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7a .

These results collectively suggest that controlled expression of
Smad7 is crucial for normal cartilage development and homeosta-
sis to sustain anabolic BMP/TGF-8 signals.
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Smad7 in Prechondrogenic Cells
Inhibits Chondrocyte Differentia-
tion and Down-Regulates BMP-ac-
tivated p38 MAPK Pathways—
Overexpression of Smad7 in
condensing mesenchymal cells inhib-
ited condensation and subsequent
cartilage formation in Smad7"™
mice. Because mouse limb cartilage
develops almost normally without
TGF-B receptor type 11 (22), we
speculated that Smad7 overexpres-
sion inhibited cartilage formation
by inhibiting BMP signals in
Smad7°™! mice. Cartilage does not
form in mice that lack BMP signals
in chondrocytes (11, 12). However,
cartilage forms in mice lacking
Smad4 (20) and in mice overex-
pressing Smadé (21) in chondro-
cytes, suggesting that non-Smad
pathways may mediate BMP-in-
duced cartilage formation. During
chondrogenesis of chick mesenchy-
mal cells, p38 phosphorylation is
increased. The inhibitor of p38
MAPK pathways blocks chondro-
genesis (34). BMP signals increase
Sox9 expression in mesenchymal
cells (31), Sox9 is likely a down-
stream target of the p38 MAPK
pathway in chondrocytes (40). Sox9
promotes cartilage formation (41).
Based on these findings, it is reason-
able to assume that MAPK path-
ways mediate BMP-induced carti-
lage formation through increased
expression of Sox9. Sox9 expression
was decreased in condensing mes-
enchyme in  Smad7°™' mice.
Together with these findings, the
present result that Smad7 overex-
pression down-regulated the phos-
phorylation of p38 and ATF2 sug-
gested that Smad7 inhibits cartilage
formation, possibly by down-regu-
lating BMP-activated p38 MAPK
pathways. Accordingly, Smad7 has
been reported to inhibit activation
of BMP-activated p38 MAPK path-
ways in neuronal cells (5).

A high level of overexpression of
Smadé or Smad7 could nonspecifi-
cally affect signaling pathways (2).
In the present study, the expression

levels of the Smad7 transgene were as much as those of endog-
enous Smad7 in the tissues surrounding cartilage as examined
by in situ hybridization analysis (Fig. 6B). Although we con-
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FIGURE B. Smad7 inhibits p38 MAPK pathways upstream of MKK3 in
ATDCS cells. A, undifferentiated ATDCS cells were infected with LacZ, Smad?7,
or Smad6 adenoviral (Ad) vectors; lysed; and subjected to immunablot anal-
ysis for phosphorylation of Smad1/5/8, p38, and ATF2 and for expression of
Smad7 and Smadé. B, ATDCS cells were infected with constitutively active (ca)
MKK3, LacZ, Smad7, or Smadé adenoviral vectors; lysed; and subjected to
Immunoblot analysis for phosphorylation of p38 and ATF 2 and for expression
of Smad? and Smadé.

cluded that Smad7 overexpression inhibits cartilage formation,
at least in part, by inhibiting BMP-activated MAPK pathways,
we do not deny the notion that canonical Smad pathways also
induce cartilage formation and chondrocyte proliferation
because Smad7 and Smadé overexpression partially suppressed
the phosphorylation of Smad1/5/8 in the present culture study.
Further suppression of the phosphorylation of Smad1/5/8
might interfere with cartilage formation. In addition, it is also
possible that Smad?7 affects TGF-p signals in cartilage, leading
to inhibition of cartilage formation in Smad7"=! mice.
Smad7 in Round Chondrocytes Decreases the Chondrocyte
Proliferation Rate—The decreased expression of HMist2 in
Smad7'*5™* mice proved that Smad7 overexpression in prolif-
erative chondrocytes inhibits chondrocyte proliferation
because Smad7 transgene expression begins at the stage of
round proliferative chondrocytes, allowing a normal transition
from condensed mesenchyme to round chondrocytes in
Smad7*'*"" mice. It was reported that the chondrocyte prolif-
eration rate is decreased in Briprib™'~:Bmpria“*%:Col2al-
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Cre mice (42). In contrast, the chondrocyte proliferation rate is
normal in mice lacking TGF-B receptor type Il in chondrocytes
(22). The chondrocyte proliferation rate is normal in transgenic
mice overexpressing Smad6 in chondrocytes, although the
phosphorylation of Smad1/5/8 is down-regulated (21). These
findings suggest that chondrocyte proliferation is controlled by
BMP signals and Smad7, but not by TGF-8 signals or Smadé.
Because the activation of the p38 MAPK pathways decreases
the chondrocyte proliferation rate (40), another pathway may
mediate BMP-induced chondrocyte proliferation. This other
pathway remains to be elucidated.

Smad?7 in Flat Chondrocytes Delays Maturation toward
Hypertrophy—Smad7"'*"" mice showed delayed chondrocyte
hypertrophy. We previously reported that Smadé overexpres-
sion inhibits BMP-induced chondrocyte hypertrophy associ-
ated with the inhibition of Smad1/5/8 phosphorylation (21).
BMP signals generally stimulate chondrocyte hypertrophy (10,
43). However, the chondrocyte-specific deletion of Tgfbr2 does
not affect chondrocyte hypertrophy (22). p38 MAPK activity is
required for chondrocyte hypertrophy (44). Combined with
these findings, the present results raise possibilities that Smad?7
overexpression may delay hypertrophy of flat chondrocytes by
inhibiting the activation of Smad1/5/8 and p38 MAPK path-
ways. [t remains to be determined whether Smad7 affects p38
MAPK pathways in differentiated chondrocytes.

In summary, we established a Smad7 conditional transgenic
mouse system and found that Smad7 overexpression exerts
functions at multiple stages of chondrocyte differentiation. Our
results suggest that Smad7 inhibits cartilage formation, possi-
bly by down-regulating BMP-activated p38 MAPK pathways.
Smad?7 is overexpressed in various pathological states, includ-
ing cancers and inflammation. In joint diseases such as osteo-
arthritis, cartilage expresses Smad7 (15). In cultured articular
chondrocytes, stimulation with the inflammatory cytokine
interleukin-18 up-regulates Smad7 (14, 15). Although we
should be cautious in interpreting our data, the findings of this
Smad7 overexpression study should contribute to an under-
standing of the mechanism that interferes with the recovery
of damaged cartilage despite treatment in the course of joint
diseases.
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Abstract To examine the clinical features of vertebral
and non-vertebral fractures in patients with rheumatoid
arthritis (RA), including insufficiency fractures, and to
assess the risk factors for fracture, we prospectively studied
209 outpatients with rheumatoid arthritis for 1 year. The
age, gender, Steinbrocker’s functional class, glucocorticoid
use, history of lower limb surgery, serum C-reactive pro-
tein (CRP), and use of bisphosphonates were evaluated.
Examination for fractures was performed by radiography,
computed tomography (CT), magnetic resonance imaging
(MRI), and bone scanning. Thirty-three fractures occurred
in 24 patients over the 1-year study period, and the inci-
dence was 15.8 fractures per 100 patient-years. Fractures
occurred at various sites. The majority (70%) was insuffi-
ciency fracture, and more than 50% caused ambulatory
dysfunction. Radiographic findings were absent in 39% of
the fractures at the onset of pain. The functional class and
glucocorticoid dose were significantly associated with
fracture development. This prospective study showed that
the incidence of fractures, especially insufficiency frac-
tures, was very high in patients with rheumatoid arthritis
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and that most of their fractures caused gait disturbance.
Early intervention to prevent secondary osteoporosis is
recommended to maintain the quality of life in patients
with rheumatoid arthritis, especially those with functional
impairment or undergoing glucocorticoid therapy.

Keywords Fracture - Incidence - Insufficiency fracture -
Rheumaloid arthritis - Risk factor

Introduction

Patients with rheumatoid arthritis (RA) have a greater risk
of osteoporosis and fracture than the general population,
because of impaired walking ability, inflammation due to
their disease, and glucocorticoid use. Fractures influence
the morbidity and mortality of patients with primary oste-
oporosis, and some reports have demonstrated that the risk
of vertebral or hip fractures is higher in patients with RA
than in those with primary osteoporosis [1-5]. Several
previous studies have revealed that many osteoporotic
fractures occur at sites other than the spine and proximal
femur in patients with RA [6-10]. Although those studies
assessed the incidence of fractures, including fractures
other than those of the spine and hips, most of them were
performed retrospectively. On the other hand, several
reports have emphasized the occurrence of pelvic or juxta-
articular insufficiency fractures in patients with RA
[11-15], but no study has yet clarified the incidence of
insufficiency fracture in this disease. Insufficiency fractures
are difficult to detect clinically without careful examination
and appropriate radiological investigation based on a sus-
pected diagnosis [16], making a retrospective study design
not adequate to evaluate the occurrence of such fractures.
Recently, a large-scale, population-based, cohort study
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performed in the UK [9] and a large-scale, prospective,
observational study performed in Japan [10] were reported,
but those studies were based on medical records and self-
reporting by questionnaire, in which insufficiency fractures
might also have been overlooked. A prospective study
design and detection of fractures through careful clinical
assessment by orthopaedic surgeons are recommended to
clarify the actual characteristics of fractures affecting RA
patients.

Therefore, we conducted a prospective study to inves-
tigate the actual incidence of fracture for all skeletal sites,
including insufficiency fractures, and to assess the clinical
presentation and risk factors for fracture in RA patients.

Materials and methods
Patients and study protocol

This prospective study enrolled subjects undergoing regu-
lar outpatient review at intervals of less than 3 months to
avoid missing fractures. A total of 209 outpatients (31 men
and 178 women) with RA according 1o the American
College of Rheumatology 1987 revised classification cri-
teria [17] were enlered into the study at Osaka University

Hospital. The prospective follow-up period was 1 year
from October 2003 1o September 2004. The baseline
characteristics of the patients are shown in Table 1 and
include age, gender, duration of RA, serum C-reactive
protein (CRP) level for t of di activity,
functional class (Steinbrocker's criteria [18]), surgical
treatment of gait disturbance, glucocorticoid use (daily
dose and duration), and bisphosphonate therapy for more
than 2 years. Surgery for gait disturbance included total hip
arthroplasty in 28 patients (nine bilateral), total knee
arthroplasty in 64 patients (41 bilateral), total ankle
arthroplasty in eight patients (two bilateral), hindfoot sur-
gery in 14 patients (five bilateral), and forefoot surgery in
34 patients (14 bilateral). Ninety-two patients underwent
lower limb surgery, and 61 patients had more than two
operations, The sites of fracture, incidence of fracture,
circumstances under which fractures occurred, and radio-
graphic findings were evaluated. When more than two
vertebral fractures occurred on one occasion, they were
counted as one fracture. Circumstances were classified as
no trauma (insufficiency fracture), minor trauma (such as a
fall), or major trauma (such as a traffic accident). Insuffi-
ciency fracture was defined as fracture occurring in
abnormal bone already weakened by decreased minerali-
zation and with insufficient elastic resistance [16, 19].

Zﬁﬁmli?zm patients Varisbles Value Number of patients
with RA Age (years) (mean % 5D) 60.4 £ 115
Gender
Male (%) 14.8 31
Female (%) 85.2 178
Disease duration (years) (mean + SD) 14.5 & 10.2
Disease activity (CRP) (mean £ 5D} 20+ 24
Functional class
1(%) 43.5 91
11 (%) 41.6 87
I (%) 14.8 31
IV (%) 0 0
Surgical treatment of lower legs (%) 459 96
Glucocorticoid use
Current users (%) 74.2 155
Daily dose (mg/day) (mean &+ SD) 594 £ 345
Duration (years)
None (%) 234 49
0-2 years (%) 14.8 31
2-5 years (%) 19.6 41
5-10 years (%) 29.2 61
10 years < (%) 12.9 27
RA rheumatoid arthritis, CRP C-  Bisphosphonate use
reactive protein None or < 2 years (%) 71.5 162
Fuactional cl ding to > 2 years (%) 225 47

Steinbrocker criteria

Q springer
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Fractures that occurred during normal daily activities
without any trauma were considered to be insufficiency
{ractures.

Diagnosis of fracture

When patients presented to the hospital with pain, a single
orthopaedic surgeon (J.H.) examined them for fractures.
Detection of fractures was initially performed by careful
clinical examination and plain radiography. In the absence
of radiographic findings, magnetic resonance imaging
(MRI), computed tomography (CT), bone scanning, and
longitudinal radiographic changes were used for diagnosis.

Statistical analysis

Risk factors associated with the occurrence of fracture
were evaluated. Those shown in Table 1 were assessed by
univariate analysis using SPSS version 11.5] software
(SPSS Inc., Chicago, IL, USA), and the odds ratios and
95% confidence intervals (CI) were calculated. Subse-
quently, multivariate logistic regression analysis was
performed for the factors that were significant according to
univariate analysis. The level of significance was set at
P < 0.05 for all tests.

Results
Incidence and characteristics of fractures

We detected 33 fractures in 24 patients during the 1 year
follow-up period. The incidence of fractures was 15.8 per
100 patient-years, and the incidence of patients with new
fractures was 11.5 per 100 patient-years. Fractures occur-
red at various sites, including the rib, vertebra, pelvis,
humerus, elbow, femur, knee, and foot (Table 2). All
fractures affecting the pelvis and lower extremities, as well
as one of four fractures involving the lumbar spine, resulted
in ambulatory dysfunction (54.5%). The fracture occurred
with no trauma (insufficiency fracture) in 23 cases (69.7%),
and with minor trauma (fall) in ten cases (30.3%). There
were no fractures due to major trauma (Table 2). Twenty
fractures (60.6%) could be diagnosed by plain radiography
at the onset of pain, while 13 fractures (39.4%) could not
be detected on plain radiographs at that time (Table 2),
MRI, CT, bone scanning, and longitudinal radiography
were able to detect these 13 fractures. Among the 24
palients suffering fractures, nine had not received any prior
surgical treatment, 15 had undergone lower limb surgery
(two had total hip arthroplasty, nine had total knee
arthroplasty, one had total ankle arthroplasty, four had

Q Springer

Table 2 Fracture sites, circumstances, and radiographic change at
onset of pain

Fracture  Total Circumstance Radiographic
site number change
Minor Insufficiency Present Absent
trauma [racture
Ribs 2 0 1 2 0
Shoulder 4 4 0 4 0
Elbow 1 1 0 1 ]
Spine 9 1 8 7 2
Sacrum 3 0 3 0 3
Pubis 5 0 5 2 3
Tlium 1 | 0 0 1
Hip 1 I 0 0 |
Femur 2 2 0 2 0
Knee 3 0 3 0 3
Foot, 2 0 2 2 ]
ankle
Total i 10 23 20 13

hindfoot surgery, and seven had forefoot surgery), and
eight patients had undergone more than two lower limb
operations.

Risk factors for fracture

Univariate analysis comparing patients with and without
fractures was performed as an aid to selecting variables for
inclusion in subsequent multivariate analysis. Among the
variables investigated, functional class and glucocorticoid
use (daily dose and duration) showed a significant differ-
ence (P < 0.05), while age and lower limb surgery showed
borderline significance (P < 0.1) (Table 3). Variables that
showed P < (.1 on univariate analysis were included in the
subsequent multivariate analysis. The results of multivari-
ate logistic regression analysis showed that daily
glucocorticoid use and functional class were significantly
associated with the risk of fracture in RA patients
(Table 3). Using the same process, we found that the only
significant risk factor for vertebral fractures was the daily
glucocorticoid dose according to multivariate analysis
(Table 3). On the other hand, analysis of the risk factors for
pelvis/lower limb fractures revealed that only functional
class was a significant predictor by multivariate analysis
(Table 3). No risk factor was significantly correlated with
fracture of the upper limbs (data not shown). Figure 1
shows the incidence of fractures stratified according to
functional impairment. The incidence of all fractures ten-
ded to increase as the functional status deteriorated.
Fractures of the upper limbs occurred in only stage I and



Mod Rheumatol (2008) 18:170-176

173

Table 3 Possible risk factors for fracture in RA patients

Varsisbles P Odds ratio 95% C1
All fractures
Univariate logistic regression
Age 0057 LO40/year 0.999-1.084
Functional class 0.001 2.963/ 1.598-5.496
class
Glucocorticoid use
Daily dose 0003 1.174/mg 1.054-1.306
Duration 0019 1.095/year 1.015-1.181
Surgical treatment of lower 0089 2.140/site 0.891-5.138
legs
Multivariate logistic regression
Functional class 0020 2.27% 1.136-4.562
class
Glucocorticoid use
Daily dose 0034 1.141/mg 1.010-1.290
Vertebral fractures
Univariate logistic regression
Age 0.056 1.084/year 0.998-1.177
Glucocorticoid use
Daily use 0.034 1.212%7mg 1.014-1.449
Multivariate logistic regression
Glucocorticoid use
Daily use 0032 1.232mg 1.018-1.492
Fractures of pelvis and lower legs
Univariate logistic regression
Functional class 0.001> 4.987/ 2.032-12.237
class
Glucocorticoid use
Daily use 0.010 1.195/mg 1.043-1.370
Duration 0.008 1.131/year 1.033-1.239
Surgical treatment of lower 0.093  2.819site  0.840-9.463
legs
Multivariate logistic regression
Functional class 0.007 3.924/ 1.462-10.535
class

CI confidence interval

stage 1I patients, while fractures of the pelvisflower limbs
and vertebra occurred in stage Il and stage III patients. The
incidence of pelvic/lower limb fractures increased along
with functional deterioration.

Discussion

We performed our prospective study of 209 outpatients
with RA to investigate the characleristics of fractures in
this disease. We found that the incidence of fracture,
including non-vertebral and insufficiency fractures, was
very high in RA, being 15.8 fractures per 100 patient-years
and 11.5 patients per 100 patient-years. These incidence

fractune /100 patient- yeers

fracturs site

Fig. 1 Fracture incidence stratified by functional impainment. The
incidence of all fractures increased along with the severity of
functional impairment. Upper limb fractures tended to occur in
relatively mild RA, but the associstion was not significant, and
vertebral fractures were not associated with functional status. On the
other hand, fractures of the lower limbs and pelvis were significantly
more common as the functional status detenorated. /, I7, and /1T refer
to Steinbrocker's functional classes

rates were higher than those reported previously, which
were 1.57 fractures per 100 patient-years [7], 1.62 fractures
per 100 patient-years (non-vertebral fractures) [8], 1.07
fractures per 100 patient-years [9], 1.68 fractures per 100
patient-years [10], and 3.59 fractures per 100 patient-years
[20]. However, all of those previous studies were retro-
spective and depended on medical records, radiology
reports, telephone interviews, or questionnaires. In our
prospective study, fracture diagnosis was made by careful
assessment of symptoms and signs by a single experienced
rheumasurgeon along with adequate diagnostic imaging,
because insufficiency fractures or juxta-articular fractures
are difficult to detect in RA patients without careful
examination and appropriate radiological investigation
based on a high index of suspicion [16). Thus, misdiagnosis
and failure 10 detect insufficiency fractures or juxta-artic-
ular fractures were thought to be minimized in our study.
This difference in methodology probably explains a large
part of the difference in the incidence of fractures between
our study and previous studies.

Another possible reason for the discrepancy may be
differences in the background factors of the subjects. Our
patients all had relatively severe RA and regularly attended
a university hospital; 74.2% used oral corticosteroids, and
approximately half of them had undergone major surgery
on the lower limbs (total hip arthroplasty and/or total knee
arthroplasty). Steroid use was varied in previous studies
(58% [7], 47.8% [8], 25% [9], 61% [10]), but was lower
than in our series, and it has been reported that 71% of
patients who develop fractures have taken steroids [20]. In
the most recent study [10], 22.5% of patients had a history
of orthopedic surgery and 8.9% had a history of total knee
arthroplasty, while 44% of our patients had received lower
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limb surgery (excluding those with upper limb or spinal
surgery) and 30.6% had undergone total knee replacement.
Differences in the severity of RA, and different levels of
corticosteroid use, might have influenced the incidence of
fracture, making it inappropriate for our findings to be
compared directly with those of other general cohort
studies.

Our study showed four characteristic features of frac-
lures occurring in patients with RA. The first was, as
previously reported, that fractures may occur al various
sites throughout the entire skeleton [6-10], including the
ribs, upper and lower limbs, vertebrae, and pelvis, while
hip and veriebral fractures predominate in patients with
primary osteoporosis. This finding indicates that RA
patients may suffer from both generalized osteoporosis and
juxta-articular osteoporosis. The second point was that
insufficiency fractures, which are caused by normal phys-
iological stress, are the most common type of fracture
(69.7%) in patients with RA. It has been reported that RA
is one of the most common underlying diseases in patients
with insufficiency fracture [11-15], and there have been
many case reports of insufficiency fractures in RA patients
[21-23], but the frequency of these fractures has been
unclear. In our study, misdiagnosis and the overlooking of
insufficiency fractures or juxta-articular fractures were
presumably minimized. The third point was that fractures
undetectable by plain radiography at the onset of pain are
very common (39.4%). Among the insufficiency [ractures,
47.8% could not be seen on the first plain radiograph
obtained at the onset of pain (data not shown). Fractures of
the upper extremity were caused by trauma and were
radiologically apparent. Most of the vertebral and pelvic
fractures were insufficiency fractures, but the former were
relatively apparent on plain radiographs, and the latter were
mostly undelectable by radiography. Long-bone fractures
of the lower limbs were apparent on plain radiographs, but
fractures of the knee and hip joints were frequently unde-
tectable. According to previous reports, pelvic fractures are
frequently insufficiency fractures [13, 24-26], with CT and
MRI being more reliable methods for diagnosis than plain
radiography [19, 26, 27]. Bone scanning is also useful for
detection of sacral insufficiency fractures [28]. In our ser-
ies, CT, MRI, and bone scanning were all useful, especially
for pelvic fractures and peri-articular fractures, Thus, it is
important to suspect the presence of an insufficiency
fracture based on the results of meticulous physical
examination, and such fractures will often be undetectable
on plain radiographs in patients with RA. The fourth point
was that the 54.5% of the fractures resulted in ambulatory
dysfunction. This shows that prevention of fractures is
important in patients with RA to maintain their mobility,
just as prevention of joint destruction by anti-rheumatic
therapy is important.

@ Springer

According to prior reports, the risk factors for fracture in
RA patients are age, gender, low body mass index (BMI),
ambulatory dysfunction, corticosteroid use [6, 7], bone
mineral density [8], and joint deformity [15]. Our multi-
variate analysis showed that daily glucocorticoid use and
functional class were significant overall risk factors for
fracture in RA patients (Table 3). Analyzing the risk fac-
tors by site, we found that daily glucocorticoid use was a
significant risk factor for vertebral fractures, but not for
pelvic and lower limb fractures. This result is consistent
with previous reports that vertebral fractures are signifi-
cantly associated with daily glucocorticoid use [3, 29]. Our
study also showed that functional class was a significant
risk factor for pelvic and lower limb fractures, but not for
vertebral fractures. Corticosteroid use, severe osteoporosis,
and joint deformity have also been reported as risk factors
of pelvic and lower limb fractures [15, 30]. Relationships
between functional disturbance and hip fracture [31], wrist
and hip fractures [32], and any type of fracture [33] have
all been reported previously. Our findings did not contra-
dict those previous reports and, additionally, showed that
functional impairment is a stronger risk factor than glu-
cocorticoid use for pelvic and lower limb fractures,
Figure 1 shows the fracture incidence in relation to Stein-
brocker’s functional classification. The incidence of all
fractures, as well as fractures of the pelvis and lower limbs,
increased along with functional impairment. However, the
incidence of upper limb and vertebral fractures was not
correlated with the functional class. This suggests that
greater mechanical stress due to weight bearing or ambu-
lation is quite important to protect the pelvis and lower
limbs from bone fragility.

Our study had several limitations. First, our subjects had
relatively severe disease, with their physical function being
worse than in others and half of them had undergone major
lower limb surgery, and the rate of oral glucocorticoid use
was high. Also, some possible risk factors for fracture were
not evaluated in this study, such as bone mineral density,
body mass index, fracture history, other medications for
osteoporosis and RA, alcohol, and smoking. Third, we only
evaluated painful fractures, without counting asymptomatic
fractures (especially vertebral fractures). Since asymp-
tomatic vertebral fractures and deformities are common in
patients with primary osteoporosis [29, 34-37] as well as
RA [38], our study would have underestimated the total
fracture incidence by excluding painless vertebral
fractures.

In conclusion, we prospectively investigated the char-
acteristics of fractures, the overall fracture incidence, and
risk factors for fracture (including insufficiency fracture) in
RA patients over a 1-year period. The incidence of fracture
was relatively high, and any site could be affected. In
addition, 55% of the fractures caused gait impairment, 70%
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were insufficiency fractures, and 39% were not detectable
by plain radiography at the onset of pain. Significant risk
factors for fracture were functional disability and gluco-
corticoid use. Early intervention to prevent secondary
osteoporosis is important to avoid fractures and maintain
the quality of life in patients with RA, especially those with
functional impairment or glucocorticoid use.
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Abstract

In inflammatory arthritis such as RA, osteoclastic activity is severely enhanced. GM-CSF was reportedly elevated in synovial fluid,
but is a strong inhibitor of osteoclastogenesis; here lies a contradiction. Our objective was to examine what type of osteoclasts generate
and resorh bone with resistance to GM-CSF in an inflammatory joint. Monocyte-derived cells generated in GM-CSF were morpholog-
ically and immunophenotypically different from both the conventional DC and macrophage. They could differentiate inlo osleoclasts in
the presence of RANKL + M-CSF, acquiring a stronger osteoclastic activity under TNF treatment. Furthermore, their differentiation
was not inhibited by GM-CSF, while monocyte-derived osteoclast differentiation was completely inhibited. The resorption was sup-
pressed by GM-CSF, and the existence of another osteoclastic pathway has been suggested. Our findings indicate another type of osteo-

clast exists in inflammatory arthritis.
@ 2008 Elsevier Inc. All rights reserved.
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Osteoclasts are the multinuclear cells specialized for
bone resorption, playing a crucial role in bone remodeling
[1,2]. Osteoclasts have been known to differentiate from
hematopoietic precursors of the monocyte/macrophage
lineage in the presence of macrophage-colony stimulating
factor (M-CSF or CSF-1) and receptor activator of NF-
B ligand (RANKL) [3-6]. However, the accurate lineage
of osteoclast precursors remains uncertain, and it is unclear
whether there are any osteoclast varieties.

Both rheumatoid arthritis (RA) and osteoporosis are
major adult skeletal diseases that are due to excessive
osteoclastic activity, leading to an imbalance of bone
remodeling in favor of bone resorption [7,8]. There are
big differences among these diseases and their pathogenes-
es. The environment where osteoclasts generate and work
may partially explain theses discrepancies; RA involves
inflammation while osteoporosis does not. It is unknown,

* Corresponding author. Fax: +81 6 6879 3559.
E-mail address: tomita@ort.med osaka-uac.jp (T. Tomita),

0006-291XS - see front matter © 2008 Elsevier Inc. All rights reserved.
doi:10.10165.bbre.2008.01.023

however, whether inflammation will affect osteoclastogene-
sis in RA.

Tumor necrosis factor-alpha (TNFay), Interleukin-1 (IL-
1), M-CSF, GM-CSF, interferon-gamma (IFNy) and IL-18
are the representative pro-inflammatory cytokines that are
characteristic of RA [7,9] Though TNFa and 1L-1 have
been known to stimulate osteoclastogenesis, GM-CSF,
IFNy and IL-18 reportedly have an inhibitory effect on
osteoclastogenesis [10-15]. This is a contradiction in
‘inflammatory’ osteoclastogenesis. Recently it has reported
that I1L-17-producing helper T cell subset (Th17) is respon-
sible for bone destruction in RA [16,17]. Th17 immunity
may well explain this contradiction. However Th17 immu-
nity in RA is controversial and the actual elevation of GM-
CSF and IL-18 in RA synovial fluid cannot be neglected
[18,19].

GM-CSF was initially defined by its ability to generate
granulocyte and macrophage colonies from precursor cells
in vitro [20]. But GM-CSF is difficult to detect in steady
state circulation and GM-CSF-deficient mice showed
no obvious deficiency in the numbers of myeloid cells.
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TRAP stain figures of monocyte-derived (top), GM-OP-derived (middle) or TNF-OP-derived (bottom) osteoclnsts were shown, co-treated with GM-CSF
0 ng/ml (left), 0.1 ng/ml (center), and | ng/ml (right}. (C) The number of TRAP-positive MGCs per field was counted. GM-CSF 0 ng/ml (left), 0.1 ng/ml

(center), and | ng/ml (right). Results are expressed as means + SD ("p < 0.05; GM-OP v.s. TNF-OP, “'p,

p < 0.05: 0 ng/ml GM-CSF v.5. 0.1 or | ng/ml

GM-CSF). (D} The resorption area on carbonated calium phosphate coated plate was calculated. GM-CSF 0 ng/ml (left), 0.1 ng/ml (center), and | ng/ml

inght). Results are expressed as means £ SD

TNF-OP derived osteoclasts were not inhibited the differ-
entiation, rather the resorption by GM-CSF.

Discussion

The osteoclasts have been considered as the sole bone
resorbing cell. derived from monocyte/macrophage.
Recently immature DC has demonstrated transdifferentia-
tion into osteoclasts in vitro [27]. This has noticed us the
unknown origin of osteoclast precursors except for mono-
cyte/macrophage

We have shown that monocyte-derived cells generated in
GM-CSF (GM-OP) could be another lineage of osteoclast
precursor cells that are distinguishable from ¢DC and
monocyle/macrophage. They expressed CDI1b, compati-
ble with osteoclast precursors induced by TNFa in vivo
(28]

These cells could differentiate into osteoclasts in the
presence of RANKL and M-CSF. They possessed about
3-10 nuclei and expressed a characteristic actin ring and
CATK. The resorption area of monocyte-derived osteo-
clasts was considerably larger than that of GM-OP derived
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osteoclasts, though the numbers of TRAP positive MGCs
were almost the same. This inconsistence was probably
because of the larger size of monocyte-derived osteoclasts.
Furthermore by TNFu treatment, GM-OP became TNF-
OP and then acquired much stronger osteoclastic activity.
It was noteworthy that the early action of TNFua not only
increased the number of osteoclast precursors, but also
activated the resorption ability at the late stage.

As GM-CSF is detected abundantly in RA synovial
fluid and scarcely detected in non-inflammatory synovial
fluid, these osteoclast precursors seem to appear only in
inflammatory arthritis [19]. In fact, we confirmed that
GM-CSF was rarely detected in osteoarthritis synovial
fluid and elevated in RA by about thirty times (data not
shown). This elevation was equal to TNFa. In inflamma-
tory arthritis such as RA, TNFu is always focused by the
therapeutic effectiveness, but attention to GM-CSF should
also be paid due to its elevation and specificity in the
inflammatory environment [29]. Moreover, GM-CSF has
been detected in the erosive inflammatory reaction around
orthopedic implants or in the osteolytic bone metastasis by
malignant tumor [30,31]. GM-CSF must have a pivotal
function in bone destruction accompanied with
inflammation.

GM-CSF, however, has an inhibitory effect against
osteoclastogenesis [12,13]. During response to inflamma-
tion, GM-CSF may be released so as to inhibit severe bone
destruction. Though it can surely block severe bone
destruction, a marked number of neutrophils and macro-
phages will accumulate in the site, resulting in severe
inflammation. GM-CSF can block osteoclastogenesis, but
cannot block inflammation and arthritis. Taken that bone
destruction always sympathizes with inflammation in
arthritis, this incidence is impossible.

Even under such a strong inhibitory effect, GM-OP and
TNF-OP could differentiate into osteoclasts. GM-OP and
TNF-OP may elucidate this contradiction. This implies
the existence of some different differentiation pathway
and crosstalk from monocyte/macrophage-derived
osteoclastogenesis.

In monocyte/macrophage-derived osteoclastogenesis,
M-CSF is known for its crucial role of the survival and
proliferation in osteoclast precursors [3]. RANKL is essen-
tial for osteoclast development and the determinant of the
level of bone resorption [4]. TNFu increases osteoclast pre-
cursors, stimulates RANKL and M-CSF production by
stromal cells and induces osteoclastogenesis in the presence
of M-CSF [5].

On the other hand, in this ‘inflammatory’ osteoclasto-
genesis TNFa increased osteoclast precursors and
endowed osteoclast precursors (GM-OP) with strong
osteoclastic activity in spite of GM-CSF interference.
GM-CSF gave rise to osteoclast precursors and pro-
moted the proliferation of osteoclast precursors, Taking
this into account, GM-CSF was almost substituted for
M-CSF. This is contradictory to osteoclastogenesis at
steady state [32]. Therefore, considering osteoclastogene-

sis, we should distinguish between inflammatory from
non-inflammatory states.

In this current study GM-OP and TNF-OP proved to be
able to survive as osteoclast precursors without the resorp-
tion ability. In other words, they were thought to wait for
other signal than RANKL or M-CSF and be ready for
resorbing and destroying the bone. Moreover, only
RANKL could give the resorption ability to these precur-
sors (data not shown). This suggested M-CSF-independent
bone resorption might occur in inflammation. We could
not find another inflammatory signal that gave resorption
ability. IL-1, which promotes multinucleation of osteoclast
precursors and enhances the capacity of the mature osteo-
clasts to resorb bone, or an unknown ligand, which stimu-
lates DAPI2, may be a good candidate [10,33]. Further
study is necessary.

Therefore, when we think about ‘inflammatory’ osteo-
clastogenesis, we never neglect to consider GM-CSF in
addition to TNFa. In a RA cytokine environment, it
should be called not only TNF immunity but also GM-
CSF immunity. The importance of GM-CSF in inflamma-
tion and autoimmunity has been often pointed out [23].
Some RA patients whom anti-TNF therapy did not work
might get better by anti-GM-CSF therapy. Many reports
that indicated anti-GM-CSF therapy eflectiveness on
inflammatory arthritis support this notion [24,25].

In conclusion, our study revealed that myeloid cells
induced by GM-CSF could differentiate into osteoclasts
and acquire stronger osteoclastic activity in the presence
of TNFa. Considering GM-CSF is detectable only at the
inflammation site and their osteoclast differentiation is
not inhibited by GM-CSF, these osteoclast precursor cells
are specialized for inflammatory arthritis. There is another
lineage distinguishable from ¢DC and monocyte/macro-
phage. We are the first to suggest the existence of ‘inflam-
matory’ osteoclastogenesis and the mechanism involved.
Clarification of the mechanism of ‘inflammatory’ osteo-
clastogenesis will undoubtedly lead us to a new therapy
for inflammatory arthritis, such as RA.
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ABSTRACT

Previous studies demonstrated the existence of osteoblastic
cells in circulating blood. Recently, we reported that osteo-
blast progenitor cells (OPCs) in circulation originated from
bone marrow and contributed to the formation of ectopic
bone induced by implantation of a bone morphogenetic
protein (BMP)-2-containing collagen pellet in mouse mus-
cular tissue. However, the character of circulating bone
marrow-derived osteoblast progenitor cells (MOPCs) and
the precise mechanisms involving the circulating MOPCs in
the osteogenic processes, such as signals that recruit the
circulating MOPCs to the osseous tissues, have been ob-
scure. In this report, we demonstrated for the first time
that the MOPCs were mobilized from intact bones to
transiently occupy approximately 80% of the mononu-
clear cell population in the circulating blood by BMP-2-

pellet implantation. The mobilized MOPCs in the circu-
lation did not express the hematopoietic marker CD45 on
their surface, but they expressed CD44 and CXCR4, re-
ceptors of osteopontin and stromal cell-derived factor-1
(SDF-1), respectively. The MOPCs isolated from the
mouse peripheral blood showed the ability to be osteo-
blasts in vitro and in vivo. Furthermore, the MOPCs in
the circulation efficiently migrated to the region of bone
formation by chemoattraction of SDF-1 expressed in vas-
cular endothelial cells and the de novo osteoblasts of the
region. These data may provide a novel insight into the
mechanism of bone formation involving MOPCs in circu-
lating blood, as well as perspective on the use of circulat-
ing MOPCs to accelerate bone regeneration in the future.
STEM CELLS 2008;26:223-234
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Bone marrow contains hematopoietic stem cells and mesenchy-
mal stem/progenitor cells (MPCs) that can differentiate into
various mesenchymal tissues, such as bone, cartilage, fat, and
muscle [1-3]. These cells are also found in various mesenchy-
mal tissues [4], although the relationship between the marrow
mesenchymal stem/progenitor cells (MMPCs) and extramarrow
MPCs has not been fully understood. Marrow MPCs have been
shown to engraft not only in bone marrow but also in multiple
mesenchymal lissues after systemic infusion [3, 5], suggesting
that circulating blood might be a natural route for MMPC
migration to the mesenchymal tissues in vivo.

Previous studies have shown the existence of osteoblast-
lineage cells in the circulating blood of various mammals,
including humans [6-8]. The circulating osteoblast-lineage
cells were shown to form bone in culture and in transplanted
animals [6]. Studies have also reported more circulating osteo-
blast-lineage cells during the adolescent growth spurt than in
adulthood [6]. However, the origin and the functional role of
those osteoblastic cells in human circulation are unclear.

Bone morphogenetic protein (BMP)-2 and other members of
the BMP family are well-known inducers of bone formation in

vitro and in vivo [9]. In the process of a fracture healing, BMP
stimulation recruits MPCs to the fracture lesion and induces
their differentiation into osteoblasts. An experimental mode] has
also indicated that BMP-2 stimulation is essential for ectopic
bone formation when BMP-2 is transplanted in the back muscles
of mice [10]. Recently, we reported that marrow-derived osteo-
blast progenitor cells (MOPCs) in circulating blood participated
in BMP-2-induced ectopic bone formation [11]. If circulating
MOPCs play a major role in bone regeneration in vivo, efficient
recruitment of MOPCs from bone marrow to the lesion seems to
be critical to obtain mature and sufficient regeneration. How-
ever, the character of circulating MOPCs and precise mecha-
nisms involving the MOPCs in the osteogenic processes, such as
signals that recruit circulating MOPCs to the osseous tissues,
have been obscure.

In this study, we characterized MOPCs in the circulating
blood without expansion in culture and showed that MOPCs
were mobilized in the circulation after stimulation with tissue
injury, migrated to damaged tissues by chemoattraction of
stromal cell-derived factor-1 (SDF-1), and provided a signif-
icant number of mature osteoblasts with BMP-2 stimulation
during bone formation. We believe these findings provide
novel insights into bone regeneration involving circulating
MOPCs.
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MOPCs Are Recruited to the Bone-Forming Site

MATERIALS AND METHODS

Bone Marrow Transplantation

Under sterile conditions, bone marrow cells were isolated from 8- to
10-week-old male C57BL/6 transgenic mice that ubiquitously ex-
pressed enhanced green fluorescent protein (GFP) [12]. Eight- to
10-week-old female C5TBL/6 mice were lethally imndiated with 10
Gy. For total bone marrow transplantation (BMT), each irradiated
recipient received 5 X 10° bone marrow cells from GFP transgenic
mice. For CD45/GFP double-positive BMT, the CD45-positive
bone marrow cells of GFP transgenic mice were sorted using the
magnetic cell sorting (MACS) system (Miltenyi Biotee, Bergisch
Gladbach, Germany, hitp://www.millenyibiotec.com). Each irradi-

ated recipient received 4.5 X 10° CD45-positive marrow cells of
GFP transgenic mice in combination with 0.5 X 10° CD45-negative
marmow cells of wild-type mice. All BMT mice were used at least
6 weeks afier BMT. All animals were handled according to ap-
proved protocols and the guidelines of the Animal Commitiee of
Osaka University.

Parabiotic Mouse Model

The parabiotic mouse model was generated as previously described
[13]. A total BMT mouse and a wild-type mouse (C57/BL6) were
sutured from the olecranon to the knee joint on the cormresponding
lateral aspects.

Preparation and Implantation of BMP-2-Containing
Collagen Pellets

Recombinant human BMP-2 was provided by Astellas Pharma Inc.
(Tokyo, hitp://www.astellas.com), The BMP-2 was suspended in
buffer solution (5 mmol/ glutamic acid, 2.5% glycine, 0.5% suc-
rose, and 0.01% Tween 80, pH 4.5) at a concentration of 1 pg/ul.
Next, 3 ul (3 pg of BMP-2) of the BMP-2 solution was diluted in
22 ul of phosphate-buffered saline (PBS) and blotted into a porous
collagen disc (6 mm diameter, 1 mm thickness), freeze-dried, and
stored at —20°C. All procedures were carried out under sterile
conditions. BMP-2-containing or control PBS-containing collagen
pellets were implanted on the backs of BMT mice, parabiotic mice,
C57BL/6 mice, or nude mice. Three weeks later, fluorescent photos
of ectopic bones were taken using a digital microscope (Multi-
viewer system VB-S20; Keyence, Osaka. Japan, hitp://www.
keyence.com).

Immunohistochemistry and Analysis

The ectopic bones were removed and fixed with 4% paraformal-
dehyde at 4°C for 48 hours. After soft x-ray photos were taken,
bones were decalcified with EDTA solution at 4°C for 6 days.
The EDTA solution was changed every other day. After decal-
cification, the pellets were equilibrated in PBS containing 15%
sucrose for 12 bours and then in PBS containing 30% for

For staining endothelial progenitor cells and tissues around the
pellets, the pellets were removed daily until day 7 after implantation.
After emoval, pellets were embedded in Tissue-Tek OCT Compound
and frozen on dry ice. Six-micrometer-thick sections were blocked
with normal goat serum for 1 hour before incubation with mono-
clonal anti-meuse CD31 antibody (1:250; BD Pharmingen, San Jose,
CA, hitp:/fwww.bdbiosciences.com/index_us.shtml), monoclonal anti-
mouse CD34 antibody (1:100; BD Pharmingen), monoclonal anti-
smooth-muscle actin antibody (1:250; Sigma-Aldrich, St. Louis, http/
www.sigmanldrich.com), or polydonal anti-mouse SDF-1a antibody
(1:250; eBioscience). Subsequently, sections were stained with Alexa
Fluor 546 gost anti-rat IgG secondary antibody, Alexa Fluor 488
anti-rat [gG secondary antibody, or Alexa Fluor 488 anti-mouse 1gG
secandary antibody (Molecular Probes) with MO.M. Kit (Vector Lab-
omtories) for 2 hours. The sections were mounted with antifade solu-
tion Vectashield after 10 minutes of DAPI staining. All pictures were
taken with a confocal laser mi , model Radiance 2100 using
LaserSharp 2000 software (Bio-Rad Japan, Tokyo, hitp.//www.bio-
rad.com). To assess the frequency of MOPCs for osteoblast differen-
tiation, we counted the number of GFP-positive cells in the osteocalcin-
positive osteoblasts lining the trabecular bone. The ratio was
quantitatively calculated in at least five low-power visual fields.

Peripheral Blood Mononuclear Cell Isolation

Peripheral blood was taken from the heart with a 24-gauge
needle and 1-ml syringe containing heparin and enriched for
low-density mononuclear cells by Ficoll-Paque (Amersham Bio-
sciences, Uppsala, Sweden, http://www.amersham.com) centrif-
ugation. Red blood cells were removed by resuspending in
0.125% Tris-NH,Cl buffer and sieving through a nylon mesh.
Isolated peripheral blood mononuclear cells (PBMNCs) from
BMP-2 pellet-implanted mice were reacted with anti-mouse
CD45 microbeads (Miltenyi Biotec), and the CD45-negative
cells dominantly containing MOPCs were sorted using the Midi-
MACS system (Miltenyi Biotec) according to the manufacturer's
protocol.

In Vitro Differentiation

For induction of osteoblast differentiation in culture, MACS-
sorted CD45-negative PBMNCs from BMP-2-implanted GFP
transgenic mice were plated on a 24-well plate. The sorted cells
were then inoculated in basal medium consisting of Dulbecco’s
modified Eagle’s medium (DMEM) supplemented with 10%
fetal calf serum (FCS), 100 U/ml streptomycin/penicillin, and
50% conditioned culture medium (DMEM with 10% FCS) of
mouse bone marrow mesenchymal cells as a growth factor sup-
plement (S. Otsuru and K. Tamai, unpublished data). To induce
osteoblast differentiation, 300 ng/ml BMP-2 was added to the
culture medium for 3 weeks. In some experirncnts, the sorted
CD45-negative PBMNCs were cultured in the osteogenic me-
dium couubung of Iscove's modified Dulbecco’s medium sup-

12 hours, embedded in Tissue-Tek OCT Compound (Sakura
Finetek, Tokyo, hitp://www.sakuracu.com), frozen on dry ice,
and stored at —20°C.

For immunofluorescence staining, 6-pm-thick sections were cut
with a cryostat (Leica Microsystems AG, Wetzlar, Germany, hup://
www.leica.com). After washing, the sections were treated with
0.1% trypsin (Difco Labomtories, Detroit, MI, hitp://'www.bd.com/
ds) in PBS for 30 minutes at 37°C 1o activate antigens. Then, those
sections were blocked with normal goat serum for 1 hour before
incubation with polyclonal anti-mouse osteocalcin antibody (1:250;
Takara Bio, Shiga, Japan, http://www.takara-bio.com) or polyclonal
anti-mouse SDF-1a antibody (1:250; eBioscience Inc., San Diego,
hitp:/fwww.ebjoscience.com). Subsequently, sections were stained
with Alexa Fluor 546 goat anti-rabbit IgG secondary antibody
(Molecular Probes, Eugene, OR, Intp.r!pmbes mv:tmgcn eom] for?

hours. Then, sections were stained with 4' 6-diamidi pheny
dole (DAPI) for 10 al room and d with
the antifade solution Vectashield (Vector - Lab ies, Burlingame,

CA, htip://www.vectorlabs.com).

FM dex ik, (n tad TESq'I’lE I"l’.‘-
Kyuw Japm lmp {lwww.nacalai.co.jp/en), 10 mM B-glycerol
phosphate (Sigma-Aldrich), and 0.05 mM ascorbic acid 2-phos-
phate (Sigma-Aldrich) for 3-4 weeks.

Alizarin Red § Staining

To observe caleium deposition, cells were fixed with 4% paraform-
aldehyde and stained with 2% alizarin red S (Nacalai Tesque)
solution in water for 10 minutes. Excess stain was removed by
several washes with distilled water.

Alkaline Phosphatase Assay

Alkaline phosphatase (ALP) activity was assessed as previously
described [14]. Cell lysates were centrifuged, and supematants were
used for the enzyme assay. Alkaline phos; activity was mea-
sured according to the methods of Kind-King, using a test kit (Wako
Chemical, Osaka, Japan, hitp://www.wako-chem.co.jp/english)
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with phenylphosphate as a substrate. Enzyme activity was expressed
in King-Armstrong units, normalized to protein concentration.

In Vivo Bone Forming Assay

Fully open interconnected porous calcium hydroxyapatite ceramics
were synthesized by adopting a “foam-gel” technique from a slurry
of hydroxyapatite (60% wt/wt) with a cross-linking substrate (poly-
ethyleneimine, 40% wu/wt) as previously reported [15]. Blocks of
the ceramics were cul and shaped into 5-mm-diameter disks that
were 2 mm thick. Cell culturing in the pores of the cermmics was
performed as previously reported [16, 17]. The ceramic disk was
soaked in 200 ul of CD45-negative cultured PBMNC suspension
from GFP-iransgenic mice in normal medium (10° cells per milli-
liter). After overnight incubation in a 96-well plate, normal medium
was changed to osteogenic medium. The medium was renewed
three times a week, and the cultures were maintained for 2 weeks,
After a wash with PBS, the disks were implanted under the mus-
cular fascia in the backs of nude mice. Disks without cells were also
implanted as controls. Eight weeks later, the disks were harvested
and fixed in 4% paraformaldehyde. After decalcification with K-CX
(Falma Co., Osaka, Japan; http//www. fa.lma.oo.jp), the disks were
embedded in paraffin, and the sections were stained with | X~
ylin and eosin.

For immunofluorescence staining, the sections were reated
with 0.1% trypsin (Difco Laboratories) in PBS for 30 minutes at
37°C 1o activate antigens. Next, those sections were blocked with
normal goat serum for 1 hour before incubation with polyclonal
anti-GFP antibody (1:250; MBL International Corp., Nagoya, Ja-
pan, hitp://www.mblintl.com). Subsequently, sections were stained
with Alexa Fluor 488 goat anti-abbit IgG secondary antibody
(Molecular Probes) for 2 hours. Sections were then stained with
DAPI for 10 minutes at room temperature and mounted with the
antifade solution Vectashield (Vector Laboratories).

RNA Extraction and Reverse Transcription-
Polymerase Chain Reaction

Total RNA was prepared with an RNeasy Kit (Qiagen, Tokyo,
hup:/fwwwl.giagen.com) ling to the manufacturer’s pro-
tocol. Reverse transcription was performed by conventional pro-
tocols with Superseript reverse transcriptase (Invitrogen, Carls-
bad, CA, htip://www.invitrogen.com), and polymerase chain
reaction (PCR) amplification was performed using the following
primer sets: Cbfal (NM_009820, 289 base pairs [bp]), 5'-CCG-
CACGACAACCGCACCAT-3' (forward) and 5'-CGCTCCGGC-
CCACAAATCTC-3' (reverse); osteopontin (NM_009263, 437 bp),
5"-TCACCATICGGATGAGTCTG-3' (forward) and 5'-ACTT-
GTGGCTCTGATGTTCC-3' (reverse); ALP (NM_007431, 180
bp), 5'-CGCCAGAGTACGCTCCCGCC-3' (forward) and 5'-TG-
TACCCTGAGATTCGT-3' (reverse); osteocalcin (X04142, 350 bp),
5'-CTGACCTCACAGATCCCAAG-3' (forward) and 5'-GGAG-
CTGCTGTGACATCC-3’ (reverse); and SDF-1 (NM_021704, 538
hp) §'-ACGCCAAGGTGGTCGCCGTGCTGG-3' (forward) and
S -GTTAGGGTAATACAATTCCTTAGA-3" (reverse).

Flow Cytometry

Isolated PBMNCs were suspended in 100 pl of PBS containing
fluorescein isothiocyanae (FITC)-conjugated anti-mouse CD45;
phycoerythrin (PE)-conjugated anti-mouse CD11b, CD31, CD34,
CD44, Flk-1, and Sca-1 (BD Pharmingen); and biotin-conjugated
anti- rnousc Gr-1 and CXCR4 (BD Pharmingen). Cells were then
incubated for 30 mi at 4°C in the dark. Subsequently, cells
were stained with Streptavidin PE or Streptavidin PerCP (BD
Pharmingen) or anti-rat 1gG secondary antibody or anti-goat IgG
secondary antibody (Molecular Probes) for 30 minutes at 4°C in the
dark.

For the time-course analysis of the CD45-negative population in
PBMNCs, BMP-2 pellets were implanted on the backs of 8- to
10-week-old female C57TBL/6 mice daily, one mouse per day, for 7
days. At day 7, blood samples were taken, and hemolyzed PBMNCs
were harvested. The harvested PBMNCs were reacted with FITC-
conjugated anti-mouse CD45. Flow cytometry analysis was per-
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formed with a FACScan instrument using CellQuest software
(Becton, Dickinson and Company, San Diego, hitp:/www.bd.com),

In Vitro Migration Assay

After different concentrations of SDF-1a (R&D Systems Inc.,
Minneapolis, http://www,rndsystems.com) were added to the
lower chamber, the 5 X 10° isolated CD45-negative PBMNCs
from BMP-2 pellet-implanted mice in 100 ul of DMEM without
growth factors were applied to the upper chamber of the mem-
brane of the 96-well cell migration kit (Chemicon, Temecula,
CA, http//www.chemicon.com). Some cells were pretreated
with a CXCR4-blocking antibody (2B11; BD Pharmingen), After
4 hours of incubation at 37°C, the migratory cells on the bottom
of the insert membrane were dissociated from the membrane by
incubation with cell detachment buffer. These cells were stained
with CyQuant GR dye (Molecular Probes, Eugene, OR, hup://
probes.invitrogen.com), and the fluorescence was measured with
a fluorescence plate reader.

In Vivo Migration Assay

For the transplantation experiment, nude mice implanted with BMP-
2-containing collagen pellets were injected via a lail vein with
sorted CD45-negative PBMNCs with or without CXCR4-blocking
antibody (2B11; BD Pharmingen) pretreatment from the GFP-
transgenic BMP-2-implanted mice for 7 days.

Real-Time PCR
Primers and probes for hypoxm mdmblc factor-1 (HIF-1), SDF-1, and
glyceraldehyde-3-phosphale det were purchased from Ap-

plied Biosystems (Foster C:ty. CA, hllp.ﬂ'www appliedbiosystems.
com). Real-time PCR was carried out and measured by the ABI Prism
7900HT Sequence Detection System using SDS 2.2 software (Applied
Biosystems).

Statistical Analysis

All experiments were repeated four to seven times. Statistical anal-
yses were performed with the unpaired 7 test or the paired Student
1 test. p values <0.05 were considered stalistically significant.

RESULTS =~ yiodl

Bone Marrow-Derived Osteoblast Progenitor Cells
in Circulation Contribute to BMP-2-Induced Ectopic
Bone Formation

We have already reported that osteoblast progenitor cells
(OPCs) were recruited from bone marrow to the circulating
blood and contributed to the BMP-2-induced ectopic bone
formation [11]. To obtain more direct evidence that circulat-
ing MOPCs were recruited to the region of the BMP-2 pellet
to generate eclopic bone, we established a mouse model with
parabiotic pairings that shared a circulatory system between
a wild-type mouse and a GFP-BMT mouse (Fig. 1A) [13]. In
our parabiotic mouse model, a wild-type mouse was surgi-
cally connected with a GFP-BMT mouse whose bone marrow
had been replaced by GFP-transgenic bone marrow cells. The
wild-type mouse can receive bone marrow-derived GFP-
positive circulating cells from the GFP-BMT mouse after
they develop shared circulation in a few weeks. We im-
planted a BMP-2 pellet into the wild-type mouse of the
parabiotic pairings (Fig. 1A). Three weeks after transplanta-
tion, GFP fluorescence was detected at the region where the
ectopic bone had formed (Fig. 1B). Histologic analysis re-
vealed that 24.5% = 3,1% of the osteoblasts that aligned on
the regenerating bone and expressed osteocalcin (0C) were
GFP-positive cells that originated from the bone marrow of
the GFP-BMT mouse (Fig. 1C: supplemental online Fig. 1).
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