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a b s t r a c t 

Scaffolds associated with different types of mesenchymal stromal stem cells (MSC) are extensively stud- 

ied for the development of novel therapies for large bone defects. Moreover, monoclonal antibodies have 

been recently introduced for the treatment of cancer-associated bone loss and other skeletal pathologies. 

In particular, antibodies against sclerostin, a key player in bone remodeling regulation, have demonstrated 

a real benefit for treating osteoporosis but their contribution to bone tissue-engineering remains un- 

charted. Here, we show that combining implantation of dense collagen hydrogels hosting wild-type (WT) 

murine dental pulp stem cells (mDPSC) with weekly systemic injections of a sclerostin antibody (Scl-Ab) 

leads to increased bone regeneration within critical size calvarial defects performed in WT mice. Further- 

more, we show that bone formation is equivalent in calvarial defects in WT mice implanted with Sost 

knock-out (KO) mDPSC and in Sost KO mice, suggesting that the implantation of sclerostin-deficient MSC 

similarly promotes new bone formation than complete sclerostin deficiency. Altogether, our data demon- 

strate that an antibody-based therapy can potentialize tissue-engineering strategies for large craniofacial 

bone defects and urges the need to conduct research for antibody-enabled local inhibition of sclerostin. 

Statement of significance 

The use of monoclonal antibodies is nowadays broadly spread for the treatment of several conditions in- 

cluding skeletal bone diseases. However, their use to potentialize tissue engineering constructs for bone 

repair remains unmet. Here, we demonstrate that the neutralization of sclerostin, through either a sys- 

temic inhibition by a monoclonal antibody or the implantation of sclerostin-deficient mesenchymal stro- 

mal stem cells (MSC) directly within the defect, improves the outcome of a tissue engineering approach, 

combining dense collagen hydrogels and MSC derived from the dental pulp, for the treatment of large 

craniofacial bone defects. 

© 2022 The Authors. Published by Elsevier Ltd on behalf of Acta Materialia Inc. 

This is an open access article under the CC BY license ( http://creativecommons.org/licenses/by/4.0/ ) 
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. Introduction 

High bone mass diseases, namely Sclerosteosis and Van Buchem 

isease, are due to loss-of-function mutations of the SOST gene, 
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hich encodes sclerostin, a glycoprotein involved in the canonical 

nt (wingless-related integration site)/ β-catenin signaling path- 

ay. Sclerostin, secreted primarily by osteocytes, has been shown 

o be a potent inhibitor of bone formation through the inhibition of 

he canonical Wnt signaling pathway. This pathway is activated fol- 

owing binding of one of the Wnt proteins and downregulated af- 

er interaction with sclerostin [ 1 , 2 ] and the LRP (low-density lipo-

rotein receptor-related protein) 5/6 receptor [3–6] . Accumulating 

vidence revealed that this paracrine interaction controls cell be- 
. This is an open access article under the CC BY license 
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avior, tissue formation and bone modeling/remodeling. These ob- 

ervations led to extensive preclinical investigations [7–13] , and to 

he development of several neutralizing antibodies raised against 

clerostin. Their evaluation in several randomized clinical tri- 

ls conducted in women with osteoporosis (romosozumab and 

losozumab) [14–18] , or in patients with osteogenesis imperfecta 

setrusumab-BPS-804) [ 19 , 20 ], showed that the systemic delivery 

f sclerostin antibodies significantly increased bone mass den- 

ity through promoting osteoblast differentiation while inhibiting 

steoclast formation [ 6 , 21 , 22 ]. Sclerostin neutralization was also 

hown to improve bone healing of fracture or critical-sized femoral 

efect in normal and pathological rodent models [23–30] . Further- 

ore, a tissue engineering approach based on the delivery of a 

iRNA targeting sclerostin was evaluated in a canine mandibular 

efect with positive outcomes on bone repair [31] . However, this 

atter approach remained isolated and no other tissue engineering 

trategy associated with sclerostin inhibition has been reported for 

one regeneration so far. 

During the last decade, mesenchymal/ stromal stem cells (MSC) 

ave been of substantial interest to both clinicians and researchers 

or their considerable enhanced tissue regenerative potential [32] . 

ndeed, their accessibility, genomic stability, high expansion in 

itro, potential for differentiation and ethical acceptability make 

hem good stem cell candidates for tissue engineering. In particu- 

ar, MSC derived from the dental pulp are considered as an attrac- 

ive cell source for craniofacial bone regeneration due to their clas- 

ical MSC properties, their easy access, the less invasive approach 

o harvest [33–35] , their identical embryologic origin [ 36 , 37 ] and

heir high capacity for proliferation and differentiation into bone 

ecreting cells [38] . Recent studies have shown the potential of 

ental pulp stem cells (DPSC) to form bone in mouse models 

f craniofacial bone defects, indicating that DPSC were very suit- 

ble candidates for the enrichment of craniofacial bone substi- 

ute [39–44] . Along this line, we previously reported that murine 

ental pulp stem cells (mDPSC) harvested from tooth germ of 

ost knock-out (KO) mice and therefore lacking sclerostin expres- 

ion exhibited a higher mineralization capacity compared to their 

T counterparts when exposed to mineralizing culture conditions 

10] . 

A large variety of biomaterials has been used as cell hosts 

or bone tissue engineering approaches [45] , including hydrogels 

ased on natural polymers such as type I collagen [46–50] . To 

ompensate the inherent lack of structural consistence of common 

ollagen hydrogel, a “plastic compression” has been proposed to 

ncrease the relative fibrillar density [51–54] , resulting in a den- 

ity similar to the osteoid tissue [55–58] . Supporting the interest 

f this approach, our team has established the osteogenic poten- 

ial of DPSC-seeded dense collagen hydrogels implanted in rodent 

alvarial defects [ 39 , 43 , 44 ]. A strategy aiming at further enhancing

one regeneration in terms of volume and quality within such con- 

tructs would constitute a major therapeutic advance. In particular, 

ecent advances in the association of immunotherapy and biomate- 

ials in the field of cancer treatment [59–61] suggest that combina- 

ion of such scaffolds with a neutralizing sclerostin antibody may 

onstitute a highly promising approach. Therefore, in the present 

tudy, we aimed at assessing whether the neutralization of scle- 

ostin may improve the efficacy of a tissue engineering strategy for 

reating large craniofacial bone defects. In that purpose, we eval- 

ated whether bone formation was enhanced in parietal defects 

erformed in wild-type (WT) mice weekly treated with a systemic 

njection of a sclerostin antibody (Scl-Ab) during the bone regener- 

tion process. In parallel, WT mice were restored with dense colla- 

en hydrogels enclosing Sost KO mDPSC and compared to WT mice 

imilarly treated with WT mDPSC. Our results show increased bone 

ormation in WT mice either under systemic pharmacological scle- 

ostin neutralization or implanted with Sost KO mDPSC. These ob- 
179 
ervations strongly support the interest of combining a tissue en- 

ineering strategy with sclerostin neutralization for the treatment 

f large craniofacial bone defects, either through systemic injection 

r by local delivery. 

. Materials and methods 

.1. Study design 

Two independent experiments have been designed in order to 

ssess the interest of sclerostin deficiency in bone regeneration. 

n the first experiment, a 3.5 mm critical size defect was surgi- 

ally created in the parietal bone in 10-week-old male Sost KO 

ice ( n = 40) and wild-type mice ( n = 40). The defects were sub-

ect to the following conditions: (i) either left empty (no collagen- 

ydrogel), filled, ii) with an acellular collagen-hydrogel, or with 

 collagen-hydrogel seeded with mDPSC, iii) from W T mice (W T 

DPSC) or iv) Sost KO mice ( Sost KO mDPSC). 

In the second experiment, male WT mice were randomly as- 

igned to Scl-AB (Setrusumab, BPS804; kind gift from Mereo Bio- 

harma (London, UK) ( n = 10 per group) or vehicle (saline solu- 

ion) injection, ( n = 10 per group), according to Roschger et al. 

62] . In brief, Scl-AB was injected intravenously at a dose of 

00 mg per kg body weight. Injections of Scl-AB or the vehicle 

ere given once a week over a period of eight weeks. Mice were 

uthanized at the end of the eight-week intervention period, i.e., 

t the age of 18 weeks. Body weights were recorded at the time of 

ach injection. 

.2. Ethical approval and animal management 

All experiments in this study were conformed to ARRIVE (An- 

mal Research: Reporting of in vivo Experiments) guidelines and 

ere approved by the Animal Care Committee of the Université

e Paris (APAFIS agreement # 24,297 N °2,019,022,017,023,656). An- 

mals were maintained according to the guidelines for ethical con- 

uct developed by the European Communities Council Directive 

animal breeding agreement C92–049–01). All effort s were made 

o minimize their pain or discomfort. Hundred forty ten-week-old 

ale mice (100 WT and 40 Sost KO) with a C57BL/6 J genetic back- 

round were used for this study [10] and were housed in stable 

onditions (22 ± 2 °C) with a 12 h dark/light cycle and with ad 

ibitum access to water and food. 

.3. Isolation and culture of dental pulp stem cells from PN3 WT or 

ost KO mice 

Multi-colony-derived mouse dental pulp stem cells were ob- 

ained from the molars of three-day postnatal (PN3) littermate 

ost KO mice and WT mice using a protocol adapted from [ 36 , 10 ].

riefly, murine molar gems were collected under sterile condi- 

ions and incubated at 4 °C for 45 min in phosphate-buffered 

aline (PBS) containing 100 U/ml penicillin/streptomycin (Gibco, 

ampton, USA) and 250 μ g/ml fungizone (Gibco), then in PBS 

ontaining three mg/ml type I collagenase (Worthington Biochem, 

reehold, NJ, USA) and two U/ml dispase I (Roche, Mannheim, 

ermany) in a shaking incubator (at 37 °C) for one hour. The 

solated cells were then plated on 0.1% gelatin-coated dishes in 

he Minimum Essential Media-alpha (Gibco) supplemented with 

0% v/v fetal bovine serum (FBS) (Gibco) and 100 U/ml Peni- 

illin/streptomycin (Gibco), 2.5 ng/ml FGF-2 (PeproTech, Neuilly- 

ur-Seine France), 10 ng/ml BMP-2 (PeproTech), and maintained at 

7 °C under 5% CO 2 atmosphere. The medium was changed after 

wo days, and then twice a week. The required cell number for in 

ivo experiments was reached after two to three passages. 
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.4. Collagen-hydrogel preparation 

Plastically compressed collagen gels were used as three dimen- 

ional scaffolds and prepared as previously described [ 52 , 63 , 64 ].

riefly, 3.2 ml of sterile rat-tail collagen type I (First Link Ltd., 

olverhampton, U.K.) at a protein concentration of 2.0 mg/ml in 

.1% acetic acid was mixed with 0.4 ml of 10X Dulbecco’s Modified 

agle Medium (DMEM) and neutralized by 0.4 ml 10X HCO 

3 − and 

rop-wise addition of 0.1 N NaOH to pH 7.4 [65] . After neutraliza- 

ion, acellular or with mDPSC at a seeding density of 2.10 6 cell/ml 

as ice-cold mixed and 0.9 ml/well of the mix was platted into a 

our-well plate. After gelling (30 min at 37 °C), highly hydrated hy- 

rogels were placed on a stack of blotting paper, nylon, and stain- 

ess steel meshes. Dense collagen hydrogels were produced by the 

pplication of an unconfined compressive stress of one kPa for five 

in to remove excess casting fluid. The compressed scaffolds were 

ircularly cut (four mm diameter) and kept up to 24 h at 37 °C 

nder 5% CO 2 in serum-free medium before implantation [66] . 

.5. Surgical implantation 

Mice were anesthetized (100 mg/kg b.w. of ketamine and 

0 mg/kg b.w. of xylazine hydrochloride, both from Centravet Al- 

ort, Maisons-Alfort, France). In each specimen, scalp skin was in- 

ised, and the periosteum was eliminated to visualize the skull. A 

.5 mm diameter calvarial critical-sized defect was created on each 

ide of the parietal bone using a dental bur attached to a slow- 

peed hand piece operating at 1500 rpm, under irrigation with 

terile saline solution [67] . Special care was taken for the sagittal 

uture preservation, and minimal invasion of the dura mater. Af- 

er gently removing the circular bone plug, a mDPSC-seeded dense 

ollagen-hydrogel or acellular dense collagen-hydrogel prepared as 

reviously described was implanted in bone defect ( n = 280 hy- 

rogels for the entire experiment (n °1 and 2): acellular hydro- 

el, hydrogel seeded with WT mDPSC or hydrogel seeded with 

ost KO mDPSC. Each animal was randomly allocated per cage and 

er group and received the same treatment on both sides. Wound 

losure was achieved by a suturing (periosteum, skin) using ab- 

orbable sutures (Vicryl Rapid 5.0 and 4.0 respectively, Ethicon, 

ohnson & Johnson). Immediate post-operative care included anal- 

esia with buprenorphine (0.02 mg/kg b.w.). After surgery, the 

nimals were housed individually under constant conditions. No 

ethality was detected during the surgery or the post-operative pe- 

iod. Wound healing progressed without any sign of infection, ma- 

erial exposure or other complication. Body weights were exam- 

ned regularly to ensure proper feeding before and after surgery. 

.6. Micro-X-ray computed tomography (Micro-CT) examination of 

amples 

For bone regeneration exploration, mice were anesthetized 

isoflurane, induction at 2–2.5% under airflow of 0.8–1.5 L/min; 1–

.5% under 40 0–80 0 ml/min thereafter) and were imaged using an 

-ray micro-CT device (Quantum FX Caliper, Life Sciences, Perkin 

lmer, Waltham, MA) hosted by the PIV Platform, URP2496, Mon- 

rouge, France. The X-ray source was set at 90 kV for the voltage 

nd 160 μA for the intensity. Tridimensional images were acquired 

ith an isotropic voxel size of 20 μm. Full three dimensional high- 

esolution raw data are obtained by rotating both the X-ray source 

nd the flat panel detector 360 ° around the sample (scanning time: 

 min). Tridimensional rendering was subsequently extracted from 

ICOM image stacks using the open-source OsiriX imaging soft- 

are (v5.7.1, distributed under LGPL license, Dr A. Rosset, Geneva, 

witzerland) [68] . Before quantification, image stacks were reori- 

nted using DataViewer (Skyscan, release 1.5.2.4, Kontich, Belgium) 
180 
o the center of the defect. Then, quantification of the regener- 

ted bone was performed with a cylindrical shape volume of in- 

erest of 3.5 mm of diameter and 1 mm height, using CT-Analyzer 

oftware (Skyscan, release 1.13.5.1, Kontich, Belgium). An adaptative 

hresholding was performed with a radius of two, between 364.34 

nd 560.82 mgHA/cm 

3 (HA: Hydoxyapatite). To reduce background, 

pen/close morphological operations (radius = 1) were performed 

n the segmented bone. Bone volume fraction BV/TV (BV: Bone 

olume and TV: Total volume) (%), porosity (mm 

−3 ) and Bone Min- 

ral Density (BMD, mgHA/cm 

3 ) were used to quantify and charac- 

erized newly repaired bone. Since the regenerated bone is mainly 

 compact bone, trabecular thickness Tb.Th (mm), trabecular num- 

er Tb.N (one per mm) and trabecular separation Tb.Sp (mm) were 

ot described due to the fact that these values are specific to tra- 

ecular bone [69] . 

.7. Histology, histomorphometry 

Two-months non-decalcified samples ( n = 6 defects per condi- 

ion) were fixed in 70% vol/vol ethanol (24 h at 4 °C), dehydrated 

n graded ethanol solutions and embedded at −20 °C in methacry- 

ate resin (Merck & Co., Whitehouse Station, NY) [70] . Five- μm 

hick deplastified calvaria bone sample sections were sequentially 

leared in water and stained with von Kossa staining, or pro- 

essed for alkaline phosphatase (ALP) enzyme-histochemistry and 

or tartrate-resistant acid phosphatase (TRAP) revelation [43] . Von 

ossa staining was used to visualize mineralized bone. TRAP was 

etected by using hexazotized pararosanilin (Sigma) and naphtol 

STR phosphate (Sigma, St Louis, MO) to reveal osteoclasts; non- 

steoclastic acid phosphatase was inhibited by adding 100 mMol/ 

( + )-tartric acid (Sigma, St Louis, MO) to the substrate solution. 

.8. Image acquisition and quantification 

Image acquisition was performed using a Lamina multilabel 

lide scanner (Perkin Elmer) hosted by the HistIM platform at the 

nstitut Cochin, Paris. Slide visualization was performed with Ca- 

eViewer, 3DHISTECH’s advanced slide viewing software, and im- 

ges were analyzed using Fiji ( Fiji Is Just ImageJ ) [71] , an open

ource image processing package based on ImageJ (six sections 

ere counted for each sample). 

.9 Second harmonic generation (SHG) microscopy 

Second harmonic generation microscopy offers the opportunity 

o image and quantify collagen without staining, and was used as 

reviously described [72] . Briefly, a multiphoton inverted stand Le- 

ca SP5 microscope (Leica Microsystems GmbH, Wetzlar, Germany) 

osted in the IMAG’IC facility at the Institut Cochin, Paris, was 

sed for calvaria imaging. A Ti:Sapphire Chameleon Ultra (Coher- 

nt, Saclay, France) with a center wavelength at 810 nm was used 

s the laser source for generating second harmonic (SHG) and two- 

hoton-excited fluorescence (TPEF) signals. The laser beam was cir- 

ularly polarized. A Leica Microsystems HCX IRAPO 25 × /0.95 W 

bjective was used to excite and collect SHG and TPEF signals. 

Signals were detected in epi–collection through 405/15 nm and 

25/50 bandpass filters, respectively, by NDD PMT detectors (Le- 

ca Microsystems) with a constant voltage supply, at constant laser 

xcitation power, allowing the direct comparison of SHG intensity 

alues. LAS software (Leica, Germany) was used for laser scanning 

ontrol and image acquisition. Analyses were performed using a 

omemade ImageJ routine. Two fixed thresholds were chosen to 

istinguish biological material from the background signal (TPEF 

mages) and specific collagen fibers. The SHG score was established 

y comparing the area occupied by the collagen relative to the 

ample surface. 
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.10. Statistical analysis 

Numerical variables are expressed as the mean ± standard error 

f the mean (S.E.M). The statistical analyses were performed us- 

ng Prism software version 7.04 (GraphPad software, La Jolla, CA). 

he normality of the distribution was tested with the D’Agostino- 

earson omnibus normality test and the homogeneity of variance 

as tested with the Fisher F test. Since data was following a nor- 

al distribution and variances were significantly different between 

roups, a Brown-Forsythe and Welch ANOVA parametric test allow- 

ng the comparison between more than two independent samples 

as performed. As two defects were performed for each animal, 

t was the bone defect that was considered as the statistical unit. 

ifferences were considered significant at P < 0.05. 

. Results 

.1. The implantation of Sost KO mDPSC in WT mice potentiates the 

utcomes of a tissue engineering strategy 

To assess the interest of the inhibition of sclerostin for a tis- 

ue engineering approach, we first investigated bone formation in 

alvarial defects performed in WT mice and implanted with hy- 

rogels enclosing Sost KO mDPSC, in comparison to WT mice im- 

lanted with hydrogels enclosing WT mDPSC ( Fig. 1 , 2 ). The MSC

ature of these cells has been previously established [ 44 , 73 ]. Sost

O mice, which have been shown to display a strong bone forma- 

ion potential [ 11 , 74 ], were treated similarly as a positive control.

or each genotype, four different conditions were applied i) defect 

eft empty (no hydrogel), ii) defect filled with a dense acellular 

ollagen hydrogel, iii) defect filled with a dense collagen hydro- 

el enriched with WT mDPSC, and iv) defect filled with a dense 

ollagen hydrogel enriched with Sost KO mDPSC. Bone healing was 

nalyzed by micro-CT at two months ( Fig. 1 a) and further charac- 

erized by histology. Micro-CT analyses indicated that neither WT 

or Sost KO parietal defects left empty experienced bone repair at 

he center of the defects, confirming the critical size defect na- 

ure of our model even in Sost KO animals ( Fig. 1 a). For all the

ther conditions, bone formation was observed at both the edge 

nd the center of the defects. As expected [ 11 , 74 ], increased BV/TV

as systemically found in Sost KO mice when compared to their 

T counterparts and the addition of mDPSC, either WT or KO, did 

ot improve bone formation in KO animals ( Fig. 1 a). In contrast, 

n WT mice, the addition of mDPSC significantly improved bone 

ormation compared to acellular hydrogels. Furthermore, WT mice 

reated with Sost KO mDPSC-seeded hydrogels displayed a signifi- 

antly higher BV/TV compared to WT mice that received WT cells 

 P < 0.0 0 01). The BV/TV measured in WT mice treated with Sost

O cells was not significantly lower than those obtained in the 

ositive control ( Sost KO mice). 

Both ALP, which reflects osteoblast activity, and von Kossa stain- 

ng, which shows mineral formation, were robust in Sost KO mice 

nd in WT mice treated with Sost KO mDPSC ( Fig. 1 b; c). Quan-

ification of Von Kossa staining confirmed these observations. Con- 

istent with our micro-CT findings, WT mice treated with Sost KO 

ells showed a significantly higher percentage of mineralized tissue 

n the defects compared to WT mice treated with WT cells ( Fig. 1 b;

 < 0.001). Of note, in Sost KO mice, the addition of KO cells sig-

ificantly improved mineral deposition when compared to the ad- 

ition of WT cells. We then explored osteoclast resorption activity 

ithin the defects by assessing TRAP activity ( Fig. 2 a). No signif- 

cant difference was found for either WT or Sost KO mice treated 

ith WT or KO cells, indicating that, in our model, Sost deletion fa- 

ors bone formation but does not influence resorption ( Fig. 2 a). We 

ext investigated the newly formed bone using second harmonic 

eneration (SHG) microscopy ( Fig. 2 b). Red-labeled well-organized 
181 
undles of collagen fibers were observed within the defects per- 

ormed in WT and Sost KO mice treated with either WT or KO 

ells, indicating that the addition of mDPSC within the hydrogels 

avors matrix reorganization. However, analysis of the bone poros- 

ty and density from micro-CT acquisitions showed no benefit for 

he addition of mDPSC in the hydrogel either in WT or Sost KO 

ice, indicating that even if more bone is formed in KO mice and 

n WT mice treated with KO cells, these microarchitecture param- 

ters are not improved at this stage of the repair process by the 

ost deletion ( Fig. 2 c). 

Taken together, these data showed increased bone formation in 

T animals implanted with Sost KO mDPSC at two months. The 

eletion of Sost in the implanted cells displayed a similar potential 

o stimulate bone formation than Sost KO animals treated with WT 

r KO cells. 

.2. Systemic Scl-Ab treatment potentiates the outcomes of tissue 

ngineering strategy in WT mice 

Based on our data showing improved bone repair in the defects 

erformed in WT mice treated with Sost KO mDPSC, we sought to 

nvestigate whether the administration of a sclerostin-neutralizing 

cl-Ab [ 19 , 20 ] to WT mice may improve a tissue engineering strat-

gy (dense collagen hydrogels enriched with mDPSC). To this end, 

he bone repair process within calvarial defects, either empty or 

lled with acellular or WT mDPSC cellularized hydrogels, was ana- 

yzed after two months in WT mice weekly injected with Scl-Ab or 

ehicle ( Fig. 3 , 4 ). Representative three dimensional images of bone 

efects created in WT and Sost KO mice in four conditions ( Fig. 3 a)

evealed a complete closure of the defect in mice treated with the 

cl Ab and a hydrogel enclosing mDPSC, and an almost complete 

ne for the acellular hydrogels ( Fig. 3 a). The quantitative analysis 

ighlights that the BV/TV was significantly higher in the Scl Ab - 

reated animals compared to the vehicle injection ( Fig. 3 a). Note- 

orthy, in these Scl Ab -treated animals, the addition of mDPSC in 

he hydrogel significantly improved bone repair when compared to 

cellular controls ( P < 0.0 0 01). Accordingly, ALP staining indicated 

 strong osteoblast activity in this condition (WT mDPSC combined 

ith Scl-Ab) ( Fig. 3 b), and Von Kossa staining revealed a signif- 

cantly higher amount of mineralized tissue formation with Scl- 

b injection than in vehicle-only controls ( Fig. 3 c). Furthermore, 

n these Scl Ab -treated animals, the addition of WT mDPSC fur- 

her improved mineralization when compared with the “acellular 

ydrogel” condition ( P < 0.01) ( Fig. 3 c). In contrast, no difference 

egarding osteoclast activity was found in this group, suggesting 

hat the antibody rather targets bone formation than bone resorp- 

ion at the stage of the process ( Fig. 4 a). 

Next, we investigated the quality of the newly formed bone us- 

ng SHG microscopy ( Fig. 4 b). This analysis indicated better colla- 

en fiber organization in mice treated with the Scl-Ab when com- 

ared to the vehicle for all the conditions, but this observation 

as particularly striking for cellularized defects. Analysis of the 

one porosity and density from micro-CT acquisitions showed a 

ignificantly lower porosity in defects performed in animals treated 

ith the Scl-Ab compared to vehicle ( Fig. 4 c). However, at this 

tage of the bone repair process, the addition of cells did not 

mpact these microarchitecture parameters. Taken together, these 

ata show higher bone formation with upregulation of the os- 

eoblastic activity within the calvarial defects in cellularized tissue 

ngineered constructs associated with Scl-Ab injection. 

. Discussion 

Tissue engineering appears as a promising option to treat large 

one defects [45] , especially in the context of the craniofacial area, 

hich requires extremely difficult surgical reconstructions. Here, 
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Fig. 1. Bone formation within the defect at two months. a) Representative three dimensional images of bone defects created in WT and Sost KO mice in four conditions: 

defect left empty, defect filled with acellular hydrogel, hydrogel seeded WT mDPSC and hydrogel seeded Sost KO mDPSC. Black color represents the empty defect, green 

color represents newly formed bone in a defect filled with acellular hydrogel, red color represents newly formed bone in a defect filled with a hydrogel seeded with WT 

mDPSC and blue color represents newly formed bone in a defect filled with a hydrogel seeded with Sost KO mDPSC. Newly formed bone volumetric fraction is expressed as a 

percentage of volume (BV/TV) on the total area of the defect from micro-CT analysis. Data showed that Sost KO mice presented a significantly higher BV/TV compared to their 

WT counterparts and that WT mice treated with Sost KO mDPSC-seeded hydrogels displayed a similar BV/TV compared to Sost KO mice. b) Staining of osteoblastic-associated 

alkaline phosphatase (ALP) activity was investigated to assess bone formation by osteoblasts. ALP activity, in purple, was strong in WT mice treated with Sost KO cells and 

in Sost KO mice, especially those treated with Sost KO cells. Inset detail shows the area of interest with ALP signals indicated by arrows at higher magnification (x 40). c) 

Mineral formation in calvarial bone defects revealed by Von Kossa staining. Inset detail displays the area of interest at higher magnification (x 40). Quantitative analysis of 

Von Kossa staining in% have been performed in four conditions: defect left empty, defect filled with acellular hydrogel, hydrogel seeded WT mDPSC and hydrogel seeded 

Sost KO mDPSC. Black color represents the empty defect, green color represents newly formed bone in a defect filled with acellular hydrogel, red color represents newly 

formed bone in a defect filled with a hydrogel seeded with WT mDPSC and blue color represents newly formed bone in a defect filled with a hydrogel seeded with Sost KO 

mDPSC. Results showed that mineral formation was significantly higher in WT and Sost KO mice treated with Sost KO mDPSC. Scale bars: a) 1 mm, b) 250 μm c) 400 μm. 

Values represent mean ± SD: ns: not significant; ∗P < 0.05; ∗∗P < 0.01, ∗∗∗P < 0.001 and ∗∗∗∗P < 0.0 0 01 with a Brown-Forsythe and Welch ANOVA test. (For interpretation 

of the references to colour in this figure legend, the reader is referred to the web version of this article.) 
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Fig. 2. Characterization of newly formed bone in WT and Sost KO mice at two months. a) Staining of osteoclastic tartrate-resistant acid phosphatase (TRAP) activity 

images on WT and Sost KO mice in defects filled with WT and Sost KO mDPSC. Inset detail displays, at higher magnification (x 40), TRAP signals in rose red indicated by 

arrows. Quantification of TRAP activity (%) has been performed: black color represents the empty defect, green color represents newly formed bone in a defect filled with 

acellular hydrogel, red color represents newly formed bone in a defect filled with a hydrogel seeded with WT mDPSC and blue color represents newly formed bone in a 

defect filled with a hydrogel seeded with Sost KO mDPSC. Results showed no significant difference between the cellularized scaffold groups at this stage of the repair process. 

b) Images from second harmonic generation (SHG) microscopy showed large amount of red-labeled well-organized bundles of collagen fibers within the defects performed 

in Sost KO mice for all the conditions (acellular hydrogel, hydrogel seeded with WT mDPSC and Sost KO mDPSC) and in WT mice treated with Sost KO cells. Inset detail 

shows the area of interest at higher magnification (x 40). c) Quantitative analysis of bone porosity (mm 

−3 ) and density (mg/cm 

3 ) from micro-CT acquisitions showing no 

improvement of these microarchitecture parameters in the cellularized scaffold groups at this stage of the repair process. Black color represents the empty defect, green 

color represents newly formed bone in a defect filled with acellular hydrogel, red color represents newly formed bone in a defect filled with a hydrogel seeded with WT 

mDPSC and blue color represents newly formed bone in a defect filled with a hydrogel seeded with Sost KO mDPSC. Scale bar: a) 250 μm, b) 500 μm. Values represent 

mean ± SD: ns: not significant; ∗ P < 0.05; ∗∗P < 0.01, ∗∗∗P < 0.001 and ∗∗∗∗P < 0.0 0 01 with a Brown-Forsythe and Welch ANOVA test. (For interpretation of the references 

to colour in this figure legend, the reader is referred to the web version of this article.) 
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Fig. 3. Bone formation within calvarial defect in WT mice after Sclerostin antibody injection at two months. a) Representative three dimensional images of bone defects 

created in WT mice either after Scl-AB or vehicle injection, in three conditions: defect left empty, defect filled with acellular hydrogel, defect filled with hydrogel seeded WT 

mDPSC. Black color represents the empty defect, green color represents newly formed bone in a defect filled with acellular hydrogel and red color represents newly formed 

bone in a defect filled with a hydrogel seeded with WT mDPSC. Newly formed bone volumetric fraction expressed as a percentage of volume (BV/TV) on the total area of 

the defect from micro-CT analysis is represented. Micro-CT analysis showed significantly higher BV/TV in animals that received Scl-Ab injection when compared to vehicle 

in the condition “acellular hydrogel” and “hydrogel seeded with WT mDPSC”. In the Scl-Ab treated mice, the addition of cells in the hydrogels significantly enhanced bone 

formation. b) Staining of osteoblastic-associated alkaline phosphatase (ALP) activity was investigated to determine whether the Scl-Ab treatment impacted bone formation 

by osteoblasts. ALP activity, in purple, was strong in mice that received Scl-Ab treatment and cellularized hydrogels. Inset detail shows the area of interest with ALP signals 

indicated by arrows at higher magnification (x 40). c) Mineral formation in calvarial bone defects revealed by Von Kossa staining. Inset detail displays the area of interest at 

higher magnification (x 40). Quantitative analysis of Von Kossa staining in% was performed for the three conditions: defect left empty, defect filled with acellular hydrogel 

and hydrogel seeded WT mDPSC. Black color represents the empty defect, green color represents newly formed bone in a defect filled with acellular hydrogel and red color 

represents newly formed bone in a defect filled with a hydrogel seeded with WT mDPSC. Results showed that mineral formation was significantly increased in the conditions 

“acellular hydrogel” and “hydrogel seeded with WT mDPSC” in mice that received Scl-AB injection compare to vehicle group. Furthermore, in the Scl-Ab treated mice, the 

addition of cells in the hydrogels significantly enhanced bone formation. Scale bars: a) 1 mm b) 250 μm c) 400 μm. Values represent mean ± SD: ns: not significant; ∗ P 

< 0.05; ∗∗P < 0.01, ∗∗∗P < 0.001 and ∗∗∗∗P < 0.0 0 01 with a Brown-Forsythe and Welch ANOVA test. (For interpretation of the references to colour in this figure legend, the 

reader is referred to the web version of this article.) 
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Fig. 4. Characterization of newly formed bone after Sclerostin antibody injection at two months . a) Staining of osteoclastic tartrate-resistant acid phosphatase (TRAP) 

activity images in mice treated with Scl-Ab or vehicle. Inset detail shows TRAP signals in rose red indicated by arrows at higher magnification (x 40). Quantification of TRAP 

activity (%) was performed for the three conditions: black color represents the empty defect, green color the newly formed bone in a defect filled with acellular hydrogel, and 

red color the newly formed bone in a defect filled with a hydrogel seeded with WT mDPSC. Results showed significant lower activity for the condition “acellular hydrogel”

in mice that received Scl-Ab and no difference was found in the cellularized groups. b) Representative images from second harmonic generation (SHG) microscopy revealed 

red-stained better-organized collagen fibers in mice treated with the Scl-AB when compared to the vehicle for the conditions “acellular hydrogel” and “hydrogel seeded with 

WT mDPSC”. Inset detail shows the area of interest at higher magnification (x 40). c) Quantitative analysis of bone porosity (mm 

−3 ) and density (mg/cm 

3 ) from Micro-CT 

have been performed in three conditions: black color represents the empty defect, green color the newly formed bone in a defect filled with acellular hydrogel, and red color 

the newly formed bone in a defect filled with a hydrogel seeded with WT mDPSC. Porosity analysis revealed significantly lower porosity in defects performed in animals 

treated with the Scl-Ab for the conditions “acellular hydrogel” and “hydrogel seeded with WT mDPSC”. Scale bar: a) 250 μm, b) 500 μm. Values represent mean ± SD: ns: 

not significant; ∗ P < 0.05; ∗∗P < 0.01, ∗∗∗P < 0.001 and ∗∗∗∗P < 0.0 0 01 with a Brown-Forsythe and Welch ANOVA test. (For interpretation of the references to colour in this 

figure legend, the reader is referred to the web version of this article.) 
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e have raised the hypothesis that a tissue engineering strat- 

gy, namely implantation of dense collagen hydrogels enclosing 

DPSC, combined with the inhibition of sclerostin may greatly en- 

ance bone regeneration within critical size calvarial defects. Our 

ata show that sclerostin neutralization by the systemic injection 

f a sclerostin antibody [ 19 , 20 ], a strategy already used to treat

steoporosis and other bone diseases [ 6 , 21 , 75 , 76 ], markedly im-

roves the outcomes of our tissue engineering approach, resulting 

n higher bone formation in animals treated with both Scl-Ab and 

ydrogels, and especially with those enriched with mDPSC. 

The use of the dental pulp as source of MSC appears fully jus- 

ified here as most of the craniofacial bones and the dental pulp 

SC share a common neural crest embryological origin [ 37 , 77 ]. 

n addition, neural-crest derived osteogenic cells are known to be 

ore efficient in osteoblast differentiation and bone repair than 

heir mesoderm counterparts [78] . Regarding the use of dense 

ollagen hydrogels as a scaffold, we and others have previously 

emonstrated that such scaffolds allowed the addition of MSC and 

 fiber density favoring osteogenesis, while being perfectly toler- 

ted by the host upon implantation [ 39 , 44 , 52 , 55 , 56 , 58 , 79 ]. In our

tudy, the addition of DPSC within the dense collagen hydrogels 

arkedly improved bone regeneration in WT mice, which is con- 

istent with previous studies in rodent models [ 39 , 43 , 44 , 56 , 73 ].

his observation is true for our two sets of experiments despite 

he fact that the amount of newly formed bone differed between 

hese experiments. This may be due to the fact that these experi- 

ents were conducted independently, at different time of the year 

nd with different batches of cells and reagents. 

The benefit of mDPSC addition was less marked in Sost KO 

ice, as bone formation was comparable in acellular hydrogels and 

ydrogels enriched with mDPSC harvested from WT or KO mo- 

ar germs ( Fig. 1 a). This suggests that permanent sclerostin defi- 

iency in these animals overcomes the potential of these MSC to 

mprove bone healing. In 2011, a study reported that osteoblasts 

arvested whether from juvenile or adult mouse parietal bones 

emonstrated reduced capacity for osteogenic differentiation when 

xposed to recombinant sclerostin, already pointing out this pro- 

ein as a promising target to abrogate in future tissue engineering 

tudies [80] . As expected, calvarial defects performed in Sost KO 

ice healed faster and better that those performed in WT mice 

 Fig. 1 a and Fig. 2 b). These findings are consistent with other stud-

es conducted in the Sost KO mouse model or other mouse models 

argeting another inhibitor of the Wnt/ β-catenin signaling pathway 

uch as DKK1 (Dickkopf 1). In these studies, higher bone forma- 

ion was reported in the transgenic models compared with their 

T counterparts [ 11 , 74 , 81-83 ]. Regarding the high bone formation

otential associated with sclerostin deficiency, a complete healing 

f the bone defects left empty (no hydrogel) may have been ex- 

ected, in view of the reported finding that Sost KO mice were 

ble to regenerate up to 40% of the calvarial defect two months 

fter surgery [81] . However, in this case, bone formation was only 

bserved at the edge of the defects and in a limited number of 

ice. In our hands, defects left empty in Sost KO mice, as well as 

n WT mice treated with the Scl-Ab, displayed very limited bone 

ormation ( Fig. 1 a). 

Quite remarkably, our data show that WT mice treated with 

DPSC harvested from Sost KO molar germs displayed a bone heal- 

ng process significantly improved compared with WT mice treated 

ith WT cells ( Fig. 1 a-c). The bone quantity in these animals was

omparable to their Sost KO counterparts ( Fig. 2 b). These impor- 

ant findings suggest that the local absence of sclerostin in the 

SC implanted in a bone defect has an equivalent benefit in terms 

f bone regeneration to its complete deficiency. This is consistent 

ith a previous study showing that the local delivery of small ac- 

ive fragments of the sclerostin antibody loaded in Poly(lactide- 

o-glycolide) microspheres and implanted within the fracture site 
186 
avored bone healing in ovariectomized (OVX) rats [84] . Notewor- 

hy, Phase III clinical trials conducted in patients with osteoporosis 

ave shown that the systemic neutralization of sclerostin with a 

onoclonal antibody was not devoid of adverse events, albeit very 

are, such as osteoarthritis, arthralgia, nasopharyngitis or back 

ain as well as an increased incidence of cardiovascular events 

 85 , 86 ]. These studies have also unraveled a possible effect on the

ccurrence of osteonecrosis of the jaw (ONJ). This later adverse 

vent, albeit extremely rare (two cases reported in the FRAME clin- 

cal trial) [87] , is of particular importance in our prospect to de- 

elop a tissue engineering strategy for the craniofacial skeleton. 

uite reassuring, a recent study conducted in OVX rats, in which 

xperimental periodontitis was induced through ligature place- 

ent and which were treated by either a sclerostin antibody or 

isphosphonate, did not develop ONJ under anti-sclerostin treat- 

ent while showing improved maxillary bone healing when com- 

ared to animals treated with bisphosphonate [88] . However, the 

ositive outcomes of our present experiments conducted in WT 

ice treated with Sost KO mDPSC together with those previously 

btained with the local and controlled delivery of active fragments 

f a sclerostin antibody [84] , suggest that the local inhibition of 

clerostin in a defect may be sufficient to improve bone healing, 

hile limiting the potential adverse events associated with a sys- 

emic treatment. 

Both clinical and preclinical studies have demonstrated that the 

ajor effect of the systemic administration of a sclerostin antibody 

as the uncoupling of bone remodeling, leading to an increase 

n bone formation [ 21 , 89-92 ], and a decrease in bone resorption

ith lower osteoclastic activity [93] . Here, we observed robust os- 

eoblast activity evidenced by ALP staining whenever sclerostin 

as deficient ( Fig. 1 b) or neutralized ( Fig. 3 b), coupled with no

mpact on osteoclast activity in the defects ( Fig. 2 a and Fig. 4 a).

urthermore, we found that the porosity of the regenerated bone 

as improved by the antibody treatment compared to the placebo 

ut not by the addition of the MSC in the dense collagen hydro- 

els with sclerostin deficiency ( Fig. 2 c) or neutralization ( Fig. 4 c).

his micro-architecture parameter, which is commonly used for 

he characterization of the cortical bone, is considered, when in- 

reased, as a robust marker of bone fragility that might help to 

dentify patients with increased risk of fracture [94] . Therefore, to- 

ether with our SHG observations showing improved organization 

f the collagen fibers when sclerostin is inhibited or absent, we 

an conclude that sclerostin deficiency or neutralization improved 

he quantity and the extracellular matrix organization of the re- 

enerated bone. However, this newly formed bone still needs to be 

urther remodeled to decrease its porosity and increase its density. 

et, our experiments were conducted in the calvaria, which is a 

at bone exposed to limited (although not negligible) mechanical 

onstraints [95] . These limited mechanical constraints may explain 

he lack of maturity observed in the regenerated bone, even in Sost 

O animals. Hence, we selected the calvarial bone defect in first 

nstance, as it is a critical and highly reproducible model [96] . In 

he future, our tissue engineering approach combined with Scl-Ab 

hould be explored in a more mechanically solicited bone such as 

he mandible, either in rats or in larger animal models. 

. Conclusion 

In conclusion, the sum of our work highlights that sclerostin 

eutralization by a monoclonal antibody improved bone healing 

n a tissue engineering strategy for the craniofacial area. Further- 

ore, similar outcome was observed with the implantation of MSC 

eficient for sclerostin directly within the bone defect, suggesting 

hat the local absence of this protein during the bone healing pro- 

ess should be a therapeutic strategy to investigate, for instance 

ia the controlled delivery of the antibody from the tissue engi- 
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eering construct. Beyond sclerostin, monoclonal antibodies target- 

ng other regulators of the bone remodeling process, such as the 

ANK/RANKL pathway, are available and may be promising candi- 

ates to explore further the potential of a combined therapeutic 

onoclonal antibody-tissue engineering strategy for bone regener- 

tion. 

ata availability 

All the data are available upon request. Setrusumab (BPS804) 

as provided by Mereo Biopharma (London, UK) through a Mate- 

ial transfer agreement (MTA). 

isclosures 

None 

eclaration of Competing Interest 

The authors declare that they have no known competing finan- 

ial interests or personal relationships that could have appeared to 

nfluence the work reported in this paper. 

cknowledgements 

Experiments were supported by grants from Fondation des 

ueules Cassées to URP2496. Micro-CT device was funded by Fon- 

ation pour la Recherche Médicale for Plateforme d’imagerie du 

ivant Université de Paris and URP2496 (FRM DGE20111123012). 

M PhD was supported by Fondation des Gueules Cassées. Au- 

hors thank Jeremy Sadoine (URP2496 and PIV, Université de 

aris, France) for his assistance and expertise regarding micro- 

T acquisitions and analyses, Sandy Ribes (URP 2496, Université

e Paris, France) for her assistance regarding mouse genotyping 

nd immunohistochemistry analysis, Thomas Guilbert (IMAG’IC, 

nstitut Cochin, Paris, France) for his precious help in SHG, Dr 

ael Rochefort (SATT Lutech / Sorbonne University Alliance, Paris, 

rance) and Dr Anne-Margaux Collignon (URP2496, Université de 

aris, France) for their scientific input. 

upplementary materials 

Supplementary material associated with this article can be 

ound, in the online version, at doi: 10.1016/j.actbio.2021.11.046 . 

eferences 

[1] S.J. Roberts , H.Z. Ke , Anabolic Strategies to Augment Bone Fracture Healing, 
Curr. Osteoporos. Rep. 16 (2018) 289–298 . 

[2] J. Delgado-Calle , A.Y. Sato , T. Bellido , Role and mechanism of action of scle-
rostin in bone, Bone 96 (2017) 29–37 . 

[3] K.E. Poole , R.L. van Bezooijen , N. Loveridge , H. Hamersma , S.E. Papapoulos ,

C.W. Löwik , J. Reeve , Sclerostin is a delayed secreted product of osteocytes that
inhibits bone formation, FASEB J. 19 (2005) 1842–1844 . 

[4] C. Lin , X. Jiang , Z. Dai , X. Guo , T. Weng , J. Wang , Y. Li , G. Feng , X. Gao , L. He ,
Sclerostin mediates bone response to mechanical unloading through antago- 

nizing Wnt/beta-catenin signaling, J. Bone Mineral Res.: Off. J. Am. Soc. Bone 
Mineral Res. 24 (2009) 1651–1661 . 

[5] X. Li , Y. Zhang , H. Kang , W. Liu , P. Liu , J. Zhang , S.E. Harris , D. Wu , Sclerostin

binds to LRP5/6 and antagonizes canonical Wnt signaling, J. Biol. Chem. 280 
(2005) 19883–19887 . 

[6] R. Baron , M. Kneissel , WNT signaling in bone homeostasis and disease: from 

human mutations to treatments, Nat. Med. 19 (2013) 179–192 . 

[7] J.T. Compton , F.Y. Lee , A review of osteocyte function and the emerging impor-
tance of sclerostin, J. Bone Joint Surg. Am. Vol. 96 (2014) 1659–1668 . 

[8] M. Liu , P. Kurimoto , J. Zhang , Q.T. Niu , M. Stolina , P.C. Dechow , J.Q. Feng , J. Hes-
terman , M.D. Silva , M.S. Ominsky , W.G. Richards , H. Ke , P.J. Kostenuik , Scle-

rostin and DKK1 Inhibition Preserves and Augments Alveolar Bone Volume and 

Architecture in Rats with Alveolar Bone Loss, J. Dent. Res. 97 (2018) 1031–1038 . 
[9] L. Albiol , A. Büttner , D. Pflanz , N. Mikolajewicz , A.I. Birkhold , I. Kramer ,

M. Kneissel , G.N. Duda , S. Checa , B.M. Willie , Effects of Long-Term Sclerostin
Deficiency on Trabecular Bone Mass and Adaption to Limb Loading Differ in 

Male and Female Mice, Calcif. Tissue Int. 106 (2020) 415–430 . 
187 
[10] A.M. Collignon , N. Amri , J. Lesieur , J. Sadoine , S. Ribes , S. Menashi , S. Simon ,
A. Berdal , G.Y. Rochefort , C. Chaussain , C. Gaucher , Sclerostin Deficiency Pro-

motes Reparative Dentinogenesis, J. Dent. Res. 96 (2017) 815–821 . 
[11] C. Li , M.S. Ominsky , H.L. Tan , M. Barrero , Q.T. Niu , F.J. Asuncion , E. Lee , M. Liu ,

W.S. Simonet , C. Paszty , H.Z. Ke , Increased callus mass and enhanced strength
during fracture healing in mice lacking the sclerostin gene, Bone 49 (2011) 

1178–1185 . 
[12] H. Fairfield , C. Falank , E. Harris , V. Demambro , M. McDonald , J.A. Pettitt ,

S.T. Mohanty , P. Croucher , I. Kramer , M. Kneissel , C.J. Rosen , M.R. Reagan , The

skeletal cell-derived molecule sclerostin drives bone marrow adipogenesis, J. 
Cell. Physiol. 233 (2018) 1156–1167 . 

[13] S. Stegen , I. Stockmans , K. Moermans , B. Thienpont , P.H. Maxwell , P. Carmeliet ,
G. Carmeliet , Osteocytic oxygen sensing controls bone mass through epigenetic 

regulation of sclerostin, Nat. Commun. 9 (2018) 2557 . 
[14] A. Miyauchi , R.V. Dinavahi , D.B. Crittenden , W. Yang , J.C. Maddox , E. Hamaya ,

Y. Nakamura , C. Libanati , A. Grauer , J. Shimauchi , Increased bone mineral den-

sity for 1 year of romosozumab, vs placebo, followed by 2 years of denosumab 
in the Japanese subgroup of the pivotal FRAME trial and extension, Arch. Os- 

teoporos. 14 (2019) 59 . 
[15] E.M. Lewiecki , R.V. Dinavahi , M. Lazaretti-Castro , P.R. Ebeling , J.D. Adachi ,

A. Miyauchi , E. Gielen , C.E. Milmont , C. Libanati , A. Grauer , One Year of Ro-
mosozumab Followed by Two Years of Denosumab Maintains Fracture Risk 

Reductions: results of the FRAME Extension Study, J. Bone Mineral Res.: Off. 

J. Am. Soc. Bone Mineral Res. 34 (2019) 419–428 . 
[16] M.R. McClung , Emerging Therapies for Osteoporosis, Endocrinol. Metab. (Seoul) 

30 (2015) 429–435 . 
[17] M.R. McClung , A. Grauer , S. Boonen , M.A. Bolognese , J.P. Brown , A. Diez-Perez ,

B.L. Langdahl , J.Y. Reginster , J.R. Zanchetta , S.M. Wasserman , L. Katz , J. Maddox ,
Y.C. Yang , C. Libanati , H.G. Bone , Romosozumab in postmenopausal women 

with low bone mineral density, N. Engl. J. Med. 370 (2014) 412–420 . 

[18] C.P. Recknor , R.R. Recker , C.T. Benson , D.A. Robins , A.Y. Chiang , J. Alam , L. Hu ,
T. Matsumoto , H. Sowa , J.H. Sloan , R.J. Konrad , B.H. Mitlak , A .A . Sipos , The

Effect of Discontinuing Treatment With Blosozumab: follow-up Results of a 
Phase 2 Randomized Clinical Trial in Postmenopausal Women With Low Bone 

Mineral Density, J. Bone Mineral Res.: Off. J. Am. Soc. Bone Mineral Res. 30 
(2015) 1717–1725 . 

[19] S.H. Ralston , M.S. Gaston , Management of Osteogenesis Imperfecta, Front. En- 

docrinol. (Lausanne) 10 (2019) 924 . 
20] F.H. Glorieux , J.P. Devogelaer , M. Durigova , S. Goemaere , S. Hemsley , F. Jakob ,

U. Junker , J. Ruckle , L. Seefried , P.J Winkle , BPS804 Anti-Sclerostin Antibody in
Adults With Moderate Osteogenesis Imperfecta: results of a Randomized Phase 

2a Trial, J. Bone Mineral Res.: Off. J. Am. Soc. Bone Mineral Res. 32 (2017)
1496–1504 . 

[21] S. Fabre , T. Funck-Brentano , M. Cohen-Solal , Anti-Sclerostin Antibodies in Os- 

teoporosis and Other Bone Diseases, J. Clin. Med. 9 (2020) . 
22] S. Larsson , Anti-sclerostin - is there an indication? Injury 47 (Suppl 1) (2016) 

S31–S35 . 
23] L. Cui , H. Cheng , C. Song , C. Li , W.S. Simonet , H.Z. Ke , G. Li , Time-dependent

effects of sclerostin antibody on a mouse fracture healing model, J. Muscu- 
loskelet. Neuronal Interact. 13 (2013) 178–184 . 

24] P.K. Suen , Y.X. He , D.H. Chow , L. Huang , C. Li , H.Z. Ke , M.S. Ominsky , L. Qin ,
Sclerostin monoclonal antibody enhanced bone fracture healing in an open os- 

teotomy model in rats, J. Orthop. Res.: Off. Publ. Orthop. Res. Soc. 32 (2014) 

997–1005 . 
25] M.S. Virk , F. Alaee , H. Tang , M.S. Ominsky , H.Z. Ke , J.R. Lieberman , Systemic

administration of sclerostin antibody enhances bone repair in a critical-sized 
femoral defect in a rat model, J. Bone Joint Surg. Am. Vol. 95 (2013) 694–

701 . 
26] M.M. Alzahrani , F. Rauch , R.C. Hamdy , Does sclerostin depletion stimulate frac- 

ture healing in a mouse model? Clin. Orthop. Relat. Res. 474 (2016) 1294–

1302 . 
27] C.S. Yee , L. Xie , S. Hatsell , N. Hum , D. Murugesh , A.N. Economides , G.G. Loots ,

N.M. Collette , Sclerostin antibody treatment improves fracture outcomes in a 
Type I diabetic mouse model, Bone 82 (2016) 122–134 . 

28] Q. Yao , J. Ni , Y. Hou , L. Ding , L. Zhang , H. Jiang , Expression of sclerostin scFv
and the effect of sclerostin scFv on healing of osteoporotic femur fracture in 

rats, Cell Biochem. Biophys. 69 (2014) 229–235 . 

29] W. Yao , W. Dai , L. Jiang , E.Y. Lay , Z. Zhong , R.O. Ritchie , X. Li , H. Ke , N.E. Lane ,
Sclerostin-antibody treatment of glucocorticoid-induced osteoporosis main- 

tained bone mass and strength, Osteoporosis Int.: J. Estab. Res. Coop. Between 
Eur. Found. Osteop. Natl. Osteop. Found. USA 27 (2016) 283–294 . 

30] F. Agholme , X. Li , H. Isaksson , H.Z. Ke , P. Aspenberg , Sclerostin antibody treat-
ment enhances metaphyseal bone healing in rats, J. Bone Mineral Res.: Off. J. 

Am. Soc. Bone Mineral Res. 25 (2010) 2412–2418 . 

[31] B. Hu , Y. Li , M. Wang , Y. Zhu , Y. Zhou , B. Sui , Y. Tan , Y. Ning , J. Wang , J. He ,
C. Yang , D. Zou , Functional reconstruction of critical-sized load-bearing bone 

defects using a Sclerostin-targeting miR-210-3p-based construct to enhance 
osteogenic activity, Acta Biomater. 76 (2018) 275–282 . 

32] A .C. Yorukoglu , A .E. Kiter , S. Akkaya , N.L. Satiroglu-Tufan , A.C. Tufan , A Concise
Review on the Use of Mesenchymal Stem Cells in Cell Sheet-Based Tissue En- 

gineering with Special Emphasis on Bone Tissue Regeneration, Stem Cells Int. 

2017 (2017) 2374161 . 
33] M. La Noce , F. Paino , A. Spina , P. Naddeo , R. Montella , V. Desiderio , A. De Rosa ,

G. Papaccio , V. Tirino , L Laino , Dental pulp stem cells: state of the art and
suggestions for a true translation of research into therapy, J. Dent. 42 (2014) 

761–768 . 

https://doi.org/10.1016/j.actbio.2021.11.046
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0001
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0001
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0001
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0002
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0002
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0002
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0002
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0003
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0003
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0003
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0003
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0003
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0003
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0003
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0003
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0004
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0004
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0004
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0004
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0004
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0004
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0004
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0004
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0004
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0004
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0004
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0005
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0005
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0005
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0005
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0005
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0005
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0005
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0005
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0005
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0006
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0006
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0006
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0007
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0007
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0007
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0008
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0008
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0008
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0008
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0008
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0008
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0008
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0008
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0008
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0008
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0008
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0008
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0008
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0008
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0009
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0009
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0009
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0009
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0009
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0009
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0009
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0009
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0009
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0009
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0009
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0010
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0010
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0010
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0010
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0010
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0010
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0010
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0010
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0010
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0010
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0010
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0010
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0011
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0011
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0011
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0011
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0011
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0011
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0011
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0011
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0011
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0011
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0011
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0011
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0012
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0012
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0012
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0012
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0012
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0012
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0012
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0012
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0012
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0012
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0012
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0012
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0012
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0013
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0013
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0013
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0013
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0013
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0013
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0013
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0013
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0014
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0014
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0014
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0014
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0014
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0014
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0014
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0014
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0014
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0014
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0014
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0015
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0015
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0015
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0015
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0015
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0015
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0015
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0015
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0015
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0015
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0015
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0016
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0016
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0017
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0017
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0017
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0017
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0017
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0017
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0017
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0017
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0017
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0017
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0017
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0017
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0017
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0017
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0017
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0017
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0018
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0018
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0018
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0018
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0018
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0018
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0018
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0018
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0018
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0018
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0018
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0018
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0018
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0018
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0019
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0019
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0019
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0020
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0020
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0020
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0020
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0020
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0020
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0020
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0020
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0020
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0020
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0020
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0021
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0021
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0021
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0021
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0022
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0022
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0023
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0023
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0023
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0023
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0023
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0023
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0023
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0023
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0024
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0024
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0024
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0024
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0024
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0024
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0024
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0024
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0024
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0025
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0025
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0025
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0025
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0025
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0025
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0025
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0026
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0026
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0026
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0026
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0027
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0027
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0027
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0027
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0027
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0027
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0027
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0027
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0027
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0028
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0028
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0028
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0028
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0028
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0028
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0028
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0029
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0029
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0029
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0029
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0029
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0029
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0029
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0029
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0029
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0029
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0030
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0030
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0030
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0030
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0030
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0030
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0031
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0031
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0031
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0031
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0031
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0031
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0031
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0031
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0031
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0031
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0031
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0031
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0031
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0032
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0032
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0032
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0032
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0032
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0032
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0033
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0033
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0033
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0033
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0033
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0033
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0033
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0033
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0033
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0033
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0033


S. Maillard, L. Sicard, C. Andrique et al. Acta Biomaterialia 140 (2022) 178–189 

[  

[  

[  

 

[  

[  

 

[  

 

[  

 

 

[  

[  

 

[  

 

[  

[  

 

[  

[  

[  

 

[  

[  

[  

[  

[  

[  

[

[

[  

[

[  

[  

[  

[  

[  

[  

[  

[  

[  

[  

 

 

[  

 

[  

 

 

[  

 

[  

[  

[  

[  

[  

[  

[  

[  

[  

[

[  

 

34] M. Tatullo , M. Marrelli , K.M. Shakesheff, L.J. White , Dental pulp stem cells:
function, isolation and applications in regenerative medicine, J. Tissue Eng. Re- 

gen. Med. 9 (2015) 1205–1216 . 
35] R. Kunimatsu , K. Nakajima , T. Awada , Y. Tsuka , T. Abe , K. Ando , T. Hiraki ,

A. Kimura , K. Tanimoto , Comparative characterization of stem cells from hu- 
man exfoliated deciduous teeth, dental pulp, and bone marrow-derived mes- 

enchymal stem cells, Biochem. Biophys. Res. Commun. 501 (2018) 193–198 . 
36] S. Gronthos , M. Mankani , J. Brahim , P.G. Robey , S. Shi , Postnatal human dental

pulp stem cells (DPSCs) in vitro and in vivo, Proc. Natl. Acad. Sci. U.S.A. 97

(20 0 0) 13625–13630 . 
37] N.M. Le Douarin , G.W. Calloni , E. Dupin , The stem cells of the neural crest, Cell

Cycle (Georgetown, Tex) 7 (2008) 1013–1019 . 
38] N. Quarto , D.C. Wan , M.D. Kwan , N.J. Panetta , S. Li , M.T. Longaker , Origin

matters: differences in embryonic tissue origin and Wnt signaling determine 
the osteogenic potential and healing capacity of frontal and parietal calvar- 

ial bones, J. Bone Mineral Res.: Off. J. Am. Soc. Bone Mineral Res. 25 (2010)

1680–1694 . 
39] F. Chamieh , A.M. Collignon , B.R. Coyac , J. Lesieur , S. Ribes , J. Sadoine , A. Llorens ,

A. Nicoletti , D. Letourneur , M.L. Colombier , S.N. Nazhat , P. Bouchard , C. Chaus-
sain , G.Y. Rochefort , Accelerated craniofacial bone regeneration through dense 

collagen gel scaffolds seeded with dental pulp stem cells, Sci. Rep. 6 (2016) 
38814 . 

40] A . Behnia , A . Haghighat , A . Talebi , N. Nourbakhsh , F. Heidari , Transplantation

of stem cells from human exfoliated deciduous teeth for bone regeneration in 
the dog mandibular defect, World J. Stem Cells 6 (2014) 505–510 . 

[41] A. Leyendecker Junior , C.C. Gomes Pinheiro , T. Lazzaretti Fernandes , D Franco
Bueno , The use of human dental pulp stem cells for in vivo bone tissue engi-

neering: a systematic review, J. Tissue Eng. 9 (2018) 2041731417752766 . 
42] M. Ramamoorthi , M. Bakkar , J. Jordan , S.D. Tran , Osteogenic Potential of

Dental Mesenchymal Stem Cells in Preclinical Studies: a Systematic Review 

Using Modified ARRIVE and CONSORT Guidelines, Stem Cells Int. 2015 (2015) 
378368 . 

43] A. Novais , J. Lesieur , J. Sadoine , L. Slimani , B. Baroukh , B. Saubaméa , A. Schmitt ,
S. Vital , A. Poliard , C. Hélary , G.Y. Rochefort , C. Chaussain , C. Gorin , Prim-

ing Dental Pulp Stem Cells from Human Exfoliated Deciduous Teeth with Fi- 
broblast Growth Factor-2 Enhances Mineralization Within Tissue-Engineered 

Constructs Implanted in Craniofacial Bone Defects, Stem Cells Transl. Med. 8 

(2019) 844–857 . 
44] A.M. Collignon , G. Castillo-Dali , E. Gomez , T. Guilbert , J. Lesieur , A. Nico-

letti , S. Acuna-Mendoza , D. Letourneur , C. Chaussain , G.Y. Rochefort , A. Poliard ,
Mouse Wnt1-CRE-Rosa(Tomato) Dental Pulp Stem Cells Directly Contribute to 

the Calvarial Bone Regeneration Process, Stem Cells 37 (2019) 701–711 . 
45] A. Ho-Shui-Ling , J. Bolander , L.E. Rustom , A.W. Johnson , F.P. Luyten , C. Pi-

cart , Bone regeneration strategies: engineered scaffolds, bioactive molecules 

and stem cells current stage and future perspectives, Biomaterials 180 (2018) 
143–162 . 

46] S. Bose , S. Li , E. Mele , V.V. Silberschmidt , Dry vs. wet: properties and per-
formance of collagen films. Part II. Cyclic and time-dependent behaviours, J. 

Mech. Behav. Biomed. Mater. 112 (2020) 104040 . 
[47] H.W. Qu , H.Y. Fu , Z.Y. Han , Y. Sun , Biomaterials for bone tissue engineering

scaffolds: a review, RSC Adv. 9 (2019) 26252–26262 . 
48] L. Cen , W. Liu , L. Cui , W. Zhang , Y. Cao , Collagen tissue engineering: develop-

ment of novel biomaterials and applications, Pediatr. Res. 63 (2008) 4 92–4 96 . 

49] A.M. Ferreira , P. Gentile , V. Chiono , G. Ciardelli , Collagen for bone tissue regen-
eration, Acta Biomater. 8 (2012) 3191–3200 . 

50] G.L. Koons , M. Diba , A.G. Mikos , Materials design for bone-tissue engineering,
Nat. Rev. Mater. 5 (2020) 584–603 . 

[51] F. Ajalloueian , N. Nikogeorgos , A. Ajalloueian , M. Fossum , S. Lee , I.S. Chron-
akis , Compressed collagen constructs with optimized mechanical properties 

and cell interactions for tissue engineering applications, Int. J. Biol. Macromol. 

108 (2018) 158–166 . 
52] B.R. Coyac , F. Chicatun , B. Hoac , V. Nelea , C. Chaussain , S.N. Nazhat , M.D. Mc-

Kee , Mineralization of dense collagen hydrogel scaffolds by human pulp cells, 
J. Dent. Res. 92 (2013) 648–654 . 

53] F. Chicatun , C.E. Pedraza , C.E. Ghezzi , B. Marelli , M.T. Kaartinen , M.D. McKee ,
S.N. Nazhat , Osteoid-mimicking dense collagen/chitosan hybrid gels, Biomacro- 

molecules 12 (2011) 2946–2956 . 

54] M.M.G. Guille , C. Helary , S. Vigier , N. Nassif , Dense fibrillar collagen matrices
for tissue repair, Soft Matter 6 (2010) 4 963–4 967 . 

55] M. Bitar , V. Salih , R.A. Brown , S.N. Nazhat , Effect of multiple unconfined com-
pression on cellular dense collagen scaffolds for bone tissue engineering, J. 

Mater. Sci. Mater. Med. 18 (2007) 237–244 . 
56] P.G. Buxton , M. Bitar , K. Gellynck , M. Parkar , R.A. Brown , A.M. Young ,

J.C. Knowles , S.N. Nazhat , Dense collagen matrix accelerates osteogenic dif- 

ferentiation and rescues the apoptotic response to MMP inhibition, Bone 43 
(2008) 377–385 . 

57] C. Gao , E.J. Harvey , M. Chua , B.P. Chen , F. Jiang , Y. Liu , A. Li , H. Wang , J.E. Hen-
derson , MSC-seeded dense collagen scaffolds with a bolus dose of VEGF pro- 

mote healing of large bone defects, Eur. Cell Mater. 26 (2013) 195–207 discus- 
sion . 

58] G. Griffanti , S.N. Nazhat , Dense fibrillar collagen-based hydrogels as functional 

osteoid-mimicking scaffolds, Int. Mater. Rev. 65 (2020) 502–521 . 
59] D.G. Leach , S. Young , J.D. Hartgerink , Advances in immunotherapy delivery 

from implantable and injectable biomaterials, Acta Biomater. 88 (2019) 15–31 . 
60] C. Wang , Y. Ye , Q. Hu , A. Bellotti , Z. Gu , Tailoring Biomaterials for Cancer Im-

munotherapy: emerging Trends and Future Outlook, Adv. Mater. 29 (2017) . 
188 
61] J.S. Weber , J.J. Mule , Cancer immunotherapy meets biomaterials, Nat. Biotech- 
nol. 33 (2015) 44–45 . 

62] A. Roschger , P. Roschger , P. Keplingter , K. Klaushofer , S. Abdullah , M. Kneissel ,
F. Rauch , Effect of sclerostin antibody treatment in a mouse model of severe 

osteogenesis imperfecta, Bone 66 (2014) 182–188 . 
63] E.A. Abou Neel , L. Bozec , J.C. Knowles , O. Syed , V. Mudera , R. Day , J.K Hyun ,

Collagen–emerging collagen based therapies hit the patient, Adv. Drug Deliv. 
Rev. 65 (2013) 429–456 . 

64] R.A. Brown , M. Wiseman , C.B. Chuo , U. Cheema , S.N. Nazhat , Ultrarapid en-

gineering of biomimetic materials and tissues: fabrication of nano- and mi- 
crostructures by plastic compression, Adv. Funct. Mater. 15 (2005) 1762–

1770 . 
65] N. Rajan , J. Habermehl , M.F. Cote , C.J. Doillon , D. Mantovani , Preparation of

ready-to-use, storable and reconstituted type I collagen from rat tail tendon 
for tissue engineering applications, Nat. Protoc. 1 (2006) 2753–2758 . 

66] C.E. Pedraza , B. Marelli , F. Chicatun , M.D. McKee , S.N. Nazhat , An in vitro as-

sessment of a cell-containing collagenous extracellular matrix-like scaffold for 
bone tissue engineering, Tissue Eng. Part A 16 (2010) 781–793 . 

67] P.P. Spicer , J.D. Kretlow , S. Young , J.A. Jansen , F.K. Kasper , A.G. Mikos , Evaluation
of bone regeneration using the rat critical size calvarial defect, Nat. Protoc. 7 

(2012) 1918–1929 . 
68] A. Rosset , L. Spadola , O. Ratib , OsiriX: an open-source software for navigating

in multidimensional DICOM images, J. Digit. Imaging 17 (2004) 205–216 . 

69] M.L. Bouxsein , S.K. Boyd , B.A. Christiansen , R.E. Guldberg , K.J. Jepsen , R. Muller ,
Guidelines for assessment of bone microstructure in rodents using micro-com- 

puted tomography, J. Bone Mineral Res.: Off. J. Am. Soc. Bone Mineral Res. 25 
(2010) 1468–1486 . 

70] J. Lafont , B. Baroukh , A. Berdal , M.L. Colombier , D. Barritault , J.P. Caruelle ,
J.L. Saffar , RGTA11, a new healing agent, triggers developmental events dur- 

ing healing of craniotomy defects in adult rats, Growth Factors 16 (1998) 23–

38 . 
71] J. Schindelin , I. Arganda-Carreras , E. Frise , V. Kaynig , M. Longair , T. Piet-

zsch , S. Preibisch , C. Rueden , S. Saalfeld , B. Schmid , J.Y. Tinevez , D.J. White ,
V. Hartenstein , K. Eliceiri , P. Tomancak , A. Cardona , Fiji: an open-source plat-

form for biological-image analysis, Nat. Methods 9 (2012) 676–682 . 
72] T. Guilbert , C. Odin , Y. Le Grand , L. Gailhouste , B. Turlin , F. Ezan , Y. Desille ,

G. Baffet , D Guyader , A robust collagen scoring method for human liver fibrosis

by second harmonic microscopy, Opt. Express 18 (2010) 25794–25807 . 
73] A.M. Collignon , J. Lesieur , N. Anizan , R.B. Azzouna , A. Poliard , C. Gorin , D. Le-

tourneur , C. Chaussain , F. Rouzet , G.Y. Rochefort , Early angiogenesis detected
by PET imaging with (64)Cu-NODAGA-RGD is predictive of bone critical defect 

repair, Acta Biomater. 82 (2018) 111–121 . 
[74] M.E. McGee-Lawrence , Z.C. Ryan , L.R. Carpio , S. Kakar , J.J. Westendorf ,

R. Kumar , Sclerostin deficient mice rapidly heal bone defects by activating 

β-catenin and increasing intramembranous ossification, Biochem. Biophys. Res. 
Commun. 441 (2013) 886–890 . 

75] J.L. Pathak , N. Bravenboer , J. Klein-Nulend , The Osteocyte as the New Discovery
of Therapeutic Options in Rare Bone Diseases, Front. Endocrinol. (Lausanne) 11 

(2020) 405 . 
[76] G. Russow , D. Jahn , J. Appelt , S. Mardian , S. Tsitsilonis , J. Keller , Anabolic Ther-

apies in Osteoporosis and Bone Regeneration, Int. J. Mol. Sci. (2018) 20 . 
77] F. Santagati , F.M. Rijli , Cranial neural crest and the building of the vertebrate

head, Nat. Rev. Neurosci. 4 (2003) 806–818 . 

78] K. Senarath-Yapa , S. Li , N.P. Meyer , M.T. Longaker , N. Quarto , Integration of
multiple signaling pathways determines differences in the osteogenic potential 

and tissue regeneration of neural crest-derived and mesoderm-derived calvar- 
ial bones, Int. J. Mol. Sci. 14 (2013) 5978–5997 . 

79] M. Bitar , R.A. Brown , V. Salih , A.G. Kidane , J.C. Knowles , S.N. Nazhat , Ef-
fect of cell density on osteoblastic differentiation and matrix degradation of 

biomimetic dense collagen scaffolds, Biomacromolecules 9 (2008) 129–135 . 

80] M.D. Kwan , N. Quarto , D.M. Gupta , B.J. Slater , D.C. Wan , M.T. Longaker , Dif-
ferential expression of sclerostin in adult and juvenile mouse calvariae, Plast. 

Reconstr. Surg. 127 (2011) 595–602 . 
81] K.S. Kang , J. Lastfogel , L.L. Ackerman , A. Jea , A.G. Robling , S.S. Tholpady , Loss of

mechanosensitive sclerostin may accelerate cranial bone growth and regener- 
ation, J. Neurosurg. 129 (2018) 1085–1091 . 

82] J. Colditz , S. Thiele , U. Baschant , C. Niehrs , L.F. Bonewald , L.C. Hofbauer ,

M. Rauner , Postnatal Skeletal Deletion of Dickkopf-1 Increases Bone Forma- 
tion and Bone Volume in Male and Female Mice, Despite Increased Sclerostin 

Expression, J. Bone Mineral Res.: Off. J. Am. Soc. Bone Mineral Res. 33 (2018) 
1698–1707 . 

83] D. Schupbach , M. Comeau-Gauthier , E. Harvey , G Merle , Wnt modulation in
bone healing, Bone 138 (2020) 115491 . 

84] M. Li , S. Li , J. Liu , X. Cui , S. Zhang , J. Zhou , X. Wang , Q Yao , Sustained-release

of sclerostin single-chain antibody fragments using poly(lactic-co-glycolic acid) 
microspheres for osteoporotic fracture repair, J. Biomed. Mater. Res. Part A 107 

(2019) 1832–1840 . 
85] G. Iolascon , A. Moretti , G. Toro , F. Gimigliano , S. Liguori , M. Paoletta , Pharma-

cological Therapy of Osteoporosis: what’s New? Clin. Interv. Aging 15 (2020) 
4 85–4 91 . 

86] E. Canalis , Management of endocrine disease: novel anabolic treatments for 

osteoporosis, Eur. J. Endocrinol. 178 (2018) R33–R44 . 
87] K.G. Saag , J. Petersen , M.L. Brandi , A.C. Karaplis , M. Lorentzon , T. Thomas ,

J. Maddox , M. Fan , P.D. Meisner , A. Grauer , Romosozumab or Alendronate for
Fracture Prevention in Women with Osteoporosis, N. Engl. J. Med. 377 (2017) 

1417–1427 . 

http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0034
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0034
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0034
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0034
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0034
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0035
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0035
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0035
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0035
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0035
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0035
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0035
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0035
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0035
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0035
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0036
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0036
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0036
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0036
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0036
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0036
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0037
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0037
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0037
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0037
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0038
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0038
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0038
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0038
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0038
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0038
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0038
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0039
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0039
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0039
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0039
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0039
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0039
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0039
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0039
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0039
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0039
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0039
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0039
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0039
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0039
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0039
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0040
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0040
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0040
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0040
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0040
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0040
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0041
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0041
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0041
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0041
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0041
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0042
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0042
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0042
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0042
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0042
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0043
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0043
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0043
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0043
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0043
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0043
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0043
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0043
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0043
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0043
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0043
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0043
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0043
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0043
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0044
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0044
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0044
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0044
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0044
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0044
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0044
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0044
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0044
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0044
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0044
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0044
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0045
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0045
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0045
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0045
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0045
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0045
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0045
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0046
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0046
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0046
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0046
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0046
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0047
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0047
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0047
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0047
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0047
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0048
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0048
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0048
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0048
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0048
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0048
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0049
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0049
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0049
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0049
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0049
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0050
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0050
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0050
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0050
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0051
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0051
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0051
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0051
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0051
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0051
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0051
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0052
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0052
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0052
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0052
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0052
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0052
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0052
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0052
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0053
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0053
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0053
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0053
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0053
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0053
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0053
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0053
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0054
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0054
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0054
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0054
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0054
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0055
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0055
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0055
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0055
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0055
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0056
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0056
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0056
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0056
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0056
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0056
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0056
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0056
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0056
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0057
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0057
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0057
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0057
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0057
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0057
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0057
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0057
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0057
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0057
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0058
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0058
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0058
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0059
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0059
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0059
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0059
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0060
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0060
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0060
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0060
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0060
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0060
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0061
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0061
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0061
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0062
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0062
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0062
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0062
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0062
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0062
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0062
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0062
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0063
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0063
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0063
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0063
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0063
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0063
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0063
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0063
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0064
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0064
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0064
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0064
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0064
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0064
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0065
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0065
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0065
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0065
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0065
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0065
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0066
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0066
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0066
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0066
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0066
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0066
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0067
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0067
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0067
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0067
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0067
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0067
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0067
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0068
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0068
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0068
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0068
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0069
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0069
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0069
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0069
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0069
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0069
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0069
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0070
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0070
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0070
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0070
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0070
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0070
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0070
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0070
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0071
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0071
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0071
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0071
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0071
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0071
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0071
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0071
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0071
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0071
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0071
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0071
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0071
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0071
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0071
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0071
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0071
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0072
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0072
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0072
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0072
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0072
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0072
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0072
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0072
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0072
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0072
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0073
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0073
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0073
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0073
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0073
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0073
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0073
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0073
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0073
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0073
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0073
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0074
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0074
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0074
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0074
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0074
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0074
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0074
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0075
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0075
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0075
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0075
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0076
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0076
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0076
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0076
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0076
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0076
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0076
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0077
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0077
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0077
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0078
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0078
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0078
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0078
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0078
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0078
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0079
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0079
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0079
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0079
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0079
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0079
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0079
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0080
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0080
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0080
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0080
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0080
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0080
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0080
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0081
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0081
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0081
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0081
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0081
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0081
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0081
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0082
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0082
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0082
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0082
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0082
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0082
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0082
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0082
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0083
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0083
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0083
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0083
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0083
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0084
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0084
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0084
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0084
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0084
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0084
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0084
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0084
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0084
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0085
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0085
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0085
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0085
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0085
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0085
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0085
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0086
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0086
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0087
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0087
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0087
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0087
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0087
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0087
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0087
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0087
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0087
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0087
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0087


S. Maillard, L. Sicard, C. Andrique et al. Acta Biomaterialia 140 (2022) 178–189 

[  

 

[  

[

[  

 

[  

[  

 

[

[  

[  
88] D. Hadaya , I. Gkouveris , A. Soundia , O. Bezouglaia , R.W. Boyce , M. Stolina ,
D. Dwyer , S.M. Dry , F.Q. Pirih , T.L. Aghaloo , S. Tetradis , Clinically Relevant Doses

of Sclerostin Antibody Do Not Induce Osteonecrosis of the Jaw (ONJ) in Rats 
with Experimental Periodontitis, J. Bone Mineral Res.: Off. J. Am. Soc. Bone 

Mineral Res. 34 (2019) 171–181 . 
89] M.S. Ominsky , Q.T. Niu , C. Li , X. Li , H.Z. Ke , Tissue-level mechanisms responsi-

ble for the increase in bone formation and bone volume by sclerostin antibody, 
J. Bone Mineral Res.: Off. J. Am. Soc. Bone Mineral Res. 29 (2014) 1424–1430 . 

90] N.M. Appelman-Dijkstra , S.E. Papapoulos , Sclerostin Inhibition in the Manage- 

ment of Osteoporosis, Calcif. Tissue Int. 98 (2016) 370–380 . 
91] Y. Ren , X. Han , S.P. Ho , S.E. Harris , Z. Cao , A.N. Economides , C. Qin , H. Ke ,

M. Liu , J.Q. Feng , Removal of SOST or blocking its product sclerostin rescues
defects in the periodontitis mouse model, FASEB J. 29 (2015) 2702–2711 . 

92] D.H. Balani , S. Trinh , M. Xu , H.M. Kronenberg , Sclerostin Antibody Adminis-
tration Increases the Numbers of Sox9creER + Skeletal Precursors and Their 

Progeny, J. Bone Mineral Res.: Off. J. Am. Soc. Bone Mineral Res. 36 (2021) 

757–767 . 
189 
93] D.A. Glass 2nd , P. Bialek , J.D. Ahn , M. Starbuck , M.S. Patel , H. Clevers ,
M.M. Taketo , F. Long , A.P. McMahon , R.A. Lang , G. Karsenty , Canonical Wnt sig-

naling in differentiated osteoblasts controls osteoclast differentiation, Dev. Cell 
8 (2005) 751–764 . 

94] J.N. Farr , S. Khosla , Skeletal changes through the lifespan–from growth to 
senescence, Nat. Rev. Endocrinol. 11 (2015) 513–521 . 

95] L. Falland-Cheung , J.N. Waddell , K. Chun Li , D. Tong , P Brunton , Investigation
of the elastic modulus, tensile and flexural strength of five skull simulant ma- 

terials for impact testing of a forensic skin/skull/brain model, J. Mech. Behav. 

Biomed. Mater. 68 (2017) 303–307 . 
96] D. Wang , J.R. Gilbert , X. Zhang , B. Zhao , D.F.E. Ker , G.M. Cooper , Calvarial Ver-

sus Long Bone: implications for Tailoring Skeletal Tissue Engineering, Tissue 
Eng. Part B, Rev. 26 (2020) 46–63 . 

http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0088
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0088
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0088
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0088
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0088
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0088
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0088
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0088
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0088
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0088
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0088
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0088
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0089
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0089
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0089
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0089
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0089
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0089
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0090
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0090
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0090
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0091
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0091
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0091
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0091
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0091
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0091
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0091
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0091
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0091
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0091
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0091
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0092
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0092
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0092
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0092
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0092
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0093
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0093
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0093
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0093
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0093
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0093
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0093
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0093
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0093
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0093
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0093
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0093
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0094
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0094
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0094
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0095
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0095
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0095
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0095
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0095
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0095
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0096
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0096
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0096
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0096
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0096
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0096
http://refhub.elsevier.com/S1742-7061(21)00802-3/sbref0096

	\advance \chk@titlecnt \@ne Combining sclerostin neutralization with tissue engineering: An improved strategy for craniofacial bone repair\global \chk@titlecnt =\z@ 
	1 Introduction
	2 Materials and methods
	2.1 Study design
	2.2 Ethical approval and animal management
	2.3 Isolation and culture of dental pulp stem cells from PN3 WT or Sost KO mice
	2.4 Collagen-hydrogel preparation
	2.5 Surgical implantation
	2.6 Micro-X-ray computed tomography (Micro-CT) examination of samples
	2.7 Histology, histomorphometry
	2.8 Image acquisition and quantification
	2.9 Second harmonic generation (SHG) microscopy
	2.10 Statistical analysis

	3 Results
	3.1 The implantation of Sost KO mDPSC in WT mice potentiates the outcomes of a tissue engineering strategy
	3.2 Systemic Scl-Ab treatment potentiates the outcomes of tissue engineering strategy in WT mice

	4 Discussion
	5 Conclusion
	Data availability
	Disclosures
	Declaration of Competing Interest
	Acknowledgements
	Supplementary materials
	References


