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N-Cadherin Negatively Regulates Osteoblast
Proliferation and Survival by Antagonizing Wnt, ERK and

PI3K/Akt Signalling
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Abstract

Background: Osteoblasts are bone forming cells that play an essential role in osteogenesis. The elucidation of the
mechanisms that control osteoblast number is of major interest for the treatment of skeletal disorders characterized by
abnormal bone formation. Canonical Wnt signalling plays an important role in the control of osteoblast proliferation,
differentiation and survival. Recent studies indicate that the cell-cell adhesion molecule N-cadherin interacts with the Wnt
co-receptors LRP5/6 to regulate osteoblast differentiation and bone accrual. The role of N-cadherin in the control of
osteoblast proliferation and survival remains unknown.

Methods and Principal Findings: Using murine MC3T3-E1 osteoblastic cells and N-cadherin transgenic mice, we
demonstrate that N-cadherin overexpression inhibits cell proliferation in vitro and in vivo. The negative effect of N-cadherin
on cell proliferation results from decreased Wnt, ERK and PI3K/Akt signalling and is restored by N-cadherin neutralizing
antibody that antagonizes N-cadherin-LRP5 interaction. Inhibition of Wnt signalling using DKK1 or Sfrp1 abolishes the ability
of N-cadherin blockade to restore ERK and PI3K signalling and cell proliferation, indicating that the altered cell growth in N-
cadherin overexpressing cells is in part secondary to alterations in Wnt signalling. Consistently, we found that N-cadherin
overexpression inhibits the expression of Wnt3a ligand and its downstream targets c-myc and cyclin D1, an effect that is
partially reversed by N-cadherin blockade. We also show that N-cadherin overexpression decreases osteoblast survival in
vitro and in vivo. This negative effect on cell survival results from inhibition of PI3K/Akt signalling and increased Bax/Bcl-2, a
mechanism that is rescued by Wnt3a.

Conclusion: The data show that N-cadherin negatively controls osteoblast proliferation and survival via inhibition of
autocrine/paracrine Wnt3a ligand expression and attenuation of Wnt, ERK and PI3K/Akt signalling, which provides novel
mechanisms by which N-cadherin regulates osteoblast number.
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Introduction

Wnt proteins are a family of secreted proteins that play
important roles in the development and maintenance of many
tissues [1]. Wnt proteins control cell proliferation, differentiation
and survival through signals involving B-catenin-dependent and -
independent pathways [2,3,4,5]. Binding of canonical Wnts to the
7-transmembrane domain-spanned frizzled (Fz) receptor and low-
density lipoprotein 5 and 6 (LRP5/6) co-receptors initiates a
cascade of events triggered by the cytoplasmic protein Dishevelled
(Dsh) interacting with Fz, Axin and Frat-1. Disruption of this
complex leads to phosphorylation of GSK-3 and inhibition of -
catenin phosphorylation. This effect results in B-catenin stabiliza-
tion and its subsequent translocation into the nucleus where it
interacts with TCF/LEF transcription factors to activate the
expression of Wnt-responsive genes [6]. Wnt signalling is tightly
regulated by secreted regulatory proteins. Soluble frizzled-related
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proteins (Sfrps) and WIF-1 antagonize Wnt-Iz interactions
whereas Dickkopf (Dkk) antagonizes LRP5/6 [7]. Wnt signalling
is also controlled by intracellular antagonists such as Axin, APC
and Groucho which regulate B-catenin stability and activity [6],
allowing fine control of signals triggered by Wnt proteins [8]. Wnt
proteins also control kinase signalling pathways. Notably,
canonical Wnt3a increases PI3K/Akt activity, resulting in GSK3f3
phosphorylation and increased free P-catenin levels [9]. In
addition, Wnt3a activates ERK1/2 by direct signalling and
posttranscriptional activation via the B-catenin/Tcf4 complex
[10], indicating that these kinases may act as important mediators
of Wnt signalling.

In the recent years, canonical Wnt signalling has emerged as an
important regulator of bone formation and bone mass
[11,12,13,14,15]. The importance of Wnt signalling in the control
of bone mass was initially demonstrated by the high and low bone
mass phenotype caused by loss- and gain-of-function LRP5
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mutations, respectively [16]. Further evidence for the important
role of Wnt signalling in bone was provided by the changes in
bone mass caused by inactivation or overexpression of Wnt
antagonists in the mouse [17]. Recent data indicate that the
skeletal effects of LRP5 may be indirect and mediated by gut-
derived serotonin [18]. This does not rule out however that
LRP5/6 may have direct skeletal effects at early stages of the
osteoblast lineage [19]. In vitro, Wnt signalling positively controls
osteoblast differentiation by activating the Wnt/LRP5/B-catenin/
LEF-TCF/Runx?2 signalling cascade [20]. In addition, Wnt
signalling controls cell proliferation during progression along the
osteogenic lineage. Stable expression of Wnt proteins or LRP5
enhances osteoblast progenitor cell growth @ wtro [21,22].
Consistently, LRP5 deficiency results in reduced osteoblast
proliferation in mice [23]. Furthermore, Wnt signalling was found
to prevent apoptosis in uncommitted osteoblast progenitors and
more mature osteoblasts [24]. Accordingly, a gain-of-function
mutation in LRP5 (G171V) decreases osteoblast/osteocyte
apoptosis [25] whereas deletion of the Wnt antagonist Sfrpl
reduces osteoblast apoptosis [12]. These effects are mediated in
part via the Wnt/B-catenin canonical pathway [26,27,28].
However, prevention of apoptosis in uncommitted osteoblasts
and mature osteoblasts by Wnt proteins may also occur through
activation of Src/ERK and PI3K/Akt pathways [24], indicating
that multiple pathways are involved in the control of osteoblast
proliferation and survival by Wnt proteins.

Cadherins are cell-cell adhesion molecules that mediate cellular
signalling [29,30,31]. Previous studies indicate that cadherins
interact with Wnt signalling by sequestering B-catenin at the
plasma membrane [29,32,33]. In bone, N-cadherin is strongly
expressed in osteoblasts and regulates osteoblast differentiation
[34,35] and bone mass [36,37,38] although the underlying
mechanisms are not fully understood. We recently showed that
N-cadherin interacts with LRP5/6 and negatively regulates Wnt
signalling through B-catenin degradation, resulting in decreased
osteoblast differentiation and bone formation @ wviwo [39].
However, the role of N-cadherin in the control of osteoblast
proliferation and survival remains unknown.

Here we investigated the molecular mechanisms involved in the
control of osteoblast growth and apoptosis by N-cadherin. We
provide here novel evidence that N-cadherin acts as a negative
regulator of cell proliferation and survival in osteoblasts via
interaction with LRP5, alteration of autocrine Wnt3a ligand
expression and attenuation of Wnt, ERK and PI3K/Akt signalling
pathways.

Results

The efficiency of N-cadherin overexpression in MC3T3-El
osteoblastic cells was first checked by western blot analysis. A 2-
fold increase in N-cadherin protein level was documented in N-
cadherin-transfected MC3T3-E1 cells compared to control (Flag)
cells (Figure 1A). We then determined the effect of N-cadherin
overexpression on cell proliferation. As shown in Figure 1B, cell
number was lower in N-cadherin overexpressing cells compared to
control cells. This effect was in part related to a 50% decrease in
cell replication, as shown by the BrdU assay (Figure 1C). To
determine whether this negative effect of N-cadherin overexpres-
sion may be relevant i viwo, primary calvaria osteoblasts were
1solated from 1.5 month old N-cadherin transgenic and wild-type
mice and cell growth was assessed ex vivo by cell number and BrdU
assay. As shown in Figure 1D, cell number was reduced in N-
cadherin transgenic osteoblasts compared to wild-type osteoblasts.
This effect was in part related to a lower cell replication in
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Figure 1. Enforced expression of N-cadherin decreases cell
proliferation in osteoblasts. (A) MC3T3-E1 osteoblasts stably
transfected with N-cadherin (N-Cad) display a 2-fold increase in N-
cadherin expression compared to control cells (Flag) as shown by
western blot analysis. (B, C) Decreased cell number and replication in N-
Cad cells compared to Flag cells. (D, E) Decreased cell number and
replication in primary calvarial osteoblasts isolated from N-cadherin
transgenic mice (Tg) compared to osteoblasts from wild-type mice (WT).
Means are +/— SD. Values that are significantly different are indicated
(*, P<<0.05 vs Flag or WT cells). (F) Histologial sections of tibias showing
decreased cell proliferation in N-Cad Tg mice compared to WT mice, as
revealed by Ki67 staining (black nuclei) in bone marrow stromal cells
and mature osteoblasts (Ob, arrows) (x250).
doi:10.1371/journal.pone.0008284.g001
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transgenic osteoblasts (Figure 1E), suggesting a cell autonomous
defect in cell proliferation. We then performed an i vivo analysis of
cell proliferation in bones from 1.5 month old N-cadherin
transgenic mice. Cell proliferation detected by Ki67 staining in
the bone marrow stroma (black nuclei) and in osteoblasts (arrows)
was decreased in tibias of N-cadherin transgenic mice compared to
wild type mice (Figure 1F). The decrease in cell proliferation
observed in the bone marrow stroma of N-cadherin transgenic
mice may be the consequence of alteration of endogenous Wnt3a
expression (see below). These results show that increasing N-
cadherin expression in osteoblasts results in decreased cell
proliferation @ vitro and i vivo.

One mechanism by which N-cadherin may affect cell
proliferation is by interacting with LRP5/6 [39]. Using immuno-
precipitation and Western blot analyses, we confirmed that LRP5
interacts with N-cadherin in normal (Flag) osteoblasts and that this
interaction 1is increased in N-cadherin overexpressing cells
(Figure 2A). Neutralization of N-cadherin using a specific N-
cadherin antibody that recognizes the extracellular domain of N-
cadherin [40] efficiently decreased LRP5 level associated with N-
cadherin (Figure 2A). We therefore used this tool to analyse the
role of N-cadherin-LRP5 interaction on cell proliferation. As
shown in Figure 2B, Wnt3a (15% CM) increased cell proliferation
in both Flag and N-cadherin overexpressing cells and this effect
was suppressed by DKK1, a high affinity ligand for LRP5/6 [41]
that inhibits canonical Wnt signalling [42]. The neutralizing N-
cadherin antibody also increased cell replication and the response
to Wnt and these effects were blocked by DKKI1 (Figure 2B).
These results indicate that the decreased cell proliferation induced
by forced expression of N-cadherin results from increased N-
cadherin-LRP5 interaction and subsequent alteration of Wnt
signalling. To investigate whether endogenous N-cadherin affects
cell proliferation in osteoblasts, we used a specific N-cadherin si-
RNA that efficiently reduces N-cadherin expression [39]. N-
cadherin silencing using this si-RNA increased cell proliferation in
control (Flag) cells compared to a non-relevant siRNA in the
presence or absence of Wnt (Figure 2C). These results show that
endogenous N-cadherin as well as forced expression of N-cadherin
negatively regulates cell proliferation in osteoblasts.

We then investigated the signalling pathways underlying the
inhibition of cell proliferation induced by N-cadherin. We focused
on ERK and PI3K that are most important signalling pathways
involved in cell growth. As shown in Figure 3A, western blot
analysis showed that p-PISK and p-ERK (p44) levels were
decreased in N-cadherin overexpressing cells compared to control
(Flag) cells in basal conditions. Wnt3a (15% CM) increased PI3K
and ERK (p44) phosphorylation in Flag cells, an effect that was
prevented by the Wnt inhibitor Sfrpl. In contrast, Wnt had no
effect on ERK and PI3K phosphorylation in N-cadherin
overexpressing cells (Figure 3A), indicating that PI3K and ERK
signalling is altered in basal condition and in response to Wnt3a.
To confirm this finding, cells were treated with the N-cadherin
neutralizing antibody. The N-cadherin antibody increased p-ERK
(mainly p44) and p-PI3K levels in both control (Flag) cells and N-
cadherin overexpressing cells (Figure 3B), indicating that the N-
cadherin-LRP5 interaction negatively controls ERK and PI3K
signalling. N-cadherin silencing using si-RINA also increased ERK
and PISK phosphorylation in Flag cells compared to a non-
relevant siRNA, indicating that endogenous N-cadherin negatively
controls these pathways (Figure 3C). To determine the functional
relevance of these findings, we tested the effects of ERK and PISK
inhibitors on cell proliferation induced by Wnt. As shown in
Figure 3D, the positive effect of Wnt3a (15% CM) on cell growth
was abolished by wortmannin (10 uM) and U0126 (10 uM) which
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Figure 2. N-cadherin reduces cell proliferation via interaction
with LRP5 and Wnt signalling. (A) Immunoprecipitation analysis
showing N-cadherin and LRP5 interaction in control (Flag) cells and N-
cadherin (N-Cad) overexpressing cells which is blocked by N-cadherin
antibody. Cells were treated with blocking N-cadherin antibody (Ab) or
control antibody (IgG) for 24 hours, cell lysates were immunoprecip-
itated (IP) with N-cadherin antibody and analysed by Western-blot (WB)
with LRP5 antibody. LRP5, N-cadherin and GAPDH in total proteins were
used as loading controls. (B) Treatment with Wnt3a or blocking N-
cadherin antibody restores cell proliferation in N-Cad cells. Flag and N-
Cad cells were transfected with DKK1 expression vector or empty vector
(EV), treated with Wnt3a CM (15%) or N-cadherin antibody for 24 hours
and cell replication was determined. Means are +/— SD. Values that are
significantly different are indicated (a, P<<0.05 vs untreated Flag EV cells;
b, P<<0.05 vs Flag EV cells treated with N-Cad Ab or Wnt3a; ¢, P<<0.05 vs
N-Cad EV cells treated with N-Cad Ab or Wnt3a). (C) N-cadherin
silencing increases osteoblast proliferation. Flag cells were transfected
with a specific N-cadherin si-RNA or a non relevant si-RNA (si-NR) and
treated with Wnt3a CM (15%) for 24 hours and cell replication was
determined (a, P<<0.05 vs -Wnt si-NR treated cells; b, P<<0.05 vs -Wnt si-
N-Cad treated cells).

doi:10.1371/journal.pone.0008284.g002

are pharmacologic inhibitors of PI3K and MEK, respectively, in
both control and N-cadherin overexpressing cells. These results
indicate that ERK and PI3K signalling pathways are functionally
involved in the altered cell growth induced by N-cadherin in
osteoblasts.

We then sought to determine the implication of canonical Wnt
signalling in the altered ERK and PI3K signalling induced by N-
cadherin-LRP) interaction. To this goal, cells were treated with
the neutralizing N-cadherin antibody to restore ERK and PI3K
signalling and the cells were then transfected with the Wnt
mhibitor DKKI1. Transient transfection with DKKI1 efficiently
reduced B-catenin transcriptional activity, as determined by the
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Figure 3. N-cadherin overexpression negatively regulates ERK
and PI3K signalling. (A) Control (Flag) and N-cadherin (N-Cad)
overexpressing cells were treated with canonical Wnt3a CM (15%) for 1
or 5 minutes and ERK and PI3K signalling was analysed by Western-blot.
GAPDH was used as loading control. (B) N-cadherin blockade restores
cell signalling in N-cadherin overexpressing osteoblasts. Flag and N-Cad
cells were treated with N-cadherin antibody or control antibody (IgG)
for 5 min and ERK and PI3K signalling was analysed by Western-blot.
GAPDH was used as loading control. (C) N-cadherin silencing increases
ERK and PI3K signalling. Flag cells were transfected with a specific N-
cadherin si-RNA or a non relevant si-RNA (si-NR) and phospho-ERk and
phospho-PI3K levels determined by western blot analysis were
quantified using B-actin as loading control. (D) Treatment with PI3K
and MEK inhibitors (Wortmannin and U0126, respectively) abolished cell
proliferation induced by Wnt3a CM (15%) in both Flag and N-Cad cells
at 24 hours. Means are +/— SD. Values that are significantly different are
indicated (a, P<<0.05 vs untreated cells; b, P<<0.05 vs Wnt3a-treated
cells).

doi:10.1371/journal.pone.0008284.g003

TCF/TOP assay (Figure 4A). Treatment with Sfrpl which binds
and antagonizes Wnt proteins [7] also abolished the response to
Wnt3a in these cells (Figure 4A). As shown in Figure 4B, the N-
cadherin antibody increased ERK and PI3K signalling in control
and N-cadherin cells, confirming our previous data. Transient
transfection with DKKI effectively increased DKKI1 protein levels
and abolished the restoration of ERK and PI3K activation
induced by the N-cadherin antibody (Figure 4B). These results
indicate that the altered ERK and PI3K signalling in N-cadherin
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Figure 4. The Wnt inhibitor DKK1 abolishes ERK and PI3K
signalling restored by N-cadherin blockade. (A) Control (Flag)
cells were transiently transfected with empty vector (EV) or DKK1, or
treated with the Wnt antagonist Sfrp1 in the presence or absence of
Wnt3a CM and TCF/TOP transcriptional activity was determined. Means
are +/— SD. Values that are significantly different are indicated (a,
P<0.05 vs EV -Wnt treated cells; b, P<<0.05 vs EV Wnt treated cells). (B)
Flag and N-Cad cells transiently transfected with empty vector (EV) or
DKK1 were treated with the bloking N-cadherin antibody (N-Cad Ab) or
control antibody (IgG) for 24 hours and DKK1 levels and ERK and PI3K
signalling were analysed by Western-blot. GAPDH was used as loading
control. (C) Flag and N-Cad overexpressing cells transfected with empty
vector (EV) or DKK1 were treated with the N-cadherin antibody for
24 hours to restore ERK and PI3K signalling or with control antibody
(I9G), and cell replication was determined (a, P<<0.05 vs EV Flag cells; b,
P<0.05 vs N-Cad Ab treated EV Flag cells; ¢, P<<0.05 vs N-Cad Ab treated
EV N-Cad cells).

doi:10.1371/journal.pone.0008284.9g004
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overexpressing cells results in large part from attenuation of Wnt
signalling. We then determined the functional role of Wnt
signalling in the altered cell proliferation induced by N-cadherin.
As shown in Figure 4C, transient transfection with DKKI1 reduced
cell proliferation in control cells. Neutralization of N-cadherin with
the antibody increased cell growth and this effect was reduced by
DKKI1 transfection in both control and N-cadherin overexpressing
cells (Figure 4C). The finding that DKK1 abrogates the effect of
N-cadherin neutralizing antibody on ERK and PI3K signalling
and cell growth confirm that Wnt signalling is implicated in the
altered ERK and PI3K signalling induced by N-cadherin-LRP5
interaction in these cells.

To further confirm the implication of Wnt signalling in the
altered cell proliferation induced by N-cadherin-LRP5 interaction,
we analysed the expression of Wnt-responsive genes in N-cadherin
overexpressing cells. We first looked for changes in c-myc and
cyclin D1 that are important target genes for the Wnt canonical
pathway [43,44]. As shown in Figure 5A, western blot analysis
showed that both c-myc and cyclin D1 protein levels were
markedly decreased in N-cadherin overexpressing cells compared
to control (Flag) cells. We found that the N-cadherin antibody
increased decreased c-myc and cyclin D1 levels whereas the Wnt
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Figure 5. The altered cell proliferation induced by N-cadherin
overexpression involves Wnt-responsive genes. (A) Control (Flag)
and N-cadherin (N-Cad) overexpressing cells were treated with the
blocking N-cadherin antibody, control antibody (IgG) or the Wnt
antagonist Sfrp1 for 24 hours and the levels of the Wnt-responsive
proteins c-Myc and cyclin D1 were analysed by Western-blot. B-actin
was used as loading control. (B) Flag and N-Cad overexpressing cells
were treated with N-cadherin antibody (N-Cad Ab) or IgG, or transiently
transfected with the Wnt antagonist DKK1 and Wnt3a mRNA levels
were determined by qPCR analysis at 24 hours. Means are +/— SD.
Values that are significantly different are indicated (a, P<<0.05 vs
untreated Flag cells; b, P<<0.05 vs corresponding Flag cells).
doi:10.1371/journal.pone.0008284.g005
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antagonist Sfrpl had opposite effects (Figure 5A). These results
indicate that N-cadherin downregulates c-myc and cyclin D1
expression and further suggest the implication of Wnt signalling in
this effect. Because Wnt3a is an important target gene for Wnt
signalling, we investigated the effect of N-cadherin overexpression
on Wnt3a ligand expression. We found that forced expression of
N-cadherin nearly abolished endogenous Wnt3a mRNA expres-
sion compared to control cells (Figure 5B). Blockade of N-cadherin
with the antibody increased Wnt3a expression in both control and
N-cadherin overexpressing cells, indicating that N-cadherin-LRP5
interaction negatively controls endogenous Wnt3a expression in
these cells. Transient transfection with DKKI1 greatly reduced
Wnt3a expression (Figure 5B), indicating that N-cadherin-LRP5
interaction negatively controls Wnt3a expression via alteration of
canonical Wnt signalling. This indicates that in addition to
negatively interact with LRP5, N-cadherin inhibits Wnt signaling
by reducing endogenous Wnt ligand expression.

Having shown that N-cadherin negatively controls cell growth,
we then sought to determine the role of N-cadherin on cell survival
in osteoblasts. We first analysed the effect of N-cadherin
overexpression on cell death induced by serum deprivation. As
shown in Figure 6A, forced expression of N-cadherin increased the
number of TUNEL-positive cells compared to control cells. This
effect was partly dependent on canonical Wnt signalling since
treatment with Wnt (15% CM) reduced cell apoptosis in both
control and N-cadherin overexpressing cells (Figure 6A). To
confirm the role of N-cadherin in the control of osteoblast survival,
control (Flag) cells were treated with si-N-cadherin or a non-
relevant si-RNA and cell survival was determined in serum
deprived conditions. As shown in Figure 6B, N-cadherin silencing
decreased the number of TUNEL-positive cells in the presence or
absence of Wnt, further indicating that endogenous N-cadherin
negatively controls cell survival in normal osteoblasts. To
determine whether the negative effect of N-cadherin may be
relevant to bone i vivo, cell death was analysed ex vivo in calvaria
osteoblasts isolated from 1.5 month old wild-type and N-cadherin
transgenic mice cultured in serum deprived conditions. As shown
in Figure 6C, N-cadherin transgenic cells displayed increased cell
apoptosis compared to wild-type cells in the presence or absence of
Wnt, indicating that N-cadherin overexpression induces a cell
autonomous defect in cell survival. To confirm the relevance of
these findings i viwo, we performed a histological analysis of cell
apoptosis in bones from N-cadherin transgenic and wild type mice.
Histological analysis revelated a higher number of TUNEL-
positive osteoblasts (brown nuclei) in tibias of transgenic N-
cadherin mice compared to wild type mice (Figure 6D, arrows).
Accordingly, we found that mRINA expression level of the anti-
apoptotic protein Bcl-2 was decreased by 50% in tibias of
transgenic compared to wild type mice whereas expression of the
pro-apoptotic protein Bax was unchanged (Figure 6E). Conse-
quently, the Bax/Bcl-2 ratio was higher in tibias of transgenic mice
compared to wild type mice, reflecting increased apoptosis
(Figure 6F). These results demonstrate that the negative effect of
N-cadherin on osteoblast survival i vitro is relevant to bone i vivo.

We then investigated the underlying mechanisms involved in
the increased cell apoptosis induced by N-cadherin. We found that
N-cadherin overexpression increased effector caspases 3, 6, 7
activity, and this effect was abrogated by Wnt (15% CM) and N-
cadherin blockade (Figure 7A), indicating that the increased cell
apoptosis induced by N-cadherin overexpression is caspase-
dependent and related to N-cadherin-LRP5 interaction. To
further determine the implication of Wnt signalling, cells were
treated with Wnt3a (15% CM) and the protein levels of Bax and
Bcl-2 were determined. As shown in Figure 7B, N-cadherin
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Figure 6. Forced expression of N-cadherin decreases cell
survival. (A) Control (Flag) and N-cadherin (N-Cad) overexpressing
cells cultured in serum deprived (1% FCS) medium were treated with
Wnt3a (15% CM) for 24 hours and the number of TUNEL-positive cells
was determined. Means are +/— SD (a, P<<0.05 vs -Wnt Flag cells; b,
P<0.05 vs corresponding Flag cells). (B) N-cadherin silencing decreases
osteoblast apoptosis. Flag cells were transfected with N-cadherin si-RNA
or a non relevant si-RNA (si-NR) and treated with Wnt3a CM (15%) for
24 hours in serum deprived (1% FCS) medium and cell replication was
determined. (a, P<<0.05 vs -Wnt si-NR cells; b, P<<0.05 vs corresponding
Flag cells). (C) Osteoblasts isolated from calvaria in wild type (WT) or N-
cadherin transgenic mice (Tg) were cultured in serum deprived (1%
FCS) medium and treated with Wnt3a (15% CM) for 24 hours and the
number of TUNEL-positive cells was determined (a, P<<0.05 vs WT cells;
b, P<0.05 vs corresponding WT cells. (D) Histologial sections of tibias
showing increased cell apoptosis in Tg mice compared to WT mice, as
revealed by TUNEL staining (brown nuclei) in osteoblasts (Ob, arrows)
(x250). (E, F) Decreased Bcl-2 mRNA levels and increased Bax/Bcl-2 ratio
in tibias of Tg mice compared to WT mice (a, P<<0.05 vs WT mice).
doi:10.1371/journal.pone.0008284.g006

overexpressing cells showed reduced Bcl-2 levels compared to
control cells, and treatment with canonical Wnt3a restored Bcl-2
levels in these cells. Quantification of western blots confirmed that
the increased Bax/Bcl-2 ratio induced by N-cadherin overexpres-
sion was normalized by Wnt3a (Figure 7C). Altogether, these
results indicate that N-cadherin-LRP5 interaction decreases cell
survival in osteoblasts and that this effect is dependent on
alteration of Wnt signalling.

Because Akt signalling is an important pathway controlling cell
survival [45] and cross talks between Wnt and Akt signalling have
been reported in osteoblasts [9,24,46], we determined the
implication of Akt in the altered cell survival induced by N-
cadherin-LRP5 interaction in osteoblasts. As shown in Figure 8A,
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Figure 7. Mechanisms by which N-cadherin decreases cell
survival. (A) Control (Flag) and N-Cadherin overexpressing cells (N-
Cad) were cultured in survival conditions (10% FCS) or serum deprived
(1% FCS) medium, treated with Wnt3a (15% CM), blocking N-cadherin
antibody or control antibody (IgG) for 24 hours and effector caspase
activity was determined. Means are +/— SD (a, P<<0.05 vs corresponding
10% FCS; b, P<<0.05 vs corresponding untreated cells. (B) Flag and N-
Cad cells were cultured in serum deprived (1% FCS) medium, treated
with Wnt3a (15% CM) for 24 hours, and the levels of Bax and Bcl-2
proteins were analysed by Western blot using GAPDH as loading
control. (C) Quantification of western blots showing the increased Bax/
Bcl-2 ratio in N-Cad cells which was abolished by Wnt3a (a, P<<0.05 vs
untreated Flag cells; b, P<<0.05 vs corresponding untreated cells).
doi:10.1371/journal.pone.0008284.9g007

we found that p-Akt levels were markedly decreased in N-cadherin
overexpressing cells cultured in serum deprived medium com-
pared to control cells. Treatment with Wnt3a (15% CM) greatly
increased p-Akt levels in control (Flag) cells and to a much lower
extent in N-cadherin overexpressing cells (Figure 8A). The effect of
the Wnt conditioned medium at this time point was not due to
other components present in the CM since the Wnt inhibitor Sfrpl
abolished the effect of CM (Figure 8A). These results indicate that
N-cadherin overexpression markedly affects Wnt3a-dependent Akt
phosphorylation in these cells. To analyse the implication of N-
cadherin-LRP5 interaction in this effect, cells were treated with
the neutralizing N-cadherin antibody and PI3K/Akt signalling
was determined by Western blot analysis. N-cadherin blockade
greatly increased p-PI3K and p-Akt levels in both control and N-
cadherin overexpressing cells and this effect was abrogated by the
addition of the Wnt antagonist Sfrpl (Figure 8B). These results
further indicate that the altered PI3K/Akt signalling induced by
N-cadherin overexpression is dependent on Wnt signalling. To
establish the functional role of the altered PI3K/Akt and Wnt
signalling in the altered cell survival induced by N-cadherin
overexpression, cells were treated with Wnt3a (15% CM) and the
MEK or PI3K inhibitors and effector caspase activity was
determined. As shown in Figure 8C, treatment with Wnt3a
(15% CM) decreased effector caspase activity in both control and
N-cadherin overexpressing cells. The PI3K inhibitor, but not the
MEK inhibitor, blunted the effect of Wnt3a on effector caspase
activity (Figure 8C). These results indicate that Wnt and PISK/
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Figure 8. The altered cell survival induced by N-cadherin
overexpression is Wnt- and PI3K/Akt-dependent. (A) Control
(Flag) and N-cadherin (N-Cad) overexpressing cells cultured in serum
deprived (1% FCS) medium were treated with canonical Wnt3a (15%
CM) or the Wnt antagonist Sfrp1 for 1 to 5 minutes and Akt signalling
was analysed by Western-blot. GAPDH was used as loading control. (B)
Flag and N-Cad overexpressing cells cultured in serum deprived (1%
FCS) medium were treated with the blocking N-cadherin antibody,
control antibody (IgG) or Sfrp1 and PI3K/Akt signalling was analysed by
Western-blot. (C) Flag and N-Cad cells cultured in serum deprived (1%
FCS) medium were treated with canonical Wnt3a (15% CM) for 24 hours
in the presence or absence of the MEK inhibitor U0126 or the PI3k
inhibitor wortmannin, and effector caspase activity was determined.
Means are +/— SD. Values that are significantly different are indicated
(a, P<0.05 vs untreated Flag cells; b, P<<0.05 vs corresponding
untreated cells; ¢, P<0.05 vs corresponding Wnt3a-treated cells). (D)
Proposed mechanisms by which N-cadherin acts as a negative regulator
of cell proliferation and survival in osteoblasts. N-cadherin interaction
with LRP5 (and other proteins: OP) decreases the expression of the
autocrine/paracrine Wnt3a ligand and Wnt responsive genes c-Myc and
cyclin D1, and causes attenuation of Wnt, ERK and PI3K/Akt signalling,
resulting in inhibition of cell proliferation and survival.
doi:10.1371/journal.pone.0008284.g008
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Akt signalling pathways are involved in the altered cell survival
induced by N-cadherin. Overall, our results indicate that N-
cadherin controls cell proliferation and survival in osteoblasts by
mechanisms involving alteration of autocrine/paracrine Wnt3a
ligand expression and attenuation of Wnt, ERK and PI3K/Akt
signalling pathways (Figure 8D).

Discussion

It is well documented that Wnt signalling plays an important
role in the control of cell and tissue development. Consistent with
this essential function, Wnt signalling is tightly controlled by
several intracellular and secreted antagonists [6,7,47]. We recently
showed that N-cadherin acts as a new antagonist of Wnt signalling
by acting as a partner of LRP5/6 Wnt co-receptors in osteoblasts
[39]. In this study, we demonstrate a novel role for N-cadherin in
the control of cell proliferation and survival. We show that forced
expression of N-cadherin downregulates cell proliferation and
increases cell apoptosis in osteoblasts i vitro and in vivo, and that
these negative effects of N-cadherin are related to N-cadherin-
LRP5 mteraction. These results support the idea that N-cadherin
negatively controls cell growth and survival in addition to inhibit
cell differentiation and function in osteoblasts.

One major question is how N-cadherin interaction may
negatively regulate cell proliferation and survival. We found that
the decreased cell proliferation and survival induced by N-
cadherin overexpression was abrogated by N-cadherin blockade,
which reverses N-cadherin-LRP5 interaction in osteoblasts [39]
and was partly restored by Wnt3a, indicating that N-cadherin-
LRP5 mediated alteration of canonical Wnt signalling contributes
to the negative effect of N-cadherin on cell growth. Consistent with
this idea, we showed that N-cadherin overexpression reduced the
expression of Wnt-responsive genes such as c-myc and cyclin D1
which control cell growth. More importantly, N-cadherin
overexpression markedly reduced the expression of canonical
Wnt3a, an effect that was partly reversed by N-cadherin blockade.
This strongly suggests that N-cadherin-LRP5 interaction down-
regulates cell proliferation in part by reducing endogenous Wnt3a
expression and subsequent canonical Wnt signalling. This provides
a molecular mechanism whereby N-cadherin ultimately controls
osteoblast proliferation via alteration of a Wnt3a autocrine/
paracrine loop (Figure 8D). The negative role of N-cadherin on
Wnt3a expression may have important functional implications in
the control of bone formation since the Wnt3a autocrine/
paracrine loop is an essential mechanism involved in the action
of physiological anabolic factors [22].

Wnt signalling is known to affect cell growth and survival in
several systems in part by regulating ERK and PI3K signalling
[9,10]. Notably, the PI3K/Akt signalling cascade plays a key role
in the control of cell proliferation and survival [48]. We and others
previously showed that PISK/Akt is an important signalling
pathway involved in the control of osteoblast survival
[24,46,49,50]. Previous studies revealed that engagement of E-
cadherin in homophylic calcium-dependent cell-cell interactions
results in rapid PI3K-dependent activation of Akt, indicating that
E-cadherin can initiate outside-in signal transducing pathways that
regulate the activity of PI3K and Akt [51]. In contrast, we show
here that N-cadherin overexpression downregulates PI3K and Akt
activity which mediates in part the negative effect of N-cadherin
on osteoblast growth and survival. Several arguments support the
idea that these alterations of PI3K/Akt signalling are in part
dependent on Wnt signalling. First, the negative effect of N-
cadherin overexpression on ERK and PI3K pathways and cell
growth was restored by N-cadherin blockade which reverses N-
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cadherin-LRP5 interaction. Second, inhibition of Wnt signaling
using DKK1 or Sfrpl abolished the ability of N-cadherin blockade
to restore ERK and PI3K phosphorylation and cell proliferation in
N-cadherin overexpressing cells. Third, cell replication induced by
Wnt3a was inhibited by pharmacological inhibition of ERK and
PI3K, indicating that these kinases act downstream of Wnt3a to
promote osteoblastic cell growth. Finally, we found that the
decreased cell survival induced by N-cadherin overexpression was
reversed by Wnt and antagonized by PI3K inhibition. These
observations support our hypothesis that alterations of ERK and
PI3K signalling are secondary to inhibition of Wnt signalling
induced by N-cadherin, resulting in the observed alterations of cell
growth and survival.

In summary, the present study reveals a novel role for N-
cadherin in the control of osteoblastogenesis i vitro and i vivo. Our
data indicate that N-cadherin controls osteoblast proliferation and
survival via attenuation of autocrine Wnt3a ligand expression and
alteration of at least three signalling pathways in osteoblasts
(Figure 8D).

Materials and Methods

Cell cultures, transfections and reagents

MC3T3-El cells (ATCC) were stably transfected with N-
cadherin Flag-tagged cloned in PCDNA 3.1 and selected using
G418 (Calbiochem, San Diego, USA) as previously described [39]
and over-expression was verified by Western blot analysis.
Transient transfection with DKKI1 (Galapagos, Romainville,
France) and TCF/TOP transcriptional activity were performed
as described previously [39,52]. Tibias from 1.5 month old female
N-cadherin transgenic and wild type mice and primary osteoblasts
isolated from calvarias by sequential collagenase digestion were
obtained as described [39]. Wnt3a-conditioned medium (CM) and
si-RNAs were prepared as described [39,52]. Recombinant
human Sfrpl was from R&D, Minneapolis, MN, USA, and
blocking N-cadherin antibody and pharmacologic inhibitors of
PI3K (wortmannin) and MEK (U0126) were from Sigma (USA).

Cell proliferation and apoptosis

For analysis of cell replication, cells were plated at 2000 cells/
dish in 96 wells, treated as indicated and cell replication was
determined using the BrdU ELISA assay (Roche, France) and cell
number. In some experiments, cells were cultured in serum
deprived (1% FCS) medium to induce apoptosis and treated with
wortmannin (10 uM), U0126 (10 uM), the blocking N-cadherin
antibody (10 pg/ml) or Wnt3a conditioned medium (15%) for
24 hours and caspases-3, -6, -7 activity was determined as
described [53]. DNA degradation was analysed by TUNEL
analysis using the Apop Tag Kit (Chemicon USA) according to
manufacturer’s recommendations. The number of TUNEL-
positive cells was expressed as %of total cells.

Western blot, immunoprecipitation and

immunohistochemical analyses
For Western blot analysis, 30 ug of proteins were loaded on Ge-
Ba gel (4-12%) (Gene Bio Application Ltd, Kfar Hanagid, Israel).
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After electrophoresis, transferred proteins were revealed with anti-
Flag (Sigma-Aldrich), anti-c-Myc (AbCam, Cambridge, UK), anti-
N-cadherin or anti-LRP5 (Cell Signalling, Denver, USA), detected
using a secondary horseradish peroxidase antibody (Beckman
Coulter, Fullerton, USA) and quantified using Quantity One
software (BioRad). Immunoprecipitation analysis was performed
using microMACS protein A/G microbeads magnetic separation
(Miltenyi Biotech Auburn CA, USA) according to manufacturer’s
recommendations. Briefly 100 pg of total protein were incubated
30 minutes on ice with 2 ug of the indicated antibody or
immunoglobulin fraction negative control (Dako, Glostrup, Den-
mark) and 20 pl of protein A/G magnetically labelled. The
magnetically labelled immune complex was passed over a micro-
column placed in a magnetic field. The complex bound was
washed with lysis buffer, and the immunoprecipited protein was
eluted from the column with SDS gel loading buffer ready for
western blot assay. Immunohistochemistry was performed on
decalcified serial sections of tibiae from 1.5 month female N-
cadherin and wild type mice using the PK-6101 stain kit (Vector,
Abcys, France) and primary polyclonal antibodies for KI67
(SantaCruz, USA) and TUNEL labelling (Chemicon) used at
1:100 dilution, according to the manufacturer’s instructions.
Sections were then counterstained with toluidine blue and the
same metaphyseal area was analysed (magnification x250).

Quantitative real-time PCR analysis

For RNA preparation from tibias obtained from 1.5 month old
N-cadherin transgenic and wild type mice, the bone marrow was
flushed out and total RNA was isolated using Trizol (InVitrogen)
and cleaned using an RNAeasy minikit (Quiagen, Courtaboeuf,
France). Quantitative real-time PCR analysis of total RNA from
tibias and cultured cells was performed using Roche Light Cycler
and Absolute SYBR Green capillary mix (Abgene, Epson, UK).
The sets of primers were for Wnt3a: forward 5'-CTTA-
GTGCTCTGCAGCCTGA-3', reverse 5'-AGTGCTCAGA-
GAGGAGTACT-3’; for Bax: forward 5'-CTG AGC GGC
TGC TTG TCT-3', reversed’-GGT CCC GAA GTA GGA
GAG GA-3' ; for Bcl-2: forward 5'-GTA CCT GAA CCG GCA
TCT G-3', reverse 5'-GGG GCC ATA TAG TTC CAC AA-3’
and for 18S: forward 5'-CGGCTACCACATCCAAGGAA-3';
reverse 5'-GCTGGAATTACCGCGGCT-3'.

Statistical analysis

The experiments were repeated 3 times with at least 6 replicates
per experiment. Data are expressed as mean +/— SD and
analyzed using the statistical package super-ANOVA (Macintosh,
Abacus concepts, Inc., Berkeley, CA).

Acknowledgments

We thank Dr. G. Rawadi (Galapagos, Romainville, France) for the DKK1
vector and Pauline Chary for her technical assistance.

Author Contributions

Conceived and designed the experiments: EH PJM. Performed the
experiments: EH AN. Analyzed the data: EH PJM. Wrote the paper: PJM.

4. Nusse R, Fuerer C, Ching W, Harnish K, Logan C, et al. (2008) Wnt signaling
and stem cell control. Cold Spring Harb Symp Quant Biol 73: 59-66.

5. Veeman MT, Axelrod JD, Moon RT (2003) A second canon. Functions and
mechanisms of beta-catenin-independent Wnt signaling. Dev Cell 5: 367—
377.

6. Logan CY, Nusse R (2004) The Wnt signaling pathway in development and
disease. Annu Rev Cell Dev Biol 20: 781-810.

December 2009 | Volume 4 | Issue 12 | e8284



20.

21.

22.

23.

24.

27.

28.

. Kawano Y, Kypta R (2003) Secreted antagonists of the Wnt signalling pathway.

J Cell Sci 116: 2627-2634.

. Johnson ML, Summerfield DT (2005) Parameters of LRP5 from a structural and

molecular perspective. Crit Rev Eukaryot Gene Expr 15: 229-242.

. Fukumoto S, Hsich CM, Maemura K, Layne MD, Yet SF, et al. (2001) Akt

participation in the Wnt signaling pathway through Dishevelled. J Biol Chem
276: 17479-17483.

. Yun MS, Kim SE, Jeon SH, Lee JS, Choi KY (2005) Both ERK and Wnt/beta-

catenin pathways are involved in Wnt3a-induced proliferation. J Cell Sci 118:
313-322.

. Baron R, Rawadi G, Roman-Roman S (2006) Wnt signaling: a key regulator of

bone mass. Curr Top Dev Biol 76: 103-127.

. Bodine PV, Komm BS (2006) Wnt signaling and osteoblastogenesis. Rev Endocr

Metab Disord 7: 33-39.

. Glass DA, 2nd, Karsenty G (2006) Molecular bases of the regulation of bone

remodeling by the canonical Wnt signaling pathway. Curr Top Dev Biol 73:
43-84.

. Krishnan V, Bryant HU, Macdougald OA (2006) Regulation of bone mass by

Wnt signaling. J Clin Invest 116: 1202-1209.

. Westendorf JJ, Kahler RA, Schroeder TM (2004) Wnt signaling in osteoblasts

and bone diseases. Gene 341: 19-39.

. Balemans W, Van Hul W (2007) The genetics of low-density lipoprotein

receptor-related protein 5 in bone: a story of extremes. Endocrinology 148:
2622-2629.

. Glass DA, 2nd, Karsenty G (2007) In vivo analysis of Wnt signaling in bone.

Endocrinology 148: 2630-2634.

. Yadav VK, Ryu JH, Suda N, Tanaka KF, Gingrich JA, et al. (2008) Lrp5

controls bone formation by inhibiting serotonin synthesis in the duodenum. Cell
135: 825-837.

. Warden SJ, Robling AG, Haney EM, Turner CH, Bliziotes MM (2009) The

emerging role of serotonin (5-hydroxytryptamine) in the skeleton and its
mediation of the skeletal effects of low-density lipoprotein receptor-related
protein 5 (LRP5). Bone.

Gaur T, Lengner CJ, Hovhannisyan H, Bhat RA, Bodine PV, et al. (2005)
Canonical WNT signaling promotes osteogenesis by directly stimulating Runx2
gene expression. ] Biol Chem 280: 33132-33140.

Bradbury JM, Niemeyer CC, Dale TC, Edwards PA (1994) Alterations of the
growth characteristics of the fibroblast cell line C3H 10T1/2 by members of the
Wnt gene family. Oncogene 9: 2597-2603.

Rawadi G, Vayssiere B, Dunn F, Baron R, Roman-Roman S (2003) BMP-2
controls alkaline phosphatase expression and osteoblast mineralization by a Wnt
autocrine loop. J Bone Miner Res 18: 1842-1853.

Kato M, Patel MS, Levasseur R, Lobov I, Chang BH, et al. (2002) Cbfal-
independent decrease in osteoblast proliferation, osteopenia, and persistent
embryonic eye vascularization in mice deficient in Lrp5, a Wnt coreceptor. J Cell
Biol 157: 303-314.

Almeida M, Han L, Bellido T, Manolagas SC, Kousteni S (2005) Wnt proteins
prevent apoptosis of both uncommitted osteoblast progenitors and differentiated
osteoblasts by beta-catenin-dependent and -independent signaling cascades
involving Src/ERK and phosphatidylinositol 3-kinase/AKT. J Biol Chem 280:
41342-41351.

. Babij P, Zhao W, Small C, Kharode Y, Yaworsky PJ, et al. (2003) High bone

mass in mice expressing a mutant LRP5 gene. ] Bone Miner Res 18: 960-974.

. Bennett CN, Longo KA, Wright WS, Suva 1], Lane TF, et al. (2005) Regulation

of osteoblastogenesis and bone mass by Wnt10b. Proc Natl Acad Sci U S A 102:
3324-3329.

Gregory CA, Gunn WG, Reyes E, Smolarz AJ, Munoz J, et al. (2005) How Wnt
signaling affects bone repair by mesenchymal stem cells from the bone marrow.
Ann N'Y Acad Sci 1049: 97-106.

Jackson A, Vayssiere B, Garcia T, Newell W, Baron R, et al. (2005) Gene array
analysis of Wnt-regulated genes in C3H10T1/2 cells. Bone 36: 585-598.

. Erez N, Bershadsky A, Geiger B (2005) Signaling from adherens-type junctions.

Eur J Cell Biol 84: 235-244.

@ PLoS ONE | www.plosone.org

30.

31.

32.

33.

34.

40.

41.

42.

43.

44.

46.

47.

48.

49.

51.

52.

53.

N-Cadherin/Wnt Crosstalks

Nelson WJ, Nusse R (2004) Convergence of Wnt, beta-catenin, and cadherin
pathways. Science 303: 1483-1487.

Wheelock MJ, Johnson KR (2003) Cadherin-mediated cellular signaling. Curr
Opin Cell Biol 15: 509-514.

Conacci-Sorrell M, Zhurinsky J, Ben-Ze’ev A (2002) The cadherin-catenin
adhesion system in signaling and cancer. J Clin Invest 109: 987-991.

Linask KK, Knudsen KA, Gui YH (1997) N-cadherin-catenin interaction:
necessary component of cardiac cell compartmentalization during early
vertebrate heart development. Dev Biol 185: 148-164.

Marie PJ (2002) Role of N-cadherin in bone formation. J Cell Physiol 190:
297-305.

. Mbalaviele G, Shin CS, Civitelli R (2006) Cell-cell adhesion and signaling

through cadherins: connecting bone cells in their microenvironment. J Bone

Miner Res 21: 1821-1827.

5. Castro CH, Shin CS, Stains JP, Cheng SL, Sheikh S, et al. (2004) Targeted

expression of a dominant-negative N-cadherin in vivo delays peak bone mass
and increases adipogenesis. J Cell Sci 117: 2853-2864.

. Cheng SL, Shin CS, Towler DA, Civitelli R (2000) A dominant negative

cadherin inhibits osteoblast differentiation. J Bone Miner Res 15: 2362-2370.

. Lai CF, Cheng SL, Mbalaviele G, Donsante C, Watkins M, et al. (2006)

Accentuated ovariectomy-induced bone loss and altered ostecogenesis in
heterozygous N-cadherin null mice. J] Bone Miner Res 21: 1897-1906.

. Hay E, Laplantine E, Geoffroy V, Frain M, Kohler T, et al. (2009) N-cadherin

interacts with axin and LRP5 to negatively regulate Wnt/beta-catenin signaling,
osteoblast function, and bone formation. Mol Cell Biol 29: 953-964.

Hay E, Lemonnier J, Modrowski D, Lomri A, Lasmoles F, et al. (2000) N- and
E-cadherin mediate early human calvaria osteoblast differentiation promoted by
bone morphogenetic protein-2. J Cell Physiol 183: 117-128.

Mao B, Wu W, Li Y, Hoppe D, Stannek P, et al. (2001) LDL-receptor-related
protein 6 is a receptor for Dickkopf proteins. Nature 411: 321-325.

Bafico A, Liu G, Yaniv A, Gazit A, Aaronson SA (2001) Novel mechanism of
Wnt signalling inhibition mediated by Dickkopf-1 interaction with LRP6/
Arrow. Nat Cell Biol 3: 633-686.

He TC, Sparks AB, Rago C, Hermeking H, Zawel L, et al. (1998) Identification
of ¢-MYC as a target of the APC pathway. Science 281: 1509-1512.

Tetsu O, McCormick F (1999) Beta-catenin regulates expression of cyclin D1 in
colon carcinoma cells. Nature 398: 422-426.

. Woodgett JR (2005) Recent advances in the protein kinase B signaling pathway.

Curr Opin Cell Biol 17: 150-157.

Debiais F, Lefevre G, Lemonnier J, Le Mee S, Lasmoles F, et al. (2004)
Fibroblast growth factor-2 induces osteoblast survival through a phosphatidy-
linositol 3-kinase-dependent, -beta-catenin-independent signaling pathway. Exp
Cell Res 297: 235-246.

Rawadi G, Roman-Roman S (2005) Wnt signalling pathway: a new target for
the treatment of osteoporosis. Expert Opin Ther Targets 9: 1063-1077.
Vivanco I, Sawyers CL (2002) The phosphatidylinositol 3-Kinase AK'T pathway
in human cancer. Nat Rev Cancer 2: 489-501.

Dufour C, Holy X, Marie PJ (2008) Transforming growth factor-beta prevents
osteoblast apoptosis induced by skeletal unloading via PI3K/Akt, Bcl-2, and
phospho-Bad signaling. Am J Physiol Endocrinol Metab 294: E794-801.

. Kawamura N, Kugimiya F, Oshima Y, Ohba S, Ikeda T, et al. (2007) Aktl in

osteoblasts and osteoclasts controls bone remodeling. PLoS One 2: €1058.
Pece S, Chiariello M, Murga C, Gutkind JS (1999) Activation of the protein
kinase Akt/PKB by the formation of E-cadherin-mediated cell-cell junctions.
Evidence for the association of phosphatidylinositol 3-kinase with the E-cadherin
adhesion complex. J Biol Chem 274: 19347-19351.

Hay E, Faucheu C, Suc-Royer I, Touitou R, Stiot V, et al. (2005) Interaction
between LRP5 and Fratl mediates the activation of the Wnt canonical pathway.
J Biol Chem 280: 13616-13623.

Fromigue O, Hay E, Modrowski D, Bouvet S, Jacquel A, et al. (2006) RhoA
GTPase inactivation by statins induces osteosarcoma cell apoptosis by inhibiting
p42/p44-MAPKs-Bcl-2 signaling independently of BMP-2 and cell differenti-
ation. Cell Death Differ 13: 1845-1856.

December 2009 | Volume 4 | Issue 12 | e8284



