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ABSTRACT: Bone morphogenetic protein-2 (BMP-2), a growth
factor that induces osteoblast differentiation and promotes bone
regeneration, has been extensively investigated in bone tissue
engineering. The peptides of bioactive domains, corresponding to
residues 73−92 of BMP-2 become an alternative to reduce adverse
side effects caused by the use of high doses of BMP-2 protein. In
this study, BMP-2 peptide functionalized mesoporous silica
nanoparticles (MSNs-pep) were synthesized by covalently grafting
BMP-2 peptide on the surface of nanoparticles via an aminosilane
linker, and dexamethasone (DEX) was then loaded into the
channel of MSNs to construct nanoparticulate osteogenic delivery
systems (DEX@MSNs-pep). The in vitro cell viability of MSNs-
pep was tested with bone mesenchymal stem cells (BMSCs)
exposure to different particle concentrations, revealing that the functionalized MSNs had better cytocompatibility than their bare
counterparts, and the cellular uptake efficiency of MSNs-pep was remarkably larger than that of bare MSNs. The in vitro results
also show that the MSNs-pep promoted osteogenic differentiation of BMSCs in terms of the levels of alkaline phosphatase
(ALP) activity, calcium deposition, and expression of bone-related protein. Moreover, the osteogenic differentiation of BMSCs
can be further enhanced by incorporating of DEX into MSNs-pep. After intramuscular implantation in rats for 3 weeks, the
computed tomography (CT) images and histological examination indicate that this nanoparticulate osteogenic delivery system
induces effective osteoblast differentiation and bone regeneration in vivo. Collectively, the BMP-2 peptide and DEX incorporated
MSNs can act synergistically to enhance osteogenic differentiation of BMSCs, which have potential applications in bone tissue
engineering.
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1. INTRODUCTION

Currently, autografts and allografts are the main modalities for
the treatment of bone defects.1 However, the clinical success of
these modalities are usually limited by availability, donor site
morbidity, and potential disease transmission.2 To overcome
these limitations, there are growing interests and needs to
develop synthetic bone substitutes that can be used as
alternatives to these conventional modalities for skeletal repair.
Thus, considerable recent effort has been devoted to the
development of novel bioactive materials with intrinsic
biocompatible, biodegradable, and osteogenic properties.
Over the past decades, a variety of bioactive inorganic

materials have been developed for bone tissue regeneration
purposes, such as bioceramics, bioactive glasses, hydroxyapatite
(HA), β-tricalcium phosphate (TCP) and so on.3−5 Recently,
silica-based materials in different forms, such as silica thin films,
silica nanofibers, silica xerogel, and silica nanoparticles, were

also proposed as potential bone substitutes.6−8 Among them,
mesoporous silica nanoparticles (MSNs) have been extensively
explored for biomedical applications due to their superior
features such as high specific surface areas, large pore volumes,
controllable particle size, accessible surface functionalization
and favorable biocompatibility.9−12 These properties make
them very interesting as excellent candidates for drug delivery,
cell targeting, and gene therapy.13 It is well-known that natural
bone is comprised of collagen and nanohydroxyapatite.14,15 The
size of MSNs can be tuned over a broad range, which is
considered to easily match the size range of the integral parts
(such as hydroxyapatite crystals) of natural bone, making them
promising candidates for bone tissue repair.16
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Bone formation is a complex process that is regulated by the
systemic hormones, local production of cytokines, and various
growth factors.6,14 As a consequence, the surface functionaliza-
tion with growth factors or direct incorporation of growth
factors into the materials has been demonstrated to be effective
in improving the cell adhesion and osteoblast differentiation on
materials.17−19 The osteogenic growth factors typically include
various bone morphogenetic proteins (BMPs, such as BMP-2,
BMP-6, BMP-7 and BMP-9), transforming growth factors β
(TGF-β), platelet-derived growth factor (PDGF), insulin-like
growth factor (IGF) and so on.6,14 BMPs, the most potent
osteoinductive growth factors, belong to the TGF-β super-
family.20 In particular, recombinant human bone morphoge-
netic protein-2 (BMP-2), have demonstrated an impressive
ability to induce new bone formation in vivo.21 However, BMP-
2 protein is degraded rapidly in the body by proteinases, and
thus, high doses of BMP-2 possibly cause adverse effects, such
as ectopic bone formation, immunological reaction, and even
tumorigenesis.22 As a means to reduce protein diffusion from
the integration site and increase the efficacy, immobilization of
BMP-2 onto nanoparticles has attracted great interest.23 For
example, BMP-2 entrapped in dextran-derived microspheres
induced higher expression of alkaline phosphatase in human
periodontal ligament cells, and could achieve a longer action
time than the aqueous solution with equivalent BMP-2
concentration.24 BMP-2 incorporated hydroxyapatite nano-
particles have been developed as controlled-release carriers,
showing a sustained release profile of BMP-2.25 Neumann et al.
showed that BMP-2 loaded onto nanoporous silica nano-
particles possessed a higher osteoinductive effect in human
mesenchymal stem cells compared to BMP-free nano-
particles.26 Additionally, BMP-2 protein was also immobilized
onto chitosan-functionalized MSNs to induce osteoblast
differentiation,27 The result indicated that more than 80% of
BMP-2 was released within 24 h and thus yielded a much
higher localized concentration of protein on the cell surface and
possible side effects. This limitation may be overcome by using
the osteogenic BMP peptide to reduce the undesired side effect
of BMP protein.28,29 Saito et al. reported that the synthetic
peptide KIPKASSVPTELSAISTLYL corresponding to residues
73−92 of the knuckle epitope of BMP-2 significantly elevate
alkaline phosphatase activity than other residue sequences in
C3H10T1/2 cells.30 They further demonstrated that the 73−92
peptide-conjugated alginate gel remained active at the
implanted site and activated osteoblasts to promote ectopic
calcification.31 Further studies demonstrated that incorporating
the BMP-2 peptide in biomaterials can induce in vitro
osteogenic differentiation and in vivo bone regeneration.5,32−34

The combined therapy with growth factors and bone
therapeutic drugs has already been proven effective in bone
tissue engineering. Dexamethasone (DEX), a synthetic
glucocorticoid, is the earliest and more readily osteogenic
inducers for bone marrow stromal cells.35 Combination
treatment with DEX and BMP-2 protein was also demonstrated
to be an effective stimulator to enhance the BMP-2-induced
osteoblast differentiation.18,27 Thus, we hypothesize that the
simultaneous incorporation of bioactive DEX and BMP-2
peptide into the MSNs may exert synergistic effect on
osteoblast differentiation of bone mesenchymal stem cells
(BMSCs).
In this study, BMP-2 derived peptide-functionalized and

DEX-loaded MSNs were developed to evaluate their effect on
the osteogenic differentiation of BMSCs. The BMP-2 peptide

functionalized MSNs were first synthesized by covalently
grafting the peptide with aminated MSNs, and DEX was then
entrapped into the mesoporous channels of MSNs to construct
osteogenic factor delivery vehicles. The effect of BMP-2 peptide
grafting on the cellular uptake of MSNs was extensively
explored, and the in vitro and in vivo osteogenic effect of the
resulting osteogenic factor delivery vehicles were also
investigated.

2. MATERIALS AND METHODS
2.1. Materials. Tetraethyl orthosilicate (TEOS), cetyltrimethy-

lammonium bromide (CTAB), 3-aminopropyltriethoxysilane
(APTES), fluorescein isothiocyanate (FITC), 1-ethyl-3(3-
(dimethylamino)propyl) carbodiimide (EDC), N-hydroxysuccinimide
(NHS), dexamethasone (DEX), and Alizarin Red S were purchased
from Sigma-Aldrich Trading Co., Ltd. (Shanghai, China). The
fluorescein isothiocyanate labeled BMP-2 peptide (FITC-KIP-
KASSVPTELSAISTLYL sequence) was synthesized from Chinapep-
tides Co., Ltd. (Shanghai, China). Fetal bovine serum (FBS),
penicillin-streptomycin, trypsin and DMEM/F12 were obtained from
Gibco Life Technologies Co. (Grand Island, NY). Deionized water
was used in all experiments. All chemicals were used without further
purification.

2.2. Synthesis of MSNs and FITC-Labeled MSNs. MCM-41
type MSNs were prepared by modifications of previously reported
methods.36 Typically, 1.0 g of CTAB and 0.28 g of NaOH were
dissolved in 480 mL of deionized water. The mixture solution was
heated to 80 °C and stirred vigorously. Then, 5.0 mL of TEOS was
added dropwise to the surfactant solution under vigorous stirring at 80
°C for 2 h. The products were collected by centrifugation and washed
several times with water and ethanol. Subsequently, the surfactant
templates were removed by extraction in acidic ethanol (5 mL of HCl
in 500 mL of ethanol) for 24 h. The surfactant-free MSNs were
collected by centrifugation and dried under vacuum.

To obtain FITC-labeled MSNs, FITC-conjugated APTES (FITC-
APTES) was first synthesized by reacting of FITC (4 mg) with APTES
(44 μL) in 1.0 mL of ethanol under dark conditions for 24 h. After
that, 0.5 mL of FITC-APTES solution was added before TEOS in the
synthetic process of MSNs. Finally, the surfactant-free FITC-labeled
MSNs were dried under vacuum for further use.

2.3. Preparation of Aminated MSNs (MSNs-NH2). The surface
of MSNs was functionalized with amine groups by treatment with
APTES. One gram (1 g) of MSNs was first dispersed in 200 mL of
anhydrous ethanol, and then the solution was heated to 80 °C and
stirred for 2 h, followed by the addition of 2 mL APTES. After refluxed
for 24 h, the solution was centrifuged and washed with water for
several times. Finally, the MSNs-NH2 was redispersed in water for
further use.

2.4. BMP-2 Peptide Functionalized MSNs (MSNs-pep). For
the synthesis of BMP-2 peptide functionalized MSNs, the peptide was
covalently grafted onto the surface of MSNs-NH2 through the reaction
of −COOH and −NH2 group by using cross-linking reagents as
described previously.37 First, 200 μg of peptide was added into sterile
PBS solution (pH 7.4), followed by the addition of 0.2 mmol of EDC
and 0.5 mmol of NHS. After the mixture was stirred for 30 min at
room temperature, 20 mg of sterilized MSNs-NH2 which dispersed in
20 mL of PBS solution was added to the solution and stirred for
another 24 h. Then, the solution was centrifuged and washed with
deionized water for several times to remove the excess EDC, NHS,
and peptides. The as-prepared MSNs-pep was dispersed in sterile
water and stored at 4 °C. The excess FITC labeled BMP-2 peptide
were collected to determine the mass of the graft by UV−vis spectra at
495 nm using a calibration curve constructed from known
concentrations of BMP-2 peptide, approximately 79.8% of peptide
were grafted on MSNs.

2.5. Characterization. Morphology and structure of nanoparticles
were observed with a JEM-2100F (Jeol Ltd., Japan) transmission
electron microscope (TEM) operating at 200 kV. Attenuated total
reflectance-Fourier transform infrared (ATR-FTIR) spectroscopy was
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recorded on Nicolet 6700 (Thermo, Waltham, MA). Small-angle X-ray
diffraction (SAXRD) pattern was obtained using a D/MAX-2550PC
(Rigaku Inc., Japan) diffractometer with the CuKα radiation at 45 kV
and 40 mA. The size distribution of the nanoparticles was measured by
dynamic light scattering (DLS) using a BI-200SM multiangle
dynamic/static laser scattering instrument (Brookhaven, Holtsville,
NY). The zeta potential measurements were performed on a Zetasizer
Nano ZS instrument (Malvern, UK). UV−vis spectra were recorded
on a Jasco V530 UV−vis spectrophotometer (Jasco, Japan).
2.6. DEX Loading and in Vitro Release. For DEX loading, 0.2 g

of MSNs or MSNs-pep was added to 20 mL of DEX solution (0.1 mg/
mL, dissolved in PBS solution) and the mixture was stirred at room
temperature for 24 h. Then, the soaked nanoparticles were vacuumed
at room temperature for another 2 h. The DEX-loaded nanoparticles
(DEX@MSNs or DEX@MSNs-pep) were collected by centrifugation
and washed three times with PBS. The supernatant and the washing
solutions were collected together to determine the DEX loading using
UV−vis spectra at 242 nm. The loading amount of DEX was
determined to be 1.5 and 1.7 μg/mg for DEX@MSNs and DEX@
MSNs-pep, respectively.
In vitro release of DEX from DEX@MSNs-pep was carried out in

PBS solution (pH 7.4). The DEX loaded nanoparticles (20 mg) were
suspended directly in 1 mL of PBS in the dialysis bag (cutoff molecular
weight 3500 Da) and the bag was placed in a centrifuge tube
containing 4 mL PBS, and then shaken at a speed of 100 rpm at 37 °C.
The amount of DEX released in the medium was monitored via UV−
vis spectra at 242 nm.
2.7. BMSCs Isolation and Culture. Four-week-old female

Sprague−Dawley (SD) rats were obtained from Shanghai Laboratory
Animal Center (Shanghai, China). Rat BMSCs were isolated from the
femurs and tibias of SD rats as described previously,38 which was
performed in compliance with the protocols approved by the
Institutional Animal Care and Use Committees (IACUC) guidelines.
BMSCs were cultured in DMEM/F12 containing 10% FBS and 1%
penicillin/streptomycin at 37 °C in 5% CO2. The fourth to sixth
passage cells were used for the following experiments.
To investigate the bioactivity of different samples, BMSCs were

seeded at a density of 1 × 104 cells/cm2 and incubated in 5% CO2 at
37 °C. After the cells reached 80% confluence, the medium were
replaced with different sample suspensions. BMSCs cultured in normal
medium (Normal, DMEM/F12 + 10% FBS + 1% penicillin/
streptomycin) and osteoconductive medium (normal medium
supplemented with 10 mM β-glycerol phosphate and 50 μg/mL of
L-ascorbic acid) were used as controls. The experimental samples
(BMSCs and nanoparticles) were maintained in osteoconductive
medium. The cell culture medium was replaced every 3 days.
2.8. Cell Viability Assay. The viability of BMSCs was assessed

using Cell Counting Kit-8 (CCK-8) assays. Briefly, BMSCs were
seeded in 96-well plates with 100 μL of medium at a density of 5 × 103

cells per well, and cultured in 5% CO2 at 37 °C. After seeding for 24 h,
cells were washed with PBS, and exposed to various concentrations of
samples (6.25, 12.5, 25, 50, and 100 μg/mL). After incubation for 24
and 48 h, 10 μL of CCK-8 solution was added into each well, and the
cells were incubated for another 2 h at 37 °C. The absorbance was
measured at 450 nm with a plate reader (Multiskan MK3, Thermo). A
culture medium without nanoparticles was used as the control. The
cytotoxicity was expressed as the percentage of the cell viability as
compared with the control.
2.9. Analysis of Intracellular Uptake. For confocal laser

scanning microscope (CLSM, Carl Zeiss LSM 700) observations,
BMSCs (1 × 105 cells per dish) were seeded in 20 mm glass bottom
culture dishes and incubated for 24 h. After that, the medium was
removed and the cells were incubated with FITC-conjugated samples
(50 μg/mL) at 37 °C for specific time points. After being washed
several times with PBS, cells were fixed with 4% paraformaldehyde for
10 min at room temperature. The cells were washed three times with
PBS and incubated with 0.1% Triton X-100 and then 1% bovine serum
albumin (BSA) in PBS for 5 and 30 min, respectively. Alexa Fluor 568
phalloidin was used for staining the actin filaments for 20 min at room

temperature. The nucleus was stained with DAPI (Bestbio, Shanghai)
for 5 min. Then, the samples were observed by CLSM.

For the quantification of intracellular uptake of nanoparticles, flow
cytometry (FCM) was used to detect the FITC signal in BMSCs.
BMSCs were seeded at 1 × 105 cells on each six-well culture plate and
cultured for 24 h. Then the cells were treated with samples (50 μg/
mL). After 24 or 48 h of incubation, the medium was totally taken out
and cells were washed with PBS and trypsinized. The cells were
collected by centrifugation at 2000 rpm, washed with PBS three times,
and resuspended in 1 mL of PBS. Then cell suspensions were filtered
through 400-mesh sieves and finally subjected to a FACSCalibur flow
cytometry (BD Biosciences). To investigate the ligand−receptor
interaction of BMP-2 peptide and its receptors, we introduced noggin
(Genscript, Nanjing). The cells were treated with MSNs-pep
containing noggin (200 ng/mL) for 24 h and followed by the same
procedure as above.

In addition, the mass of nanoparticles in BMSCs was measured by
detecting the silicon concentration with inductively coupled plasma
optical emission spectroscopy (ICP-OES) (Prodigy, Leeman Labo-
ratories). BMSCs (2 × 106) were seeded in a 10 cm Petri dish and
incubated for 24 h. Then the cells were treated with samples (100 μg/
mL) for 24 h. After removal of the supernatant and washing several
times with PBS, the cells were trypsinized, and then were centrifuged
and washed three times. After the cells were dried overnight, the cells
were treated with 0.1 mL of 40 wt % HF with ultrasound, followed by
the addition of 9.9 mL of 2 wt % HNO3 aqueous solution. Finally, the
clear solutions were used to measure the silicon concentration by ICP-
OES.

To study the endocytosis of nanoparticles, we used a protocol
described previously.12 The cells were finally observed with a JEM-
2100 TEM.

2.10. Alkaline Phosphate (ALP) Activity. ALP activity of
BMSCs was evaluated by an assay kit (Beyotime Institute of
Biotechnology, China), which quantified the conversion of p-
nitrophenol phosphate (pNPP) to yellow p-nitrophenol (pNP) by
ALP enzyme. Briefly, after being exposed to samples at predetermined
time points, the cells were lysed with cell lysis buffer. Next, 50 μL cell
lysates were added into a 96-well plate containing 50 μL substrate
solutions and incubated at 37 °C for 30 min. Then, the stop solution
was added to terminate the reaction. The absorbance was read at 405
nm with a plate reader. The ALP concentrations were determined by a
standard curves. For normalization, the total protein concentration was
measured by a protein assay kit (Beyotime Institute of Biotechnology,
China).

2.11. Alizarin Red S (ARS) Staining. At the predetermined time
points after the addition of nanoparticles, BMSCs were fixed with 10%
formalin for 20 min and then washed three times with PBS. The fixed
cell were further washed with distillated water to remove any salt
residues before covered in 2% (wt/v) ARS with a pH adjusted to 4.1−
4.3. After an incubation of 10 min at room temperature, samples were
washed until the excess of ARS was removed. The ARS staining was
imaged using a camera (Canon EOS 550D). To quantify coloration of
ARS, we added 10% acetic acid to the samples. After an overnight
incubation, the samples were transferred to tubes and centrifuged for
15 min at 13 000 rpm. Then, the supernatant was extracted to other
tubes and neutralized with 10% ammonium hydroxide, and 100 μL of
each sample was added to 96-well plates and read at 405 nm with a
plate reader.

2.12. Immunocytochemistry. At the predetermined time points
after the addition of nanoparticles, BMSCs were fixed with 10%
formalin for 20 min. Cells were then permeabilized with 0.1% Triton
X-100 solution for 5 min and nonspecific binding blocked with 10%
normal donkey serum for 30 min. Cells were incubated overnight at 4
°C with the primary antibodies: mouse antihuman/rat osteocalcin
monoclonal antibody (1:50 dilution, R&D, Minneapolis, MN) and
RUNX2 (D1L7F) rabbit mAb (Cell Signaling Technology, Beverly,
MA). After that, cells were washed three times with PBS and treated
for 1 h with the appropriate secondary antibody: donkey antimouse
IgG NL557 (1:200 dilution, R&D, Minneapolis, MN) and donkey
antirabbit IgG H&L (Alexa Fluor 405; 1:200 dilution, Abcam,
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England). Negative control samples were not subjected to primary
antibody incubation. After being washed three times with PBS, the
nucleus was respectively stained with 4′,6-diamidino-2-phenylindole
(DAPI) and propidium iodide (PI).
2.13. Ectopic Bone Formation in Vivo. The animal experiments

were performed on 4-week-old male SD rats (Silaike Inc. Shanghai,
China) and conducted as reported previously.27 The implanted
materials were divided into three groups: (1) Gelfoam loaded with
MSNs; (2) Gelfoam loaded with MSNs-pep; (3) Gelfoam loaded with
DEX@MSNs-pep. The content of BMP-2 peptide and DEX within the
implants was 100 and 20 μg, respectively. These materials were
prepared by adsorbing the particles solution into gelfoam and then
dried for further use. The rats were divided into three groups (each
group: n = 6), anesthetized with an intraperitoneal injection of
pentobarbital (0.06 g/kg) and implanted with the prepared materials
into right thigh muscle pouches. Three weeks postoperation, the rats
were examined by a dual-source computed tomography (CT) system
(Somatom Definition Flash, Simens, Germany) to evaluate the bone
formation. Imaging parameters were as the follows: thickness, 0.6 mm;
kVp, 80; effective mAs, 110; FOV, 20 cm.
After implantation for 3 weeks, the implants were harvested

together with the surrounding muscles. Each specimen was fixed with
10% neutral formalin. Then the specimen was sectioned at 5 μm thick
and stained with hematoxylin/eosin (HE). All the samples were
observed using a microscope.
2.14. Statistical Analysis. All experiments were conducted at least

three times, and data are presented as mean ± standard deviation
(SD). Statistical analysis was carried out using the one-way analysis of
variance (ANOVA) followed by post hoc Tukey’s method to test all

pairwise mean comparisons. The statistical significance for all tests
were considered at *P < 0.05 and **P < 0.01.

3. RESULTS AND DISCUSSION

3.1. Preparation and Characterization of MSNs-pep.
BMPs are the most widely used cytokines promoting
osteogenic differentiation of mesenchymal stem cells. Many
short peptide sequences derived from BMPs, such as BMP-2
peptide, BMP-7 peptide, or BMP-9 peptide,5,39 were
demonstrated to have bioactivity similar to the full length
BMPs. Thus, we are interested in the influence of BMP-2
peptide conjugated MSNs on the osteogenic differentiation
activity of BMSCs. In this study, a facile route was used to
prepare MSNs-pep as schematically described in Figure 1A.
Briefly, MSNs were synthesized by a surfactant-based method,
followed by introducing the APTES to obtain aminated MSNs.
For the preparation of MSNs-pep, the BMP-2 derived peptide
was covalently grafted onto the aminated MSNs through the
reaction of carboxy and amino group by using cross-linking
reagents. Subsequently, MSNs-pep was immersed into DEX
solution with stirring to obtain DEX-loaded sample.
TEM image in Figure 1B clearly displays the morphology

and structure of the resulting MSNs. MSNs exhibited a round
or elliptic morphology with highly ordered mesoporous
channels (Figure 1B and inset). After grafting with peptide, a
very thin polymeric shell was formed on the exterior surface of

Figure 1. (A) Schematic illustration for the preparation of DEX@MSNs-pep; TEM images of (B) MSNs (inset is the enlarged image) and (C)
MSNs-pep; and (D) size distribution of MSNs and MSNs-pep.

Figure 2. (A) Small-angle XRD patterns of MSNs and MSNs-pep; (B) ATR-FTIR spectra of MSNs, MSNs-NH2, MSNs-pep, and BMP-2 peptide.
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MSNs (Figure 1C). The hydrodynamic diameter and size
distribution of MSNs and MSNs-pep were measured by DLS.
As shown in Figure 1D, the mean hydrodynamic diameter of
MSNs was 265 nm with the polydispersity index (PDI) of
0.196. It was note that a smaller hydrodynamic diameter of 255
nm and a narrower PDI of 0.172 of MSNs-pep were observed,
which indicates that MSNs-pep have better dispersibility
because of peptide grafting. To further verify this point,
MSNs and MSNs-pep were respectively dispersed in different
solutions, including water, PBS solution and medium (serum-
containing cell culture medium). We observed that MSNs
could be readily dispersed in water, while sediment was
appeared when dispersed in PBS or medium (Figure S2, SI).
Obviously, whatever water, PBS or medium, MSNs-pep all
exhibit a well-dispersed state, indicating that the dispersibility
and stability of MSNs-pep were significantly improved in PBS
or medium compared with that of MSNs.
As shown in Figure 2A, the SAXRD pattern of MSNs showed

an intense peak and three weaker peaks, assigned as (100),
(110), (200), and (210) planes, respectively, which is the
characteristic diffraction pattern of MCM-41 type MSNs,
indicating that the synthesized MSNs have hexagonal type of
mesoporous structure.9 Compared with bare nanoparticles, the
intensity of the diffraction peaks decreased sharply after peptide
grafting (Figure 2A). Nevertheless, MSNs-pep showed the
characteristic diffraction peaks at (100) plane, which implies
that peptide functionalized MSNs still possess an ordered 2D
hexagonal structures. This change of SAXRD result confirms
the successful surface functionalization.40 Figure 2B shows the
FTIR spectra of the samples before and after peptide grafting.
Compared with bare MSNs, the peak at 959 cm−1 ascribing to
the stretching vibration of Si−OH is evidently decreased in
intensity on the spectrum of aminated MSNs, while a new peak
at 1548 cm−1 corresponding to N−H asymmetric bending
appeared due to the successful modification of MSNs with
amino groups.41 After grafting with peptide, the new peak
appeared at 2935 cm−1 and the enhanced peaks at 1638 and
1562 cm−1, which correspond to the C−H stretching vibration,
CO stretching vibration of amide I, and N−H bending
vibration of amide II,42 respectively, indicating the successful
grafting of peptide. In addition, UV−vis spectra measurement
was utilized to confirm the successful grafting of peptide on the
outer surface of MSNs rather than the adsorption. As shown in
Figure S1 (SI), the prepared MSNs-pep suspension dispersed
in deionized water showed yellow solution and displayed the

characteristic absorption band of FITC. After centrifugation, as
MSNs-pep nanoparticles were precipitated in the bottom of the
centrifuge tube, the supernatant become transparent and the
characteristic peak of FITC was disappeared. This result was
consistent with previous report and confirmed the successful
incorporation of BMP-2 peptide on the aminated MSNs by
conjugation reaction.37

3.2. Cytotoxicity Assay. It is essential to investigate the
cytotoxicity of the prepared nanoparticles prior to the
evaluation of osteogenic differentiation activity. Therefore, in
vitro cytotoxicity of the peptide functionalized MSNs against
BMSCs was assessed using CCK-8 assay and the bare MSNs
was used as a control. As shown in Figure 3, the effects of bare
MSNs and MSNs-pep on the viability of BMSCs were studied
at various doses (6.25, 12.5, 25, 50, and 100 μg/mL). It could
be observed that both MSNs and MSNs-pep showed no
obvious cytotoxicity on the BMSCs at 6.25−100 μg/mL after
incubation for 24 and 48 h (Figure 3A,B). Furthermore, MSNs-
pep showed significantly higher cell viability than MSNs at the
concentrations of 50 and 100 μg/mL after incubation for 48 h
(P < 0.01). For 48 h incubation, as the particle concentration of
MSNs was as high as 100 μg/mL, the cell viability was about
93.7%. These results demonstrated that MSNs-pep possess
better biocompatibility and will not cause obvious cytotoxic
effect once the BMP-2 peptide is shed in vivo. Therefore,
MSNs-pep is highly cytocompatible and can be kindly used in
the following experiments.

3.3. Intracellular Uptake of Nanoparticles. BMSCs were
incubated with MSNs and MSNs-pep at the concentration of
50 μg/mL. The uptake of these nanoparticles by BMSCs was
first analyzed by CLSM (Figure 4). After 24 h exposure,
BMSCs were generally well-spread, and there were no any
adverse effects on the cell cytoskeleton compared to the
untreated control cells. The green fluorescence of the labeled
FITC enables the visualization of the cellular uptake of
nanoparticles. The results from the cellular uptake are
illustrated in Figure 4. It can be clearly seen that the cellular
uptake was increased from 24 to 48 h, suggesting a time-
dependent pattern. Importantly, there were more green spots
distributed in the cytoplasm of BMSCs which were incubated
with MSNs-pep nanoparticles than those incubated with MSNs,
which indicated that BMSCs can take up more BMP-2 peptide
grafted MSNs nanoparticles than bare MSNs. This result
indicates that BMP-2 peptide grafting may enhance the delivery
of MSNs-pep into the cytoplasm of BMSCs. To verify this

Figure 3. Cell viability of BMSCs cultured with different concentrations of MSNs and MSNs-pep for (A) 24 h and (B) 48 h. Cell viability was
expressed as the percentage of the untreated control group.
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phenomenon, we used flow cytometry to quantify the cellular
uptake of nanoparticles via the green fluorescence signal of
FITC after the cells were treated with nanoparticles for 24 and
48 h. As shown in Figure 5A,B, the mean fluorescence intensity
increased with increasing the incubation time for both
nanoparticles. However, at the same culture time and the

same nanoparticles concentration, MSNs-pep exhibited a
significant increase in fluorescence intensity when compared
to the bare MSNs (P < 0.01) (Figure 5B). In addition, the
percent population of cells uptaken with FITC labeled
nanoparticles was also used to evaluate the cellular uptake of
samples. From Figure 5C, we can see that the overall uptake for
MSNs-pep was significantly higher than that for MSNs (P <
0.01), suggesting that BMP-2 peptide grafting greatly enhanced
the cellular uptake efficiency.
To further clarify the difference of intracellular uptake

between MSNs-pep and MSNs, the uptake of nanoparticles
distributed in the BMSCs can be evidenced by TEM images. As
shown in Figure 6A−D, large numbers of nanoparticles (white
arrows) were found in the cytoplasm while no nanoparticles
were found in the nucleus, and they still maintained the elliptic
morphology. In addition, part of the nanoparticles could be
found in the vesicular compartments near the cell membrane
(Figure 6D). It is reported that the silica-based nanoparticles
could be processed in endosomes and lysosomes after the
uptake by cells via endocytosis, and were eventually released
into the cytoplasm.10,43 Noticeably, the mesoporous structure
in the uptaken MSNs can be clearly seen (Figure 6B) but not in
MSNs-pep (Figure 6D), which was consistent with the previous
TEM observation. Moreover, as expected, the TEM images

Figure 4. Confocal microscopy images of BMSCs incubated with
different samples for (A−C) 24 and (D−F) 48 h. Cells cytoskeleton
was stained for actin filament using Alexa Fluor 568 phalloidin (red).
The cells nuclei were stained using DAPI (blue). Green fluorescence
indicates the nanoparticles. (A and D) Control, without nanoparticles
treating; (B and E) MSNs; and (C and F) MSNs-pep. Images were
obtained with a 63× oil-immersion objective (scale bar = 20 μm).

Figure 5. In vitro cellular uptake of MSNs and MSNs-pep against BMSCs for 24 and 48 h. (A) Flow cytometry assays of cellular uptake, (B) mean
fluorescence intensity, and (C) cellular uptake percentage of MSNs and MSNs-pep.
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show that more MSNs-pep nanoparticles are internalized in
BMSCs compared to the bare MSNs. In addition, as shown in
Figure S3 (SI), the side-view from z-stack images obtained by
confocal microscopy also reveal the difference of intracellular
uptake between MSNs-pep and MSNs. Compared with the
MSNs group, we found that more MSNs-pep nanoparticles
were resided in the cytoplasm of BMSCs. To quantitatively
determine the cellular uptake of these nanoparticles, ICP-OES
was used to measure the mass of nanoparticles in BMSCs.
Figure 6E shows the mass of silicon internalized per cell
obtained from ICP-OES measurements, which was 0.33 and
0.87 pg/cell for MSNs and MSNs-pep nanoparticles,
respectively. Obviously, the uptake amount of MSNs-pep was
nearly 3 times than that of MSNs. The above results also
confirmed that BMP-2 peptide grafting could enhance the
cellular uptake of MSNs-pep by BMSCs.
As reported previously, noggin is the specific inhibitor of

BMP, which prevents BMP binding to the cell surface receptors
by binding to BMP with high affinity.44 To investigate whether
the enhanced cellular uptake of MSNs-pep was depended on
the ligand−receptor interaction of BMP-2 peptide and its
receptors, we performed further studies by introducing noggin
to block the ligand−receptor interaction. As shown in Figure S4
(SI), in the case of MSNs-pep with and without the presence of
noggin, they did not show a statistically significant difference on
the fluorescence intensity. Nevertheless, because of the
presence of noggin, the cellular uptake of MSNs-pep was

lower than that of alone MSNs-pep. In theory, however, the
cellular uptake of MSNs-pep may be dramatically decreased
because of the existence of inhibitor, but the experimental result
appears to be somewhat different. We deduced that the ligand−
receptor interaction between peptide and receptors may be an
important factor influencing cellular uptake of MSNs-pep. In
addition, the positively charged character of the MSNs-pep
(Figure S5, SI), which may facilitate the interaction between
cells and nanoparticles, and therefore reduced the inhibiting
effect of noggin.

3.4. ALP Activity Quantification. In this study, BMP-2
peptide was grafted onto the surface of MSNs to enhance the
osteogenic differentiation activity of BMSCs. DEX is a synthetic
glucocorticoid which has also served as a bioactive agent to
promote osteogenic differentiation of mesenchymal stem
cells.45 Thus, the release of DEX from DEX@MSNs-pep may
result in higher osteogenic differentiation activity than single
use of MSNs-pep. We therefore compared the osteoblastic
differentiation activity of BMSCs which were incubated with
different nanoparticles (loaded or unloaded with DEX).
Normally, ALP activity was measured as a marker of osteogenic
differentiation, and the upregulation of ALP activity is a key
event occurring during the early time points of osteogenesis.46

Figure 7 shows the in vitro ALP activity of BMSCs treated with
different samples for different culture time. It can be seen that
ALP activity increased with increasing culture time for all the
test groups. The addition of MSNs-pep, DEX@MSNs and
DEX@MSNs-pep nanoparticles (50 μg/mL, containing about
400 ng/mL of BMP-2 peptide) significantly enhanced the ALP
activity compared with other groups at day 21 (P < 0.01),
which demonstrated that the introduction of these nano-
particles within the extra- and intracellular environment can
trigger the upregulation of ALP. As expected, BMSCs treated
with DEX@MSNs-pep showed the higher ALP activity than the
cells treated with MSNs-pep, due to the presence of DEX,
known for triggering the osteogenic differentiation. Addition-
ally, the ALP activity of DEX@MSNs-pep group was obviously
higher than that of the DEX@MSNs. Moreover, at day 14, it
was noted that the ALP activity of cells treated with DEX@
MSNs-pep was higher than other samples. We also investigated
the effect of nanoparticles concentration on ALP activity. As
shown in Figure 7B, higher ALP activity in MSNs-pep group
was obtained within the tested concentrations compared to the
control (without nanoaprticles in osteoconductive medium) at
day 21 (P < 0.01), and the ALP activity increased with the
increase of particle concentration. A similar trend in ALP
activity was observed in DEX@MSNs-pep group and almost 2-
fold increase was observed at concentration of 50 μg/mL
compared to the control at day 21. However, at the particle
concentration of 100 μg/mL, a decrease in ALP activity was
observed, but it still showed higher ALP activity than the
control. To further investigate this result, the in vitro release of
DEX from DEX@MSNs-pep was detected. As shown in Figure
S6 (SI), the result showed that DEX was released in a
sustaining manner and the amount of released DEX reached to
61.3% at day 27, indicating that the released DEX could
effectively maintain the proper concentration to stimulate the
osteogenic differentiation of BMSCs. At day 3, the amount of
released DEX was 23.6%, making the DEX concentration over
10−7 M. Given that the maximally stimulatory effects of DEX
on osteoblast differentiation are 10−8 to 10−7 M, on the one
hand, the decrease in ALP activity may be that high
concentrations of DEX down-regulate its receptors, then

Figure 6. Effect of functionalization on MSN uptake. TEM
investigation of (A and B) MSNs and (C and D) MSNs-pep uptaken
in BMSCs, nanoparticles indicated by white arrows; (E) mass of
silicon internalized in BMSCs measured by ICP-OES technique.
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eventually attenuate the osteoblast response to DEX.47 On the
other hand, some positive regulators involved in the regulatory
process of osteoblastic differentiation may be down-regulated
by the high concentrations of DEX. Therefore, the decreased
ALP activity for DEX@MSNs-pep at a concentration of 100
μg/mL was related to the effect of high concentrations of DEX.
On the basis of the above finding, it is necessary to investigate
the effects of different concentrations of MSNs-pep and DEX@
MSNs-pep on ALP activity. Although the ALP activity
increased with increasing content of BMP-2 peptide, it would
cause negative effect at the presence of high DEX
concentration. These results also suggested that the grafted

peptide remained its biological activity after immobilized onto
the surface of MSNs, and the incorporation of DEX could
further enhance the upregulation of ALP activity.

3.5. In Vitro Mineralization. The mineralized matrix
synthesis was assessed using an Alizarin Red S staining assay,
which identifies calcium deposition, and the extent of calcium
deposition was quantified by extracting the dye from the
stained monolayer (Figure 8). After 21 days of differentiation,
the BMSCs cultured in normal medium did not show any
obvious calcium deposits (Figure 8A). Compared to BMSCs
cultured in osteoductive medium, a significant increase in the
amount of calcium deposition was observed when cells were

Figure 7. (A) In vitro alkaline phosphatase (ALP) activity of BMSCs after treated with various samples for different culture period, (B) different
concentrations of MSNs-pep and (C) different concentrations of DEX@MSNs-pep. Data were analyzed using one-way ANOVA against the
osteoconductive group.

Figure 8. Evaluations of the mineralized extracellular matrix produced by BMSCs under osteogenic induction. The mineralized matrix was stained
with Alizarin Red S on day 21. (A) Digital photos of different samples after staining with Alizarin Red S. (B) The production of mineralized matrix
determined by quantifying the amount of Alizarin Red S that stained the mineralized matrix. Data were analyzed using one-way ANOVA against the
osteoconductive group.
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cultured with MSNs-pep, DEX@MSNs or DEX@MSNs-pep
(Figure 8B). Remarkably, for the combination of BMP-2
peptide and DEX, cells cultured with DEX@MSNs-pep
exhibited statistically significant increase in calcium deposition
than those with MSNs-pep and DEX@MSNs (P < 0.01). These
findings demonstrated that BMP-2 peptide grafted MSNs can
promote the formation of mineralized matrix and further
enhance the efficiency of mineralization after DEX loading.
3.6. Immunocytochemical Analysis. Among the evalua-

tions of osteogenic differentiation, the characterizations of
osteo-related proteins expression are equally important, like
RUNX-related transcription factor 2 (RUNX2) and osteocalcin
(OCN). RNUX2 belongs to the RUNX family of transcription
factors and is one of the earliest indications of osteoblastic
differentiation, which can stimulate the expression of key
osteogenic genes such as OCN and osteopontin (OPN).48−50

The expression level of RNUX2 at day 21 was shown in Figure
9A,B. Compared with normal medium, BMSCs cultured in
osteoconductive medium and with the addition of materials
showed the positive for RNUX2 protein. Stronger fluorescence
intensity was observed for MSNs-pep, DEX@MSNs and
DEX@MSNs-pep (Figure 9A), indicating that there were
more RUNX2 protein expression. The result of quantified
analysis also confirmed that the addition of MSNs-pep, DEX@
MSNs or DEX@MSNs-pep significantly promotes RUNX2
expression (Figure 9B). In the BMP signaling pathway, RUNX2
is a critical transcription factor and is required for osteo-
genesis.51 These nanoparticles containing BMP-2 peptide

significantly enhanced the expression of RUNX2 protein
compared to bare MSNs, which revealed that the BMP
pathway was activated. We can rationally deduce that when
BMP-2 peptide interacted with the BMP receptors on the cell
surface, the formed complex could activate the downstream
Smad pathway and then regulate gene expression of the
osteogenic transcription factor, such as RUNX2.52,53 However,
it is unclear that how the peptide influence the osteogenic
differentiation after uptake of nanoparticles by cells. These
results are largely concordant with previous studies28,51

showing that the BMP-2 peptide still kept its bioactivity after
being incorporated onto the nanoparticles.
OCN is the bone-specific protein synthesized by osteoblasts

and acts as a marker to evaluate osteogenic maturation and
bone formation, which manifests the greatest expression at the
late stage of osteogenesis.54 Figure 9C shows the expression
level of OCN marker at day 21. It was clearly visible that an
enhanced fluorescence was observed in the MSNs-pep, DEX@
MSNs and DEX@MSNs-pep groups, suggesting these bioactive
nanoparticles could enhance the expression of OCN. In
addition, the expression of OCN in DEX@MSNs-pep group
was significantly higher (P < 0.05) than that in MSNs-pep and
DEX@MSNs groups (Figure 9D).

3.7. Ectopic Bone Formation in Rats. The ectopic bone
formation in vivo was used to further evaluate the osteogenic
capacity of MSNs-pep and DEX@MSNs-pep. At 3 weeks
postoperation, the bone formation in implanted region was
analyzed by CT images (Figure 10). In the MSN group, no

Figure 9. Immunostaining of osteo-related protein (A and C) and their quantitative analysis (B and D) on day 21. The expression of osteo-related
proteins was quantified by using an Image-Pro Plus software analysis from the fluorescence images and normalized to the normal group. (A, blue)
RUNX2 staining, cell nuclei were stained with (red) PI, and (B) quantitative analysis of RUNX2. (C) Osteocalcin (OCN, red) staining, cell nuclei
were stained with DAPI (blue), and (D) quantitative analysis of OCN. Data were analyzed using one-way ANOVA against the osteoconductive
group. Scale bar = 50 μm.
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evident calcified deposits were observed in rat, but for both the
MSNs-pep and DEX@MSNs-pep groups, the shadows (white
arrow) generated by the calcification were emerged in the area
surrounding the implanted regions. Furthermore, the CT
images showed that the DEX@MSNs-pep group induced more
obvious mineralization than the MSNs-pep group. In addition,
HE staining was performed to confirm the ectopic bone
formation (Figure 11). The histological observation showed

that no obvious bone formation was observed in the MSNs
group. In contrast, newly formed bone was found in the area of
implanted regions for the MSNs-pep and DEX@MSNs-pep
groups. It is noted that the amount of new bone in the
DEXMSNs-pep group was greater than that of the MSNs-pep
group. These results demonstrated that BMP-2 peptide
incorporated MSNs hold the capacity of inducing ectopic
bone formation in vivo, and this capacity can be strengthened
in the presence of DEX. However, this constructed nano-
particulate osteogenic delivery systems did not seem to induce

a robust osteogenic response. But we expect that they could be
potentially applied in bone repair without causing adverse
effects as BMP-2 protein did.
Previous studies reported that immobilization of BMP

peptide in biomaterials could promote osteogenic differ-
entiation of mesenchymal stem cells or preosteoblast.6,28,29,39

However, the bone formation process is controlled sequentially
and cooperatively by many growth factors.55 To further
enhance the osteogenic differentiation, other bioactive factor
was frequently added to serve as a synergetic factor. In this
study, DEX was loaded in the mesopores of BMP-2 peptide
grafted MSNs and was released from the pores in a sustained
manner, which supplied the sufficient amount of DEX to
promote the differentiation of osteogenic cells without the extra
addition of DEX in the culture medium. As a result, DEX
release from MSNs-pep further promotes the osteogenic
differentiation of BMSCs in terms of ALP activity, calcium
deposition and osteo-related protein expression. On the basis of
the above obtained results, a possible model to understand the
effects of BMP-2 peptide and DEX on the osteogenic
differentiation of BMSCs is proposed. As illustrated in Figure
12, the peptide grafting not only endows nanoparticles with
good dispersibility and biocompatibility, but also enhances the
cellular uptake due to the high affinity of BMP-2 peptide and
specific BMP receptors and electrostatic adsorption of
heterogeneous surface charge. Moreover, the BMP-2 peptide
interacts with BMP receptors on the cell surface, which results
in the formation of peptide/BMP receptors complexes and the
activation of downstream Smad pathways.56 After being taken

Figure 10. CT images of rats implanted with different implants for 3 weeks. Images of (left) plain CT scanning, (upper right) three-dimensional CT
reconstruction, and (bottom right) transverse section for each MSNs, MSNs-pep, and DEX@MSNs-pep.

Figure 11. Histological evaluation with HE staining of ectopic bone
formation at 3 weeks. NB, new bone; magnification, 100×.
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up by cells, DEX is released into the cytoplasm and then binds
to its receptor. Consequently, the combination usage of
bioactive BMP-2 peptide and DEX exerted a synergistic effect
on the osteogenic differentiation of BMSCs.

4. CONCLUSION
In summary, the bioactive BMP-2 peptide grafted MSNs were
synthesized by covalently conjugation of BMP-2 peptide and
aminated MSNs. After BMP-2 peptide grafting, the dispersi-
bility and biocompatibility of functionalized MSNs were
improved, while the cellular uptake of nanoparticles against
BMSCs was enhanced. The experimental results also showed
that the prepared MSNs-pep promoted the osteogenic
differentiation of BMSCs in vitro, as indicated by the
upregulation of ALP activity and osteo-related proteins
expression, as well as the increased calcium deposition.
Moreover, the loading of DEX in MSNs-pep further enhanced
the osteogenic differentiation of BMSCs. In addition, based on
the results of CT images and histological examination, the
DEX@MSNs-pep delivery system could induce significant
ectopic bone formation in vivo. Therefore, the BMP-2 peptide
and DEX-incorporated MSNs showed a higher capacity for
osteogenic differentiation and hold great potential for bone
tissue engineering applications.
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