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Osteoblast-secreted collagen upregulates
paracrine Sonic hedgehog signaling by
prostate cancer cells and enhances
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Abstract

Background: Induction of osteoblast differentiation by paracrine Sonic hedgehog (Shh) signaling may be a
mechanism through which Shh-expressing prostate cancer cells initiate changes in the bone microenvironment and
promote metastases. A hallmark of osteoblast differentiation is the formation of matrix whose predominant protein
is type 1 collagen. We investigated the formation of a collagen matrix by osteoblasts cultured with prostate cancer
cells, and its effects on interactions between prostate cancer cells and osteoblasts.

Results: In the presence of exogenous ascorbic acid (AA), a co-factor in collagen synthesis, mouse MC3T3 pre-
osteoblasts in mixed cultures with human LNCaP prostate cancer cells or LNCaP cells modified to overexpress Shh
(LNShh cells) formed collagen matrix with distinct fibril ultrastructural characteristics. AA increased the activity of
alkaline phosphatase and the expression of the alkaline phosphatase gene Akp2, markers of osteoblast
differentiation, in MC3T3 pre-osteoblasts cultured with LNCaP or LNShh cells. However, the AA-stimulated increase
in Akp2 expression in MC3T3 pre-osteoblasts cultured with LNShh cells far exceeded the levels observed in MC3T3
cells cultured with either LNCaP cells with AA or LNShh cells without AA. Therefore, AA and Shh exert a synergistic
effect on osteoblast differentiation. We determined whether the effect of AA on LNShh cell-induced osteoblast
differentiation was mediated by Shh signaling. AA increased the expression of Gli1 and Ptc1, target genes of the Shh
pathway, in MC3T3 pre-osteoblasts cultured with LNShh cells to at least twice their levels without AA. The ability of
AA to upregulate Shh signaling and enhance alkaline phosphatase activity was blocked in MC3T3 cells that
expressed a dominant negative form of the transcription factor GLI1. The AA-stimulated increase in Shh signaling
and Shh-induced osteoblast differentiation was also inhibited by the specific collagen synthesis inhibitor 3,4-
dehydro-L-proline.

Conclusions: Matrix collagen, formed by osteoblasts in the presence of AA, potentiates Shh signaling between Shh-
expressing prostate cancer cells and osteoblasts. Collagen and Shh signaling exert a synergistic effect on osteoblast
differentiation, a defining event in prostate carcinoma bone metastasis. Investigations into paracrine interactions
among prostate cancer cells, osteoblasts, and osteoblast-synthesized matrix proteins advance our understanding of
mechanisms contributing to prostate cancer bone metastasis.
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Background
Prostate cancer is the second leading cause of cancer death
among men in the United States, and there is clinical evi-
dence of bone metastases in approximately 80 % of those
who have died [1,2]. A comprehensive understanding of
signaling interactions between invading epithelial-derived
prostate cancer cells and the host bone stromal environ-
ment that promote bone metastasis is crucial to the devel-
opment of effective therapeutic strategies.
Although markers of bone production and resorption

may be present in patients, prostate carcinoma bone me-
tastases are generally characterized by new bone forma-
tion initiated by the differentiation of mesenchymal
progenitor cells into osteoblasts [3-5]. We have previ-
ously demonstrated that human prostate cancer cells,
which express high levels of Sonic hedgehog (Shh), acti-
vate the signaling pathway in MC3T3 pre-osteoblasts
and induce osteoblast differentiation [6].
Shh is a secreted glycopeptide that plays critical func-

tions in the normal development of many organs includ-
ing the prostate; and, deregulation of the Shh pathway
has been linked to human cancer [7-9]. Expression of
Shh and other members of the signaling pathway have
been reported in human primary prostate carcinomas
and metastases, including bone [10-13]. Paracrine induc-
tion of osteoblast differentiation via the Shh pathway
may be a mechanism through which Shh-expressing
prostate cancer cells initiate changes in the bone micro-
environment that favor the development of metastases.
A hallmark of osteoblast differentiation both in vivo and

in vitro is the formation of an extracellular matrix [14,15].
Type 1 collagen accounts for about 95 % of the organic
matrix proteins in bone [4]. The role of matrix collagen in
the formation of bone metastasis is not well understood.
In the present study, we investigated the formation of

a collagenous ECM by osteoblasts induced to differenti-
ate by Shh-expressing prostate cancer cells, and the
effects of a collagenous matrix on paracrine signaling be-
tween prostate cancer cells and osteoblasts.

Results
Ascorbic acid promotes matrix collagen deposition in
mixed cultures of osteoblasts and prostate cancer cells
We have previously used mixed cultures of mouse cal-
varia-derived MC3T3 pre-osteoblasts and human prostate
cancer cells LNCaP genetically modified to overexpress
Shh (designated LNShh cells) to demonstrate LNShh cell-
mediated induction of osteoblast differentiation [6]. In the
present studies, we utilized this in vitro mixed cell culture
system to investigate the effects of an osteoblast-deposited
collagen matrix on paracrine interactions between prostate
cancer cells and differentiating osteoblasts. Mixed cultures
were maintained for 7, 14, and 21 days to simulate tem-
poral stages in the formation of a collagen matrix during
osteoblast differentiation in vitro which mimics the in vivo
process [14,16].
Ascorbic acid (AA) stimulates collagen matrix formation

in primary cultures of fetal calvarial osteoblasts and non-
transformed osteoblast cell lines including MC3T3 cells
[16-18]. AA is a required co-factor for the hydroxylation
of procollagen chains, a necessary step for triple helix for-
mation, secretion, and collagen fibril assembly [15,19].
In the absence of exogenous AA, von Gieson staining

for collagen was insignificant in mixed cultures of
MC3T3 pre-osteoblasts with either vector-transfected
LNCaP cells (as controls) or LNShh cells through 14 days
of culture (Figure 1A: a and d, respectively). Treatment
with AA promoted collagen deposition in both mixed
cultures (Figure 1A: b and e; c and f ).
A difference in the appearance of matrix collagen was

detected upon longer AA treatment. In contrast to the
generally homogeneous staining of collagen in mixed
cultures of MC3T3 and LNCaP cells treated with AA for
21 days, distinct strands of intensely stained collagen
fibers were commonly observed in mixed cultures of
MC3T3 and LNShh cells (Figure 1B).

Differences in collagen fibril organization and diameter
size distribution
To better characterize their ultrastructural properties, colla-
gen fibrils in AA-treated mixed cultures were analyzed by
transmission electron microscopy (TEM). At 7 days, colla-
gen fibrils appeared randomly oriented in the matrix of
mixed cultures of MC3T3 with either LNCaP or LNShh
cells (Figure 2A: 1 and 2, respectively). By day 14, collagen
fibrils in mixed cultures of MC3T3 and LNCaP cells
remained largely dispersed throughout the matrix with some
fibrils in loose parallel alignment to one another (Figure 2B:
1, 3, 5). In contrast, parallel-oriented collagen fibrils were
prevalent in mixed cultures of MC3T3 and LNShh cells and
appeared organized in distinct bundles (Figure 2B: 2, 4, 6).
Matrix fibrils in both mixed cultures displayed the banded
pattern characteristic of native collagen (Figure 2C) [20].
Collagen fibril diameter size distribution was also different

between mixed cultures as measured on day 21. As revealed
in TEM images, matrix collagen fibrils in cultures of
MC3T3 and LNCaP cells appeared more homogeneous in
diameter size compared to those in cultures of MC3T3 and
LNShh cells (Figure 3A1 and A2, respectively). Fibril diam-
eter sizes of collagen fibrils in mixed cultures were measured
and their frequency distributions are presented as density
plots (Figure 3B1 and B2). Kernel density curves, obtained
by kernel density estimation which is a non-parametric
method of estimating the probability distribution of a ran-
dom variable, were generated for each plot and compared to
a normal distribution curve (Figure 3B1 and B2) [21]. Based
on the asymptotic Kolmogorov-Smirnov two-sample test,
the diameter size distributions of collagen fibrils in the two
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Figure 1 AA promotes collagen deposition in mixed cultures of MC3T3 pre-osteoblasts and human prostate cancer cells. In this and
other figures, mouse MC3T3 pre-osteoblasts were mixed with either human LNCaP prostate cancer cells genetically modified to overexpress Shh
(designated LNShh) or vector-transfected LNCaP cells as controls (designated LNCaP). Mixed cells were then seeded onto chamber slides, and
cultures were maintained in AA-free α-MEM complete culture medium with or without exogenous AA [50 μg/ml in this and subsequent figures].
Mixed cultures were maintained for either 14 days (A) or 21 days (B) then stained with von Gieson stain for collagen. Bars = 100 μm in A(a, b, d,
e); 50 μm in A(c and f); 20 μm in B.
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mixed cultures were statistically highly different (P< 0.0001).
The unimodal distribution of fibril diameter sizes among
collagen fibrils in mixed cultures of MC3T3 and LNCaP cells
was almost identical to a normal distribution; whereas, the
distribution in mixed cultures of MC3T3 and LNShh cells
shifted toward the smaller fibril diameter range (Figure 3B1
and B2, respectively). The median diameter size of collagen
fibrils in mixed cultures of MC3T3 and LNCaP cells was
52 nm (n=500 fibrils) which is within range of the reported
average diameter of collagen fibrils produced in vitro by
MC3T3 cells (Figure 3B1) [22,23]. In contrast, the median
diameter size of collagen fibrils in mixed cultures of MC3T3
and LNShh cells was significantly smaller at 46 nm (n=500
fibrils; P≤0.001; Figure 3B2).
Based on these data, we suggest that LNShh cells influ-

ence the morphological properties of collagen fibrils in
matrix formed by differentiating osteoblasts.

AA enhances LNShh cell-induced osteoblast
differentiation
A well recognized outcome of the addition of AA to osteo-
blast cultures is the induction of osteoblast differentiation
[16-18]. We confirmed this effect and showed that exogen-
ous AA significantly increased alkaline phosphatase (ALP)
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Figure 2 Organization of matrix collagen fibrils in mixed cultures of MC3T3 pre-osteoblasts and human prostate cancer cells. MC3T3
pre-osteoblasts were mixed with either LNCaP or LNShh cells then seeded onto Thermanox cover slips kept in 24-well plates. Mixed cultures were
maintained for either 7 days (A) or 14 days (B) with exogenous AA. Mixed cultures were fixed and processed for TEM, and digital micrographs
were captured as described under Materials and Methods. Results are representative of 2–9 TEM images from different grid sections of 1–3
samples per group. Bars = 1 μm (A, B) and 200 nm (C). *denotes cells.
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Figure 3 Size distribution of collagen fibril diameters in mixed cultures of MC3T3 pre-osteoblasts and human prostate cancer cells.
MC3T3 pre-osteoblasts were mixed with either LNCaP or LNShh cells then seeded onto Thermanox cover slips and maintained for 21 days with
exogenous AA. Mixed cultures were fixed and processed for TEM, and digital images were captured as described under Materials and Methods.
(A1, A2) Results are representative of at least 7 TEM images from different grid sections of 3 samples per group. Bars = 200 nm. *denotes cells.
(B1, B2) Density plots represent frequency distribution of fibril diameter sizes in mixed cultures. Normal and kernel density curves are
superimposed. Data in each density plot were obtained from 500 fibrils randomly selected from 8–14 TEM images from different grid sections of
2 samples per group. **denotes significant difference in median fibril diameter size, P< 0.001.
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activity, a hallmark of osteoblast differentiation, in cultures
of MC3T3 pre-osteoblasts (Figure 4A).
AA promotes osteoblast differentiation of MC3T3 cells

by enhancing collagen matrix accumulation [16,18]. Indeed,
the AA-stimulated increased staining for ALP activity in
MC3T3 pre-osteoblasts was dramatically inhibited by the
specific collagen synthesis inhibitor 3,4-dehydro-L-proline
(DHP) without significantly affecting cell proliferation
(Figure 4B and C, respectively).
We have previously demonstrated that LNShh cells in-

duce differentiation of MC3T3 pre-osteoblasts in the ab-
sence of exogenous AA via direct and specific paracrine
activation of the Shh pathway [6]. Here, we investigated the
combined effect of paracrine Shh signaling and AA on
osteoblast differentiation.
In the absence of exogenous AA, staining for ALP activ-
ity was more evident in mixed cultures of MC3T3 and
LNShh cells compared to that in cultures of MC3T3 and
LNCaP cells (Figure 5A, lane 1). The addition of AA dra-
matically increased the staining for ALP activity in both
mixed cultures (Figure 5A, lane 2). However, staining in
AA-treated cultures of MC3T3 and LNShh cells was more
intense than that in AA-treated cultures of MC3T3 and
LNCaP cells although confluent populations of MC3T3
pre-osteoblasts, in which staining was localized, were
present in both (Figure 5B, a-b).
The AA-stimulated increased staining for ALP activity

in both mixed cultures was blocked by DHP (Figure 5A:
lanes 3–5). The marked loss of AA-stimulated staining for
ALP activity in both mixed cultures treated with 0.5 mM
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Figure 4 AA increases ALP activity in MC3T3 pre-osteoblasts. (A) MC3T3 cells were grown in 6-well plates for 7 or 14 days with or without
exogenous AA. ALP activity was determined in cell lysates at indicated time points. ALP activity in the presence of AA (filled bars) was compared to that without
AA (open bars) within each time point. Data are means±SD of 4 replicates from 2 independent samples per group. *, P< 0.05. (B) MC3T3 cells were grown in
6-well plates for 14 days with or without AA and the collagen synthesis inhibitor 3,4-dehydro-L-proline (DHP; 0.5 mM). Cultures were then stained for ALP activity.
Results are representative of 2 independent experiments. (C) MC3T3 cells were grown in 96-well plates for 24 h in the presence of varying concentrations of DHP.
Absorbance measurements are in direct proportion to the number of living cells. Data are means±SD of 4 replicate wells per treatment.
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DHP was not due to loss of MC3T3 pre-osteoblasts since
confluent populations of these cells were present in both
(Figure 5B, c-d).
Significantly, the AA-stimulated increase in staining for
ALP activity was inhibited in MC3T3 cells stably trans-
fected with a dominant negative form of the Shh pathway
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Figure 5 AA enhances LNShh cell-induced osteoblast differentiation. (A, B) MC3T3 cells were mixed with either LNCaP or LNShh cells then
seeded onto 6-well plates. Mixed cultures were maintained for 14 days with or without exogenous AA and varying concentrations of DHP. Following,
cultures were stained for ALP activity. In (B), cultures treated with AA in the presence or absence of 0.5 mM DHP were further examined under light
microscopy to demonstrate staining for ALP activity in MC3T3 pre-osteoblasts. Magnification, 10x. Results are representative of 2 independent
experiments. (C) LNShh cells were cultured with either MC3T3 cells that express the message for the human GLI1(−TAD) transgene (designated M-TAD
cells) or parental MC3T3 cells as controls. Both MC3T3 and M-TAD cells express endogenous mouse Gli1 message; but, only the M-TAD cells express
the dominant negative form of the transcription factor GLI1 [6]. Mixed cultures were maintained for 7 days with or without AA and stained for ALP
activity. Magnification, 10x. Results are representative of 2 independent experiments. (D) Mixed cultures were maintained for 7 days with or without
exogenous AA. In this and subsequent figures, gene expression in MC3T3 cells in mixed cultures was determined by quantitative real-time RT-PCR
analysis using mouse species-specific gene primers [6]. Expression of Akp2 in MC3T3 cells cultured with LNShh cells (filled bars) relative to those
cultured with control LNCaP cells (open bars) were compared. Data from 2 independent experiments with similar results are presented.
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transcription factor GLI1, designated M-TAD cells
(Figure 5C, b and d).
The alkaline phosphatase gene Akp2 is a marker gene of

osteoblast differentiation. In MC3T3 cells cultured with
LNCaP cells, Akp2 expression was increased approximately
5-fold with AA treatment (Figure 5D: Expt 1 and Expt 2).
Even without AA, Akp2 expression in MC3T3 cells
cultured with LNShh cells was approximately 100-fold
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greater than that in MC3T3 cells cultured with LNCaP
cells, an indication of the effect of Shh signaling alone. AA
further upregulated the Akp2 expression in MC3T3 cells
cultured with LNShh cells to greater than 200-fold, which
far exceeded the levels observed in MC3T3 cells cultured
with either LNShh cells without AA (Shh effect) or with
LNCaP cells with AA (AA effect). We suggest based on
these results that Shh and AA exert a synergistic effect on
osteoblast differentiation.
AA upregulates paracrine Shh signaling in MC3T3
pre-osteoblasts
We determined whether the synergistic effect of AA on
LNShh cell-stimulated osteoblast differentiation was mediated
through increased paracrine Shh signaling between prostate
cancer cells and osteoblasts. To demonstrate paracrine activa-
tion of the pathway in mouse MC3T3 cells cultured with
human LNCaP or LNShh cells, the expression of known Shh
target genes Gli1 and Ptc1 in MC3T3 cells was determined by
quantitative real-time RT-PCR analysis using species-specific
primer sequences which amplified these genes in mouse cells
but not in human prostate cancer cells [6,10]. Thus, amplifica-
tion of Gli1 and Ptc1 by mouse species-specific primer
sequences in mixed cultures is highly, if not solely, attributable
to gene expression in MC3T3 pre-osteoblasts [6].
Figure 6 AA upregulates paracrine Shh signaling between MC3T3 pre
M-TAD cells] were mixed with either LNCaP or LNShh cells as indicated and
representative of 2–4 assays from 2 independent experiments, each assay d
with LNShh cells for 14 days in the presence of AA and varying concentratio
independent experiments, each assay done at least in duplicates. (D) MC3T3
50 μg/ml AA. Ptc1 expression levels among groups were compared. All valu
In the absence of exogenous AA, the expression levels of
Gli1 and Ptc1 were markedly upregulated in MC3T3 cells
cultured with LNShh cells compared to those cultured
with LNCaP cells (Figure 6A and B, respectively). These
results are consistent with our previous findings [6].
AA did not increase the basal expression of Gli1 and

Ptc1 in MC3T3 pre-osteoblasts cultured with control
LNCaP cells. Interestingly, AA further increased the Gli1
and Ptc1 levels by at least 2-fold in MC3T3 cells cultured
with LNShh cells (Figure 6A and B, respectively). The AA-
stimulated increases in Gli1 and Ptc1 expression levels
were blocked in M-TAD cells which express a dominant
negative form of the transcription factor GLI1.
To determine whether the AA-promoted increase in para-

crine activation of the Shh pathway was mediated through
AA’s actions on collagen synthesis and matrix deposition,
mixed cultures of MC3T3 and LNShh cells were treated
with exogenous AA with or without DHP. As shown in
Figure 6C, DHP abrogated the AA-stimulated increase in
Gli1 expression in MC3T3 pre-osteoblasts cultured with
LNShh cells. Similar effects were observed with Ptc1 expres-
sion (data not shown).
To determine whether AA might also directly influence

the Shh pathway, single cultures of MC3T3 pre-osteo-
blasts were treated with AA in the absence or presence of
exogenous Shh peptide. Ptc1 expression was significantly
-osteoblasts and LNShh cells. (A and B) Pre-osteoblasts [MC3T3 and
maintained for 7 days with or without exogenous AA. Results are

one at least in duplicates. (C) Expression of Gli1 in MC3T3 cells cultured
ns of DHP were compared. Data are means ± SD of 3 assays from 2
cells were cultured alone for 24 h with or without 1 μg/ml Shh-N and
es are means ± SD from 2 independent experiments. *, P< 0.05.
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upregulated following treatment with Shh peptide alone
but not with AA alone (Figure 6D). The Shh peptide-sti-
mulated increase in Ptc1 message was not increased fur-
ther by combined treatment with AA. Similar results in
Gli1 expression were obtained (data not shown).

Discussion
We provide novel evidence that AA potentiates Shh signal-
ing between prostate cancer cells and osteoblasts, and syn-
ergistically enhances Shh-induced osteoblast differentiation.
The ability of AA to upregulate Shh signaling in osteo-

blasts requires Gli transcriptional activity. The expression of
target genes Gli1 and Ptc1 in MC3T3 pre-osteoblasts cul-
tured with LNShh cells was increased by exogenous AA to
at least twice their levels in the absence of AA. However,
the effect of AA was blocked in MC3T3 pre-osteoblasts that
expressed a dominant negative form of GLI1, the M-TAD
cells. The GLI1 translated product in M-TAD cells is
expected to bind to the consensus DNA GLI binding site
but not activate the pathway [6]. AA does not directly im-
pact Gli transcriptional activity since treatment with AA did
not increase the expression of Ptc1 (and Gli1; not shown) in
MC3T3 pre-osteoblasts cultured alone; whereas, exogenous
Shh peptide did. And, the combined treatment of AA and
Shh peptide did not significantly upregulate gene expression
above that attained with exposure to the Shh peptide alone.
In agreement with our earlier observations, we indicate an
indirect mechanism of AA action on the Shh pathway [6].
The effect of AA on Shh signaling requires collagen pro-

duction. The specific collagen synthesis inhibitor DHP
blocked the AA-promoted upregulation of Gli1 in MC3T3
pre-osteoblasts cultured with LNShh cells. DHP is a pro-
line analog which incorporates into nascent pro-α collagen
chains and prevents prolyl hydroxylation, a critical step in
procollagen triple helix formation and secretion [24]. The
AA-stimulated incorporation of [3H]proline into α1(I) and
α2(I)-procollagen molecules in MC3T3 cells was blocked
by DHP at 0.5 mM [16], the same concentration that
inhibited AA-mediated upregulation of the Shh pathway
in MC3T3 cells in the present studies.
The mechanism for collagen-mediated augmentation of

Shh signaling is not clear. Collagen actions are mediated via
the integrin signaling pathway. Integrins are cell-surface het-
erodimers consisting of α and β subunits. Type 1 collagen
binds most commonly to cell surface integrins: α1β1 and
α2β1 [25]. The interaction between type 1 collagen and
osteoblast integrins activate downstream cascades including
the mitogen-activated protein kinase and phosphatidylinosi-
tol 3-kinase pathways, which lead to increased expression of
target genes [26,27]. Recently, these pathways have been
implicated in non-canonical activation of Shh signaling
[28,29]. It is intriguing to suppose that intracellular cross-talk
between the downstream mediator(s) of collagen-integrin
signaling and the Shh pathway may have contributed to
increased transcriptional activation of Ptc1 and Gli1 message
in differentiating osteoblasts.
However, a role for collagen in the upregulation of the Shh

pathway in osteoblasts must involve, at least in part, a Shh lig-
and-activated mechanism i.e., canonical hedgehog signaling.
The upregulatory effect of AA on the Shh pathway was
observed in MC3T3 pre-osteoblasts cultured with LNShh
cells but not with LNCaP cells although matrix collagen was
present in both mixed cultures. The collagen matrix may se-
quester Shh ligands and present them more effectively to Ptc
receptors on target cells. Investigators have shown that the ac-
tivity of ligands stored in the ECM such as transforming
growth factor-β1 (TGF-β1) and bone morphogenetic proteins
(BMPs) is influenced by matrix proteins including collagen
[30-32]. Additionally, there is evidence that Shh molecules
bind to ECM components vitronectin and laminin [33,34]. Al-
though binding of Shh to collagen has yet to be demonstrated,
the orientation and/or proximity of Shh molecules to Ptc
receptors on osteoblasts might be optimized when the ligands
are complexed with collagen. Collagen might also enhance
the expression and/or function of membrane-bound compo-
nents of the pathway including the Ptc receptor and Smooth-
ened (Smo) leading to increased activation of Shh signaling.
The cell surface expression of ligand-binding TGF-β1 recep-
tors in MC3T3 cells was downregulated by AA treatment;
and, this effect was linked to AA’s action on the synthesis of
collagen and its interaction with α2β1 integrins [30]. Further
investigations are needed to unravel the mechanisms through
which collagen activates the Shh pathway.
We have previously shown that paracrine activation of the

Shh pathway induces osteoblast differentiation in the ab-
sence of exogenous AA [6]. We have confirmed these find-
ings and further showed that AA-enhanced osteoblast
differentiation requires Gli transcriptional activation since
M-TAD cells failed to respond to the osteogenic effect of
LNShh cells. More importantly, we have demonstrated a
synergistic effect of AA on Shh-induced osteoblast differenti-
ation. Levels of Akp2 expression in MC3T3 pre-osteoblasts
exposed to both Shh signaling and AA (i.e., cultured with
LNShh cells and treated with AA) were markedly greater
than those in MC3T3 cells exposed to Shh alone or AA
alone. The effect of AA is linked to the presence of matrix
collagen since the collagen synthesis inhibitor DHP blocked
the AA-promoted upregulation of ALP activity in MC3T3
osteoblasts cultured with LNShh cells. These findings are
consistent with previous reports of collagen-dependent syn-
ergistic interactions between AA and osteogenic stimuli in-
cluding BMP2 and interleukin-11 [31,35,36].
The biological significance of collagen fibril structural

properties in cancer development and progression is just
beginning to be recognized. Distinct signatures of collagen
fibril organization were observed in the stromal environ-
ment of breast tumor tissues, and collagen fiber alignment
appeared to correlate with tumor cell invasiveness [37].
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Cancer cells, particularly metastatic cells, move linearly
along collagen fibers [38]. Conceivably, the parallel align-
ment of collagen fibrils in mixed cultures of MC3T3 pre-
osteoblasts and LNShh cells could facilitate prostate cancer
cell motility and migration. The higher percentage of colla-
gen fibrils with smaller diameter sizes in mixed cultures of
MC3T3 and LNShh cells might indicate a more dynamic
process of fibril assembly and matrix organization where
early stage small-diameter fibril intermediates are continu-
ously formed [39,40]. Further studies to determine the role
of Shh-expressing prostate cancer cells in regulating the
structural properties of bone matrix collagen, particularly
under in vivo conditions, will increase our understanding
of the significance of the Shh pathway in shaping the bone
stromal microenvironment to support metastasis.
The role of matrix collagen on cell functions has been

investigated mostly through use of scaffolds formed by
either commercially-available, laboratory-prepared native
type 1 collagen extracted from rat tail tendons, or colla-
gen formed by osteoblasts. In these studies, cells are ei-
ther added onto the gellified matrix or mixed with the
matrix as it solidifies. Thus, matrix density and collagen
fibril structural characteristics are largely pre-determined
for the inoculated cells. Our mixed cell culture system
enables both cancer cells and osteoblasts to interact dur-
ing the process of AA-dependent collagen matrix forma-
tion. This allows investigations into reciprocal in situ
interactions among cancer cells, osteoblasts, and osteo-
blast-synthesized matrix proteins that should provide
significant insights into signaling processes relevant to
bone metastasis.

Conclusions
AA-induced formation of collagen matrix potentiates
paracrine Shh signaling between prostate cancer cells and
osteoblasts, and synergistically enhances Shh-induced
osteoblast differentiation, an early and defining event in
prostate carcinoma bone metastasis. Co-targeting of the
Shh pathway and processes that regulate collagen matrix
formation in bone presents a viable therapeutic approach
against bone metastasis.

Methods
Cells and plasmid transfections
Parental LNCaP human prostate cancer cells and mouse
calvaria-derived non-transformed pre-osteoblast cells
MC3T3-E1 (subclone 4; designated as MC3T3 cells) were
commercially obtained (ATCC, Rockville, MD).
LNCaP cells have been previously stably transfected with

a 1.44 kb human Shh cDNA cloned into a pIRES2-EGFP
mammalian cell expression vector (designated LNShh cells)
or with pIRES2-EGFP vector alone as controls (designated
LNCaP cells) [10]. We have previously confirmed the
increased expression of Shh at the gene and protein levels
in LNShh cells compared to LNCaP cells [10]. The morph-
ology of LNCaP and LNShh cells appears identical and
these cells exhibit similar growth properties in culture
[10,41]. LNCaP and LNShh cells were maintained at 37 C,
5 % CO2 in complete culture medium consisting of RPMI-
1640 supplemented with 10 % fetal bovine serum (FBS),
100 U/ml penicillin and 100 μg/ml streptomycin (Gibco
Invitrogen). Shh gene and protein expression were rou-
tinely determined by quantitative real time RT-PCR and
western blot analysis, respectively, and GFP expression was
monitored by fluorescence microscopy.
MC3T3 cells have been previously stably transfected with

pCMV-GLI(−)TAD: a human GLI1 cDNA lacking a trans-
activation domain and cloned into pcDNA3 plasmid (desig-
nated M-TAD cells) [6]. We have previously shown that
both M-TAD cells and parental MC3T3 cells (used as con-
trols) express endogenous mouse Gli1 message; but, only
the M-TAD cells express the message for the human GLI1
(−TAD) transgene whose GLI1 translated product is
expected to bind to the consensus DNA GLI binding site
but not activate the pathway; thus, acting as a dominant
negative transcription factor [6]. MC3T3 and M-TAD cells
were maintained at 37 C, 5 % CO2 in non-differentiation
complete culture medium consisting of ascorbic acid (AA)-
free α-MEM supplemented with 10 % FBS, 100 U/ml peni-
cillin and 100 μg/ml streptomycin (Gibco Invitrogen).

Mixed culture of cells
LNCaP or LNShh cells (5 × 104) and MC3T3 or M-TAD
cells (0.5 × 104) were mixed in AA-free α-MEM complete
culture medium and seeded per well of 6-well tissue cul-
ture plates. When grown in chamber slides, pre-osteo-
blasts and prostate cancer cells were mixed at equal
concentrations of 1 × 104 cells per cell line. Cultures were
maintained for the length of time specified in the experi-
ments with media changes every 2–3 days.

Effect of ascorbic acid
L-ascorbic acid (AA; Aldrich) was dissolved in AA-free α-
MEM complete culture medium at 50 μg/ml final concen-
tration. Mixed cultures were maintained in complete cul-
ture medium with AA or in complete culture medium only
as controls. The AA concentration used in these experi-
ments is below pharmacologic concentrations that may be
cytotoxic to prostate cancer cells including LNCaP [42,43].
To determine the direct effect of AA, MC3T3 cells were
seeded alone onto 6-well culture plates at 1×105 cells per
well and treated with AA as above.

Effect of Shh peptide
Shh-N, a modified active N-terminal peptide of human Shh
(kindly provided by Curis Inc., Cambridge, MA), was pre-
pared in serum-free AA-free α-MEM culture medium at
1 μg/ml final concentration. MC3T3 cells were seeded onto
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6-well tissue culture plates at 1×105 cells per well in AA-
free α-MEM complete culture medium. Following over-
night incubation, cells were maintained for 24 h in serum-
free culture medium with Shh-N or in serum-free culture
medium only as controls.

Effect of collagen synthesis inhibitor
The collagen synthesis inhibitor 3,4-dehydro-L-proline
(DHP; Sigma) was dissolved in AA-free α-MEM
complete culture medium. Mixed cultures were main-
tained in complete culture medium with 50 μg/ml AA
and varying concentrations of DHP or in complete cul-
ture medium only (i.e., without both AA and DHP) as
controls. In some experiments, single cultures of MC3T3
cells were used.

RNA isolation and real time quantitative RT-PCR
Total RNA was extracted using Trizol (Invitrogen), puri-
fied using the RNeasy Mini Kit (Qiagen) and subjected
to DNase treatment with RQ1 RNase-free DNase (Pro-
mega) to remove contaminating genomic DNA. The
TaqManW Gold PCR Core Reagent Kit along with MuLV
Reverse Transcriptase and RNase Inhibitor (Applied Bio-
systems) were used for cDNA synthesis. PCR primers
(Invitrogen) and FAM-QSY7 probes (MegaBases, Inc.)
for genes of interest and the housekeeping gene glyceral-
dehyde-3-phosphate dehydrogenase were designed using
the Primer Express 3.0 software program. Mouse spe-
cies-specific primer sequences, which amplified genes of
interest in mouse MC3T3 but not in human prostate
cancer cells, have been published [6]. mRNA expression
was measured in duplicate or triplicate per sample using
40 cycles of amplification in the 7500 Fast Real-Time
PCR System (Applied Biosystems). Reactions were rou-
tinely performed without Reverse Transcriptase to dem-
onstrate RNA dependence of the reaction products.
Results were analyzed using the comparative Ct method
as described previously [6]. Data are expressed as relative
fold change in gene expression.

Cell proliferation assay
MC3T3 cells were seeded onto 24-well tissue culture plates
at 0.2×104 cells per well and maintained in AA-free
α-MEM complete culture medium. Proliferation was deter-
mined using the Cell Counting Kit-8 (Dojindo Laboratories,
Japan) which is based on the formation of a water-soluble
formazan dye through the activity of dehydrogenases in
living cells. Absorbance measurements at 450 nm are in
direct proportion to the number of living cells.

Immunocytochemistry
Cells were maintained as mixed cultures in Lab-TekII
CC2-treated chamber slides (Nunc) for the length of
time specified in the experiments with media changes
every 2–3 days. Cells were fixed in 10 % neutral buffered
formalin for 10 minutes and processed for von Gieson
staining for collagen. For positive control, a section of
aorta was similarly processed and stained. Slides were
viewed in a Leica DMR-HC Upright Microscope and
images were captured with imaging software (Improvi-
sion Openlab).

Alkaline phosphatase activity
Quantitative determination of ALP activity was done
using the p-Nitrophenyl Phosphate (pNPP) Liquid Sub-
strate System (Sigma Aldrich) as previously described
[6]. Absorbance at 405 nm was measured using a micro-
plate reader, and ALP activity was calculated according
to manufacturer’s instructions. Protein determination
was done using the Bio-Rad DC Protein Microplate
Assay according to manufacturer’s protocol.
Staining for ALP activity was performed on mixed cul-

tures which were fixed with 10 % neutral buffered forma-
lin for 10 minutes and incubated with alkaline
phosphatase substrate solution (Sigma-Aldrich) for at
least 30 minutes at room temperature in the dark as pre-
viously described [6].

Transmission electron microscopy
Mixed cultures of MC3T3 pre-osteoblasts and LNCaP or
LNShh cells were maintained in the presence of AA
(50 μg/ml) on Thermanox cover slips (13 mm diameter;
Electron Microscopy Services) kept in 24-well tissue cul-
ture plates for 7, 14, and 21 days. At end of culture, sam-
ples were fixed overnight at 4 C in 0.1 M sodium
cacodylate buffer pH7.3 containing 2 % paraformalde-
hyde and 2.5 % glutaraldhyde, post-fixed with 2 % os-
mium tetroxide in 0.1 M sodium cacodylate buffer, and
rinsed with distilled water. Following, samples were
stained en bloc with 3 % uranyl acetate, rinsed in dis-
tilled water, dehydrated in ascending grades of ethanol,
embedded in resin mixture of Embed 812 and Araldite,
and cured in oven at 60 C. Samples were sectioned on a
Leica Ultracut UC6 ultramicrotome, and 70 nm thin sec-
tions were collected on 200 mesh copper grids and post-
stained with 3 % uranyl acetate and Reynolds lead citrate.
Samples were sectioned either parallel to cell layers to
reveal fibril orientation or perpendicular to cell layers to
allow morphometric measurement of fibril diameters
[23,39]. Samples were examined on FEI Tecnai Spirit G2
TEM, and digital images were captured on an FEI Eagle
camera at magnifications ranging from 1900x to 49000x.
Two to three grids per sample were examined and
images from several sections per grid were taken.

Analysis of collagen fibril diameter
Diameters of collagen fibrils were measured, using the
analysis measurement tool of the Adobe Photoshop CS3
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Extended software, on TEM images of samples sectioned
perpendicular to cell layers and examined at magnification
of 49000×. Fibril diameters were measured from 500 ran-
domly selected collagen fibrils from 8–14 TEM images from
different grid sections from each of 2 samples per group.

Data analysis
Data were analyzed by ANOVA and pair-wise multiple com-
parisons were done using the Bonferroni t-test at P< 0.05.
Comparison between two groups was done by Student’s t-
test. Fibril diameter size distributions were compared using
the asymptotic Kolmogorov-Smirnov two-sample test [21].

Competing interests
The authors declare that they have no competing interests.

Acknowledgements
We thank the following: Ying Zhou, Ph.D., Biostatistics Research Core,
Children’s Memorial Research Center, for help with statistical analysis; the
Histology Facility at Children’s Memorial Hospital, for help with collagen
staining; and, Curis Inc., Cambridge, MA, for generously providing the Shh-N
peptide. This work was supported by grants from the National Cancer
Institute, Career Development Award (MLGL); American Cancer Society Illinois
Division (MLGL); Center to Reduce Cancer Health Disparities, Continuing
Umbrella of Research Experience Program Award (MV); Illinois Regenerative
Medicine Institute (MLGL and PMI); George M. Eisenberg Foundation for
Charities (PMI); and, Eisenberg Research Scholarship (MLGL). TEM work was
performed at the Northwestern University Cell Imaging Facility generously
supported by NCI CCSG P30 CA060553 awarded to the Robert H Lurie
Comprehensive Cancer Center.

Authors' contributions
SMZ performed experiments and helped with data analysis. MV and TD
performed experiments and contributed to gene expression data analysis.
DW and PI contributed to data analysis and manuscript editing. MLGL
designed the studies, performed experiments, performed data analysis, and
prepared the manuscript. All authors read and approved the final manuscript.

Received: 26 November 2011 Accepted: 4 May 2012
Published: 4 May 2012

References
1. Bubendorf L, Schöpfer A, Wagner U, Sauter G, Moch H, Willi N, Gasser TC,

Mihatsch MJ: Metastatic patterns of prostate cancer: an autopsy study of
1,589 patients. Hum Pathol 2000, 31:578–583.

2. Greenlee RT, Hill-Harmon MB, Murray T, Thun M: Cancer statistics, 2001. CA
Cancer J Clin 2001, 51:15–36.

3. Keller ET, Zhang J, Cooper CR, Smith PC, McCauley LK, Pienta KJ, Taichman
RS: Prostate carcinoma skeletal metastases: cross-talk between tumor
and bone. Cancer Metastasis Rev 2001, 20:333–349.

4. Bussard KM, Gay CV, Mastro AM: The bone microenvironment in metastasis;
what is special about bone? Cancer Metastasis Rev 2008, 27:41–55.

5. Josson S, Matsuoka Y, Chung LWK, Zhau HE, Wang R: Tumor-stroma
co-evolution in prostate cancer progression and metastasis. Semin Cell
Dev Biol 2010, 21:26–32.

6. Zunich SM, Douglas T, Valdovinos M, Chang T, Bushman W, Walterhouse D,
Iannaccone P, Lamm MLG: Paracrine sonic hedgehog signaling by prostate
cancer cells induces osteoblast differentiation. Mol Cancer 2009, 8:12–22.

7. Cohen MM Jr: The hedgehog signaling network. Am J Med Genet 2003,
123A:5–28.

8. Lamm MLG, Bushman W: Hedgehog signalling in prostate morphogenesis.
In In Shh and Gli Signalling and Development. Edited by Fisher CE, Howie SEM.
New York: Landes Bioscience, Austin and Springer; 2006:116–124.

9. Iannaccone P, Holmgren R, Lamm MLG, Ahlgren S, Lakiza O, Yoon JW,
Walterhouse D: The sonic hedgehog signaling pathway. In In Inborn Errors of
Development. 2nd edition. Edited by Epstein CJ, Erickson RP, Wynshaw-Boris A.:
Oxford University Press; 2008:263–279.
10. Fan L, Pepicelli CV, Dibble CC, Catbagan W, Zarycki JL, Laciak R, Gipp J, Shaw
A, Lamm MLG, Munoz A, Lipinski R, Thrasher JB, Bushman W: Hedgehog
signaling promotes prostate xenograft tumor growth. Endocrinology 2004,
145:3961–3970.

11. Karhadkar SS, Bova GS, Abdallah N, Dhara S, Gardner D, Maitra A, Issacs JT,
Berman DM, Beachy PA: Hedgehog signaling in prostate regeneration,
neoplasia and metastasis. Nature 2004, 431:707–711.

12. Sanchez P, Hernández AM, Stecca B, Kahler AJ, DeGueme AM, Barrett A,
Beyna M, Datta MW, Datta S, Ruiz i Altaba A: Inhibition of prostate cancer
proliferation by interference with SONIC-HEDGEHOG-GLI1 signaling. Proc
Natl Acad Sci U S A 2004, 101:12561–12566.

13. Sheng T, Li C, Zhang X, Chi S, He N, Chen K, McCormick F, Gatalica Z, Xie J:
Activation of the hedgehog pathway in advanced prostate cancer. Mol
Cancer 2004, 3:29–41.

14. Quarles LD, Yohay DA, Lever LW, Caton R, Wenstrup RJ: Distinct proliferative
and differentiated stages of murine MC3T3-E1 cells in culture: an in vitro
model of osteoblast development. J Bone Miner Res 1992, 7:683–692.

15. Franceschi RT: The developmental control of osteoblast-specific gene
expression: role of specific transcription factors and the extracellular
matrix environment. Crit Rev Oral Biol Med 1999, 10:40–57.

16. Franceschi RT, Iyer BS: Relationship between collagen synthesis and
expression of the osteoblast phenotype in MC3T3–E1 cells. J Bone Miner
Res 1992, 7:235–246.

17. Aronow MA, Gerstenfeld LC, Owen TA, Tassinari MS, Stein GS, Lian JB: Factors
that promote progressive development of the osteoblast phenotype in
cultured fetal rat calvaria cells. J Cell Physiol 1990, 143:213–221.

18. Franceschi RT, Iyer BS, Cui Y: Effects of ascorbic acid on collagen matrix
formation and osteoblast differentiation in murine MC3T3-E1 cells. J Bone
Miner Res 1994, 9:843–854.

19. Murad S, Grove D, Lindberg KA, Reynolds G, Sivarajah A, Pinnell SR: Regulation of
collagen synthesis by ascorbic acid. Proc Natl Acad Sci U S A 1981, 78:2879–2882.

20. Starborg T, Lu Y, Kadler KE, Holmes DF: Electron microscopy of collagen
fibril structure in vitro and in vivo including three dimensional
reconstruction. In: Methods in Cell Biology 2008, 88:319–345.

21. Rosenblatt M: Remarks on some nonparametric estimates of a density
function. Annals Mathematical Statistics 1956, 27:832–837.

22. Pornprasertsuk S, Duarte WR, Mochida Y, Yamauchi M: Overexpression of
lysyl hydroxylase-2b leads to defective collagen fibrillogenesis and
matrix mineralization. J Bone Miner Res 2005, 20:81–87.

23. Blissett AR, Garbellini D, Calomeni EP, Mihai C, Elton TS, Agarwal G:
Regulation of collagen fibrillogenesis by cell-surface expression of kinase
dead DDR2. J Mol Biol 2009, 385:902–911.

24. Uitto J, Prockop DJ: Incorporation of proline analogs into collagen
polypeptides. Effect on the production of extracellular procollagen and
on the stability of the triple helical structure of the molecule. Biochim
Biophys Acta 1974, 336:234–251.

25. Gullberg D, Gehlsen KR, Turner DC, Ahlén K, Zijenah LS, Barnes MJ, Rubin K:
Analysis of alpha 1 beta 1, alpha 2 beta 1 and alpha 3 beta 1 integrins in
cell–collagen interactions: identification of conformation dependent alpha
1 beta 1 binding sites in collagen type I. EMBO J 1992, 11:3865–3873.

26. Longhurst CM, Jennings LK: Integrin-mediated signal transduction. Cell Mol
Life Sci 1998, 54:514–526.

27. Miranti CK, Brugge JS: Sensing the environment: a historical perspective
on integrin signal transduction. Nat Cell Biol 2002, 4:E83–90.

28. Lauth M, Toftgård R: Non-canonical activation of GLI transcription factors:
implications for targeted anti-cancer therapy. Cell Cycle 2007, 6:2458–2463.

29. Goel HL, Underwood JM, Nickerson JA, Hsieh CC, Languino LR: Beta1
integrins mediate cell proliferation in three-dimensional cultures by
regulating expression of the sonic hedgehog effector protein, GLI1. J Cell
Physiol 2010, 224:210–217.

30. Takeuchi Y, Nakayama K, Matsumoto T: Differentiation and cell surface
expression of transforming growth factor-beta receptors are regulated
by interaction with matrix collagen in murine osteoblastic cells. J Biol
Chem 1996, 271:3938–3944.

31. Torii Y, Hitomi K, Tsukagoshi N: Synergistic effect of BMP-2 and ascorbate
on the phenotypic expression of osteoblastic MC3T3-E1 cells. Mol Cell
Biochem 1996, 165:25–29.

32. Suzawa M, Takeuchi Y, Fukumoto S, Kato S, Ueno N, Miyazono K,
Matsumoto T, Fujita T: Extracellular matrix-associated bone
morphogenetic proteins are essential for differentiation of murine
osteoblastic cells in vitro. Endocrinology 1999, 140:2125–2133.



Zunich et al. Molecular Cancer 2012, 11:30 Page 13 of 13
http://www.molecular-cancer.com/content/11/1/30
33. Pons S, Martí E: Sonic hedgehog synergizes with the extracellular matrix
protein vitronectin to induce spinal motor neuron differentiation.
Development 2000, 127:333–342.

34. Blaess S, Graus-Porta D, Belvindrah R, Radakovits R, Pons S, Littlewood-Evans
A, Senften M, Guo H, Li Y, Miner JH, Reichardt LF, Müller U: Beta1-integrins
are critical for cerebellar granule cell precursor proliferation. J Neurosci
2004, 24:3402–3412.

35. Otsuka E, Yamaguchi A, Hirose S, Hagiwara H: Characterization of
osteoblastic differentiation of stromal cell line ST2 that is induced by
ascorbic acid. Am J Physiol Cell Physiol 1999, 277:C132–C138.

36. Leon ER, Iwasaki K, Komaki M, Kojima T, Ishikawa I: Osteogenic effect of
interleukin-11 and synergism with ascorbic acid in human periodontal
ligament cells. J Periodont Res 2007, 42:527–535.

37. Provenzano PP, Eliceiri KW, Campbell JM, Inman DR, White JG, Keely PJ:
Collagen reorganization at the tumor-stromal interface facilitates local
invasion. BMC Med 2006, 4:38–52.

38. Wang W, Wyckoff JB, Frohlich VC, Oleynikov Y, Hüttelmaier S, Zavadil J,
Cermak L, Bottinger EP, Singer RH, White JG, Segall JE, Condeelis JS: Single
cell behavior in metastatic primary mammary tumors correlated with
gene expression patterns revealed by molecular profiling. Cancer Res
2002, 62:6278–6288.

39. Ezura Y, Chakravarti S, Oldberg A, Chervoneva I, Birk DE: Differential
expression of lumican and fibromodulin regulate collagen fibrillogenesis
in developing mouse tendons. J Cell Biol 2000, 151:779–787.

40. Young BB, Gordon MK, Birk DE: Expression of type XIV collagen in
developing chicken tendons: association with assembly and growth of
collagen fibrils. Dev Dyn 2000, 217:430–439.

41. Shaw A, Gipp J, Bushman W: The Sonic Hedgehog pathway stimulates
prostate tumor growth by paracrine signaling and recapitulates
embryonic gene expression in tumor myofibroblasts. Oncogene 2009,
28:4480–4490.

42. Maramag C, Menon M, Balaji KC, Reddy PG, Laxmanan S: Effect of vitamin C
on prostate cancer cells in vitro: effect on cell number, viability, and
DNA synthesis. Prostate 1997, 32:188–195.

43. Frömberg A, Gutsch D, Schulze D, Vollbracht C, Weiss G, Czubayko F, Aigner
A: Ascorbate exerts anti-proliferative effects through cell cycle inhibition
and sensitizes tumor cells towards cytostatic drugs. Cancer Chemother
Pharmacol 2011, 67:1157–1166.

doi:10.1186/1476-4598-11-30
Cite this article as: Zunich et al.: Osteoblast-secreted collagen
upregulates paracrine Sonic hedgehog signaling by prostate cancer
cells and enhances osteoblast differentiation. Molecular Cancer 2012
11:30.
Submit your next manuscript to BioMed Central
and take full advantage of: 

• Convenient online submission

• Thorough peer review

• No space constraints or color figure charges

• Immediate publication on acceptance

• Inclusion in PubMed, CAS, Scopus and Google Scholar

• Research which is freely available for redistribution

Submit your manuscript at 
www.biomedcentral.com/submit


	Abstract
	Background
	Results
	Conclusions

	Background
	Results
	Ascorbic acid promotes matrix collagen deposition in mixed cultures of osteoblasts and prostate cancer cells
	Differences in collagen fibril organization and diameter size distribution
	AA enhances LNShh cell-induced osteoblast differentiation

	link_Fig1
	link_Fig2
	link_Fig3
	link_Fig4
	link_Fig5
	AA upregulates paracrine Shh signaling in MC3T3 pre-osteoblasts

	link_Fig6
	Discussion
	Conclusions
	Methods
	Cells and plasmid transfections
	Mixed culture of cells
	Effect of ascorbic acid
	Effect of Shh peptide
	Effect of collagen synthesis inhibitor
	RNA isolation and real time quantitative RT-PCR
	Cell proliferation assay
	Immunocytochemistry
	Alkaline phosphatase activity
	Transmission electron microscopy
	Analysis of collagen fibril diameter
	Data analysis

	Acknowledgements
	show[auto]
	References
	link_CR1
	link_CR2
	link_CR3
	link_CR4
	link_CR5
	link_CR6
	link_CR7
	link_CR8
	link_CR9
	link_CR10
	link_CR11
	link_CR12
	link_CR13
	link_CR14
	link_CR15
	link_CR16
	link_CR17
	link_CR18
	link_CR19
	link_CR20
	link_CR21
	link_CR22
	link_CR23
	link_CR24
	link_CR25
	link_CR26
	link_CR27
	link_CR28
	link_CR29
	link_CR30
	link_CR31
	link_CR32
	link_CR33
	link_CR34
	link_CR35
	link_CR36
	link_CR37
	link_CR38
	link_CR39
	link_CR40
	link_CR41
	link_CR42
	link_CR43


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV <>
    /HUN <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.440 793.440]
>> setpagedevice


