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The soluble form of BMPRIB is a 
novel therapeutic candidate for 
treating bone related disorders
Kengo Yamawaki1, Yuichiro Kondo2, Tsutomu Okada3, Takeshi Oshima4, Makoto Kakitani5 & 
Kazuma Tomizuka6

Bone morphogenetic proteins (BMPs) are multi-functional growth factors that belong to the TGF-beta 
superfamily. Recently, several soluble BMP receptors, such as ActRIIA-Fc, ActRIIB-Fc, and ALK1-Fc, are 
undergoing clinical trials. Both BMPRIA and BMPRIB are type I BMP receptors, and while BMPRIA-Fc 
has been reported to have bone-increasing properties, there have been no investigations concerning 
the biological functions of BMPRIB-Fc. Therefore, comparing the effects of BMPRIA-Fc and BMPRIB-Fc 
in vivo should be helpful in revealing the differences in biological function between BMPRIA and 
BMPRIB, and would also aid in the evaluation of BMPRIB-Fc as a therapeutic agent. Here, we produced 
Tg chimeras in which BMPRIA-Fc and BMPRIB-Fc proteins circulated at high concentrations (36.8–
121.4 μg/mL). Both Tg chimeras showed a significant increase of bone volume and strength. Using 
histological analysis, adenoma of the glandular stomach was observed only in BMPRIA-Fc chimeras 
suggesting the tumorigenic activity of this protein. Administration of recombinant BMPRIB-Fc protein 
to normal mice also increased bone volumes. Finally, treatment with BMPRIB-Fc decreased the area of 
osteolytic regions in a mouse model of breast cancer metastasis. In conclusion, our data suggest that 
BMPRIB-Fc can be used for the treatment of bone-related disorders with a lower risk than BMPRIA-Fc.

Bone morphogenetic proteins (BMPs) and growth differentiation factors (GDFs), secreted proteins belonging to the 
TGF-beta superfamily, are pleiotropic factors that play a variety of roles in the regulation of embryonic development 
and postnatal homeostasis of various organs and tissues by controlling cellular differentiation, proliferation, and 
apoptosis. In mammals, there are more than 20 BMP/GDF ligands, 7 type I receptors (activin receptor-like kinase 
[ALK] 1–7), and 5 type II receptors (ActRIIA, ActRIIB, BMPRII, TGFβ RII, and MISIIR). The BMP/GDF ligands 
transduce signals through a complex of type I and II serine/threonine kinase receptors via Smad-dependent and 
-independent cascades that eventually evoke the transcriptional activation of downstream target genes1–3.

To elucidate the physiological functions of BMP/GDF ligands and their receptors in vivo, phenotypic analyses 
using knockout (KO) mice have been widely employed4,5. In addition, ligand trapping with soluble receptors is con-
sidered an alternative “loss of function” approach to study the effects of blocking the signaling mediated by BMP/
GDF ligand-receptor interactions3. For example, the administration of ActRIIA-Fc and ActRIIB-Fc to mice results 
in increased bone volume (BV), number of red blood cells (RBCs), and muscle hypertrophy through activin-A 
or GDF8 trapping6–8. ALK1-Fc is used as an anti-angiogenic agent in tumor suppression9 and the administration 
of BMPRIA-Fc increases BV through BMP2/4 trapping10. Ligand trapping strategies using Fc-fusion proteins are 
widely used for therapeutic purposes, for example etanercept (a soluble form of the tumor necrosis factor receptor), 
which is already available for human use, and ActRIIA-Fc, ActRIIB-Fc, and ALK1-Fc are now also undergoing 
clinical trials for the treatment of anemia, bone-related diseases, and cancer11–14.
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Both BMPRIA (ALK3) and BMPRIB (ALK6) belong to the type I receptor family, and play several roles in the 
biological effects of R-Smad (Smad1, 2, 3, 5, and 8) signaling1,2. These 2 receptors bind several BMP/GDF ligands 
in common15,16 and have overlapping functions, such as in chondrogenesis17 and ovary formation18. On the other 
hand, some ligands such as GDF9/BMP15 preferentially bind to BMPRIB19, and the 2 receptors play different roles 
in the nervous system20. The functional differences between BMPRIA and BMPRIB are still unclear.

Previous studies in bone formation using such as KO, conditional-KO (cKO) and transgenic (Tg) mice 
suggest that inhibiting signal transduction via BMPRIA acts to “increase” bone formation, whereas inhibiting 
BMPRIB-signal acts to “decrease” bone formation21–26.

Comparing the function of BMPRIA-Fc and BMPRIB-Fc in vivo should be helpful in elucidating any differences 
in biological function between BMPRIA and BMPRIB. In this report, we generated BMPRIA-Fc and BMPRIB-Fc 
Tg chimeric mice using our own Tg system, as previously published. Using this method, we were the first group to 
successfully identify the potent and specific proliferative effects of R-spondin1 on intestinal crypt cells. In addition, 
we discovered some novel phenotypes caused by BMP type II receptor-Fc proteins (ActRIIA-Fc, ActRIIB-Fc, and 
BMPRII-Fc), such as an increased number of RBCs, extramedullary hematopoiesis in the spleen, increased bone 
formation, and decreased viability in adults3,27,28. The average serum concentrations of BMPRIA-Fc and BMPRIB-Fc 
in the Tg chimeras were 53.1 μ g/mL and 88.1 μ g/mL respectively, which are much higher than those of endogenous 
BMP/GDF ligands. Both Tg chimeras showed significant increases in BV and bone strength without increased 
incidence of death at 16 weeks of age. Administration of the recombinant BMPRIB-Fc protein to normal mice 
increased BV. Treatment with BMPRIB-Fc also decreased the area of osteolytic regions in a mouse model of breast 
cancer metastasis. Unexpectedly, histological analysis revealed that adenoma of the glandular stomach formed in 
BMPRIA-Fc chimeras at 16 weeks of age, but not in BMPRIB-Fc chimeras. Our data suggest that BMPRIB-Fc can 
be used for the treatment of bone-related disorders with a lower risk than BMPRIA-Fc.

Results and Discussion
Generation of Tg chimeras.  First, we produced BMPRIA-Fc and BMPRIB-Fc Tg chimeras using our 
original system. In the Tg chimeras, BMPRIA-Fc and BMPRIB-Fc proteins were found to be circulating at very 
high levels in 16 week-old mice, as measured by ELISA (averages of 53.1 μ g/mL (= 0.66 μ M) and 88.1 μ g/mL 
(= 1.1 μ M), respectively; Fig. 1). In a previous study, transgenic mice expressing TGFbRII-Fc under the regulation 
of the mammary-selective MMTV-LTR promoter/enhancer29, for example, the average serum concentration of 
the protein was 400 ng/mL. Compared to such a report, our Tg chimeras can be seen to be achieving very high 
transgene expression levels.

Bone morphometry and bone strength test of the Tg chimeras.  Figure 2 shows the trabecular bone 
parameters of tibiae and the cortical bone parameters, 2D microCT images bone strength of femora obtained 
from each female Tg chimera at 16 weeks of age. In all Tg chimeras, an increase of bone strength, bone volume/
tissue volume (BV/TV), trabecular thickness (Tb.Th), trabecular number (Tb.N), mineralization surface/bone 
surface (MS/BS), and bone formation rate/bone surface (BFR/BS) of the trabecular bone were observed (Fig. 2A). 
The increase of BV/TV observed in our BMPRIA-Fc Tg chimera corresponds to a previous report10, suggesting 
that the soluble protein forms in the Tg chimeras were effective, confirming the validity of our system.

We found for the first time that BMPRIB-Fc has a bone-increasing effect in vivo. Bone morphometry analysis 
demonstrated that osteoclastic functions (osteoclast number/bone perimeter as the bone resorption parameter 
(Oc.N/B.Pm), osteoclast surface/bone surface (Oc.S/BS)) were suppressed, while there were no obvious changes 
in osteoblastic functions (osteoblast number/bone perimeter as the bone formation parameter (Ob.N/B.Pm), 
osteoblast surface/bone surface (Ob.S/BS)). These results suggest that unbalanced bone remodeling, especially 

Figure 1.  The transgene expression level of the Tg chimeras. Serum concentrations of each soluble protein 
(BMPRIA-Fc and BMPRIB-Fc) in 16-week-old transgenic chimeras were measured using ELISA (see Methods). 
White circles represent females, and gray triangles represent males. In the control chimeras, the Fc protein was 
not detectable.
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decreased osteoclastic bone resorption, may lead to an increase in BV. The cortical bone parameters such as cortical 
bone volume (Cv), cortical bone ratio (Cv/Av), cortical bone thickness (Ct), cortical bone section area (CS), total 
bone density (TtlBnDensity) were increased while medullary volume (Mv), medullary ratio (Mv/Av), endosteal 
length (En.L) were decreased (Fig. 2B,C). In addition, the three-point bending test showed increased maximun 
load and stiffness (Fig. 2D). Those data suggest that bone strength also increased. In the BMPRIB-Fc chimeras, 
stiffness did not increase significantly while both displacement of fracture and energy increased, suggesting the 
toughness, rather than stiffness, was increased. Further, such difference about bone quality between BMPRIA-Fc 
and BMPRIB-Fc is supposed by other mechanical parameters such as ultimate stress (σ U), Young’s modulus (E) 
and modulus of toughness (u)30. Previous studies regarding BMPRIB, including KO, Tg, and in vitro methods, all 
suggest that signal transduction via BMPRIB causes bone formation23,24,26, therefore it was surprising to observe 
that suppression of the signal by ligand trapping with BMPRIB-Fc leads to an increase in BV and bone strength. 
The relationship of sclerostin or Wnt ligands to the bone increasing phenotype remains to be elucidated and it’s 
necessary future work.

Histological analysis.  To elucidate the biological effect of BMPRIB-Fc on tissues other than bone, 
histological analysis with hematoxylin-eosin staining was performed (Fig. 3). An increase of trabec-
ular bone was observed in both BMPRIA-Fc and BMPRIB-Fc mice, which corresponds to the data of 

Figure 2.  Bone morphometry and bone strength test of the Tg chimeras. Bone parameters and bone strength 
of each female Tg chimera (N =  6) at 16 weeks of age. (A) Trabecular bone parameters, (B,C) Cortical bone 
parameters and the 2D micro CT images, and (D) Bone strength. Femur samples were used for measurement 
of bone strength and cortical bone parameters and tibia samples were used for trabecular bone parameters. 
BV/TV: bone volume/tissue volume, Ob.N/B.Pm: osteoblast number/bone perimete, Ob.S/BS: osteoblast 
surface/bone surface, MAR: mineral apposition rate, MS/BS: mineralization surface/bone surface, BFR/BS: 
bone formation rate/bone surface, Oc.N/B.Pm: osteoclast number/bone perimeter, Oc.S/BS: osteoclast surface/
bone surface, Tb.Th: trabecular thickness, Tb.N: trabecular number, Cv: Cortical bone volume, Mv: Medullary 
volume, Av: All bone volume, Cv/Av: Cortical bone ratio, Mv/Av: medullary rtio, Ct: Cortical bone thickness, 
CS: Cortical bone section area, TtlBnDensity:total bone density, Ex.L: External length, En.L: Endosteal length, 
Cntr.L.: Center line length, σ U: ultimate stress, E: Young’s modulus, u: modulus of toughness. All results are 
presented as the mean ±  SD. *P <  0.05 vs control; **P <  0.01 vs control; ***P <  0.001 vs control (Dunnett-test). 
Scale bars indicate 0.5 mm.
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bone morphometry. Though there were no obvious findings for BMPRIB-Fc Tg chimeras in other tis-
sues (brain, heart, lung, thymus, mesenteric lymph nodes, ovary, testis, pancreas, liver, adrenal gland, kid-
ney, stomach, and spleen), adenoma of the glandular stomach was observed in BMPRIA-Fc chimeric 
mice. This was surprising because, such a phenotype was not reported in the case of BMPRIA-Fc admin-
istration in mice10. Though further study will be required to elucidate the mechanism of this phenotype, 
some previous work suggests that BMPRIA signaling is related to tumorigenesis. For example, Howe et al. 
reported that genetic mutation of BMPRIA, not BMPRIB, was found in patients with juvenile polyposis31,  
while Voorneveld et al. showed that reduced expression of BMPRIA in pancreatic cancer is associated with a poor 
prognosis32, and Bleuming et al. demonstrated that Mx1-Cre-Bmpr1a−/− mice develop intestinal polyposis and 
neoplasia at gastric junctional zones33,34. The binding affinities for each ligand differed in some cases between 
BMPRIA-Fc and BMPRIB-Fc according to SPR data (Table 1), and future work should determine whether such 
differences result in tumorigenesis. Our approach, which enables systemic and long-term circulation of proteins 
in the mouse body, would be useful in toxicological assessment of recombinant protein therapeutics. From such a 
point of view, our data suggest that BMPRIB-Fc exhibits lower toxicity than BMPRIA-Fc.

The results of our ligand-trap strategy may be affected by different circumstances (e.g. mouse strains). Therefore 
it should be noted that the bone increase phenotype and toxic phenotype (i.e. adenoma of the glandular stom-
ach) is possibly specific for this study. However, our Tg chimera shows chimerism-independent, B-cell-specific 

Figure 3.  Histological analysis of the Tg chimeras. Histological images of the femur (A–C) and stomach 
(D–F) of each Tg chimera at 16 weeks of age. (A,D) control; (B,F) BMPRIA-Fc; and (C,E) BMPRIB-Fc. The 
arrow heads represent regions of increased trabecular bone and cortical bone thickness in BMPRIA-Fc and 
BMPRIB-Fc Tg chimeras (B,C). Adenoma of the glandular stomach was observed only in the BMPRIA-Fc Tg 
chimera (F). All scale bars indicate 1 mm.
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transgene expression. Actually, though the chimerism of the Tg mice in this study is ranged 5–80%, bone increase 
phenotype were consistently observed in all of the BMPRIA-Fc and BMPRIB-Fc Tg chimeras and the adenoma 
of the glandular stomach was observed in all BMPRIA-Fc chimeric mice, not in BMPRIB-Fc chimeras. This may 
suggest the phenotypes seen in this study is independent from mouse strain, but further study will be necessary 
using germline transmittants with cleaner genetic background.

Treatment of normal mice with recombinant BMPRIB-Fc.  To confirm the results with the 
BMPRIB-Fc Tg chimera, we prepared recombinant BMPRIB-Fc protein and performed in vivo experiments. 
First, we produced and purified the BMPRIB-Fc recombinant protein using 293F cells and Protein A columns 
(see Methods). Then, using SDS-PAGE, a clear single band was observed at 45–50 kDa under reducing con-
ditions, and at 90–100 kDa under non-reducing conditions (Fig. 4), suggesting a disulfide-linked homodimer. 
Subsequently, we evaluated the ligand affinity of the recombinant protein using SPR and confirmed that our 
proteins bind to several known BMP/GDF ligands, such as BMP2/4 (Table 1).

Next, we performed an in vivo administration experiment on normal mice. The recombinant protein was admin-
istered to 8 week-old male C57BL/6 mice at a dose of 3 or 30 mg/kg (q10d3) and as a result, BMD of trabecular 
bone and BV, mean total cross-sectional bone area (B.Ar) and cross-sectional thickness (Ct.Cs.Th) of cortical bone 
was increased in a concentration-dependent manner (Fig. 5). At a dose of 30 mg/kg, BV/TV, BS/TV, Tb.Th, and 
Tb.N of trabecular bone also increased significantly. Trabecular pattern factor (Tb.Pf) is an index for trabecular 

BMPRIA-Fc BMPRIB-Fc

BMP2 3.75 ±  0.82 ×  10−12 2.48 ±  0.06 ×  10−12

BMP4 5.64 ±  0.26 ×  10−11 2.21 ±  0.01 ×  10−10

BMP6 7.92 ±  1.07 ×  10−11 0.35 ±  0.29 ×  10−12

BMP7 1.95 ±  0.05 ×  10−9 2.68 ±  0.12 ×  10−10

GDF5 1.63 ±  0.03 ×  10−9 1.29 ±  0.08 ×  10−10

GDF6 4.80 ±  0.01 ×  10−10 1.59 ±  0.05 ×  10−10

GDF7 4.32 ±  0.06 ×  10−10 2.09 ±  0.05 ×  10−10

BMP10 No binding 9.45 ±  0.54 ×  10−12

BMP9 No binding No binding

BMP15 No binding No binding

GDF9 No binding No binding

GDF11 No binding No binding

Activin-A No binding No binding

Table 1.   Binding affinity (KD, [M]) of each BMP ligands to BMPRIA-Fc and BMPRIB-Fc.

Figure 4.  CBB-stained SDS-PAGE gel image of recombinant BMPRIB-Fc. (+ ) lane represents reducing 
conditions and (–) lane represents non-reducing conditions. 1 μ g/lane of BMPRIB-Fc protein was applied.
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bone connectivity, and the structure model index (SMI) indicates the relative prevalence of rods and plates in the 
trabecular bone. These parameters decreased in a concentration-dependent manner, suggesting that the structural 
integrity and mechanical strength of the trabecular bone was improved and the mice have greater bone connectivity 
and healthier plate-like bone structures by administration of recombinant BMPRIB-Fc. In previous reports, block-
ing BMP2/4 signaling by administering BMPRIA-Fc caused an early increase in osteoblast number with short-term 
treatment, and a late decrease in osteoclast number with long-term treatment10. BMPRIB-Fc has a strong binding 
affinity to BMP2/4, as does BMPRIA-Fc (Table 1). The Tg chimera, which corresponds to long-term treatment with 
BMPRIB-Fc, showed a decrease in osteoclast number but not increase in osteoblast number, suggesting that the 
bone-increasing mechanism of BMPRIB-Fc is the same as that of BMPRIA-Fc. Further study using recombinant 
BMPRIB-Fc protein will be required.

Administration of BMPRIB-Fc to breast cancer bone metastasis-model mice.  Finally, we inves-
tigated whether BMPRIB-Fc can be used as a potential therapeutic agent to treat bone diseases by using a mouse 
model of breast cancer bone metastasis. Seventy-five percent of breast cancer patients have bone metastasis, of 
which 80% have a reduced quality of life caused by bone pain and skeletal complications, therefore there is a great 
therapeutic need35. From X-ray photographic analysis (Fig. 6), bone destruction was observed in MDB-MB-231 
cell-inoculated mice. However, the region of bone destruction was smaller in mice administered with BMPRIB-Fc 
than in those treated with PBS. Quantitative analysis revealed that BMPRIB-Fc decreased the region of bone 
destruction in a concentration-dependent manner (Fig. 7), suggesting that BMPRIB-Fc demonstrates therapeutic 
properties. It is not clear whether BMPRIB-Fc can prevent bone metastasis of cancer cells. Chantry et al. reported 
that ActRIIA-Fc could prevent bone metastasis in mice carrying MDA-MB-231 cells, and suggested that such 
effects are mediated indirectly via changes in the bone microenvironment6. To discuss this point, we checked the 
expression of BMPRIB of MDA-MB-231 cells and also tested whether BMPRIB-Fc could affect the proliferation 
of MDA-MB-231 cells. As a result, MDA-MB-231 cells does not express BMPRIB and BMPRIB-Fc did not affect 
the proliferation of them (data not shown). This suggest that the decrease of bone destruction by BMPRIB-Fc may 

Figure 5.  Bone parameters and 3D microCT images of BMPRIB-Fc-administered C57BL/6 mice.  
(A) Trabecular bone parameters (B) 3D micro CT images of trabecular bone (C) Cortical bone paremeters.  
BV/TV (bone volume/tissue volume), BS/TV (bone surface/tissue volume), BMD (bone mineral density), 
Tb.Pf (Trabecular pattern factor), SMI (structure model index), Tb.Th (Trabecular thickness), Tb.N (Trabecular 
number), B.Ar (Mean total crossectional bone area), Ct.Cs.Th (Cortical crossectional thickness), M.Ar 
(Medullary area), E.Pm (Endosteal perimeter). All results are presented as the mean ±  SD. *P <  0.05 vs vehicle; 
**P <  0.01 vs vehicle; ***P <  0.001 vs vehicle (williams-test).
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be due to its bone increasing effect rather than the direct effect to the MDA-MB-231 cells. However, Other studies 
have suggested that BMP2 and BMP4, high-affinity ligands of BMPRIB-Fc, can promote the invasion, migration, 
and microcalcification of breast cancer cells36–38, and Helms et al. reported that strong expression of BMPRIB was 
associated with high tumor grade and a poor prognosis in estrogen receptor-positive breast cancers39. Further 
study will be necessary to conclude that BMPRIB-Fc did not affect MDA-MB-231 directly.

In conclusion, we found that BMPRIB-Fc shows a bone-increasing effect without marked toxicity and reduces 
the area of bone destruction caused by breast cancer metastasis. Thus, BMPRIB-Fc may constitute a therapeutic 
agent for the treatment of bone-related diseases.

Methods
Generation of Tg chimeras.  All animal procedures were performed in accordance with the protocols 
approved by the Institutional Animal Care and Use Committee of Kyowa Hakko Kirin Co., Ltd. (Approval 
Number: A-95). Chimeric mice expressing BMPRIA-Fc and BMPRIB-Fc fusion proteins were generated as 

Figure 6.  X-ray photographic images of femora in a mouse model of breast cancer bone metastasis.  
(A) Normal mouse, (B) breast cancer metastasis model mouse treated with Vehicle, (C) mouse treated with 
3 mg/kg of BMPRIB-Fc, (D) mouse treated with 30 mg/kg of BMPRIB-Fc. White arrows represent osteolytic 
regions. All scale bars indicate 5 mm.

Figure 7.  Quantification of osteolytic lesion areas in a mouse model of breast cancer bone metastasis. The 
total lesion areas of left/right femora, tibiae and humeri are depicted. All results are presented as the mean ±  SE. 
***P <  0.001 vs normal (Student’s t-test); #P <  0.05 vs vehicle (Steel’s test).



www.nature.com/scientificreports/

8Scientific Reports | 6:18849 | DOI: 10.1038/srep18849

described in ref. 3. Briefly, we used the immunoglobulin kappa (Igk) promoter and inserted the transgene units 
into the genomic site adjacent to the endogenous Igk locus of murine embryonic stem (ES) cells using homolo-
gous recombination. The resultant ES cell clones were injected into embryos derived from a B-cell-deficient host 
strain, thus resulting in chimerism-independent, B-cell-specific transgene expression. In this study, the “control” 
chimeras were produced using ES cells in which the expression unit was not introduced. The cDNA fragments of 
the extracellular domains of BMPRIA (NM_009758.4, 70–456 bp) and BMPRIB (NM_007560.3, 4–378 bp) were 
obtained from FANTOM cDNA Clones (RIKEN).

Measurement of the serum concentrations of BMPRIA-Fc and BMPRIB-Fc using ELISA.  Serum 
was obtained from 16-week-old Tg chimeric mice, and protein levels produced by the transgenes were meas-
ured using ELISA. Anti-hIgG (gamma-chain specific; SIGMA) was immobilized on a plate and detected with 
peroxidase-conjugated anti-hIgG (Fc-specific; SIGMA). hFc (IgG1) was used as a standard. For normalization, 
the measured value was multiplied by the ratio of the molecular weights of the soluble-form proteins divided 
by that of hFc (IgG1). All animal procedures were performed in accordance with the protocols approved by the 
Institutional Animal Care and Use Committee of Kyowa Hakko Kirin Co., Ltd. (Approval Number: A-95).

Histological analysis.  Chimeric animals were sacrificed under ether anesthesia for histological assessment 
of organs (brain, heart, lung, thymus, mesenteric lymph nodes, femur, ovary, testis, pancreas, liver, adrenal gland, 
kidney, stomach, and spleen), and hematoxylin-eosin staining was carried out. All animal procedures were per-
formed in accordance with the protocols approved by the Institutional Animal Care and Use Committee of Kyowa 
Hakko Kirin Co., Ltd. (Approval Number: A-95).

Bone morphometry.  In order to obtain data regarding mineral apposition rate (MAR), mineralization 
surface (MS), and BFR, calcein (Dojindo), a calcium chelator, was dissolved in 2% sodium bicarbonate (Kanto 
Chemical Co., Inc.), and the prepared solution was administered subcutaneously at a dose of 16 mg/kg prior to 
necropsy. Calcein was administered 6 days or 1 day before necropsy to 16 week-old female Tg chimeric mice.

Tibiae were sampled from Tg chimeric mice at necropsy, samples of undemineralized tibial sections were pre-
pared, and the samples were then subjected to toluidine blue (TB), alkaline phosphatase (AP), and tartrate-resistant 
acid phosphatase (TRAP) staining. In order to prepare section samples, the tibiae were embedded in glycol meth-
acrylate (GMA) resin in advance. The metaphyseal secondary cancellous bones (0.3–1.5 mm from growth plates) of 
the obtained samples of undemineralized sections were subjected to the following measurements using Osteoplan 
II (Carl Zeiss): bone volume/tissue volume as the bone structure parameter (BV/TV), osteoblast number/bone 
perimeter as the bone formation parameter (Ob.N/B.Pm), osteoblast surface/bone surface (Ob.S/BS), MAR, min-
eralization surface/bone surface (MS/BS), bone formation rate/bone surface (BFR/BS), osteoclast number/bone 
perimeter as the bone resorption parameter (Oc.N/B.Pm), osteoclast surface/bone surface (Oc.S/BS), trabecular 
thickness (Tb.Th), and trabecular number (Tb.N). BX51 (Olymbus) was used as the microscope and the object 
lens magnification was X2.

For measurement of the cortical bone parameter, a site 50% away from the proximal end of the femur was sub-
jected to 2D micro-CT photographing, and the cross-sectional area was subjected to the following measurement 
using Scan Xmate-L090 (Comscantecno) and 3D-BON (Ratoc system engineering): cortical bone volume (Cv), 
medullary volume (Mv), all bone volume (Av), cortical bone ratio (Cv/Av), medullary ratio (Mv/Av), cortical bone 
thickness (Ct), cortical bone section area (CS), total bone density (TtlBnDensity), external length (Ex.L), endosteal 
length (En.L), and center line length (Cntr.L).

All animal procedures were performed in accordance with the protocols approved by the Institutional Animal 
Care and Use Committee of Kyowa Hakko Kirin Co., Ltd. (Approval Number: A-95).

Measurement of Bone Strength.  Femur samples were obtained at necropsy and wrapped in gauze soaked 
in saline, then immediately frozen until they were subjected to a three-point bending test using MZ-500S (Marto). 
Before measurement, samples were thawed by placing room temperature over 2 hours. When conducting a test, 
the span of the support points was set to 6 mm, and a load was applied at the midpoint of the span at head-speed 
of 10 mm/min to measure the maximum load (N), Stiffness (N/mm) displacement of fracture (mm), energy 
absorbed to failure (N.mm), ultimate stress (σ U), Young’s modulus (E) and modulus of toughness (u). All animal 
procedures were performed in accordance with the protocols approved by the Institutional Animal Care and Use 
Committee of Kyowa Hakko Kirin Co., Ltd. (Approval Number: A-95).

Recombinant BMPRIB-Fc production.  The expression vector was constructed by introducing a 
BMPRIB-Fc PCR fragment (amplified using the following primers: Fw, CGGGATCCACCATGGAGACAGACAC; 
Rv, ATAGTTTAGCGGCCGCTCATTTACCCGGAGACAGG) into the BamHI-NotI site of the pLN1 vector40. 
The expression vector was transfected into 293F cells (Invitrogen) and cultured at 37 °C in 5% CO2. Three days 
later, the culture supernatant was collected and filtrated, and BMPRIB-Fc protein was purified using Protein A 
columns (GE Healthcare). The solvent was exchanged to PBS using NAP-25 columns (GE Healthcare) and steri-
lized with a 0.22 μ m filter. Analysis of purified proteins was carried out using SDS-PAGE and Coomassie Brilliant 
Blue staining, under reducing and non-reducing conditions.

Ligand binding affinity of BMPRIB-Fc.  Receptor-ligand binding affinities were determined by surface 
plasmon resonance (SPR), as previously described10 with slight modifications: we used HBS-EP (+ ) buffer as run-
ning buffer, an anti-human Fc IgG capture kit for capturing BMPRIA-Fc and BMPRIB-Fc, and the ligands were 
injected at 25 °C at a flow rate of 30 μ L/min. We used a single-cycle kinetics assay to determine the binding affini-
ties of BMPRIA-Fc and BMPRIB-Fc, and association and dissociation phase data were analyzed by kinetics using 
a 1:1 binding model in Biacore T100 Evaluation Software (GE Healthcare). Kinetic constants were calculated 



www.nature.com/scientificreports/

9Scientific Reports | 6:18849 | DOI: 10.1038/srep18849

as the average of 2 or 3 independent analyses of receptor-ligand interactions. BMPRIA-Fc, and human BMP2, 
BMP4, BMP6, BMP7, BMP9, BMP10, BMP15, Activin A, and GDF11, and mouse GDF-5, GDF-6, and GDF-7 
were purchased from R&D Systems. Human GDF9 was purchased from Biovision.

Analysis of the in vivo effect of recombinant BMPRIB-Fc.  All animal procedures were performed in 
accordance with the protocols approved by the Institutional Animal Care and Use Committee of Kyowa Hakko 
Kirin Co., Ltd. (Approval Number: A-123). Recombinant BMPRIB-Fc (3 mg/kg or 30 mg/kg) or PBS was admin-
istered intravenously to male 8-week-old C57BL/6 mice on Day 0, Day 10 and Day 20. Mice were sacrificed on 
Day 30 and femoral bones were collected. The bones were fixed with 70% ethanol, then bone parameters such 
as BV/TV (bone volume/tissue volume), BS/TV (bone surface/tissue volume), BMD (bone mineral density), 
Tb.Pf (Trabecular pattern factor), SMI (structure model index), Tb.Th (Trabecular thickness), Tb.N (Trabecular 
number) of trabecular bone and BV, B.Ar (Mean total crossectional bone area), Ct.Cs.Th (Cortical crossectional 
thickness), M.Ar (Medullary area), E.Pm (Endosteal perimeter) and BMD of cortical bone were measured using 
a SkyScan 1174 scanner (SkyScan). Data analysis was performed using CTAn and CTVol (SkyScan).

Breast cancer bone metastasis model.  All animal procedures were performed in accordance with 
the protocols approved by the Institutional Animal Care and Use Committee of Kyowa Hakko Kirin Co., Ltd. 
(Approval Number: 10–042). As described in a previous report35, breast cancer bone metastasis-model mice 
were produced by inoculating MDA-MB-231 cells (5 ×  105 cells/0.1 mL) into the left cardiac ventricle of female 6 
week-old CB17/Icr-Prkdc< scid> /CrlCrlJ mice. Multiple administration of recombinant BMPRIB-Fc was started 
after one day (Day 1) from the date of the inoculation. BMPRIB-Fc (3 mg/kg or 30 mg/kg) or PBS was repeatedly 
administered intravenously on Day 1, Day 11, Day 21, and Day 31. Mice were sacrificed on Day 35 and femora, 
tibiae, and humeri were analyzed by X-ray photography.

Statistical Analysis.  Data of bone parameters were analyzed by one-way ANOVA with Dunnett’s post hoc 
test (Fig. 2), by one-way ANOVA with William’s post hoc test (Fig. 5). Data of osteolytic lesion area of the breast 
cancer bone metastasis model experiment (Fig. 7) were analyzed by Student’s t-test (Normal vs Vehicle) and by 
Kruskal wallis with Steel’s post hoc test (Vehicle vs BMPRIB-Fc administration group). All statistical analyses 
were performed using SAS 9.2 (SAS Institute Inc).

References
1.	 Feng, X. H. & Derynck, R. Specificity and versatility in tgf-beta signaling through Smads. Annual review of cell and developmental 

biology 21, 659–693, doi: 10.1146/annurev.cellbio.21.022404.142018 (2005).
2.	 Massague, J. TGF-beta signal transduction. Annual review of biochemistry 67, 753–791, doi: 10.1146/annurev.biochem.67.1.753 

(1998).
3.	 Yamawaki, K. et al. Adult-specific systemic over-expression reveals novel in vivo effects of the soluble forms of ActRIIA, ActRIIB and 

BMPRII. PloS one 8, e78076, doi: 10.1371/journal.pone.0078076 (2013).
4.	 Chang, H., Brown, C. W. & Matzuk, M. M. Genetic analysis of the mammalian transforming growth factor-beta superfamily. Endocrine 

reviews 23, 787–823 (2002).
5.	 Zhao, G. Q. Consequences of knocking out BMP signaling in the mouse. Genesis (New York, NY: 2000) 35, 43–56, doi: 10.1002/

gene.10167 (2003).
6.	 Chantry, A. D. et al. Inhibiting activin-A signaling stimulates bone formation and prevents cancer-induced bone destruction in vivo. 

Journal of bone and mineral research: the official journal of the American Society for Bone and Mineral Research 25, 2633–2646, doi: 
10.1002/jbmr.142 (2010).

7.	 Lee, S. J. et al. Regulation of muscle growth by multiple ligands signaling through activin type II receptors. Proceedings of the National 
Academy of Sciences of the United States of America 102, 18117–18122, doi: 10.1073/pnas.0505996102 (2005).

8.	 Koncarevic, A. et al. A soluble activin receptor type IIb prevents the effects of androgen deprivation on body composition and bone 
health. Endocrinology 151, 4289–4300, doi: 10.1210/en.2010-0134 (2010).

9.	 Mitchell, D. et al. ALK1-Fc inhibits multiple mediators of angiogenesis and suppresses tumor growth. Molecular cancer therapeutics 
9, 379–388, doi: 10.1158/1535-7163.MCT-09-0650 (2010).

10.	 Baud’huin, M. et al. A soluble bone morphogenetic protein type IA receptor increases bone mass and bone strength. Proceedings of 
the National Academy of Sciences of the United States of America 109, 12207–12212, doi: 10.1073/pnas.1204929109 (2012).

11.	 Sherman, M. L. et al. Multiple-dose, safety, pharmacokinetic, and pharmacodynamic study of sotatercept (ActRIIA-IgG1), a novel 
erythropoietic agent, in healthy postmenopausal women. Journal of clinical pharmacology 53, 1121–1130, doi: 10.1002/jcph.160 
(2013).

12.	 Bendell, J. C. et al. Safety, pharmacokinetics, pharmacodynamics, and antitumor activity of dalantercept, an activin receptor-like 
kinase-1 ligand trap, in patients with advanced cancer. Clinical cancer research: an official journal of the American Association for 
Cancer Research 20, 480–489, doi: 10.1158/1078-0432.CCR-13-1840 (2014).

13.	 Attie, K. M. et al. A phase 1 study of ACE-536, a regulator of erythroid differentiation, in healthy volunteers. American journal of 
hematology 89, 766–770, doi: 10.1002/ajh.23732 (2014).

14.	 Abdulkadyrov, K. M. et al. Sotatercept in patients with osteolytic lesions of multiple myeloma. British Journal of Haematology 165, 
814–823, doi: 10.1111/bjh.12835 (2014).

15.	 Mazerbourg, S. et al. Identification of receptors and signaling pathways for orphan bone morphogenetic protein/growth differentiation 
factor ligands based on genomic analyses. The Journal of biological chemistry 280, 32122–32132, doi: 10.1074/jbc.M504629200 (2005).

16.	 Bragdon, B. et al. Bone morphogenetic proteins: a critical review. Cellular signalling 23, 609–620, doi: 10.1016/j.cellsig.2010.10.003 
(2011).

17.	 Yoon, B. S. et al. Bmpr1a and Bmpr1b have overlapping functions and are essential for chondrogenesis in vivo. Proceedings of the 
National Academy of Sciences of the United States of America 102, 5062–5067, doi: 10.1073/pnas.0500031102 (2005).

18.	 Edson, M. A. et al. Granulosa cell-expressed BMPR1A and BMPR1B have unique functions in regulating fertility but act redundantly 
to suppress ovarian tumor development. Molecular endocrinology (Baltimore, Md.) 24, 1251–1266, doi: 10.1210/me.2009-0461 (2010).

19.	 Pulkki, M. M. et al. A covalently dimerized recombinant human bone morphogenetic protein-15 variant identifies bone morphogenetic 
protein receptor type 1B as a key cell surface receptor on ovarian granulosa cells. Endocrinology 153, 1509–1518, doi: 10.1210/
en.2010-1390 (2012).

20.	 Sahni, V. et al. BMPR1a and BMPR1b signaling exert opposing effects on gliosis after spinal cord injury. The Journal of neuroscience: 
the official journal of the Society for Neuroscience 30, 1839–1855, doi: 10.1523/JNEUROSCI.4459-09.2010 (2010).



www.nature.com/scientificreports/

1 0Scientific Reports | 6:18849 | DOI: 10.1038/srep18849

21.	 Kamiya, N. et al. Disruption of BMP Signaling in Osteoblasts Through Type IA Receptor (BMPRIA) Increases Bone Mass. Journal 
of Bone and Mineral Research 23, 2007–2017, doi: 10.1359/jbmr.080809 (2008).

22.	 Zhang, J. et al. Identification of the haematopoietic stem cell niche and control of the niche size. Nature 425, 836–841, doi: 10.1038/
nature02041 (2003).

23.	 Yi, S. E., Daluiski, A., Pederson, R., Rosen, V. & Lyons, K. M. The type I BMP receptor BMPRIB is required for chondrogenesis in the 
mouse limb. Development 127, 621–630 (2000).

24.	 Zhao, M. et al. Bone morphogenetic protein receptor signaling is necessary for normal murine postnatal bone formation. The Journal 
of cell biology 157, 1049–1060, doi: 10.1083/jcb.200109012 (2002).

25.	 Hilton, M. J. et al. Notch signaling maintains bone marrow mesenchymal progenitors by suppressing osteoblast differentiation. Nature 
medicine 14, 306–314, doi: 10.1038/nm1716 (2008).

26.	 Ann, E. J. et al. Inhibition of Notch1 signaling by Runx2 during osteoblast differentiation. Journal of bone and mineral research: the 
official journal of the American Society for Bone and Mineral Research 26, 317–330, doi: 10.1002/jbmr.227 (2011).

27.	 Kakitani, M. et al. A novel transgenic chimaeric mouse system for the rapid functional evaluation of genes encoding secreted proteins. 
Nucleic acids research 33, e85, doi: 10.1093/nar/gni083 (2005).

28.	 Kim, K. A. et al. Mitogenic influence of human R-spondin1 on the intestinal epithelium. Science (New York, NY) 309, 1256–1259, 
doi: 10.1126/science.1112521 (2005).

29.	 Yang, Y. A. et al. Lifetime exposure to a soluble TGF-beta antagonist protects mice against metastasis without adverse side effects. 
The Journal of clinical investigation 109, 1607–1615, doi: 10.1172/jci15333 (2002).

30.	 Schriefer, J. L. et al. A comparison of mechanical properties derived from multiple skeletal sites in mice. Journal of biomechanics 38, 
467–475, doi: 10.1016/j.jbiomech.2004.04.020 (2005).

31.	 Howe, J. R. The prevalence of MADH4 and BMPR1A mutations in juvenile polyposis and absence of BMPR2, BMPR1B, and ACVR1 
mutations. Journal of Medical Genetics 41, 484–491, doi: 10.1136/jmg.2004.018598 (2004).

32.	 Voorneveld, P. W. et al. Reduced expression of bone morphogenetic protein receptor IA in pancreatic cancer is associated with a poor 
prognosis. British journal of cancer 109, 1805–1812, doi: 10.1038/bjc.2013.486 (2013).

33.	 Bleuming, S. A. et al. Bone morphogenetic protein signaling suppresses tumorigenesis at gastric epithelial transition zones in mice. 
Cancer research 67, 8149–8155, doi: 10.1158/0008-5472.CAN-06-4659 (2007).

34.	 He, X. C. et al. BMP signaling inhibits intestinal stem cell self-renewal through suppression of Wnt-beta-catenin signaling. Nature 
genetics 36, 1117–1121, doi: 10.1038/ng1430 (2004).

35.	 Strube, A. et al. Sagopilone inhibits breast cancer bone metastasis and bone destruction due to simultaneous inhibition of both tumor 
growth and bone resorption. Clinical cancer research: an official journal of the American Association for Cancer Research 15, 3751–3759, 
doi: 10.1158/1078-0432.CCR-08-3123 (2009).

36.	 Katsuno, Y. et al. Bone morphogenetic protein signaling enhances invasion and bone metastasis of breast cancer cells through Smad 
pathway. Oncogene 27, 6322–6333, doi: 10.1038/onc.2008.232 (2008).

37.	 Ampuja, M. et al. BMP4 inhibits the proliferation of breast cancer cells and induces an MMP-dependent migratory phenotype in 
MDA-MB-231 cells in 3D environment. BMC cancer 13, 429, doi: 10.1186/1471-2407-13-429 (2013).

38.	 Liu, F. et al. Humoral bone morphogenetic protein 2 is sufficient for inducing breast cancer microcalcification. Molecular imaging 7, 
175–186 (2008).

39.	 Helms, M. W. et al. First evidence supporting a potential role for the BMP/SMAD pathway in the progression of oestrogen receptor-
positive breast cancer. The Journal of pathology 206, 366–376, doi: 10.1002/path.1785 (2005).

40.	 Kakeda, M. et al. Human artificial chromosome (HAC) vector provides long-term therapeutic transgene expression in normal human 
primary fibroblasts. Gene Ther 12, 852–856 (2005).

Acknowledgements
We thank C. Takada for analyzing the histological images, K. Nagao for providing valuable discussions, KUREHA 
special laboratory for performing the bone morphometry and bone strength analysis of Tg chimeras, and especially, 
the members of the former Chromosome Engineering group for their great efforts in this study. This work was 
supported by the New Energy and Industrial Technology Development Organization (NEDO).

Author Contributions
K.Y. wrote the manuscript. K.Y., Y.K., Ts.O. and Ta.O. performed the experiments, and K.Y., M.K. and K.T. 
conceived or designed the studies. All authors contributed to analyzing the data.

Additional Information
Competing financial interests: The authors declare no competing financial interests.
How to cite this article: Yamawaki, K. et al. The soluble form of BMPRIB is a novel therapeutic candidate for 
treating bone related disorders. Sci. Rep. 6, 18849; doi: 10.1038/srep18849 (2016).

This work is licensed under a Creative Commons Attribution 4.0 International License. The images 
or other third party material in this article are included in the article’s Creative Commons license, 

unless indicated otherwise in the credit line; if the material is not included under the Creative Commons license, 
users will need to obtain permission from the license holder to reproduce the material. To view a copy of this 
license, visit http://creativecommons.org/licenses/by/4.0/

http://creativecommons.org/licenses/by/4.0/

	The soluble form of BMPRIB is a novel therapeutic candidate for treating bone related disorders
	Introduction
	Results and Discussion
	Generation of Tg chimeras
	Bone morphometry and bone strength test of the Tg chimeras
	Histological analysis
	Treatment of normal mice with recombinant BMPRIB-Fc
	Administration of BMPRIB-Fc to breast cancer bone metastasis-model mice

	Methods
	Generation of Tg chimeras
	Measurement of the serum concentrations of BMPRIA-Fc and BMPRIB-Fc using ELISA
	Histological analysis
	Bone morphometry
	Measurement of Bone Strength
	Recombinant BMPRIB-Fc production
	Ligand binding affinity of BMPRIB-Fc
	Analysis of the in vivo effect of recombinant BMPRIB-Fc
	Breast cancer bone metastasis model
	Statistical Analysis

	Additional Information
	Acknowledgements
	References



 
    
       
          application/pdf
          
             
                The soluble form of BMPRIB is a novel therapeutic candidate for treating bone related disorders
            
         
          
             
                srep ,  (2015). doi:10.1038/srep18849
            
         
          
             
                Kengo Yamawaki
                Yuichiro Kondo
                Tsutomu Okada
                Takeshi Oshima
                Makoto Kakitani
                Kazuma Tomizuka
            
         
          doi:10.1038/srep18849
          
             
                Nature Publishing Group
            
         
          
             
                © 2015 Nature Publishing Group
            
         
      
       
          
      
       
          © 2015 Macmillan Publishers Limited
          10.1038/srep18849
          2045-2322
          
          Nature Publishing Group
          
             
                permissions@nature.com
            
         
          
             
                http://dx.doi.org/10.1038/srep18849
            
         
      
       
          
          
          
             
                doi:10.1038/srep18849
            
         
          
             
                srep ,  (2015). doi:10.1038/srep18849
            
         
          
          
      
       
       
          True
      
   




