G-protein coupled receptors (Rajendran and Simons,
2005). Lipid rafts have been shown to be involved in many signaling pathways, such as
CD39 activity in canine kidney cells and calcium entry in neutrophils (Kannan et al., 2007;
Papanikolaou et al., 2005). In addition, lipid rafts were linked to ERK1/2 to activate
inhibitor-kappa B kinase in human astrocytoma cells (Kam et al., 2007). More specifically,
previous studies have shown that lipid rafts are involved in many cell signal transduction
processes including osteoblast proliferation (Tanikawa et al., 2008). In addition, caveolae
structure has been shown to be able to regulate endothelial cell response to fluid flow in
vitro (Park et al., 2000). These data suggest that lipid rafts may be also involved in initiating
cellular responses to fluid flow induced shear stress in bone cells. However, due to the
limitations of available techniques, few studies have directly investigated the role of lipid
rafts in bone cell mechanotransduction. In this study, we targeted two important membrane
components associated with lipid rafts, cholesterol and glycosylphosphatidylinositol-
anchored proteins (GPI-anchored proteins), to disrupt the integrity of cell membrane
structures. Thus, the goal of this study was to investigate the roles of cholesterol and GPI-
anchored proteins in oscillatory fluid flow induced osteoblastic responses.

Fluid flow shear stress has been reported to induce a variety of cellular responses in
osteoblastic cells, including intracellular calcium mobilization, ATP, nitric oxide and
prostaglandin E2 release, MAPK activation and gene expression changes (Genetos et al.,
2005; Johnson et al., 1996; Ponik and Pavalko, 2004; Reich et al., 1997; You et al., 2001).
Among these responses, calcium dependent signaling is one of the most important
intracellular pathways. Our previous studies demonstrated that osteopontin gene expression
is increased through a mechanism involving the calcium and MAPK pathway in osteoblastic
MC3T3-E1 cells (You et al., 2001). Calcium is an important second messenger that
regulates various intracellular events in osteoblasts. Oscillations in intracellular calcium
regulate expression of transcription factors such as NFAT, NF«B, and Oct/OAP, which may
be involved in cellular differentiation (Dolmetsch et al., 1998; Li et al., 1998). Similarly,
ERKZ1/2 activation plays a key role in regulating a series of cell activities, including
migration, survival, proliferation and differentiation (Marais and Marshall, 1996; Seger and
Krebs, 1995). ERK1/2 activation is induced by oscillatory fluid flow and may influence the
production of eNOS and RANKL (Rubin et al., 2003). Thus, calcium mobilization and
ERK1/2 activation are two important indicators of cellular response to fluid flow induced
shear stress in osteoblastic cells.

We have demonstrated that ATP and P2Y, puringeric receptors are involved in osteoblast
mechanotransduction (You et al., 2002). We found that ATP is released from the cytosol to
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the extracellular space and subsequently binds to P2Y, receptors and initiates intracellular
calcium mobilization. In addition, an earlier report (Genetos et al., 2005) showed that ATP
is responsible for fluid flow induced prostaglandin E; releases in MC3T3-EL1 cells.
Furthermore, another report (Nakano et al., 2007) demonstrated that ATP is very important
for mineralization in MC3T3-E1 cells. Beside osteoblastic cells, ATP has been demonstrated
to stimulate endothelial cell and human bone marrow stromal cell proliferation through
intracellular calcium mobilization (Boarder and Hourani, 1998; Riddle et al., 2007). Thus,
ATP and P2Y are parts of an important signaling pathway in bone biology especially as it
related to bone cell mechanotransduction.

In this study we hypothesized that cholesterol and GPl-anchored proteins are involved in
transmitting fluid shear stress to activate the calcium signaling pathway in osteoblastic cells.
We first examined the effects of cholesterol depletion from cell membranes on oscillatory
fluid flow response in MC3T3-E1 cells. We then employed a novel approach to cleave lipid
raft-associated GPl-anchored proteins by overexpressing GPI-specific phospholipase D
(GPI-PLD), which can specifically cleave GPI-anchored proteins, and examined the effects
of decreasing GPI-anchored proteins from cell membranes on fluid flow response in
osteoblastic cells. Finally, we demonstrated that cholesterol depletion inhibited fluid flow
induced ATP release and subsequent activation of P2Y signaling pathways.

MATERIALS AND METHODS

Cell culture

The mouse osteoblastic cell line MC3T3-E1 was cultured in minimal essential o medium
(MEM-q) (Invitrogen) containing 10% fetal bovine serum (FBS) (Hyclone, Logan, UT), 1%
penicillin and streptomycin (Invitrogen), and maintained in a humidified incubator at 37 °C
with 5% CO». All cells were subcultured on glass slides for 2 days prior to experiments,
with the exception of cells cultured for calcium mobilization studies, for which quartz slides
were used because of their UV transparency. 1.5x10° cells were seeded on glass slides (75 x
38 x 1.0 mm) for most experiments. 0.85x10° cells were seeded on quartz slides (76 x 26 x
1.6 mm) for two days prior to experiments for calcium imaging. Cells were exposed to
oscillatory fluid flow in MEM-a and 2% FBS for calcium imaging experiments, and in
MEM-a and 0.5% FBS for other experiments. The different FBS percentages were selected
to optimize our fluid flow responses for calcium mobilization and ERK1/2 activation. The
fluid flow chamber employed in this study is a parallel plate design and the flow delivery
device generated 1Hz sinusoidaly oscillating flow. Both have been described in previous
studies (Jacobs et al., 1998; You et al., 2001).

Methyl-B-cyclodextrin (MBCD), Methyl-a-cyclodextrin (ACD) and Hydroxypropyl-beta-
cyclodextrin (HBCD) treatment

MC3T3-E1 osteoblastic cells cultured on slides were incubated in flow medium containing
1mM, 5mM or 10mM of MBCD for 60 min at 37°C. MBCD is a small cyclic oligosaccharide
with a hydrophobic core that selectively and rapidly extracts cholesterol from plasma
membranes thus disrupting lipid rafts (Ohtani et al., 1989). 10mM ACD, which extracts
sphingomyelin from sphingolipid-rich lipid rafts (inactive in removing cholesterol)
(Motoyama et al., 2009), was used as a control for discarding direct effects of the treatment
on membrane proteins. In addition, 30mM HBCD, as an alternative and less potent agent
(Motoyama et al., 2009), was employed to confirm our findings. Cells were then subjected
to oscillatory fluid flow stimulation. To examine the toxicity of MBCD toward MC3T3-E1
cells, we replaced MBCD medium after 60 minutes treatment with normal flow medium for
another 120 minutes. Cells were then either stained with trypan blue to examine their
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viability or subjected to oscillatory fluid flow to evaluate their response to mechanical
stimulation.

Calcium imaging

The details of calcium imaging method were described in our previous studies (You et al.,
2001; You et al., 2000). Briefly, intracellular calcium concentration ([Ca2*];) was quantified
with the fluorescent dye fura-2. Fura-2 exhibits a shift in absorption when bound to Ca2*
such that the emission intensity when illuminated with ultraviolet light increases with
increasing [Ca2*]; at a wavelength of 340nm, and decreases with increasing [Ca2*]; at
380nm. The ratio of light intensity between the two wavelengths corresponds to [Ca2*];.
Preconfluent (80%) cells were washed with MEM-a and 2% FBS at 37°C, incubated with a
10uM fura-2-acetoxymethyl ester (Molecular Probes, Eugene, OR) solution for 30 min at
37°C and washed again with fresh MEM-o and 2% FBS. The quartz slide with the cells was
mounted within a parallel plate flow chamber filled with experimental media. The chamber
was placed on an inverted fluorescence microscope (Nikon, Melville, NY) and left
undisturbed for 30 min prior to experiments. Cell ensembles were illuminated at
wavelengths of 340 and 380nm in turn. Emitted light was passed through a 510nm
interference filter and detected with an intensifier charge coupled device camera
(International LTD., Sterling, VA). Images were recorded, once every two seconds and
analyzed using image analysis software (Universal Imaging, West Chester, PA). We defined
a response as an oscillation in at least 2-fold greater than that of the average base-line level
of nontreated cells. Basal [Ca2*]; was sampled for 3 minutes and followed by 3 minutes of
oscillatory fluid flow.

Western blot

To examine the effects of fluid flow on ERK1/2 phosphorylation, MC3T3-E1 were exposed
to oscillatory fluid flow with a shear stress of 1 N/m? for different periods of time.
Immediately after exposure to flow, slides with cells were stored in —80°C. Cells were lysed
with RIPA buffer and total protein concentrations were determined by bicinchoninic acid
assay (Pierce). 25ug of total protein from each sample was separated by SDS-PAGE and
transferred to PVDF membranes. Membranes were incubated with the desired primary
antibody overnight at 4°C, and subsequently with the secondary antibody for 1 hour.
Visualization of immunoreactive proteins was achieved by employing an ECL detection
system and membrane exposure to film.

Measurement of Cholesterol Concentration

To verify the effects of different reagents on efflux of cholesterol from cell membrane,
MC3T3-E1 cells were cultured in 10cm dishes for 4 days. After the cells reached 90-100%
confluence, the original cell culture media were replaced with fresh 2ml cell culture media
containing 0.5% FBS and different concentrations of reagents (MBCD, ACD, or HBCD).
Then the media were collected after 45-minute reagent treatments. Finally cholesterol
concentrations in the media were measured by using the Cholesterol E kit (Wako Chemicals,
Richmond, VA) according to the manufacturer’s protocol.

GPI-PLD transfection

The full-length 3.4-kb cDNA for mouse GPI-PLD (a gift from Dr. Mark A. Deeg, Indiana
University) was subcloned into the EcoRI-Xhol sites of a pcDNA3.1 vector (Invitrogen).
For stable transfection of MC3T3-EL1 cells with GPI-specific phospholipase D (GPI-PLD),
cells were transfected with FUGENE 6 (Roche) transfection reagent and DNA, either
pcDNA3-GPI-PLD or pcDNA3 empty vector (control) for 24 hours. Geneticin (400 ug/ml)
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was then added to cell culture medium for selection. Cells were maintained in selection
medium for 14 days and then used for experiments.

Fluorescence staining of GPl-anchored proteins

Flourescent aerolysin (FLAER), an AlexaR 488 labeled proaerolysin (Pinewood Scientific
Service Inc., Canada), has been demonstrated to be a unique protein that binds tightly and
specifically to GPI-anchored proteins on mammalian cells (van Zanten et al., 2009). Thus,
we employed FLAER to verify the effects of overexpressing GPI-PLD on decreasing GPI-
anchored proteins on cell membrane. To stain cells in 6 well plates, we first washed cells
twice with PBS, then added 2.5x10~7 M FLAER solution to cells directly. After 10 minutes,
the staining solution was removed and cells were washed with PBS for another two times.
Then the living cells in PBS were observed under fluorescence microscope and all
fluorescence images from cells with overexpressing GPI-PLD or control vector were
acquired at the same exposure time.

ATP detection

After oscillatory fluid flow exposure, samples of conditioned media were collected and
immediately stored at —80°C until analyzed. ATP concentration in samples of conditioned
media was determined using a commercially available ATP bioluminescence kit (Roche).
ATP in 50 pl of each sample serves as a co-factor for luciferase, to convert D-luciferin, in 50
ul of a luciferin-luciferase assay buffer, into oxyluciferin and light. The luminescence from
each reaction, as measured by a Monolight 3010 luminometer (BD Pharmingen, San Diego,
CA), was compared with a standard curve created by serially diluting an ATP standard.
Duplicate measurements were taken from each sample. Control experiments were performed
with each pharmacological inhibitor to ensure that they had no detrimental effect on the
reaction. Results were normalized to cellular protein concentration using bicinchoninic acid
assay (Pierce).

Data Analysis

Data are expressed as mean + standard error (S.E.). To compare observations from no flow
and flow responses, a two-sample Student t-test was used in which sample variance was not
assumed to be equal. To compare observations from more than two groups, a one-way
analysis of variance was employed followed by a Bonferroni selected-pairs multiple
comparisons test (Instat, GraphPad Software Inc., San Diego, CA). p<0.05 was considered
statistically significant.

RESULTS

Cholesterol depletion inhibits the calcium response to fluid flow

To investigate the role of cholesterol in flow fluid induced calcium signaling, we first
employed an often used agent, MBCD, a cyclic oligosaccharide with a hydrophobic core that
selectively and rapidly extracts cholesterol from the plasma membrane (Ohtani et al., 1989).
Previously we demonstrated that intracellular calcium mobilization is an important initial
indicator for osteoblastic response to fluid flow (You et al., 2001). Thus, we first examined
the calcium response after cholesterol depletion. MC3T3-E1 osteoblastic cells were cultured
on quartz slides and pretreated with MBCD (10mM) or control media for 30 minutes. Cells
were then exposed to oscillatory fluid flow (peak shear stress at 2 N/m?2, 1 Hz) in the
presence of MBCD (10mM) or control media. As we previously reported (You et al., 2002),
within 30 seconds of starting fluid flow with the control media, about 67.9+5.6% of cells
displayed an increase in [Ca2*];. In the presence of MBCD (10mM), the percentage of cells
responding during the fluid flow with an increased in [Ca2*] was significantly decreased
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(8.7+2.9%) compared with those cells in the presence of control media (Fig. 1). In addition,
the average amplitude of [Ca2*]; in all responding cells during fluid flow following MBCD
pre-treatment (10mM) was significantly smaller than that with control media treated.

Cholesterol depletion inhibits the ERK1/2 response to fluid flow

To further confirm the role of cholesterol depletion in fluid flow induced osteoblastic
responses, we examined the phosphorylation of ERK1/2, which has been demonstrated to
play an important role in proliferation and differentiation in many cell types, in response to
oscillatory fluid flow (Riddle et al., 2006). In addition, we and others have demonstrated that
ERKZ1/2 activation is an import signaling pathway in bone cells (You et al., 2001). We first
examined, by using western blot techniques, the time course of ERK1/2 phosphorylation in
response to oscillatory fluid flow in MC3T3-E1 osteoblastic cells. In the absence of flow
there was minimal ERK1/2 phosphorylation (Fig. 2A, B). However, a dramatic increase in
ERKZ1/2 phosphorylation was observed at 5, 10 and 15 minutes in response to oscillatory
fluid flow (peak shear stress at 1 N/m2, 1 Hz). To study the role of cholesterol depletion in
this response, we pretreated MC3T3-EL1 cells with 10 mM MBCD and found that ERK1/2
phosphorylation at 5 min in cells exposed to fluid flow in the presence of MBCD was
significantly decreased compared to exposed in the presence of control media (Fig. 2C: Lane
1-4). Additionally, we restored 90% of ERK1/2 phosphorylation in response to fluid flow
when we removed the MBCD from the media for 120 minutes (Fig. 2C: Lane 5). Like
GAPDH, total ERK1/2 was unchanged in response to fluid flow (Fig, 2C). Thus, we
quantified all ERK1/2 phosphorylation normalized to GAPDH.

In addition, the inhibition of ERK1/2 phosphorylation in the presence of MBCD was
concentration dependent; 10 mM of MBCD inhibited ERK1/2 phosphorylation by 80% and
5 mM only inhibited by 30% (Fig. 3A, B). To confirm the MBCD treatment specifically for
cholesterol depletion from membranes, 10 mM ACD, which extracts sphingomyelin from
sphingolipid-rich lipid rafts (inactive in removing cholesterol) (Motoyama et al., 2009), was
used as a control and our results showed that ACD did not inhibit fluid flow induced
ERK1/2 phosphorylation (Fig, 3C: Lane 3, 7). However, a less potent cholesterol depletion
agent, 30 mM HPBCD still inhibited fluid flow induced ERK1/2 phosphorylation in MC3T3-
E1 cells (Fig. 3C Lane: 4, 8).

To verify the removal of cholesterol by different agent treatments (MBCD, ACD and
HBCD), we quantified the efflux of cholesterol from cell membranes in culture media after
different treatments. Our results demonstrated that the removal of cholesterol by MBCD was
concentration dependent (Fig. 3D: Left 4 bars), which was inversely correlated well with
ERKZ1/2 fluid flow response. 10 mM ACD (control for MBCD) did not remove any
cholesterol from membranes, and 10mM or 30mM HBCD removed less cholesterol from
membranes compared to MBCD (Fig. 3D: Right 3 bars).

Cleavage of GPl-anchored proteins inhibits the calcium response to fluid flow

In addition to cholesterol within lipid rafts, there is another class of ecto-proteins, GPI-
anchored proteins, which are uniquely associated with lipid rafts. We hypothesized that the
GPl-anchored proteins serve as mechanoreceptors on the cell membrane that perceive fluid
flow. To investigate the role of GPI-anchored proteins in fluid flow induced osteoblastic
responses, we introduced a phospholipase, GPI-PLD, which can specifically cleave GPI-
anchored proteins from cell membranes (Metz et al., 1994; Scallon et al., 1991).
Overexpressing of GPI-PLD has been demonstrated to significantly decrease the levels of
GPl-anchored proteins (Mann et al., 2004). We used western blot analysis to confirm our
stable transfection with GPI-PLD in our MC3T3-E1 cells. We then demonstrated that
overexpressing of GPI-PLD in MC3T3-E1 cells significantly inhibited the percentage of
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cells responding to flow with an increase in [Ca2*];, relative to cells expressing the pcDNA3
vector control (32.8% vs. 74.3% respectively) (Fig. 4A—-C). In addition, overexpressing of
GPI-PLD significantly decreased the mean [Ca2*]; response amplitude (Fig. 4D).

Cleavage of GPl-anchored proteins inhibits the ERK1/2 response to fluid flow

To further examine the role of GPI-anchored proteins in fluid flow induced responses, we
examined the effect of GPI-PLD over expression on ERK1/2 activation in response to fluid
flow. We found that ERK1/2 phosphorylations in response to fluid flow in cells
overexpressing GPI1-PLD was significantly lower (63%) than that in cells expressing the
pcDNAS3 vector control (Fig. 5A, B), suggesting that GPl-anchored proteins are involved in
fluid flow induced ERK1/2 activation. To verify the effects of overexpressing GPI-PLD on
changing GPI-anchored proteins, we stained both cells overexpressing GPI-PLD and
expressing pcDNA3 control vector with FLAER. Our results demonstrated that the
fluorescence intensity on membranes in cells overexpressing GPI-PLD (Fig. 5Ciii) was
decreased compared to cells with expressing pcDNA3 control vector (Fig. 5Cii), suggesting
the decreases of GPI-anchored proteins on cells after overexpressing GPI-PLD.

ATP release in response to fluid flow is decreased after cholesterol depletion

Previously we demonstrated that ATP and one of its receptor subtypes, the P2Y, puringeric
receptor, are involved in flow induced calcium and ERK1/2 responses in osteoblastic cells
(You et al., 2002). Here we further investigated whether cholesterol in cell membranes is
involved in flow induced ATP release. We removed cholesterol from cell membranes by
using MBCD and examined the amount of ATP in conditioned cell culture media during
fluid flow at 1, 3, 5, and 10 minutes. Our results demonstrated that MBCD (10mM)
significantly inhibited flow induced ATP releases at all time points (Fig. 6A). To elucidate
whether ATP release is involved in the ERK1/2 phosphorylation response, we employed an
enzyme, apyrase, which rapidly hydrolyzes ATP to AMP and phosphates. In the presence of
10 U/ml of apyrase, fluid flow induced peak ERK1/2 phosphorylation at 5 minute was
significantly reduced by 75% (Fig. 6B, C), suggesting that ATP release is required for fluid
flow induced ERK1/2 activation.

Cells become stiffer after cholesterol depletion

We have demonstrated that MBCD inhibits oscillatory fluid flow induced Ca2*; mobilization
and ERK1/2 phosphorylation in MC3T3-E1 osteoblastic cells. MBCD may also change the
mechanical properties of cells. To address this, we employed AFM to measure cell
mechanical properties in the presence of or absence of MBCD. The elastic modulus of cells
was determined by indenting the cell membrane with a spherical AFM probe and then
analyzing the compression data using the Hertz model (Chizhik et al., 1998). Higher values
of elastic modulus represent stiffer cells. The overall cellular elastic modulus distribution
functions for MC3T3-E1 cells in the presence or absence of MBCD (10 mM) were plotted in
Figure 7. The distribution of cell elastic modulus in the presence of MBCD is shifted toward
the higher values of the modulus relative to that in the absence of MBCD, suggesting that
cells become stiffer in the presence of MBCD.

DISCUSSION

While strong evidence suggests mechanical loading regulates bone metabolism, little is
known about the molecular mechanisms involved in the process. Osteoblasts and osteocytes
are the bone cells best positioned to detect mechanical signals. We and others demonstrated
that oscillatory fluid induced shear stress is an important biophysical signal induced in bone
by mechanical loading. However, the molecular mechanisms for bone cells to sense
mechanical signals and initiate intracellular responses are still unclear. Accumulating
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evidence suggests that lipid rafts, one of important membrane structural components, may
play an important role in transmitting extracellular mechanical force to intracellular
responses in endothelial cells (Munro, 2003; Yu et al., 2006). However, due to technical
limitations it is rather challenging to directly study the role of lipid rafts in
mechanotransduction. In this study, we targeted two important membrane components
associated with lipid rafts, cholesterol and GPI-anchored proteins, to disrupt the structural
integrity of cell membranes. We first demonstrated that membrane cholesterol depletion
reduces oscillatory fluid flow induced Ca2*; and ERK1/2 response in MC3T3-E1
osteoblastic cells. We also found that reduction of GPI-anchored proteins on cell membranes
by over expression of GPI-PLD resulted in significant inhibition of Ca2*; mobilization and
ERKZ1/2 phosphorylation in response to oscillatory fluid flow. Finally, we demonstrated that
cholesterol depletion inhibited oscillatory fluid flow induced ATP releases, which were
responsible for the activation Ca*; mobilization and ERK1/2 response in MC3T3-E1
osteoblastic cells. Our findings suggest that cholesterol and GPl-anchored proteins, as two
structural components related to lipid rafts, may play an important role in osteoblastic cell
mechanotransduction.

Lipid rafts have been suggested to be involved in mechanotransduction in endothelial cells
(Munro, 2003). For instance, caveolae, specialized lipid rafts, have been demonstrated to
play an important role in endothelial mechanotransduction in vivo (Yu et al., 2006). A few
studies have reported that caveolae may be involved in bone cell proliferation and
differentiation (Tanikawa et al., 2008). However, the role of lipid rafts in bone cell
mechanotransduction is unknown. We first employed MBCD to deplete cholesterol from
membranes. MBCD is often used to investigate the role of cholesterol or lipid rafts
(Awasthi-Kalia et al., 2001). Our data demonstrated that cholesterol depletion from
membranes inhibits fluid flow induced Ca2*; mobilization, suggesting cholesterol in cell
membranes may be involved in fluid flow induced calcium signaling. These results are
consistent with previous studies, in which cholesterol depletion inhibits hyaluronan-
mediated and caldribine-induced Ca2*; mobilization in endothelial cells (Singleton and
Bourguignon, 2004) and leukemia cells (Takahashi et al., 2006), respectively. However, it is
the first report that mechanical stimulation (oscillatory fluid flow) induced Ca2*; was
inhibited by MBCD. Ca2*; is a ubiquitous second messenger, which controls a number of
cellular responses (Dolmetsch et al., 1998; Li et al., 1998), and is one of the earliest
intracellular signals activated by extrarcellular signals. Thus, our Ca2*; results suggest that
cholesterol in cell membranes may be an important structural component for osteoblastic
cells to perceive mechanical signaling and initiate responses.

In addition to early Ca2*; responses, we demonstrated that cholesterol depletion from cell
membranes inhibits fluid flow induced ERK1/2 phosphorylation, suggesting cholesterol in
cell membranes are also involved in fluid flow induced ERK1/2 signaling. Our finding is
consistent with the previous studies in which MBCD inhibits H,O, induced ERK1/2
phosphorylation in endothelial cells (Yang et al., 2006) and hydrostatic pressure induced
ERK1/2 phosphorylation in human osteoblasts (Ferraro et al., 2004). However, cholesterol
depletion in cell membranes by MBCD does not always have an effect on ERK1/2 signaling
pathways. For instance, MBCD has no effect on angiopoietin-1 induced ERK1/2
phosphorylation in endothelial cells (Katoh et al., 2009). This suggests that the involvement
of cholesterol in cell membranes in signal transduction is not universal but restricted to
certain cells and certain extracellular signals. In any case, our data strongly suggest that
cholesterol in cell membranes are involved in oscillatory fluid flow induced ERK1/2
activation in osteoblastic cells. It is known that ERK1/2 phosphorylation plays a key role in
regulating a series of cell activities, such as migration, survival, proliferation and
differentiation (Marais and Marshall, 1996; Seger and Krebs, 1995). Therefore, our findings
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support that cholesterol in cell membranes plays an important role in bone cell
mechanotransduction.

MBCD has often been used to study the role of cholesterol in different cell types. In the
current study, we not only tested different-dose effects of MBCD on the viability of MC3T3-
E1 osteoblastic cells, but also examined fluid flow induced ERK1/2 phosphorylation at two
different concentrations (5 and 10 mM). Our measurement of the efflux of cholesterol in the
presence of MBCD confirmed that the dose-dependent fluid flow induced ERK1/2 response
was due to cholesterol depletion from cell membranes. Our results demonstrating ERK1/2
inhibition at 10 mM MBCD are consistent with other studies (Awasthi-Kalia et al., 2001;
Yang et al., 2006), and the results from ACH and HBCD justify the concentration of MBCD
we used in other experiments. Our recovery experiments demonstrated the reversible effects
of cholesterol depletion by MBCD, suggesting that 10 mM MBCD is not toxic to the cells.
More importantly, we demonstrated that the amount of efflux of cholesterol was inversely
correlated with flow induced ERK1/2 responses in osteoblasts (Fig. 3), suggesting again
cholesterol in cell membranes may play an important role in bone cell mechanotransduction.

To further verify the role of membrane integrity in bone cell mechanotransduction, we
targeted GPl-anchored proteins to disrupt the integrity of cell membranes. The unique
configuration of GPI-anchored proteins in cell membranes makes them a logical choice to
investigate in this context. First, the ecto-structure of these anchored proteins on cell
membranes is an ideal candidate for perceiving extracellular mechanical signals, such as
fluid flow induced shear stress. Indeed, similar structures, the endothelial glycocalyx layer
and bone primary cilia, have been reported to transduce fluid flow induced shear stress to
the intracellular responses in endothelial cells (Weinbaum et al., 2007) and bone cells
(Malone et al., 2007). Secondly, GPl-anchored proteins are rich in lipid rafts, and lipid rafts
have been reported to link to cytoskeletal actin filaments via raft-associated proteins, such as
supervillin, myosin-11A, myosin IG and ezrin-radixin—-moesin proteins (Chichili and
Rodgers, 2009). In addition, the linkage of GPI-anchored proteins, lipid rafts and
cytoskeleton provides an ideal structure to efficiently transmit fluid shear stress to the
cytosol. We first demonstrated that overexpressing GPI1-PLD decreased the GPI-anchored
proteins on cell surfaces (Fig. 5C). Additionally, our data from GPI-PLD overexpressing
cells demonstrate that GPI-anchored proteins in cell membranes are involved in fluid flow
induced Ca2*; mobilization and ERK1/2 activation, suggesting that GPI-anchored proteins
may be involved in transmitting fluid flow induced shear stress into intracellular responses.
To our knowledge, this is the first study to investigate the role of GPI-anchored proteins in
mechanotransduction.

Previously, we and others demonstrated that ATP release and subsequent activation of P2Y
receptors are responsible for fluid flow induced Ca2*; mobilization (Genetos et al., 2005;
You et al., 2002). Vesicular release, connexin hemichannels, ATP-binding cassette
transporters and conductive channels have been proposed to be involved in mechanically
induced ATP release from different cells (Praetorius and Leipziger, 2009). Specifically,
recent studies in MC3T3-E1 cells suggest that vesicular release most likely is involved in
fluid flow induced ATP releases in osteoblastic cells (Genetos et al., 2005). In this study, we
demonstrated that cholesterol in cell membranes are involved in fluid flow induced ATP
releases from MC3T3-EL1 cells. Thus, our data suggest that cholesterol in cell membranes
may be important for fluid flow induced ATP-vesicular release in osteoblastic cells.

In addition, we demonstrated that the fluid flow induced ERK1/2 response was inhibited by
blockage of ATP releases (Fig. 6B) from cells, suggesting that ATP parecrine/autocrine
signaling are involved in fluid flow induced ERK1/2 activation. Previously, we also
demonstrated that P2Y, puringeric receptors are critical for the fluid flow induced
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intracellular calcium response (You et al., 2002). Thus, our results suggest P2Y, may be
involved in the fluid flow induced ERK1/2 response. Indeed, some studies have
demonstrated that ATP activates P2Y, receptors and subsequently activates ERK1/2 via
PLC/PKC PLC signaling pathway in human endometrial stromal cells (Chang et al., 2008).

Several limitations should be considered when interpreting our results. For instance, MBCD
may change the mechanical properties of membranes, which may complicate our
explanation of cellular response under mechanical stimulation. To address this, we
employed AFM to measure local cell mechanical properties in the presence of or absence of
MBCD. We found that cells became stiffer in the presence of MBCD compared with those in
the absence of MBCD, which is consistent with previous studies (Byfield et al., 2004).
Recent studies suggest that stiffer cells may be less responsive to mechanical signals
(Chowdhury et al.), which may partially explain the decreased response to fluid flow we
observed in the presence of MBCD. However, other studies demonstrate stiffer cells are
more responsive to mechanical signals (Salvi et al., 2009). In addition, we did not detect a
decreased cyclooxygenase-2 response to fluid flow (data not shown here) in the presence of
MBCD, which is independent of the calcium signaling (Saunders et al., 2003). Thus, we
believe that changes in the mechanical properties of cells in the presence of MBCD do not
fully explain the decreased mechanosensitivity we observed in the presence of MBCD. The
most likely explanation for the decreased mechanosensitivity is that MBCD disrupts
membrane integrity, disconnects membrane and cytoskeleton, reduces the strength of fluid
shear stress transmitted from GPIl-anchored proteins to cytoskeleton, and decreases vesicular
ATP releases. More detailed mechanistic studies are under investigation in our laboratory to
further address this issue.

In summary, we demonstrated that cholesterol depletion inhibits fluid flow induced ATP
releases from MC3T3-E1 osteoblastic cells, and subsequently reduces fluid flow induced
Ca?*; mobilization and ERK1/2 phosphorylation, suggesting cholesterol in cell membranes
may be involved in fluid flow induced calcium signaling pathways. In addition, we showed
that decreasing GPl-anchored proteins by overexpressing GPI-PLD in osteoblastic cells
inhibits fluid flow induced Ca2*; mobilization and ERK1/2 phosphorylation, suggesting
GPl-anchored proteins in cell membranes may serve as an transducer to transmit fluid shear
stress to biochemical responses (e.g. activating calcium signaling pathways). Taken
together, our studies demonstrate a possible molecular mechanism related to cell membrane
integrity by which fluid flow induced shear stress initiates osteoblastic responses. The
understanding of the molecular mechanisms underlying fluid flow induced calcium
signaling pathways in osteoblastic cells will provide guidance in developing novel
therapeutic approaches to various bone diseases, such as disuse osteopenia and age related
osteoporosis.
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Flgure 1. Treatment of MBCD (10 mM) inhibits oscillatory fluid flow induced increases in

[Ca *+]; in MC3T3-E1 osteoblastic cells

A, a representative example of [Ca%*]; traces obtained from MC3T3-E1 cells exposed to
oscillatory flow (2N/m?2, 1Hz) in control media. The arrow depicts the onset of flow and
each line represents an individual cell response. B, a representative example of [Ca%*]; traces
obtained from MC3T3-E1 cells exposed to oscillatory flow (2N/m?2, 1Hz) in the presence of
MBCD (10 mM). The arrow depicts the onset of flow and each line represents an individual
cell response. C, the percentage of MC3T3-E1 cells responding with an increase in [Ca2*];
in the presence or absence of MBCD (10 mM). D, amplitude of increase in [Ca2*]; in
MC3T3-E1 cells exposed to oscillatory flow (2N/m?2, 1Hz) in the presence or absence of
MBCD (10 mM). (*, p<0.05) Each bar represents the mean + S.E. and each experiment was
repeated on 4-6 slides.
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Figure 2. MBCD inhibits oscillatory fluid flow induced ERK1/2 phosphorylation in MC3T3-E1
osteoblastic cells

A, a dramatic increase in ERK1/2 phosphorylation was observed at 5, 10 and 15 minutes in
response to oscillatory fluid flow (LIN/m2, 1Hz). B, bar graph representation of ERK1/2
phosphorylation quantified by scanning densitometry normalized to GAPDH. C, after
10mM MBCD treatment, oscillatory fluid flow induced phosphorylation of ERK1/2 at 5
minutes significantly decreased in MC3T3-E1 osteoblastic cells (lane 1-4). Replacement of
MBCD media with control flow media for 120 minutes allowed the recovery of cell
responsiveness to fluid flow in terms of ERK1/2 activation (lane 5). D, bar graph
representation of ERK1/2 phosphorylation quantified by scanning densitometry normalized
to GAPDH. (*, p<0.05) Each bar represents the mean + S.E. and each experiment was
repeated on 3-5 times.
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Figure 3. MBCD inhibits oscillatory fluid flow induced ERK1/2 phosphorylation in MC3T3-E1
osteoblastic cells in a concentration dependent manner

A, following exposure to MBCD at different concentrations, oscillatory fluid flow induced
phosphorylation of ERK1/2 at 5 minutes decreased in MC3T3-E1 osteoblastic cells. B, bar
representation of ERK1/2 phosphorylation quantified by scanning densitometry normalized
to GAPDH. C, following exposure to MBCD, ACD and HBCD at different concentrations,
oscillatory fluid flow induced phosphorylation of ERK1/2 at 5 minutes detected in MC3T3-
E1 osteoblastic cells. D, the efflux of cholesterol from cell membranes was quantified for
the different treatments of MBCD, ACD and HBCD at different concentrations. (*, p<0.05)
Each bar represents the mean + S.E. and each experiment was repeated on 3-5 times.

J Cell Physiol. Author manuscript; available in PMC 2012 September 1.



1duosnuey JoyIny vd-HIN 1duosnuey JoyIny vd-HIN

1duosnuey JoyIny vd-HIN

Xing et al.

Page 17

»
3]
1

(340:380 nm)
w

Ratio
2]

Time (min) Time (min)

C D

100 - 21
m _—
£ 80 1 €
'g c1.5 1
) o
a 60 1 -4 *
7] e
o S 1A T
% 40 - * S
8 - e
°\° 20 &u 0.5 1

0 0
Vector Control GPI-PLD Vector Control GPI-PLD

Figure 4. Overexpressing GPI-PLD inhibits oscillatory fluid flow induced increases in [Ca2+]i in
MC3T3-EL1 osteoblastic cells
A, a representative example of MC3T3-E1 cell [Ca?*]; traces obtained after exposure of

control cells (expressing pcDNA3 vector control) to oscillatory flow (2N/m2, 1Hz). The
arrow depicts the onset of flow and each line represents an individual cell response. B, a
representative example of MC3T3-E1 cell [Ca2*]; traces obtained after exposure of
pcDNA3-GPI-PLD expressing cells to oscillatory flow (2N/m2, 1Hz). The arrow depicts the
onset of flow and each line represents an individual cell response. C, the percentage of
MC3T3-E1 cells responding with an increase in [Ca2* ]; in cells expressing the pcDNA3
vector control or pcDNA3-GPI-PLD (GPI-PLD). D, the mean amplitude of [Ca2* ]; in
MC3T3-EL1 cells, expressing the pcDNAS3 vector control or pcDNA3-GPI-PLD (GPI-PLD),
responding with an increase in [Ca2*];. (*, p<0.05) Each bar represents the mean + S.E. and
each experiment was repeated on 4-6 slides.
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Figure 5. Overexpression of GPI-PLD inhibits oscillatory fluid flow induced ERK1/2

phosphorylation in MC3T3-E1 osteoblastic cells

A, oscillatory fluid flow induced ERK1/2 phosphorylation at 5 minutes significantly
decreased in GPI-PLD expressing cells (lane 2 and 4) compared with that in control cells
(expressing pcDNAS3 vector control, lane 1 and 3). B, bar graph representation of ERK1/2
phosphorylation quantified by scanning densitometry normalized to GAPDH. C, bright field
image (i) and fluorescence images taken at the same exposure time in cells expressing
pcDNAS3 control vector (ii) and overexpressing GPI-PLD (iii) in MC3T3-E1 cells. (*,
p<0.05) Each bar represents the mean + S.E. and each experiment was repeated 3-5 times.
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Figure 6. MBCD (10 mM) inhibits oscillatory fluid flow induced ATP release and blockage of
ATP release by apyrase (10 U/ml) inhibits oscillatory fluid flow induced ERK1/2
phosphorylation in MC3T3-E1 osteoblastic cells

A, oscillatory fluid flow induced ATP release following exposure to MBCD (10 mM) was
significantly reduced in MC3T3-E1 osteoblastic cells at 1, 3, 5, and 10 minutes. B,
oscillatory fluid flow induced ERK1/2 phosphorylation at 5 minutes is significantly
decreased in MC3T3-E1 cells following exposure to apyrase (10 U/ml) (lane 3-4) relative to
cells not exposed to apyrase (lane 1-2). C, bar graph representation of ERK1/2
phosphorylation quantified by scanning densitometry normalized to GAPDH. (*, p<0.05)
Each bar represents the mean * S.E. and each experiment was repeated 3-5 times.
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Figure 7. MBCD (10 mM) increases stiffness of cells

Overall cellular elastic modulus distribution functions for MC3T3-EL1 cells in the presence
(dashed line) or absence (solid line) of MBCD (10 mM) were plotted using data from 3
experiments for each treatment. The distribution of cell elastic modulus in the presence of
MBCD is shifted toward the higher values of the modulus relative to that in the absence of
MBCD.
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