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Figure 1. Expression of Panx3 in growth plates, C2C12 cells, and primary calvarial cells. (A) Immunostaining of newborn mouse growth plates. Image
under light microscopy (a), Panx3 (b), Ocn (c], Hoechst nuclear staining (blue), and merged image (d). Arrowheads, perichondrium/periosteum. (B) Semi-
quantitative R-PCR. C2C12 cells (a) and primary calvarial cells (b) were cultured with BMP2 and ascorbate, respectively, at day 0. Panx3 was induced
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organelle, when cells are activated by extracellular stimuli. Inositol
trisphosphate 3 (IP3) receptors (IP3Rs) are ubiquitously expressed
and act as ER Ca**
IP3 synthesis for activation of IP3R ER channels can be induced
by many stimuli. For example, external ATPVcan;bind ‘purinergic
receptors (P2Rs) in the plasma membrane, and this triggers acti-
vation of phospholipase C (PLC) and subsequent IP3 generaﬁon
Ryanodine receptors (RyRs) are also known to function as ER Ca™
channels in some tissues (Fill and Copello, 2002) More recently,
Panx1 was unexpectedly found to function as an ER Ca channel
in prostate cancer cells (Vanden Abeele et al., 2006). '
The Caz* bmdmg protein calmodulin (CaM) is one of the
major Ca** signaling mediators (Berridge et al., 2000b), and the

CaM pathway" regu]ates osteoblast differentiation (Zayzafoon,

2006). Osteoblasts differentiate from mesenchymal stem cells
and form bone through endochondral and intramembranous
ossification. Growth factors such as BMP2 induce the master
osteogenic proteins Runx2 and osterix (Osx/Sp7). This leads
to the activation of osteogenic marker genes, and subsequently,
to terminaldifferentiation of osteoblasts (Fujita et al., 2004;
Mukherjee and Rotwein, 2009). Many signaling molecules have
been identified that positively or negatively regulate osteoblast
differentiation. For example, phosphoinositide 3-kinase (PI3K)/
Akt signaling is crucial for osteoblast differentiation (Fujita et al.,
2004, Mukherjee and Rotwein, 2009), whereas p53 is a negative
regulator for osteogenesis (Wang et al., 2006). In the case of CaM,
binding to Ca>* activates downstream signaling molecules such as

CaM kinase bii (CaMKII) and calcineurin (CN), and promotes '

osteoblast differentiation (Zayzafoon et al., 2005).
. Our previous study showed that Panx3 mRNA is expressed
in osteoprogenitors and osteoblasts, and prompted us to explore in

more detail the role of Panx3 in osteoblast differentiation. In the -

present study, we demonstrate that Panx3 is induced during osteo-
blast differentiation and promotes differentiation. We found that
Panx3 functions as an ER Ca** channel and is regulated through
~ aPI3BK-Akt pathway. The Panx3 Ca®* ER channels regulate CaM
pathways and promote osteogenic differenﬁation Panx3 acting
as a hemichannel, also promotes the rclease of ATP1i mto the extra-

cellular space. The released ATP may bind to P2Rs followed by

activation of PI3K-Akt signaling. Furthermore, Panx3 gap junc-

tions propagate a Ca®* wave between cells and enhance osteoblast

differentiation. Our results reveal that Panx3 plays a mulufunc—
tional role as a new regulator of osteoblast dlfferentlatwn
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differentiating osteoblasts

We previously reported that Panx3 AmRNA is expressed in pre-

hypertrophic chondrocytes, in the perichondrium/periosteum,

channels upon IP3 binding (Mikoshiba, 2007).

~ andin osteoblasts in the growth plate (Iwamoto et al., 2010).
_ Immunohistochemistry showed that the Panx3 protein was ex-

pressed in prehypertrophic and hypertrophic chondrocytes, as
well as in the perichondrium/periosteum, which are progenitors
for osteoblasts (arrowheads in Fig. 1 A, b). Immunostaining of
osteocalcin (Ocn), an osteoblast marker, showed a distinct
boundary between cartilage and bone. Panx3 was also expressed
in osteoblasts (Fig. I'A, cand d).

To study the role of Panx3 in osteoblast differentiation, we

~ analyzed the expression of Panx3 mRNA in the osteoprogenitor

cell line C2C12, and in primary calvarial cells from newbormn
mice (Fig. 1 B). Panx3 mRNA was not detectable in undif-
ferentiated cells. However, when the cells differentiated into
osteoblasts, Panx3 expression was found concomitantly with the
induction of osteoblast marker genes such as Runx2, osterix,
a]kaline phoskphatasey(ALP), and Ocn (Fig. 1 B, a and b). Simi-
lar induction of Panx3 mRNA expression was observed during
osteogenic differentiation of MC3T3-E1 and C3H10T1/2 cells
(unpublished data).

We next examined subcellular localization of the Panx3
protein in C2C12 cells using fluorescence confocal microscopy
(Fig. 1 C). In differentiating C2C12 cells, Panx3 was localized
to the plasma meémbrane and within cell-cell contact areas, as
well as diffusely in the cytosol. Calnexin, an ER marker, was
colocalized with Panx3, which suggests that Panx3 is localized

- in'the ER (Fig. 1 C, f). Quantitative analysis revealed that 60%

of the Panx3' protein was colocalized with calnexin, whereas
90% of calnexin was colocalized with Panx3 (Fig. 1 C, b).
These results suggest that Panx3 may function at multiple sub-
cellular regions:

Dandd promotes ostecblast differentiation
For further elucidation of the Panx3 function during osteoblast
differentiation, we examined whether Panx3 expression pro-
motes osteogenic differentiation of C2C12 cells. After transfec-
tion with the Panx3 expression vector (pEF1/Panx3; Fig. SI,
A and B), C2C12 cells were induced to differentiate, and mRNA

_ expression of osteoblast marker genes was analyzed over time

using real-time quantitative PCR (Fig. 2 A). The expression of
osterix, ALP, and Ocn was increased in Panx3-overexpressing
cells compared with control cells transfected with vector pEF1,

whereas the Runx2 expression level was unaffected in both cell
types (Flg 2 A). When endogenous Panx3 expression was in-

" hibited by shPanx3 RNA transfection (Fig. S1, A and B), the

induction levels of the osterix, ALP, and Ocn, but not of Runx2,
were reduced (Fig- 2 B). Panx3 overexpression also promoted
ALP activity and mmerahzauon ‘whereas suppression of en-
dogenous Panx3 by shPanx3 inhibited these processes (Fig. 2,
C and D). We observed similar results in primary calvarial cells
(Fig. S2,A,B, and C). ColleCtiVely, these findings indicated that

~ Panx3 promotes osteoblast differentiation processes.

during osteobldst differentiation in both cell fypes. Runx2, osterix, ALP, and Ocn are osteoblast differentiation marker genes. Nat1 was used as a control.
(C, @) Cellular localization of endogenous Panx3 in undifferentiated {a—c) and differentiated C2C12 cells {d-f) after 4 d of culture with BMP2. Panx3 {red}
was localized in the plasma membrane, cell-cell junctions, and ER membranes in differentiated cells. Calnexin. was used as an ER marker. (b) Measure-
ments show a percentage of colocalization between Pcmx3 with calnexin (top) and calnexin with Panx3: (bottom). *, P < 0. .05. Error bars represent the

émeanﬂ-SD n=12.
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Figure 2. Panx3 promotes osteoblast differentiation. C2C12 cells were transienily transfected with a control pEF1 vector, pEF1/Panx3, a control sh
vector, or a Panx3 shRNA vector, and these cells were cultured with BMP2 for various durations, as indicated. Total RNA was extracted each day for 4 d
and mRNA levels were analyzed by quantitative RT-PCR. (A) Panx3 overexpression promoted the expression of osteoblast marker genes for osterix, ALP,
and Ocn, except that the expression of Runx2 remained the same. (B) shPanx3 suppressed the induction of these genes, except for Runx2. (C) Panx3
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Farnw3 g&sy*msma:«t&&; metstarsal bone growth
Because Panx3 was expressed in the perichondrium/periosteum
and osteoblasts, we analyzed Panx3 functions further with re-
spect to ex vivo growth of the metatarsus. Metatarsal bones
from newborn mice were cultured and infected with Panx3 ex-
pression adenovirus (AdPanx3). AdPanx3 promoted growth
" in the length and width of both cartilage and bone in meta-
tarsus after 3 d in culture compared with the growth in the
control adenovirus-infected metatarsus, as shown in videos
and histology sections (Fig. 3 A, a; Fig. 3 B, a and b; and
Videos | and 2). AdPanx3 infection increased not only the
expression of Panx3, but also the expression of the osteoblast
marker genes osterix, ALP, and Ocn (Fig. 3 C). To inhibit endog—
enous Panx3 activity, we used an inhibitory Panx3 peptide
from the extracellular domain of Panx3, which blocked hemi-
channel activity and the release of ATP release (see Fig. 6), as
described previously (Iwamoto et al., 2010). Addition of the
Panx3 peptide to a metatarsus culture inhibited the growth
in length and width compared with the growth without the
peptide or growth in a culture with a control scrambled pep-
tide (Figs. 3 A, b; Fig. 3 B, a and b; and Videos 3 and 4). The
Panx3 peptide inhibited the expression of osteoblast marker
genes (Fig. 3 C), which indicates that Panx3 regulates growth
plate expansion.

Panxd functions as an BER Ca% channel
Because the intracellular Ca?* level ([Ca2*);) plays an important
role in osteoblast differentiation (Zayzafoon et al., 2005; Seo
et al., 2009), we examined whether intracellular Ca** signaling is
involved in Panx3-promoted osteoblast differentiation. The ER
serves as the main intracellular Ca** storage compartment. In the
ER membrane, the sarco/endoplasmic reticulum Ca**-ATPase
(SERCA) takes up Ca?* from the cytosol to the ER, whereas
the ubiquitous IP3 receptors (IP3R1, -2, and -3), as well as the
RyRs in certain cell types, serve as ER Ca®* channels for Ca®*
release from the ER (Keller and Grover, 2000; Fill and Copello,
2002; Futatsugi et al., 2005). Extracellular ATP can bind to
purinergic receptors (P2Rs) and subsequently activate down-
stream intracellular signaling cascades. These signaling path-
ways are known to promote IP3 production, thereby activating
IP3R ER Ca’* channels and increasing [Ca®*}; (Solini et al., 2008).
In C2C12 cells, all IP3Rs are expressed, with IP3R3 showing
the highest expression level (Powell etal., 2001), whereas RyRs
are not expressed (Fig. S1 C; Biswas et al., 1999). No significant
change was observed in the expression levels of IP3Rs during
 osteogenic differentiation of C2C12 (Fig. S1 C). Because Panx3
was induced during differentiation of C2C12 and calvarial cells
and was localized in the ER, Panx3 may function as an ER Ca?*
channel, thereby increasing [Ca?*]; and subsequently prdmotin g
osteoblast differentiation. To explore Panx3 Ca®* ER channel
activity, Panx3 overexpressing C2C12 and calvarial cells were
loaded with a UV-excitable intracellular Ca** indicator, Fura-2

AM, in Ca**-free media. The cells were then stimulated by ATP,
and increases in the [Ca®*]; level were measured over a time
course and compared with [Ca**]; levels in control cells lack-
ing Panx3 (Fig. 4 A, a and b). [Ca®™]; was approximately two-
fold higher in Panx3-overexpressing C2C12 and calvarial cells
than in control cells. This suggests that Panx3 may act as an ER
Ca** channel. :
To measure steady-state [Ca®*]; levels during differen-

tiation, C2C12 cells were cultured with BMP2, and {Ca?’]i was

analyzed without ATP stimulation (Fig. 4 A, ¢). The level of [Ca®];
in undifferentiated C2C12 cells was ~100 nM, a concentration
typically observed in cells-at rest. At 5 d after differentiation by
BMP2, [Ca**]; was increased to ~180 nM, and this [Ca®}; in-
crease was further enhanced to ~225 nM in Panx3-overexpressing
C2C12 cells. Inhibition of differentiation by shPanx3 reduced
[Ca**);. Collectively, these results suggest that Panx3 regulates
[Ca**,. Similar [Ca®*]; increases in calvarial cells were observed
during osteogenic differentiation (Fig. S2 D).

Panx3 activates the Cal pathways
for differentistion

Intracellular sz" activates and affects many signaling pathways

- that modulate cell differentiation (Berridge et al., 2000a). Upon

Ca’* binding, CaM activates many downstream signaling mol-
ecules such as CaMKII and the phosphatase CN, and promotes
osteoblast differentiation (Berridge et al., 2000b; Seo et al.,
2009). NFATc]1 is activated through dephosphorylation by CN
and can promote expression of genes such as osterix, a key mole-
cule involved in osteogenesis (Beals et al., 1997; Nakashima et al.,
2002; Koga et al., 2005; Zayzafoon, 2006). We first examined
the CaMKII-CN signaling pathways in pEF1/Panx3-transfected

~ C2C12 (Fig. 4 B) and calvarial cells (Fig. 4 C) after short osteo-

genic induction. Although the CaM protein level remained the
same, we found that CaM activity was induced, which resulted
in an increase in the phosphorylation of CaMKII in pEF1/Panx3-
transfected cells (Fig. 4, B and C). It also increased the phospha-
tase activity and protein levels of CN, resulting in an increase

in the level of dephosphorylated NFATc1 (active form) as well

as the NFATc1 protein levels in both cell types compared with
control cells. The increase in NFATc1 protein levels is likely
caused by the enhanced NFATc! transcription levels in the
CaMKII~c-fos pathway (Koga et al., 2005; Zayzafoon et al.,
2005). In a subsequent experiment involving the inhibition of
endogenous Panx3 expression, shPanx3- and shControl-transfected
cells were cultured under induction conditions for 1 d to induce
endogenous Panx3, and the activation of these factors was mea-
sured. Inhibition with shPanx3 reduced the phosphorylation levels
of CaMKII and increased inactive phosphorylated NFATc1 levels
in C2C12 cells and to a lesser extent in calvarial cells (Fig. 4,
B and C). The effects of Panx3 on the CaM pathways were less
prominent in calvarial cells than in C2C12 cells, likely because
of differences in their transfection efficiency. pEF1/Paxn3 and

overexpression promoted ALP activity, whereas shPanx3 inhibited it. Representative ALP staining (top) and its quantitative data {bottom). C2C12 cells and
pEF1/Panx3- and shPanx3-ransfected C2C12 cells were cultured with BMP2 for 3 d. (D) Representative Alizarin red S staining (top) and its quantitative
data (bottom) of C2C12 and pEF1/panx3- and shPanx3-transfected C2C12 cells cultured with BMP2 for 15 d. **, P < 0.01. Error bars represent the

mean + SD; n = 3. .
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Figure 3. Panx3 promotes the growth of metatarsus ex vivo. (A) Live images of ex vivo metatarsal growth (fop) and histology (bottom). (o] Newborn
mouse metatarsal bones were cultured and infected with Panx3 adenovirus (AdPanx3) or control adenovirus. (b) Metatarsus cultures were incubated with
the Panx3 peptide for 3 d. Metatarsal bone growth was measured by realtime imaging. AdPanx3 promoted metatarsal bone growth (a), whereas the
Panx3 peptide inhibited it (b). (B] Relative change in metatarsal length (Ba) or width (Bb) after 3 d in culture compared with day O. The bone length was
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Figure 4. Panx3 functions as an ER Ca®* channel, and activates the CaM and Akt pathways. (A, a and b) Panx3 ER Ca?* channel. C2C12 cells stably
. transfected with pEF1 (black) or pEF1/Panx3 (red) expression vectors were analyzed for ATP-stimulated [Ca®*]; in a time course (A, ). Primary calvarial
cells were transiently transfected with pEF1 (black) or pEF1/Panx3 (red) expression vectors (A, b). The data shown are representative of at least four differ-
ent experiments. (A, c) [Ca?*]; levels during differentiation of C2C12 cells. Untransfected and stably transfected cells with pEF1/Panx3 or shPanx3 vectors
were cultured with BMP2 ot the indicated days. [Ca?*]; levels in pEF1/Panx3-transfected cells were much higher than in C2C12 cells, whereas those in
shPanx3 cells were lower. *, P < 0.05; **, P < 0.01. Error bars represent the mean = SD, n = 3. (B and C) Panx3 activates the CaM/NFATc1 signaling
pathways. C2C12 cells or primary calvarial cells were stably and transiently transfected with pEF1 and pEF1/Panx3 vectors, respectively, then incubated
for 1 h with BMP2, and the levels of the signal molecules were analyzed by Western blotting. For shPanx3 inhibition experiments, stably transfected C2C12
cells or transiently transfected primary calvarial cells with sh control and shPanx3 RNA were cultured for 1 d in the presence of BMP2.

shPanx3 were transiently transfected into calvarial cells, whereas channels by using inhibitors of the IP3R function (Vanden

they were stably transfected into C2C12 cells. Abeele et al., 2006). In control undifferentiated C2C12 cells,

2-APB, an inhibitor of IP3-induced Ca** release (Maruyama
Activation mechanism of Panx3 ER et al., 1997), completely blocked Ca®* release from the IP3R
Ca® channel channel in control cells (Fig. 5 A, a). In Panx3-overexpressing

Next, we determined whether any differences existed between undifferentiated C2C12 cells, 2-APB treatment resulted in a re-
the activation mechanisms of the Panx3 and IP3R ER Ca® duction in the [Ca**]; levels, which closely corresponded to the

measured from edge to edge (A, a, broken red line). The width was measured from side to side (A, a, red line). AdPanx3 promoted the growth of both
length and width, whereas Panx3 peptide inhibited both. (C) Quantitative RT-PCR. Metatarsus cultures were incubated for 3 d with AdPanx3 or the Panx3
peptide. AdPanx3 promoted the expression of osteoblast marker genes, osterix, ALP, and Ocn. The Panx3 peptide inhibited this marker gene expression.
* P <0.05; **, P <0.01. Error bars represent the mean = SD; n = 3.
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Figure 5. Panx3 ER Ca®* channel activation and its downstream signaling. C2C12 cells stably transfected with pEF1 or pEF1/Panx3 expression vectors
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[Ca*]; levels in control cells (Fig. 5 A, a). This indicates that
.2-APB inhibited the IP3R ER Ca®* channel, but not the Panx3
ER Ca”* channel. In control cells, U-73122, a selective inhibitor of
PLC, which catalyzes DAG and IP3 synthesis (Bleasdale et al.,
1990), completely blocked the IP3R Ca®* channel (Fig. 5 A, b);
however, it only partially inhibited the Panx3 ER Ca’* chan-
nel (Fig. 5 A, b). Inhibition of endogenous IP3R3 expression
by siRNA reduced the IP3R Ca’* channel but not the Panx3
ER Ca’* channel (Fig. 5 A, c). Thapsigargin, a highly selective
inhibitor of the SERCA ER Ca?* pumps responsible for loading
Ca* stores (Inesi and Sagara, 1992), partially inhibited IP3R-
mediated Ca®* release from the ER in control cells (Fi g 5A,d),
whereas it completely blocked Ca® release from the ER in
Panx3-overexpressing cells (Fig. 5 A, c). This suggests that the
Panx3 ER Ca?* channel continuously released Ca?* from the ER
after thapsigargin treatment. Therefore, the activation mecha-
nism for the Panx3 ER Ca®* channel appears to be different
from that of the IP3R.

Because Panx3 and IP3R ER Ca®* channels are both acti-
vated by external ATP, we tested the differences in ATP recep-
tors involved in the activation of these channels. ATP receptors
(purinergic receptors, P2Rs) consist of two subtypes, the ligand-
gated cation channels (P2Xs) and the G protein—coupled recep-
tors (P2Ys; Bumstock and Knight, 2004). During osteoblast
differentiation, a series of P2X and P2Y subtypes are expressed
(Hoebertz et al., 2000; Orriss et al., 2006; Panupinthu et al.,
2008). To examine whether specific subtypes of P2Rs are re-
quired for the activation of the Panx3 ER Ca?* channel, the P2R
antagonists pyridoxal-phosphate-6-azophenyl-2',4'-disulfonate

(PPADS) and suramin were tested for their effects on ATP-

stimulated changes in [Ca®*]; in Panx3-overexpressing and

control cells (Fig. 5 B). PPADS inhibited Panx3 ER Ca** chan-
nel activity in Panx3-overexpressing C2C12 cells (Fig. 5 B, a),
whereas it did not inhibit the IP3R Ca** channel in control cells
(Fig. 5 B, a). Suramin completely inhibited the IP3R Ca®* chan-
nel in control cells (Fig. 5 B, b), and partially inhibited the
Panx3 ER channel in Panx3-overexpressing cells (Fig. 5 B, b).
A combination of PPADS and suramin completely inhibited
both Panx3 and IP3R ER channels (Fig. 5 B; c). These results
indicated that the Panx3 ER Ca®* channel is activated through
PPADS-sensitive P2Rs that are distinct from the IP3R channel.

Because PPADS specifically inhibited the Panx3 ER Ca**
channel, we tested whether it would also inhibit Panx3-medi-
ated CaM activation. For these experiments, we treated control
and Panx3 overexpressing C2C12 cells with BMP-2 for 1 h and
then analyzed the phosphorylation of CaMKII and Smad1/5,
both of which are targets of CaM (Fig. 5 C, Wicks et al., 2000;

Pardali et al., 2005). PPADS inhibited phosphorylatioh of
CaMKII induced by Panx3 overexpression (Fig. 5 C, a). Without
BMP?2 treatment, Panx3 overexpression resulted in activation of
Smad1/5 (Fig. 5 C, b, left). BMP2 induced phosphorylation of
Smad1/5 in control cells, and Panx3 overexpression further in-
creased phosphorylation levels of Smad1/5 (Fig. 5 C, b, middle),
whereas this stimulation was blocked by PPADS (Fig. 5 C, b,
right). These results suggest that the activation of specific P2Rs
may be involved in Panx3-mediated signaling for osteoblast dif-
ferentiation through CaMKII and Smad1/5 pathways.

Panx3 activates the Akt pathway

In addition to P2R-mediated activation of the PLC-PIP2~
IP3-IP3R pathway, P2Rs also activate PI3K signaling. Because
Akt downstream from PI3K is crucial for osteoblast differen-
tiation (Fujita et al., 2004; Mukherjee and Rotwein, 2009), we
explored the involvement of Akt in Panx3-promoted osteoblast
differentiation. We found that Panx3 overexpression increased
phosphorylation of Akt and Akt-downstream MDM2, and pro-
moted the degradation of p53 in both C2C12 and calvarial cells
(Fig. 6 A, a and b). p53 is a negative regulator of osteogenesis
(Lengner et al., 2006) and inhibits Runx2 and osterix expres-
sion (Lian et al., 2006). Akt-mediated MDM2 phosphorylation
leads to p53 ubiquitination (Ogawara et al., 2002). Our results
indicate that Panx3 expression activates Akt and promotes p53
degradation through MDM2 activation.

An Akt inhibitor reduced the expression of osterix mRNA
in control and pEF1/Panx3-transfected C2C12 cells. The domi-
nant-negative Akt vector (Akt DN) also inhibited osterix expres-
sion, whereas the activated Akt vector increased the expression
(Fig. 6 B, a). Similar results were found for ALP expression
(Fig. 6 B, b). These results suggest that Panx3 promotes osteo-
blast differentiation in part through the Akt pathway.

Akt sctivates the Parx® BER Ca® channsl

We next examined the involvement of Akt in the activation of a
Panx3 ER Ca® channel. We found that the Akt inhibitor abol-
ished ATP-stimulated Panx3 ER Ca® channel activity in Panx3-
overexpressing C2C12 cells (Fig. 7 A, a). The remaining Ca?
released from the ER was likely through the IP3R ER Ca®* chan-
nel, which showed an activity level similar to that in control cells.
The Akt inhibitor did not inhibit the IP3R ER Ca** channel in
control cells. Akt DN also inhibited the ATP-stimulated Panx3
ER Ca™ release, but not IP3R ER Ca® release (Fig. 7 A, b). In
contrast, activated constitutively active Akt (Akt CA) increased
the activity of the Panx3 ER Ca®* channel, but not the activity of
the IP3R ER Ca® channel (Fig. 7 A, ¢). In control cells, neither

.Ca?* channel. 2-APB {IP3R inhibitor; o} or U-73122 (IP3 synthesis inhibitor; b) completely inhibited Ca?* release from the IP3R ER Ca?* channel. The Panx3
ER Ca?* channel was inhibited by 2-APB (a), whereas it was partially inhibited by U-73122 {b). siRNA for IP3R3 inhibited the IP3R3 ER Ca®* channel, but
not the Panx3 ER Ca?* channel (c). Thapslgorgm [SERCA ER Ca?* pump inhibitor] completely inhibited Ca?* release from the ER in pEF1/Panx3-transfected
cells, whereas it partially inhibited it in pEF 1-transfected cells (d}. The data shown are representative of af least three different experiments. (B) PPADS
inhibited the Panx3 ER Ca?* channel but not the IP3R ER Ca?* channel {a). Suramin completely inhibited the IP3R ER Ca?* channel but partially inhibited the
Panx3 ER Ca?* channel {b). A combination of PPADS and suramin blocked both ER Ca?* channels (c). Arrows indicate the time of ATP addition. The data
shown are representative of at least three different experiments. (C) PPADS inhibition of CaM downstream signaling. Stably transfected C2C12 cells with

pEF1 and pEF1/Panx3 veciors were incubated for 1 h with BMP2, with or without PPADS, and levels of phosphorylation of CaMKiIl {a} and Smad1/5 (b}
phosphorylahon were analyzed by Western blotting. The left panel in b indicates Smad1/5 phosphorylation levels in cells without BMP2 and PPADS. In

the middle and right panels of b, cells were induced by BMP2.
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Figure 6. Panx3 activates the Akt pathway. (A, a and b} Panx3 activates
Akt signaling. Stably transfected C2C12 cells or transienily transfected pri-
mary calvarial cells with pEF1 and pEF1/Panx3 vectors were incubated for
1 h with BMP2, and levels of signal molecules were analyzed by Western
blotting. Panx3 expression increased phosphorylation of Akt and MDM2

and promoted p53 degradation. (B] Akt inhibition reduced Panx3-

promoted expression of osterix (a} and ALP expression (b). The iransfected
cells were cultured with BMP2 for 3 d, and the expression of osterix and ALP
was analyzed by realtime PCR. The Akt inhibitor and Akt DN inhibited the
expression of Panx3-mediated induction of these genes, whereas Akt CA
increased the expression levels in control and Panx3-overexpressing cells.
* P<0.05; ** P < 0.01. Error bars indicate the mean = SD; n = 3.

Akt vector affected the IP3R ER Ca** channel (Fig. 7 A, b and ¢).
LY294002, an inhibitor of PI3K, inhibited both Panx3 and IP3R
ER channels (Fig. 7 A, d). The reason for this was that PI3K ac-
tivates Akt as well as the IP3 synthesis pathway (Carpenter and
Cantley, 1996). These results suggest that ATP-stimulated activa-
tion of the Panx3 ER Ca?** channel is mediated through a PI3K-
Akt activation that is distinct from the IP3-dependent activation
of IP3R ER Ca* channels.

To further confirm the Akt-mediated activation of the
Panx3 ER Ca?* channel, the [Ca®*]; concentration was measured
without ATP stimulation (Fig. 7 B). The steady-state [Ca®"};
concentration in Panx3-overexpressing C2C12 cells was
~140 nM, which was higher than that of control cells (90 nM).
The activated Akt enhanced the [Ca*]; concentration in Panx3-
overexpressing C2C12 cells by about twofold (280 nM) compared
with that in cells without the Akt vector. Akt DN reduced the

steady-state [Ca?*]; concentration in Panx3-overexpressing C2C12
cells to a level similar to that seen in the control cells. These results
indicated that the Panx3 ER Ca** channel is regulated by Akt sig-
naling, and that its mechanism is independent of IP3R activity.

We further examined whether Akt-mediated Panx3 ER Ca®*
channel activation regulates the CaM—-CaMKII-NFATc1 signal-
ing pathways (Fig. 7 C). Panx3-overexpressing C2C12 cells were
transfected with the Akt CA or Akt DN vector and were treated
with BMP2 for 1 h. Western blotting analysis showed that Akt
CA increased phosphorylation of CaMKII (P-CaMKII) and
activation of NFATc1 (reduced P-NFATc1), whereas Akt DN in-
hibited CaMKII and NFATc1 activation (Fig. 7 C). These results
support the notion that the Akt signaling pathway regulates the
Panx3 ER Ca* channel.

Panxd relesses intraceliular AT el ug i
its hermichanne! sceivioy

The activation of P2Rs may be caused in part by binding of ATP
released from cells through Panx3 hemichannel activity. To test
this possibility, we first analyzed the intracellular ATP levels in
control and Panx3-overexpressing C2C12 cells by fluorescence
imaging using confocal microscopy (Fig. 8 A, a). The cells
containing caged luciferin were illuminated by a flash of two-
photon light, which photolyzed the caged luciferin, allowing
the uncaged luciferin to bind to intracellular ATP and resulting
in an increase in fluorescence emissions. The fluorescence in-
tensity at 5 and 15 s after photolysis was much higher (red) in
control C2C12 cells than in Panx3-overexpressing cells, which

~ suggests that Panx3 expression reduced intracellular ATP lev-

els. To analyze ATP release, control and Panx3-overexpressing
C2C12 and calvarial cells were incubated in the presence of
luciferin for 2 min. and the fluorescence intensity was mea-
sured (Fig. 8 A, b and c). The extracellular ATP level was ap-
proximately twofold higher in Panx3-expressing cells than in
control cells. Similar results were obtained when the cells were
treated with KGlu to depolarize the cell membrane, except that
the level of ATP release was much higher. Addition of anti-
Panx3 antibody, but not IgG, to the cell culture assay inhibited
Panx3-mediated ATP release (Fig. 8 B, a). To test whether this
inhibition was specific to Panx3, we used the inhibitory Panx3
peptide from the extracellular domain of Panx3, which had been
used as an antigen for the Panx3 antibody (Iwamoto et al., 2010).
The peptide, but not a scrambled peptide, blocked the inhibitory
activity of the antibody for the ATP release in a dose-dependent

. manner (Fig. 8 B, a). In addition, the Panx3 peptide alone showed

inhibitory activity for the ATP release, as described previously in
chondrogenic ATDCS cells (Iwamoto et al., 2010). Under dif-
ferentiation conditions, suppression of endogenous Panx3 by
shRNA inhibited ATP release in C2C12 cells (Fig. 8 B, b). These
results indicated that Panx3 caused the release of intracellular
ATP into the extracellular space though the hemichannel.

To test the effects of the Panx3 hemichannel on osteoblast
differentiation, control and Panx3-overexpressing C2C12 cells
were induced to differentiate by a 2-d treatment with BMP2, in
the presence or absence of the anti-Panx3 antibody, and mRNA
levels for osterix and ALP were analyzed (Fig. 8 C). The Panx3
antibody inhibited the induction of osterix and ALP expression
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Figure 7. Activation of Panx3 ER Ca®* channel by PI3K-Akt signaling. (A) pEF1- or pEF1/Panx3-ransfected C2C12 cells were incubated with the Akt
inhibitor (a), or transfected with the dominant-negative Akt (Akt DN; b}, the activated Akt (Akt CA) vector (¢}, or LY294002 (PI3K inhibitor; d). [Ca®*]; was
measured by the fluorescence infensity rafio of Fura-2 (Fssonm/Fasonm) in each condition. The Akt inhibitor blocked the Panx3 ER Ca?* channel {a). Akt DN
inhibited the Panx3 ER Ca®* channel, not the IP3R ER channel (b). Akt CA promoted the Panx3 ER Ca?* channel, not the IP3R ER channel (c). LY294002
inhibited Ca?* release from both Panx3 and IP3R ER Ca?* channels (d). Arrows indicate the time of ATP addition. The data shown are representative
of at least three different experiments. (B) The [Ca?']; level was increased by Akt activation. The basal levels of [Ca?*]; in Panx3-overexpressing C2C12
(PEF1/Panx3) cells are higher than in control vector—transfected (pEF1) cells. Akt CA increased [Ca®*]; in pEF1/Panx3 cells, whereas Akt DN reduced
[Ca®*); to similar levels in control cells. (C) The transfected cells were induced by BMP2 for 1 h, and phosphorylation of CaMKIl and NFATc1 was analyzed
by Western blotting. Akt increased CaMKIl and NFATc1 phosphorylation levels in control cells, and Panx3 overexpression further enhanced its activation.
Akt DN inhibited these activations to the levels in control cells. *, P < 0.05; **, P < 0.01. Error bars indicate the mean = SD; n = 3.

in both control and Panx3-overexpressing cells. Because the networks. This Ca® wave propagation is mediated by gap

antibody and peptide blocked the Panx3 hemichannel activity, junctions and promotes cell-cell communication for cellular
these results suggest that the Panx3 hemichannel plays a critical processes and differentiation (Barbe et al., 2006). Therefore,
role in osteoblast differentiation. we examined Panx3 gap junction activity in C2C12 cells and

its effect on osteoblast differentiation (Fig. 9). First, Ca’ wave
Panx3 gap junction function during propagation in Panx3-overexpressing C2C12 cells was ana-
osteoblast differentiation lyzed and compared with that in control cells. The cells were
An increase in [Ca®*]; in one cell can be transmitted to neigh- loaded with a photosensitive caged form of Ca® and Ca®*-

boring cells, resulting in Ca®* waves that spread within cell sensitive Fluo-4. While performing live-cell Ca®* imaging, a

Pannexin 3 and osteoblast differentiation -
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Figure 8. Panx3 hemichannel releases intracellular ATP and promotes differentiation. (A) Imaging of intracellular ATP levels in pEF1- or pEF1/Panx3-
transfected C2C12 cells. Cells were incubated with the caged luciferin, and then exposed to a flash of UV light for photolysis to convert active luciferin.
Fluorescence excitation images (red) caused by luciferin-ATP inferactions at 5 s and 15 s after a UV flash were shown. Higher red fluorescence images
were observed in control pEF 1-ransfected cells compared with Panx3-overexpressing cells, which indicates that Panx3 overexpression reduced infracel-
lular ATP levels. (A, b and ¢) Measurement of ATP release. The transfected C2C12 cells or primary calvarial cells were treated with or without KGlu for
2 min, and then ATP released into the media was measured. (B) Inhibition of ATP release. The transfected cells were incubated with Panx3 antibody or
Panx3 peptide for 30 min, and ATP release was measured. The Panx3 antibody (1.5 pg/ml) inhibited ATP release in pEF1/Panx3-ransfected cells (a).
This inhibition was blocked by various concentrations of the Panx3 peptide. The Panx3 peptide also inhibited the ATP release (a). Control sh- or shPanx3-
transfected cells were cultured with BMP2 for 2 d, and ATP release was measured. ATP release was reduced in shPanx3-ransfected cells compared with
control sh-ransfected cells (b). (C) Inhibition of osterix (a) and ALP (b) expression by the anti-Panx3 antibody. *, P < 0.05; **, P < 0.01. Error bars represent
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Figure 9. Panx3 functions as a gap junction. {A) Realtime imaging of Ca®* wave propagation. The Ca?* wave was measured in cells loaded with Fluo-4

and NP-EGTA (caged Ca?*) by starting photolysis of NP-EGTA in a single cell using a flash of UV light. (a) pEF1/Panx3-transfected cells, but not pEF 1-

transfected cells, propagated Ca?* waves to neighboring cells. (b) Inhibition of the Ca?* wave propagation by CBX (gap junction inhibitor). (c) Apyrase,
ATP receptor antagonist, did not inhibit Ca?* propagation in pEF1/Panx3-transfected cells. (B) CBX inhibited C2C12 cell differentiation. (a) ALP staining.
(b) Quantitative data from the ALP staining. CBX inhibited osteoblast differentiation in pEF1/Panx3-transfected cells (@ and b). *, P < 0.05; **, P < 0.01.
Error bars represent the mean = SD; n = 3.
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Figure 10. Panx3 pathways in osteoblast differentiation. The
Panx3 hemichannel releases intracellular ATP. The released ATP
binds to purinoreceptors (P2Rs) in its own cell and/or neighbor-
ing cells, and activates the PIBK-Akt quhwcy Akt then activates
the Panx3 ER Ca?* channel to increase [Ca?*]; levels, which leads
to activation of the CaM-CaMKIl pathway. The ATP also activates
the PLC-PIP2-IP3R ER Ca?* channel pathway, which is distinct from
that of the Panx3 ER Ca?* channel. The Akt activation also phos-
phorylates MDM2, which induces degradation of p53, an inhibitor
for osteogenic differentiation, and promotes differentiation. CaM
also activates CN, which dephosphorylates inactive phosphory-
lated NFAT in cytosol. Dephosphorylated NFATc1 enters the nucleus
and binds to the promoter regions of differentiation genes such as
osterix and ALP. Activated CaMKIl also increases c-fos and NFAT S
expression, and activation of Ap-1 and Smad1/5. Panx3 gap junc-

fion activity promotes Ca?* wave propagation between adjacent

cells for differentiation.

single cell within a cell network was subjected to two-photon
photolysis. The uncaged Ca?* fluctuations were analyzed by
live-cell fluorescence confocal microscopy (Fig. 9 A. a: and
Videos 5 and 6). We also observed similar Ca®* wave propaga-
tion in Panx3-overexpressing calvarial cells (unpublished data).
In Panx3-overexpressing cells, Ca** waves were propagated
into neighboring cells (red in high Ca®), whereas in control
cells lacking Panx3, the Ca’ fluctuations were restricted to
the single uncaged cell. This Ca** wave propagation was
inhibited by the gap junction inhibitor carbenoxolone (CBX;
Fig. 9 A, b; and Videos 7 and 8). Because CBX may disrupt
the cell membrane and affect activation of P2 receptors, thereby
inhibiting the Ca®* wave, apyrase (an ATP receptor antagonist)
was added to the Ca** wave assay at a concentration, which in-
hibited Panx3-mediated activation of Akt signaling (Fig. S3).
We found that apyrase did not inhibit the Ca** wave, which sug-
gests that Panx3 gap junction mediates Ca** wave propagation
(Fig. 9 A, c; and Videos 9 and 10). To test the effect of Panx3-
mediated gap junction activity on C2C12 cell differentiation,
Panx3-overexpressing and control cells were induced to dif-
ferentiate by BMP2 treatment in the presence of CBX, and
ALP activity was measured (Fig. 9 B). Panx3 overexpression
promoted ALP activity, as shown in Fig. 2, but CBX inhibited
this ALP activation. Similarly, Panx3 shRNA inhibited ALP
induction, as shown in Fig. 2, and CBX further inhibited ALP
activity. These results indicated that Panx3 can function as a
gap junction and propagate Ca®* waves from cell to cell, and
that this activity also promotes osteoblast differentiation.

Discussion

In our present study. we demonstrated for the first time that
Panx3 regulates osteoblast differentiation through its multiple
functions as a hemichannel, an ER Ca’* channel, and a gap
junction, as illustrated in Fig. 10. All three Panx3 activities are
associated with and involved in osteoblast differentiation. We
showed that Panx3 is induced during osteogenic differentiation
and is localized in the plasma membrane, and that it functions
as the hemichannel that releases ATP into the extracellular
space. The ATP released from the cells binds to purinergic re-
ceptors (P2Rs) in the plasma membrane in an autocrine and
paracrine manner, and thereby activates P2R-PI3K-Akt signal-
ing for the Panx3 channel and P2R-PLC-PIP2-IP3 for the
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IP3R channel. Akt-mediated Panx3 ER Ca* channel activation
induces Ca** release from the ER into the cytosol, which subse-
quently activates CaM signaling pathways, including CaMKII—-
Smad, CaMKII-c-Fos, and CN-NFATc. The Akt activation also
increases p53 degradation through activation of MDM2. The
activation of these pathways promotes differentiation. In addi-
tion, the increased [Ca’*); level that originated in cells because
of the hemichannel in turn propagates its wave into surrounding
cells through a Panx3 gap junction, subsequently promoting
Ca®* signaling among cell populations for differentiation.
Because blocking of the Panx3 hemichannel inhibits osteoblast
differentiation, this hemichannel activation may be the first step
in Panx3-mediated differentiation processes.

Ca™ is one of the most important second messengers
and regulates many cellular processes (Berridge et al., 2000b),
and the CaM pathway is critical for osteoblast differentiation
(Zayzafoon, 2006). However, the mechanism for controlling
[Ca**]; during osteoblast differentiation is not yet clear. We found
that Panx3 functions as a Ca** channel in the ER, through which it
regulates [Ca**);.. C2C12 and calvarial cells express IP3Rs. Both
Panx3 and IP3Rs function as ER Ca?* channels; however, their
activation mechanisms are different. We found that the Panx3
ER Ca’* channel was activated through Akt signaling (Fig. 7 A),
distinct from IP3-mediated activation of ubiquitous IP3R ER
Ca** channels (Mikoshiba, 2007). In addition, siRNA for IP3R3
and 2-APB, which is an inhibitor of IP3R-mediated Ca** release,
inhibited IP3R ER Ca** channel activity, but did not inhibit the
Panx3 channel (Fig. 5 A). The role of IP3Rs in osteogenic dif-
ferentiation is also not yet clear. The inhibition of endogenous
Panx3 by shRNA resulted in substantial inhibition of osteogenic
differentiation in C2C12 cells, despite IP3R expression, whereas
the inhibition of IP3Rs by siRNA and 2-APB showed limited
inhibition of C2C12 cell differentiation (unpublished data).
In addition, mice lacking either IP3R2 or IP3R3 were viable
and had no obvious abnormalities. Mice lacking both TP3R2
and IP3R3 were born with a normal appearance but began los-
ing body weight after weaning because of defects in exocrine
secretion (Futatsugi et al., 2005). Both receptors may function
as ER Ca’* channels with distinct activation mechanisms during
osteogenic differentiation. Because the Panx3 hemichannel
likely triggers activation of these Panx3 and IP3R ER Ca’* chan-
nels, Panx3 may play a major role upstream of IP3Rs in osteo-
genic differentiation.
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Extracellular ATP modulates cellular functions by binding
in autoctine and paracrine manners to two subtypes, P2XR, ; and
P2YR,.;,, of a large family of purinergic receptors (Corriden and
Insel, 2010). P2YRs are G protein—coupled receptors that acti-
vate signaling pathways responsible for releasing Ca™* from the
ER, whereas P2XRs are nonselective cation channels that per-
meabilize Ca®*, Na*, and other cations (Burnstock and Knight,
2004). During osteoblast differentiation, many P2X and P2Y

members are expressed and implicated in bone formation -

(Hoebertz et al., 2000; Orriss et al., 2006; Panupinthu et al.,
2008). Both Panx3 and IP3R ER Ca** channels were activated by
ATP (Fig. 4). PPADS and suramin function to commonly inhibit
some P2Ys and P2XRs (e.g., P2X1, P2X3, and P2Y6); however,
they also inhibit specifically (e.g., PPADS for P2Y1 and P2Y4;
suramin for P2X2, P2X5, and P2Y2; P2 receptors; Burnstock,
2007). Panx3 ER Ca?* channels, but not IP3R ER Ca?* channels,
were inhibited by PPADS (Boyer et al., 1994; Ziganshin et al.,
1994), whereas suramin inhibited both channels (Fig. 5 B). These
results suggest that the Panx3 and IP3R ER Ca®* channels may
be regulated through different purinergic receptors. The ATP-
induced [Ca®); experiments were performed in cell cilture with-
outexternal Ca®* in the medium to measure [Ca’*]; released from
the ER. However, in vivo, external Ca** may also contribute to an
increase in [Ca?*]; through the ATP-P2X cation channels. Indeed,
P2X7 knockout mice displayed reduced periosteal bone forma-
tion and response to mechanical loading (Ke et al., 2003; Lx
et al., 2005).

Panx3 expression increased phosphorylation of Akt
(Fig. 6 A). Akt signaling is required for osteoblast differentia-
tion, bone formation, and prevention of osteoblast apoptosis
(Kawamura et al., 2007; Mukherjee and Rotwein; 2009). One
of the Akt target pathways is the MDM2/p53 signaling path-
way (Lengner et al.; 2006; Wang et al., 2006). Panx3 expres-
sion promoted phosphorylation of MDM?2 and enhanced the
degradation of the p53 protein (Fig. 6 A). These results indi-
cate that Panx3-promoted osteogenic differentiation occurs in
part due to reduction of the p53 level through enhancement of
the Akt-MDM2-p53 pathway (Fig. 10). We found that Panx3
also stimulated phosphorylation of Smad1/5 (Fig. 5 C). Previ-
ous studies have shown that CaM—CaMKII activates Smadl/5
(Scherer and Graff, 2000), and therefore, Panx3 ER Ca®* chan-
nel/CaM—-CaMKII signaling activates Smad1/5. The anti-Panx3
antibody and PPADS inhibited the Panx3-promoted Smad1/5
activation, which suggests that the Panx3 hemichannel and
P2Rs are involved in these processes.

Panx1 and Panx2 were expressed in C2C12 and primary
calvarial cells at a very low level and were not induced at all
during osteogenic differentiation of these cells (unpublished
data). Therefore, Panx3 is the major pannexin protein expressed
during osteoblast differentiation. Among the connexin gap junc-
tion proteins, Cx43 is the most highly expressed in osteoblasts
(Civitelli et al., 1993; Su et al., 1997, Gramsch et al., 2001;
Jiangetal., 2007), and is implicated in osteoblast differentiation
and mineralization (Lecanda et al., 2000; Stains and Civitelli,
2005; Chung et al., 2006; Inose et al., 2009). Cx43 knockout
mice showed cranial abnormalities and delayed ossification,
whereas axial and appendicular elements were normal at birth

(Lecanda et al., 2000). Mice with conditional Cx43 deletion in
osteoblasts displayed a normal appearance at birth but devel-

oped a low bone density osteopenia phenotype with age (Chung.

et al., 2006). Panx3 overexpression in differentiated C2C12 cells
promoted Cx43 expression, whereas suppression of endogenous
Panx3 by Panx3 shRNA inhibited Cx43 expression (unpublished
data). These results suggest that Panx3 and Cx43 may play dis-
tinct roles in osteogenic differentiation.

In summary, we have provided evidence that Panx3 acts
as a multifunctional protein that promotes osteoblast differenti-
ation by regulating Akt and Ca®* signaling through its hemi-
channel, ER channel, and gap junction activities.

o i E. 2
ietnhoos
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Materials an
Reagents

Rabbit anti-Panx3 cmhbody, inhibitory Panx3 and scrambled peptides,
Panx3 expression vector (pEF1/Panx3) and control vector (pEF1), shRNA
vector for Panx3 (shPanx3), and control vector (sh control) have been de-
scribed previously {lwamoto et al., 2010). In brief, the pEF1/Panx3 vector

was constructed by cloning the coding sequence of mouse Panx3 cDNA

info the pEF1/V5-His vector {Invitrogen). The shPanx3 vector containing
the 3’ untranslated region of Panx3 (5-GGCAGGGTAGAACAATTTA-3')
in a pSM2 vector was obtained from Thermo Fisher Scientific. A rabbit
polyclonal antibody to a peptide {amino acid residues HHTQDKAGQYKVK-
SIWPH) from the mouse Panx3 protein was generated and purified with a
peptide affinity column. This Panx3 peptide was also used for inhibition ex-
periments. A peptide with o scrombled sequence (WHTKYQVGLDPQH-
KASHK) of the Panx3 peptide was used as a control. Control-adenovirus
(Ad-Cont) and Panx3 expression adenovirus (Ad-Panx3) were prepared
and purified by Welgen, Inc. Akt CA and Akt DN vectors were oblained
from Addgene. Antibodies for P-Rb, CaM, CaMKll, P-CaMKIl, CN, p53,
Akt, p-Akt, Smadl, and P-Smad1/5 were obtained from Cell Signaling
Technology; Rb, P-NFATc1, and MDM2 were from Santa Cruz Biotechnol-
ogy, Inc.; NFATc1 was from BD; a-ubulin from Sigma-Aldrich; Ocn from
Biomedical Technology; and calnexin from Thermo Fisher Scientific. 2-APB,
U-73122, thapsigargin, PPADS, suramin, CBX, and apyrase were ob-
tained from Sigma-Aldrich; Akt inhibitor was from EMD; 1Y294002 and
Fura-2AM ‘were from Invitrogen; BMP2 was from Humanzyme; and iQ
SYBR Green Supermix was from Bio-Rad Laboratories. HRPconjugated
goat anti-mouse and goat anti~rabbit IgG were obtained from United
States Biological.

Cell culture

Mouse C2C12 cells were grown in DME (Invitrogen) containing 10% FBS
{HyClone) at 37°C under 5% CO,. For osteoblast differentiation, cells
{~90% confluence) were transiently or stably transfected with pEF /Panx3,
control vector, Panx3 shRNA, or sh control vecfor and cultured in the pres-
ence of 300 ng/ml BMP2 {Humanzyme] and 2% FBS. The media were

replaced every 3 d. Primary calvarial cells were prepared from calvaria of
newborn mice as described previously (Matsunobu et al., 2009). Calvaria. -

were digested six times for 10 min with 0.1% collagenase type 1-(Worthing-
ton Biochemical Corp.) and 0.2% dispase Il (Roche] in PBS. The last two
fractions were centrifuged af 1,500 rpm for 5 min, resuspended in culture
medium consisting of o-minimum essential medium (Invitrogen] with 10%
FBS {HyClone), 100 U/ml of penicillin, and 100 pg/ml of streptomycin. Pri-
mary calvarial cells were transiently fransfected with Nucleofector {Lonzal.
For the differentiation assay, primary calvarial cells were induced by the
addition of 50 pg/ml ascorbic acid (Sigma- Aldrich) and 5 mM Bglycero-
phosphate {Sigma-Aldrich).

Immunostaining

Growth plates of newborn mice were fixed overnight in 4% paraformal-
dehyde and dehydrated before they were embedded in paraffin. After
deparaffinization and rehydration, sections were digested with pepsin
(Biocare Medical), blocked by Rodent block (Biocare Medical), and then
reacted with primary antibodies for 2 h-at room tempercature. In cell culture,
C2C12 cells were blocked by Power block (Biocare Medical) and reacted
with primary antibodies under the same condition as described in the
Cell culture section. Primary antibodies were detected by Alexa Fluor 488
(Invitrogen)- or Cy-3 -{Jackson ImmunoResearch Laboratories}-conjugated
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secondary antibodies. Nuclear staining was performed with Hoechst dye
(Sigma-Aldrich). Analysis was performed on an inverted confocal microscope
ILSM 510} and a fluorescence microscope [Axiovert 200; both from Carl
Zeiss). Colocalization was analyzed by MetaMorph {Molecular Devices).

RT-PCR

Total RNA was exiracted using the Nuclear Extraction System Quick-
Gene-810 and HC kit S {Fujifilm). Total RNA [1 pg) was used for reverse
transcription to generate <DNA, which was used as a template for PCRs
with genespecific primers (Table $1), as described previously {lwamoto
et al., 2010). The <DNA was amplified with an inifial denaturation at
95°C for 3 min; then 95°C for 30 s, 60°C for 30's, and 72°C for 30 s
for 30 cycles; and then amplified with a final elongation step at 72°C for
5 min before being separated on agarose gels. Real-time PCR amplifi-
cation was performed with iQ SYBR Green Supermix {Bio-Rad Laborato-
ries) and a Chromo4 thermocycler (Bio-Rad Laboratories). Realtime PCR
was performed for 40 cycles at 95°C for 1 min, 60°C for 1 min, and
72°C for 1 min. Gene expression was normalized to the housekeeping
gene Hprt.

ATP flux

ATP flux was defermined by luminomeiry, as described previously {lwamoto
et al., 2010). To open the pannexin channels, the cells were depolarized
by incubation in KGlu solution {140 mM KGly, 10 mM KCI, and 5.0 mM
TES, pH 7.5) for 10 min. The supernatant was collected and assayed with
luciferase/luciferin (Promega). The luminescence was measured using a
multimode plate reader, Mithras 1B 940 (Berthold). For inhibition by the
Panx3-antibody, the cells were incubated with 1.5 ng/ml affinity-purified
antibody or control IgG for 30 min before assay.

Western blot analysis

The cells were washed three times with PBS containing 1 mM sodium vanc-
date (Na3VOy), then solubilized in 100 pl of lysis buffer (10 mM Tris-HC|,
pH 7.4, 150 mM NaCl, 10 mM MgClz, 0.5% Nonidet P-40, 1 mM phenyl
methylsulfonyl fluoride, and 20 U/ml aprotinin). lysed cells were centri-
fuged at 14,000 rpm for 30 min, and the protein concentration of each
sample was measured with Micro-BCA Assay Reagent (Thermo Fisher Sci-
entific). A 10 pg sample of each profein was electrophoresed in 4-12%
SDS-polyacrylamide gel {Invitrogen) and transferred onto a polyvinylidene
difluoride membrane using iBlot {Invitrogen). The membranes were immuno-
blotted with antibodies using standard protocols.

AlP assay

C2C12 cells and primary calvarial cells were plated into 12- or 96-well
culture plates and grown to 100% confluence. The cells were then induced
to differentiate into osteoblasts by addition of 300 ng/ml BMP2. ALP activ-
ity was measured in cell layers using a p-nitrophenyl phosphate substrate
and an incubation temperature of 37°C, or was determined by the farirate-
resistant acid phosphatase (TRACP) & ALP doublestain kit {Takara Bio Inc.).
The protein concentration was determined by the BCA protein assay
method {Thermo Fisher Scientific).

Alizarin red S staining

C2C12 cells were fixed with 60% isopropanol and stained with 1% (wt/vol)
Alizarin red S {Sigma-Aldrich). Calcium deposition was quantified as previ-
ously described [Mukherjee and Rotwein, 2009). In brief, the cultures were
extracted from the Alizarin red S stain with 10% cetylpyridinium chloride
(Sigma-Aldrich), and the OD was measured at 550 nm.

Ex vivo metatarsal bone culture

Metatarsal bones were isolated from newborn C57BL/6 mice and were
cultured in DME containing -0.5% bovine serum albumin, 50 pg/ml
ascorbic acid {Sigma-Aldrich), and 1 mM B-glycerol phosphate (Sigma-
Aldrich} at 37°C in a humidified atmosphere of 5% CO,, as described
previously (Mukherjee and Rotwein, 2009). One day after starting the

- culture, the metatarsal bones were infected with Ad-Cont or Ad-Panx3

(1 x 10° PFU/ml) for 3 d. For the peptide inhibition assay, Panx3 antigen
peptide or a scramble peptide {100 pg/ml) was added to the metatarsal
cultures and incubated for 3 d. Live images were captured with a cam-
era (Infinity2; Lumenera) aftached to & microscope (Axiovert 25; Karl
Zeiss). Images were analyzed and adjusted using MetaMorph (Molecular
Devices) and National Institutes of Health ImageJ software. Metatarsals
were fixed in 4% paraformaldehyde overnight at 4°C and siored in 70%
ethanol. Bones were embedded in paraffin blocks and sectioned. Sec-
tions were stained with hematoxylin and eosin. Images were captured

with microscope camera {AxioCam; Carl Zeiss) attached to a microscope
(Axiovert 135; Carl Zeiss).

[Ca*]; measurements

C2C12 cells were grown in a 9é-well plate for 3 d and then loaded with
5 pM Fura-2AM (Invitrogen) prepared in HBSS for 45 min ot 37°C in 5%
CO;. After 3 d of transfection, transiently transfected primary calvarial cells
were loaded at the same condition as the C2C12 cells. The Ca?* transients
were recorded as the 340/380 nm ratio (R} of the resulting 510-nm emis-
sions using o plate reader {Mithras LB 940; Berthold Technologies). For
the stimulation, 200 pM of ATP was automatically injected into cells by the
Mithras 940. For inhibition experiments, cells were incubated for 30 min
before analysis with one of the following inhibitors: 5 M U-73122 for P3
synthesis inhibition, 100 pM 2-APB for blocking IP3R, 0.5 pM thapsigar-
gin for SERCA ER Ca?* pump incctivation, 100 pM PPADS, and 300 pM
suramin for P2Rs inhibition; 5 pM Akt inhibitor; and 100 pM LY294002 for
PI3K inhibition. The C2C12 cells that had been stably transfected with either
pEF1/Panx3 or control vector were then transiently transfected with silP3R-3
{Thermo Fisher Scientific). After 3 d of ransfection, [Ca?*}; was measured.
The [Ca?*]; levels were calculated as described previously (Grynkiewicz et ol.,
1985) using the equation [Cc?) = K¢ R — Ral/[Raex = RUF® o/ F¥s),
where Ry, is the ratio at zero Ca?*, Ruax is the ratio when Fura-2 is com-
pletely saturated with Ca®*, F¥% ;. is the fluorescence at 380 nm for zero
Ca?*, and F¥®__, is the fluorescence at safurafing Ca?* and Ky = 224 nM.

Imaging of single-cell intracellular ATP concentrations and Ca®

wave propagation

For the imaging of singlecell intracellular ATP levels, cells attached to
glass-bottomed dishes (MatTek Corporation) were loaded with 25 pM of
caged ouciferin AM (Invitrogen) in HBSS containing 10 mM Hepes for
20 min ot room temperature, followed by washing. The cells were then

incubated with KGlu solution for 10 min. For Ca®* wave propagation, cells

seeded in a glass bottom dish were incubated in HBSS containing 4 pM
of the Ca?* indicator Fluo-4 AM, 10 pM pluronic F-127 (Invitrogen), 0.1%
OxyFluor {Oxyrase}, and 2.5 pM caged reagent NP-EGTA AM (Invitrogen)
for 30 min at room femperature, followed by washing and incubation
with Ca®*free HBSS. Both luciferin AM and Fluo-AM were imaged using
a microscope {LSM 510 NLO META] equipped with A-Plan-Apochromat
63x (1.4 NA) objective lenses {all from Carl Zeiss). A 488 nm argon
laser fine was used for excitation. Cells were imaged every 1 s for ~~1 min
after the uncaging step. o-Luciferin AM and NP-EGTA AM were uncaged
using o two-photon laser set at 730 nm. A nucleus-sized region of interest
was used for uncaging within single cells using the Zen software’s bleach
function (Carl Zeiss). To block the gap junction channels, cells were incu-
bated with 25 pM CBX. To inhibit ATP receptors, cells were incubated with
20 U apyrase.

Focal microscopy images were obtained using o two-photon confocal
microscope. 488 nm argon, 543 nm HeNe1, and 633 nm HeNe2 lasers were
used to excite Cy2, Cy3, and Cy5 fluorophores, respectively. The pinholes for
each laser line were aligned for optimal confocdlity. For DAP! illumination, the
two-photon laser was tuned to 730 nm and used at ~3-8% power.

Data analysis

Each experiment was repeated several times. The data were analyzed by
Prism 5 software. Statistical differences between two groups of data were
analyzed with a Student’s t test. A one-way ANOVA was used for the
quantification of Alizarin red S staining. P < 0.05 was considered statisti-
cally significant.

Online supplemental material

Fig. S1 shows Panx3 expression levels in the pEF1/Panx3- and shPanx3-
transfected C2C12 cells, and the protein expression levels for Panx3,
IP3R3, and RyR3 in undifferentiated and differentiated C2C12 cells.
Fig. S2 shows the effects of Panx3 expression or shPanx3 inhibition
on calvarial cell differentiation and an increase in [Cc?*] levels dur-
ing differentiation of calvarial cells. Fig. S3 shows the inhibition of Akt
activation by apyrase in C2C12 cells transfected with pEF1/Panx3.
Videos 1-4 show imaging of ex vivo metatarsal growth by infection with
Panx3 adenovirus (AdPanx3) or treatment with the inhibifory Panx3 pep-
tide. Videos 5-8 show imaging of the Ca?* wave propagation in the
pEF1/Panx3 transfected C2C12 cells with and without CBX, and Videos 9
and 10 show no inhibitory effects of apyrase on the Ca?* wave propaga-
tion. Table S1 shows the primers used for semi-quantitative and quantita-
tive RT-PCR. Online supplemental material is available at http://www.jcb
.org/cgi/content/full /jcb.201101050/DC1.
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Background: The role of dental epithelium in stem cell differentiation has not been clearly elucidated.
Results: SP cells differentiated into odontoblasts by epithelial BMP4, whereas iPS cells differentiated into ameloblasts when

cultured with dental epithelium.

_Conclusion: Stem cells can be induced to odontogenic cell fates when co-cultured with dental epithelium.
Significance: This is the first report to show induction of ameloblasts from iPS cells.

Epithelial-mesenchymal interactions regulate the growth and
morphogenesis of ectodermal organs such as teeth. Dental pulp
stem cells (DPSCs) are a part of dental mesenchyme, derived
fromthe cranial neural crest, and differentiate into dentin form-
ing odontoblasts. However, the interactions between DPSCs
and epithelium have not been clearly elucidated. In this study,
we established a mouse dental pulp stem cell line (SP) comprised
of enriched side population cells that displayed a multipotent
capacity to differentiate into odontogenic, osteogenic, adipo-
genic, and neurogenic cells. We also analyzed the interactions
between SP cells and cells from the rat dental epithelial SF2 line.
When cultured with SF2 cells, SP cells differentiated into odon-
toblasts that expressed dentin sialophosphoprotein. This differ-
entiation was regulated by BMP2 and BMP4, and inhibited by
the BM P antagonist Noggin. We also found that mouse iPS cells
cultured with mitomycin C-treated SF2-24 cells displayed an
epithelial cell-like morphology. Those cells expressed the epi-
thelial cell markers p63 and cytokeratin-14, and the ameloblast
markers ameloblastin and enamelin, whereas they did not
express the endodermal cell marker Gataé or mesodermal cell
marker brachyury. This is the first report of differentiation of
iPS cells into ameloblasts via interactions with dental epithe-
lium. Co-culturing with dental epithelial cells appears to induce
stem cell differentiation that favors an odontogenic cell fate,
which may be a useful approach for tooth bioengineering
strategies.
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Tooth morphogenesis is characterized by reciprocal interac-
tions between dental epithelium and mesenchymal cells
derived from the cranial neural crest, which result in formation
of the proper number and shapes of teeth. Multiple extracellu-
lar signaling molecules, including BMPs, FGFs, WNTs, and
SHH, have been implicated in these interactions for tooth
development (1). Epithelial cells then subsequently give rise to

‘enamel-forming ameloblasts, while mesenchymal stem cells

(MSCs)® form dentin-forming odontoblasts and dental pulp
cells. Initial tooth development is also regulated by extracellular
matrices (ECMs), such as basement membrane components
that include laminin, collagen, fibronectin, and perlecan (2, 3).
These matrices control proliferation, polarity, and attachment,
and also determine tooth germ size and morphology. At later
stages of tooth development, the basement membrane compo-
nents disappear and odontogenic cells begin to secrete a variety
of tooth-specific extracellular matrices that give rise to layers of
enamel and dentin, produced by epithelial-derived ameloblasts
and mesenchymal-derived odontoblasts, respectively. Amelo-
blastin (Ambn) is one of the enamel matrix proteins expressed
by differentiating ameloblasts, and is essential for dental epithe-
lial cell differentiation into ameloblasts and enamel formation
(2, 4). Dentin sialophosphoprotein (DSPP) is a member of the
SIBLING (Small Integrin-Binding Ligand N-linked Glycopro-
tein) family of extracellular matrix glycophosphoproteins, and
is expressed by differentiating ameloblasts and odontoblasts
(5). These extracellular matrices are important for the forma-
tion of enamel and dentin (2). k

Stem cell research has identified and established several
types of stem cells, including induced pluripotent stem (iPS)
cells, which are generated from a variety of somatic cell types
via introduction of transcription factors that mediate pluripo-

3 The abbreviations used are: MSC, mesenchymal stem cell; mDP, mouse den-
‘tal pulp; Ambn, Ameloblastin; DSPP, dentin sialophosphoprotein; iPS,
induced pluripotent stem; DPSC, dental pulp stem cell; SP, side population;
MP, majority population; ALP, alkaline phosphatase; MEF, mouse embry-
onic fibroblasts; MMC, mitomycin C.
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tency (6). Direct reprogramming of somatic cells into iPS cells
by forced expression of a small number of defined factors (e.g.

Oct3/4, Sox2, KIf4, and c-Myc) has great potential for tissue-

specific regenerative therapies. In addition, this process also
avoids ethical issues surrounding the use of embryonic stem
* (ES) cells, as well as problems with rejection following implan-
tation of non-autologous cells (7). A variety of cell types, includ-
ing hematopoietic precursor cells (8, 9), endothelial cells,
MSCs, neuronal cells (10), reproductive cells (11), and car-
diomyocytes (12, 13), undergo in vitro differentiation. However
previous studies of dental cell differentiation are not adequate
to explain this process. Several dental stem cell populations
have been identified in different parts of the tooth, including
cells from the periodontal hgamen‘c that hnks tooth root
‘with the bone, tips of developing roots, and tlssue (dental folli-
cle) that surrounds an unerupted tooth. In addmon dental pulp
stem cells (DPSCs) have been identified in the pulp ¢ of exfohated
deciduous teeth of both children and adults (14). These differ-
ent cell types likely share a common lineage, being derived from
neural crest cells, and all have generic MSC-like properties.
Transplantation of in vitro expanded DPSCs mixed with
hydroxyapatite/tricalcium phosphate palndes results in the
formation of dental pulp and dentin-like tissue complexes in
1mmunocomp1om1sed mice (15). Similar results have been
observed with an MSC population obtained from human exfo-

liated deciduous teeth (SHED) (14). DPSCs also. express the -

putative stem cell marker STRO-1 and perivascular cell marker
CD146, while a proportion co-expresses smooth muscle actin

and the pericyte-associated antigen 3G5 (16). These findings

suggest that a population of DPSCs may reside in this perivas-
cular niche within the pulp of adult teeth.

Side population (SP) cells were identified by flow. cytometry
analysis with a Hoechst 33342 efflux assay and found to have
stem cell characteristics (17). SP cells are a small populatlon
that show low levels of Hoechst dye staining for the expression

of Abcg2; an ATP-binding cassette transporter (18), which is

strongly expressed in dental pulp in human adult and decidu-

ous teeth (19). Dental pulp contains multipotent stem cells and

" is viewed as a potential source of iPS cells (14, 20, 21). In tooth
germ development, . undifferentiated neural crest-derived
MSCs interact with dental epithelium and differentiate into
~ dentin matrix-secreting odontoblasts. However, the interac-
tions between stem cells and dental epithelium have not been
clearly elucidated.

In this study, we established an SP cell line from mouse den-
tal papilla. We then cultured these SP cells with rat dental epi-
thelial cells to investigate epithelial- mesenchymal interactions.
SP cells were induced to differentiate into DSPP expressing
odontoblasts via the action of epithelial BMP4. Furthermore,
mouse iPS cells differentiated into Ambn-expressing dental
epitheliun when cultured with dental epithelial cells. Thus,
these undifferentiated stem cells can be induced to an odonto-
genic cell fate when co-cultured with dental epithelial cells.
These findings may be useful for analysis of dental cell ditfer-
entiation in vitro and for procurement of odontogenic cells for
use in regenerative medicine.
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EXPERIMENTAL PROCEDURES
VPrepam'tion of Mouse Dental Papilla Cells—Dental papilla

- tissues were isolated from incisors from newborn ICR mice by

digesting with 0.1% collagenase D (Roche) and 2.5% trypsin for
30 min at 37 °C. Enzymatically digested tissues were minced
into 2—4 mm’ pieces-using micro-scissors and washed three
times with- Dulbecco’s modified Eagle’s medium (DMEM)
(Inv1trogen) contammg 10% fetal bovine serum (FBS) (Invitro-
gen) and an antlbIOtIC -antimycotic mixture (Invitrogen), then
filtered through a cell strainer (40 pm) to eliminate clumps and
debris. Mouse dental papilla (mDP) cells were cultured in
60-mm culture dishes and immortalized by expression of a
mutant human papilloma virus type 16 E6 gene lacking the
PDZ-domain-binding motif (22). mDP cells were maintained

- with' DMEM supplemented with 10% FBS and an antibiotic-

antimycotic mixture at 37 °C in a humidified atmosphere con-
taining 5% CO,. :

Generation of Denml Epztheltal Cell Line SF2-24 and Cell
Culture—Rat dental epithelial cells were enzymatically isolated
trom the cervical loop at the apical end of the lower incisors
from a Sprague-Dawley rat with 1% collagenase. Dental epithe-
lial cells were cultured with DMEM (Invitrogen) supplemented
with 10% FBS for 4 weeks, then, maintained in serum-free kera-
tinocyte synthetic medium (Keratinocyte-SFM, Invitrogen) for
1 year. An established cell line,"SF2 was maintained as previ-
ously described (4). SF2 cells were transfected with a pEF6/
GFP-PDGFtm-myc-HA vector expressing the GFP-PDGF
receptor-transmembrane fusion protein with myc-HA tag
using Lipofectamine 2000 (Invitrogen). Transfected cells were
selected as SF2 subclones by culturing with media containing
400 pg/ml of G418. Twenty-five clones were selected as a stable
transfected cell line, with one of them designated as SF2-24
(Ambn hlgh expression) and another SF2-7 (Ambn low

‘expression).

SP and MP Cell Analyszs and Flow Cytometry—]—[oechst
staining of mDP cells for SP cell analysis was conducted as pre-
viously described (17). Subconfluent mDP cells were ‘stained

_ with Hoechst dye for 90 min at 37 °C. After staining, all cells

were resuspended in 100 ul of Hanks  balanced salt solution
(HBSS) with calcium/magnesium medium and kept on ice. The
SPand MP gates were defined as previously described (17). For
analysis, the cells were resuspended in ice-cold HBSS with 2%
FBS containing propidium iodide (Sigma) at a final concentra-
tion of 2 ug/mlto identify dead cells, then filtered through a cell
strainer. Sorting and analyses were carried out with an EPICS
ALTRA flow cytometer (Beckman Coulter, Fullerton, CA). The
SP cell fraction was enriched by repeating cell sorting 3 times.

The expression of stem cell markers in SP cells was confirmed

by flow cytometry using anti-Sca-1 and Oct3/4 antibodies
(Santa Cruz Biotechnology).

Dzﬁe; entiation of SP Cells—For odontoblastm induction, SP
cellswere plated at 6 X 10‘? cellsin 60-mm dishes. After the cells
had reached 50-60% confluence, we replaced the.control
medium with induction medium containing 100 ng/ml of
BMP2 or BMP4 (Wako Pure Chemical Industries), and cells
were incubated for 2 days. For blocking BMP signaling,

. recombinant mouse Noggin protein (R&D systems) was
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used. Total RNA was isolated and real time RT-PCR was
performed using mouse Berpl (18) and DSPP primer sets
(supplemental Table S1).
~ For adipogenic differentiation, SP cells were seeded at 1 X
10° cells per well in 6-well plates and cultured in DMEM sup-
plemented with 10% FBS. Adipogenic differentiation was
- induced with induction medium from a Poietics hMSC Media
Bullet kit (Cambrex Bio Science Walkersville, Inc., Walkers-
ville, MD) for 3 days and incubated in maintenance medium for
3 days, then the cells were cultured for an additional 7 days in
maintenance medium. As a control, cells were cultured in only
maintenance medium. Adipogenesis was confirmed by staining
with Oil-Red-O and the expression of PPARy was analyzed by
RT-PCR.
For osteogenic differentiation, SP cells were seeded at 1.5 X

10* cells per well in 6-well plates and cultured in DMEM sup- -

plemented with 10% FBS, 10 mm B-glycerophosphate, 0.2 mm
ascorbicacid, 2-phosphate,and 108 M dexamethasone. Induc-
tion and control media were replaced every 2 days. Osteogene-
sis was -determined by alkaline phosphatase (ALP) and von
Kossa staining for calcium deposition, as previously described
(23). After 4 weeks culturing with osteoblast induction

medium, the expressions of osteocalcin, osteonectin, and:

Runx2 in osteogenesis-induced SP cells’ were analyzed by
RT-PCR.

For neurogenic differentiation, we modified a neuronal
induction protocol using recombinant nerve growth factor
(NGF) (Chemicon). SP cells were seeded at 1 X 10° cells per
well in 6-well plates. After reaching 80-90% confluence, neu-
rogenic differentiation was induced by culturing the cells in
DMEM supplemented 2% FBS, 1.25% dimethyl sulfoxide,
107 %Mretinoic acid, 2.5 pg/mlinsulin, and 50 ng/mI NGF. Two
weeks later, neurogenesis was characterized by Western blot
analysis using an anti-neurofilament-M specific antibody (Cell
Signaling Technology). ’

Odontoblastic Induction of SP Cells by Co-culturing with
" Dental Epithelial Cells—We investigated the role of dental epi-
thelial cells in specification of odontogenic cell lineage using
two types of co-culture systems: feeder and chamber types with
a cell culture insert (BD Falcon). We used confluent SF2 cells, or
SF2 cells treated with 4% paraformaldehyde (PFA) or ammo-
nium (denudation) as feeder cells. SF2 and SP cells were har-
vested and placed into either 6-well plates or cell culture inserts
(chamber), then cultured until reaching confluence.

Screening of Co-culture Conditions for Ameloblastic Induc-
tion of iPS Cells—A mouse iPS cell line (iPS-MEF-Ng-20D-17),
carrying the Nanog-GFP/IRES/puromycin resistant gene, was
established by Yamanaka (Kyoto University, Japan), and
obtained from RIKEN Cell Bank (Saitama, Japan) (6). Mouse
iPS cells were cultured with rat dental epithelial cells (SF2-24),
which predominantly express Ambn mRNA, as feeder cells.
Preparatory co-culture experiments were performed as follows:
iPS cells were cultured with mouse embryonic fibroblasts
(MEFs) treated with mitomycin C (MMC) or with three differ-
ent types of SF2-24 feeder cells (confluent cells, cells treated
with MMC, cells treated with 4% PFA). MMC was supplied at 9
pg/ml (final concentration) for 2 h to arrest SF2-24 cell
proliferation. '
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Induction of iPS Cell-derived Ameloblasts—iPS$ cells (plated
1.5 X 10%/cm?) were cultured on sheets of MMC-treated
SF2-24 cells for 7, 10, and 14 days in the same medium used for
the SF2-24 culture without leukemia inhibitory factor and
2-mercaptoethanol. The culture medium was changed every
day throughout the co-culture period. After 7 and 10 days, the
co-cultured iPS cells were subjected to RT-PCR, while those
after 14 days of culture were analyzed by immunocytochemis-
try. Total RNA from iPS$ cells co-cultured with MMC-treated
MEFs was isolated after 3 days of culture. Conditioned media
from cultures of SF2-24 and SF2-7 were collected after 2 days of
incubation. The procedures used for transfection of Ambn-ex-
pressing vectors, as well as their construction and isolation of
recombinant proteins have been previously described (2, 24).
K252a (Trk inhibitor, Calbiochem), PD98059 (MEK inhibitor,
Cell signaling), anti-NT-4 neutralizing antibody (Applied Bio-
logical Materials), and Noggin (R&D systems) were added to
conditioned medium obtained from SF2-24 cells.

Reverse Transcription-PCR—Total RNA was isolated using
TRIzol (Invitrogen) and first-strand ¢cDNA was synthesized at
50 °C for 50 min using oligo(dT) or random primers with the
SuperScript I1I First-strand Synthesis System (Invitrogen). PCR
was performed with Takara Ex Taq HotStart Version (Takara)
or a PCR Additives Kit (Jena Bioscience, Germany). The primer
sequences are presented in supplemental Table S1. PCR ampli-
cons were separated and visualized on 1.5% agarose gels with
SYBR Green staining using the LAS-4000 minj image analyzing
system (Fujifilm). For semi-quantitative PCR analysis, the band
intensities of PCR amplicons were quantified using MultiGauge
software (Fujifilm) and normalized by dividing the intensity of
the band of GAPDH. Because of the high degree of homology
between the Ambn gene in mice and rats (94.2%), we designed a
species-specific mouse Ambn primer that encoded locked
nucleic acid (LNA) at a different base sequence between the
mouse and rat Ambn gene in a conserved region. The specificity
of the mouse Ambn primer was confirmed by PCR using mouse
and rat tooth germ ¢DNA. Statistical analysis of gene expres-

sion was performed using the Student’s ¢ test.

Immunocytochemistry—For ~immunocytochemistry, cells
were fixed with 4% PFA for 5 min at room temperature. After
washing with PBS three times for 5 min, the cells were treated
with Power Block Universal Reagent (BioGenex) for 5 min at
room temperature, followed by three washes with PBS. The
cells were incubated with the anti-Ambn primary antibody
included in the kit (1:200, M-300, Santa Cruz Biotechnology).
The primary antibody was visualized with Alexa Fluor 594 don-
key anti-rabbit antibody (1:500, A21207, Invitrogen). Nuclei
were stained with Hoechst 33258 (Invitrogen). Immunocyto-
chemistry and phase images were captured using a BZ-8000
microscopic system (KEYENCE Co, Osaka, Japan), and images
of the sections were analyzed using a BZ analyzer (KEYENCE).

RESULTS ,

Establishment of SP Cell Line from Mouse Dental Papilla
Cells—Side population (SP) cells, which displayed stem cell
ability, make up less than 1% of total cells in the mouse dental
papilla (mDP) from postnatal tooth germs. Thus, biochemical
and biomolecular analyses of SP cells are difficult to perform
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