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Abstract: The high incidence of bone defect cases necessitates a rapid development of cost-effective
bone tissue engineering approaches. Bone growth factors such as bone morphogenetic protein-2
(BMP-2) play a vital role in bone tissue engineering. The osteoinductive efficacy of BMP-2 and
other osteogenic growth factors is highly dependent on their dose and delivery mode. Slow and
sustained delivery of a low dose of BMP-2 promotes bone defect healing. However, the burst
release of a high dose of BMP-2 not only fails to promote bone healing but also causes adverse local
and systemic effects. The biomimetic calcium phosphate (BioCaP) coating technique guarantees
a slow, gradual, and local release of BMP-2 to mimic its natural release from the bone matrix under
physiological conditions. Therefore, BioCaP coatings have long been regarded as a promising drug
carrier for growth factors. In this mini-review, we give a brief introduction to BioCaP coatings regarding
their preparation techniques, physicochemical properties, potential as a drug carrier, ability to
suppress foreign body reactivity, and their preclinical application in ectopic and orthotopic models.
Finally, the current challenges and future prospects of BioCaP coatings are discussed.

Keywords: biomimetic; bone morphogenic protein-2; calcium phosphate coating; clinical application;
drug delivery; foreign-body reaction; Icariin; preclinical study; parathyroid hormone; vascular endothelial
growth factor

1. Introduction

High incidence of bone loss resulting from trauma, infection, or disease is evidenced by more
than 2 million bone grafts used in orthopedic procedures annually worldwide [1]. While autologous
bone serves as the gold standard for bone defect repair, it is associated with morbidity and pain of
the donor site [2]. In addition, the insufficient supply of autologous bone has limited its application.
Therefore, there is an increasing demand for autologous bone substitutes, which facilitates the rapid
development of bone tissue engineering.
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Bone tissue engineering is a sophisticated and dynamic process involving the cooperation of
osteoprogenitor cells, various hormones, cytokines, and bone substrates with sufficient mechanical
stability to obtain bone growth [3-5]. An osteoconductive surface of bone substrates or implants is vital
to permit the differentiated bone cells to move into its pores, channels, and pipes [6]. Various techniques
have been utilized to improve the osteoconductivity of bone substrates and implants [7], such as
surface roughness and additive calcium phosphate coatings. The common modification strategies
to lay down the calcium phosphate coatings on the surfaces of biomaterials include electrostatic
or plasma spraying [8,9], coating via sol-gel phase shifting [10], and magnetron sputtering [11,12].
Although the osteoconductivity for implanted biomaterials has been improved by adding a layer of
calcium phosphate coating [13-15], the intrinsic osteoinductivity is still lacking [16]. To overcome
this problem, bone morphogenic protein-2 (BMP-2)—one of the most potent inducers of osteoblastic
differentiation clinically approved by the FDA [17]—is widely used. Most of the techniques used to lay
down the calcium phosphate coatings are conducted either under highly unphysiological physical
conditions (e.g., magnetron sputtering [12]) or at extremely high temperatures (e.g., plasma spray
coating [9]), which preclude the incorporation of biological activity of BMP-2 during the coating
process. Thus, BMP-2 is usually directly applied on the scaffold material’s surface to which it loosely
adsorbs [18,19]. However, the in vivo osteoinductive efficiency of BMP-2 is highly dependent on
its mode of delivery [20]. It has been proved that this surface-adsorbed depot of BMP-2 is released
too rapidly (burst release) to induce a sustained osteogenic response at the site of implantation [21].
Moreover, the burst release of a high dose of BMP-2 in the defect site causes local and systemic
adverse effects [22-24]. In order to improve the osteoinductive efficiency of BMP-2, a drug delivery
system—namely, biomimetic calcium phosphate (BioCaP) coatings—has been developed [25].

2. Biomimetic Calcium Phosphate Coatings

The BioCaP coating technique was first developed in 1990 by Kokubo et al. [26,27] and refined later
on by several research groups for preclinical study in bone tissue engineering [24,28-31]. A prominent
advantage of the BioCaP coatings is that the biological activity of osteogenic agents/drugs can be
preserved during its coprecipitation with the inorganic components under the physiological conditions
of temperature (37 °C) and pH (7.4) [32]. Therefore, the biomimetic coatings incorporated with
osteogenic agents can be used to endow the biomaterials with osteoinductivity.

2.1. Biomimetic Calcium Phosphate Coating Technique

Two basic procedures are compulsory in the preparation of BioCaP coating (Figure 1):
the precipitation of amorphous calcium phosphate (ACP) on the surface of the substrates and
the subsequent deposition of the octacalcium phosphate (OCP) coating with targeted drugs on the
surface of ACP [33]. First, implant materials are immersed in the 5-time-concentrated simulated body
fluid (SBF) for 24 h under high nucleation conditions (Table 1). Under this circumstance, Mg?* is utilized
to inhibit the growth of crystals and facilitate the development of ACP [34]. Thus, a thin layer (1-3 um)
of ACP can uniformly form on the surfaces of the substrates. The ACP layer diffracts natural light
and exhibits a multicolored appearance at the fringe, hence being named the “rainbow coating” [35].
Second, an OCP layer with or without protein is obtained by immersing the abovementioned substrates
in a supersaturated calcium phosphate solution (Table 1) for 48 h at 37 °C. As the coprecipitation of
proteins with the OCP layer is completely under a physiological condition, the bioactivity of the carried
osteogenic agents is well preserved [32]. Except for the abovementioned processes, many modifications
of the biomimetic coating techniques have also been explored. The iron concentration of solutions
and the reactive conditions (e.g., pH, temperature, and reaction time) [28,36-39] were changed and
coatings with similar morphologies were obtained.
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Figure 1. The schematic diagram of the biomimetic coating procedure.

Table 1.  Different inorganic compositions and the formation conditions of biomimetic
calcium phosphate coatings. SBF—simulated body fluid; ACP—amorphous calcium phosphate;
OCP—octacalcium phosphate.

Concentrations of Composed Irons (mM) Reaction Conditions
Solutions
Na* K* Mg?+  Ca?* Cl-  HPO42- SO42~ HCO;- Time Temperature pH
SBF 142.0 5.0 15 2.5 147.8 1.0 0.5 4.2 - - 74
ACP 733.5 - 7.5 12.5 720.0 5.0 - 21.0 24h 37°C 5.8
ocp 140.5 - - 4.0 144.5 2.0 - - 48h 37°C 74

2.2. Features of Biomimetic Calcium Phosphate Coatings

2.2.1. Thickness of Coatings

The coatings were applied on the surfaces of materials with different shapes and the thickness of
the coating was evaluated. Liu et al. used the titanium-alloy (Ti6Al4V) plates in 2001 [35] and 2005 [40],
and cylindrical dental titanium (Ti) implants in 2007 [20] as substrates of the biomimetic coatings.
Analysis of biomimetic coating thickness using magnetic induction probes showed uniform coating
with a full thickness of 25.00 + 6.4 um [20,34,35,40]. The ACP layer is thin and no more than 3 pm.
The thickness of the OCP coating ranges between 30 and 50 um [35], which can be influenced by
the presence of incorporated proteins. According to the scanning electron microscopy (SEM) images,
the crystals formed in the presence of proteins are smaller, indicating that the growth of the latticework
of the OCP layer is inhibited. The crystal size of the OCP layer also decreased as the concentration of
incorporated proteins increased.

2.2.2. Composition and Geometry of Coatings

The calcium-to-phosphorus (Ca/P) ratios of the biomimetic coatings are measured by the
energy-dispersive X-radiographic analysis. Wu et al. coated four different types of polymers
using this biomimetic method. The Ca/P ratio ranges from 1.53 to 1.64 for the ACP layer. The Ca/P
ratio drops in the subsequent deposited OCP layer to the range of 1.37~1.45 [41].
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SEM images revealed that the BioCaP coatings exhibit a straight, platelike appearance with sharp
edges (Figure 2A—C). Previous studies have proved that the morphology and physical characteristic
of the coatings are not affected by the 3-dimensional structures of the materials underneath [19,41],
but are slightly changed due to the presence of protein [28,35,42], pH shift, or concentration of the
bicarbonate ion (HCO37) [36]. As the bovine serum albumin (BSA, model protein) was incorporated,
crystals decreased in size and became more compact (Figure 2D) [20,33,34,40,42,43]. This phenomenon
was confirmed by another research group [28,44]. When prepared in the presence of protein, plates in
the coating are severely bent and in contact with the surrounding crystals in a random manner.
The extent of bending increases as the concentration of protein enhances. Qu et al. reported that even
a 0.1 pH unit shift of the calcium phosphate solution might affect the surface morphology of coating.
More porous coatings can be obtained if the primary pH is lower within the physical range [36].
Besides, the concentration of HCO3™ in the calcium phosphate solution is negatively related to the
crystallinity of formed coatings [36].

Figure 2. Scanning electron microscopy (SEM) images of the biomimetic calcium phosphate coatings.

(A—C) Surface morphology of coatings without protein under different magnifications. (D) Surface
morphology of coatings with incorporated proteins (Transforming Growth Factor-beta 3). From the
unpublished results from our group.

2.2.3. The Mechanism of Binding and Release of Drugs Incorporated into Coatings

In a surface-adsorbed mode, the target molecules, such as BMP-2, are held at the surface of
the underlying substrates loosely via an electrostatic interaction [19]. Therefore, the molecules are
released rapidly within a biological milieu and diffuse rapidly away from the implantation site,
unable to induce an uninterrupted osteogenic stimulus-response [24,45]. In contrast, the target
molecules are tightly held by a strong covalent bond in the biomimetic-coating-incorporated mode [41].
Fourier-transform infrared spectroscopy revealed that BSA is incorporated with the latticework of
coating via an interaction involving amide-I groups (-CO=NHy;) [41]. Besides, Stigter et al. reported
a similar interaction between target molecules and BioCaP coatings [46]. Antibiotics demonstrating
different chemical structures were incorporated into the carbonated hydroxyapatite (CHA) coatings,
which is one of the calcium phosphates, and their release and efficacy against bacteria growth were
investigated. They found that antibiotics containing carboxylic groups (-COOH) such as cephalothin,
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carbenicillin, and cefamandole, are able to bind/chelate with calcium, resulting in better incorporation
into the CHA coating when compared with antibiotics lacking carboxylic groups [46]. The chelation
between calcium and carboxylic group was also confirmed by Ooya et al. [47]. As the number of
carboxylic groups grows, the chelation of calcium enhances.

The strong covalent bindings between incorporated drugs and coatings also indicate that the
incorporated drugs could only be released when the coatings degrade. As a result, the release of
the incorporated component can go along with the degradation of coating, simulating the physical
release mode. According to previous studies, the degradation of the calcium phosphate coating is
not a spontaneous [35], but a cell-mediated process. To figure out the specific cells involve in coating
degradation, bone marrow cells (BMCs) obtained from mice were induced to differentiate respectively
into monocytes/macrophages and osteoclasts through the administration of colony stimulating factor-1
(CSF-1) and receptor activator for nuclear factor kappa-B ligand (RANKL) [16,48]. With the help of
tritium labeled BSA, the continuous protein release in the presence of monocytes/macrophages or
osteoclasts was monitored in vitro during the entire 19-day experimental period [16]. In the presence
of osteoclasts, the labeled BSA releases in a sustained mode, suggesting gradual degradation of
coatings [16,48]. In contrast, absorbed BSA labeled with tritium almost completely releases within the
first four days independent of the cocultured cell type. Moreover, the sustained release is interrupted
if the calcitonin is added to the culture media, which has been confirmed to inhibit the activity of
osteoclasts. In contrast, the above release kinetics are not observed with monocytes/macrophages [16].
Apart from the abovementioned results, SEM images displayed that osteoclasts resorb the apatite
crystal structure of coatings, confirming that the sustained release is a result of osteoclastic resorption
of the inorganic calcium phosphate layer [16]. The formation and accumulation of multinucleated
osteoclasts with absorption pit are also observed on the surface of coated implants in the ectopic
rat model [48]. These results confirm that the osteoclasts account for the degradation of coatings.
Further, the degradation process of the coatings is biocompatible, displaying nontoxicity, and does not
induce inflammation response compared with the synthetic polymers [49,50].

Apart from the gradually cell-mediated degradation of coatings, the homogeneous distribution of
the incorporated drugs also accounts for the slow and sustained release mode. The rhodamine-labeled
apatite layer of the biomimetic coating and fluorescein isothiocyanate conjugated BSA (FITC-BSA) were
colocalized on the surface of the deproteinized bovine bone (DBB) through confocal laser-scanning
fluorescence micrographs, confirming that the incorporated drugs distribute homogeneously in the
coatings [49]. With the degradation of these biomimetic coatings, the homogeneously incorporated
drugs can be released. Liu et al. tested the release modes of proteins with 131_labeled BMP-2, and the
coated implants were inserted under the skin of the rats. During the monitoring period of 5 weeks,
BMP-2 incorporated within the biomimetic coatings was liberated in a slow and stable mode, while the
absorbed BMP-2 was exhausted after one week [51]. The cell-mediated release process for proteins
is similar to the physiological bone remodeling process by virtue of growth factors being released
from the bone matrix during its degradation. This appears to be the most efficient way to induce bone
formation without overstimulating bone resorption [34]. Therefore, the BioCaP coatings are of great
potency for drug delivery in orthopedics.

2.2.4. In Vivo Degradation of Coatings

The optimal coatings should be designed to degrade along with the process of bone formation so
as to prevent the invasion of bone defect area and leave only the regenerated bone behind [52].
As mentioned above, the degradation of the BioCaP coating is triggered by the formation of
osteoclasts [16,48]. The resorption rate of the BioCaP coating has been evidenced by several in vivo
studies. Liu etal. implanted the Ti6Al4V discs coated with BioCaP coating with or without incorporated
BMP-2 in the dorsal region of rats in 2005. The volumes of coatings were calculated with methodologies
elaborated by Cruz-Orive and Gunderson et al. on the stained slices [40]. By the end of the 5-week
follow-up observation, 77.8% of the coatings with incorporated BMP-2 were degraded compared with
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the 21.8% without BMP-2. Meanwhile, the discs modified by BMP-2-incorporated BioCaP coating were
almost surrounded by the newly formed bone through the histomorphometric analysis, indicating that
the BioCaP coatings do not invade the space for newly formed bone. Hunziker et al. adopted maxilla
defects of Goettingen miniature pigs as orthotopic models to test the degradation rate of the BioCaP
coatings in 2012 [53]. The Ti implants with or without incorporated BMP-2 were inserted in the
maxilla of pigs. They reported the coatings without BMP-2 are degraded by 72% three weeks of
postimplantation compared to almost 100% in the presence of incorporated BMP-2. The different
degradation rates of BioCaP coatings may be due to the difference in the implant environments.
The release of BMP-2 and the orthotopic model are more suitable for bone formation, which accelerates
the degradation of BioCaP coatings to obtain more Ca?* and PO,3~ [54]. Besides, Wang et al. applied
the BioCaP coatings with different bone graft materials in the critical-sized defects of rat craniums and
reported a similar degradation rate of coatings, indicating the degradation of coatings is independent
of substrate materials [54].

2.2.5. The Preservation of Osteoinductive Efficacy of Drugs Incorporated into Coatings

The advantage of the biomimetic coating strategy is that the osteoinductive agents can be deposited
within the apatite crystals layered onto the surface of different bone-implanted materials without
impairing their bioactivities, which has been proved by various in vitro and in vivo researches (Table 2).
BMCs were seeded on Ti plates coated with BMP-2 via BioCaP coatings and showed higher alkaline
phosphatase activity, indicating that BMP-2 incorporation in the coating retained its osteogenic
activity [32]. Zhang et al. further confirmed the osteogenic potential of incorporated osteogenic agents
in the MC3T3-E1 cell line, as indicated by the higher alkaline phosphatase activity, osteocalcin expression,
and mineralization of the extracellular bone matrix [55]. Besides, more newly formed bones can be
found around the materials in the presence of incorporated BMP-2 in vivo [48,55-57], suggesting that
the BioCaP coatings do not impair the osteogenic activity of BMP-2.

According to the previous study [34], only 3% to 15% of the proteins could be incorporated into
the coating. The main reason for the low utilization rate of proteins was the relatively large volume
of coprecipitation fluid used in these studies. During the coating formation, only a small amount
of calcium, phosphate, and protein was incorporated into the inorganic layer. An improvement to
enhance the protein’s incorporation rate is needed to broaden the clinical application of the biomimetic
coating technique.
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Table 2. In vivo biological activities and bone regenerative potential of biomimetic calcium phosphate coatings functionalized with drugs.

7 of 19

Foreign Body

Author and Year Biomaterial Substrates Bioactive Agent Animal Model Observation Period Osteogenesis Angiogenesis Giant Cells
Teng F. -
Clin Oral Implants DBB BMP-2 Mandible of Beagle dogs 3 months Enhanced to a similar extent of - -
autologous bone graft
Res 2020
Jiang S.
Front. Bioeng. BioCaP granules BMP-2 Maxilla of Beagle dog 8 weeks Enhanced Enhanced Reduced
Biotechnol. 2020
Wei L.
Tissue Eng Part A B-TCP BMP-2 Critical-sized defect of rat cranium 8 weeks Enhanced - Reduced
2020
Lin X.
Mater S?I Eng C CHA granules BMP-2 Dorsal subcutaneous pockets of rats 5 weeks Enhanced - Reduced
Mater Biol Appl
2019
Zhang X.
Front. Pharmacol. BioCaP granules BMP-2+Icariin Critical-sized defect of rat cranium 12 weeks Enhanced - -
2019
Wang D.
] Biomed Mater BioCaP granules HACC+BMP-2 Dorsal subcutaneous pockets of rats 5 weeks Enhanced - Reduced
Res A 2019
LiuT. BioCaP granules+ Enhanced to a similar extent of .
Sci Rep 2017 DBB BMP-2 Humerus and femur defect of sheep 8 weeks autologous bone graft Newly formed in early stage Reduced
Yu X. .
] Mater Sci: Mater cpTi foil PTH Tibia of mice 4 weeks Dose-dep en_dently 1 proved - -
Med 2012 osseointegration
Hunziker E.B. Dental implants BMP-2 Maxilla of Goettingen miniature pigs 3 weeks Enhanced - -
Bone 2012
Wu G. DBB BMP-2 Dorsal subcutaneous pockets of rats 5 weeks Enhanced - Reduced
Bone 2011
Hagi T. Ethisorb™ discs BMP-2 Dorsal subcutaneous pockets of rats 2 weeks Enhanced OSSlflCZ.ItIOH s {ndependent - -
Bone 2010 of the mechanical environment.
Collagen;
WuG. Ethisorb™;
Biomaterials 2010 PLGA; BMP-2 Dorsal subcutaneous pockets of rats 5 weeks Enhanced - Reduced
Polyactive®
Wernike E.
Eur Cell Mater BCP VEGF Critical-sized defect of rat cranium 28 days Enhanced Enhanced -
2010
LiuY. . .
] Dent Res 2007 Ti6Al4V discs BMP-2 Dorsal subcutaneous pockets of rats 5 weeks Enhanced - No effect
Liu ¥. Ti6Al4V discs BMP-2 Dorsal subcutaneous pockets of rats 5 weeks Enhanced - Reduced

Bone 2005




Coatings 2020, 10, 1118 8 of 19

3. Biomimetic Calcium Phosphate Coatings as Drug Carriers

The BioCaP coating is a potential drug carrier for bone defect regeneration. Incorporation
with osteoinductive agents can endow the osteoconductive calcium phosphate coating [14,15] with
osteoinductivity. The bioactivity of incorporated agents can be preserved. Firstly, if implanted in vivo,
the OCP layer can protect the incorporated drugs from diffusing away rapidly, being inactivated by
enzymes, or being engulfed by macrophages, unlike the superficially absorbed drugs. Secondly, the
drugs incorporated within the coatings can be liberated in a slow and sustained way, along with
the osteoclastic degradation of the coating layer [16,48,51]. Thus, the retention of drug bioactivity
in the defect site is prolonged. More importantly, the formation and degradation of the BioCaP
coatings are independent of the surface property of substrates, which has been confirmed by several
in vivo studies [24,28,40,41,49,54,56,58]. BioCaP coatings with incorporated drugs were formed on
the surfaces of inorganic (e.g., Ti discs [24,40], Ti foils [28], BioCaP granules [56], and -tricalcium
phosphate (3-TCP) [58]) or organic (e.g., DBB [49] and natural or synthetic polymers [41]) materials
with different shapes and display similar palatelike structures and potent biologic activities (Table 2).
This character guarantees that BioCaP coating can be applied for modifications of various implants.
Moreover, compared to Ti substrate and tissue culture plate that have a relatively smooth surface,
the crystalloid structures of BioCaP coatings are more favorable for cell adhesion, proliferation, and
differentiation [31,43,59].

3.1. Bone Morphogenetic Protein 2

BMPs, members of the Transforming Growth Factor-Beta (TGFf) superfamily, are the most
attractive option for bone tissue engineering as they have been approved to clinically accelerate spinal
fusion and bone defect healing [60,61]. Among the different types of BMPs, FDA approves only
BMP-2 and BMP-7 for clinical administration, and BMP-2 has demonstrated more potent bone-healing
properties compared to BMP-7 [61,62]. Thus, BMP-2 is more widely used in bone regeneration.

Physically, the amount of native BMP-2 is extremely low: only 1~2 pug BMP-2 can be isolated from
1 kg of cortical bone [23]. In preclinical studies, BMP-2 is usually applied at the supraphysiological level,
up to 2.0 mg/mL, and releases rapidly [23]. The high, local concentration of BMP-2 causes complex side
effects, such as ectopic bone formation, higher bone resorption, and tumorigenesis [22-24]. Thus, it is
necessary to reduce the dosage and manage the mode of delivery of BMP-2. The BioCaP coating
is a promising approach for sustained delivery of low dose BMP-2. During the coating procedure,
the concentration of BMP-2 in the supersaturated solution of calcium phosphate is usually no
more than 10 pg/mL [20,40,50,56]. Considering that a fraction of drugs (approximately 3-15%) in
the supersaturated solution could coprecipitate with the crystalline structures of coatings [34,44],
the amount of BMP-2 released in the local environment is comparatively small.

Both the ectopic and orthotopic animal models have been adopted to evaluate the osteoinductive
efficacy of BMP-2 incorporated with the biomimetic coating (Table 2). Liu et al. implanted the
biomimetically coated Ti discs subcutaneously in the dorsal regions of the rats [24,40]. Newly formed
bone lays down directly on the surfaces of coated Ti discs (Figure 3) [40]. The ectopic osteoinductive
efficacy of a biomimetic incorporated BMP-2 is 5~70-fold higher than that of an adsorbed depot [24].
Wang and Lin et al. reported the improved osteoinductive efficacy of incorporated BMP-2 in the same
ectopic animal model via different implanted biomaterials [19,50]. A commonly used orthotopic model
is the critical-sized cranial defect of the rat. BMP-2-incorporated 3-TCP and BioCaP were implanted in
the critical-sized defect of a rat cranium (diameter of defect: 8 mm) [58]. The results demonstrate an
enhanced osteoinduction of BMP-2 liberated through the biomimetic coating. Meanwhile, bone defects
of different anatomical sites were adopted. A critical bone defect, with a diameter of 8 mm and a height
of 13 mm, was created in the humerus and femur of sheep [63]. Eight weeks postimplantation, the newly
formed bone volume in the incorporated BMP-2 group was about 2-fold higher when compared with
that in the superficially absorbed BMP-2 group (Figure 4) [63]. Hunziker et al. placed a 6 mm-long
cylindrical bolt in the maxillary extraction site of miniature pigs. The highest osteoinductive efficacy
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was obtained when BMP-2 was incorporated in the coatings [53]. Moreover, the bone argumentation
via incorporated BMP-2 was also observed in the mandibular defect of Beagle dogs [45]. DBB blocks
were implanted in the mandibular bone defect area and Ti implants were inserted into DBB blocks
at the same time. According to their results, the osseointegration between DBB blocks and Ti
implants and the healing between DBB blocks and defected alveolar bone are both enhanced when
BMP-2 is incorporated in the BioCaP coating instead of superficially adsorbed [45]. Apart from the
abovementioned administration in dental implantology, BMP-2-incorporated BioCaP grafts have shown
a higher osteogenic ability in the alveolar defect site during orthodontic treatment [64]. Alveolar defects
of 4.5 mm-diameter and 6 mm-deep were prepared in extraction sites of maxillary first premolars of
Beagle dogs. Then, bilateral maxillary second premolars were protracted for 8 weeks to approach the
teeth extraction site one week after implantation. Compared with the DBB group, increased newly
formed bones, resorption rate of implant materials, and mineralization density of bones with lower
root resorption index are found in the BioCaP group functionalized with BMP-2. These results indicate
the BMP-2 biomimetically incorporated BioCaP material to be a promising graft material for alveolar
defects during orthodontic treatment.

Figure 3. Light micrographs of discs in the incorporated-BMP-2 group, retrieved together with the

surrounding tissue 5 weeks after implantation, and stained with McNeil’s Tetrachrome, basic Fuchsine,
and Toluidine Blue O. (a) Low-magnification view of a disc (Ti) which is almost completely surrounded
by bone tissue (arrows). This has been deposited both directly upon the coating and at some distance
therefrom within the connective tissue capsule. Scale bar = 0.5 mm. (b) Higher-magnification view
of the disc illustrated in (a), showing bone tissue in direct contact with the coating (c) and within the
surrounding connective tissue. Scale bar = 20 um. (c) Along this stretch of the disc surface, both bone
tissue (B) and bone marrow (BM) contact the coating (C) directly. Ti = disc. Bar =100 pum. (d) Osteoblasts
(arrows) are seen here to be aligned in a characteristic epithelioid fashion upon the surface of osteoid
material (o). Ti = disc; C = coating; B = bone tissue. Scale bar =200 pm. Reprinted with permission [40];
Copyright 2005 Elsevier.
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Figure 4. Representative histological sections at 4 weeks of deproteinized bovine bone (DBB)
granules that bore an adsorbed depot of BMP-2 (A) and those that bore a coating-incorporated
depot of this agent (B). The newly formed bone (NB) was more in contact with the DBB surface
and presented more maturely when BMP-2 was incorporated into the coating compared to being
adsorbed superficially. At this juncture, a development stage of bone marrow was found around
the DBB birthing a coating-incorporated BMP-2 (M). Multinucleated giant cells presented on the
surface of DBB (arrow) and the underlying DBB presented a demineralized region (light region).
Capsular fibrous tissues (F) were also found around DBB. Scale bar = 100 um. Reprinted with
permission [63]; Copyright 2013 Elsevier.

Wei et al. evaluated the rat cranial defect healing potential of 3-TCP incorporated with different
concentrations of BMP-2 through micro-CT and histological analysis [58]. Different concentrations
of incorporated BMP-2 lead to similar levels of bone formation, indicating that the promoted bone
formation is not the effect of the dosage of incorporated BMP-2 [58]. Besides, bone formation stimulated
by BMP-2 delivered through the biomimetic coating is independent of the mechanical environment.
Hagi et al. reported that no matter whether the implant environment is mechanically unstable or stable,
the newly formed bone directly lays down on and around implants coated with BMP-2 through
an intramembranous way [29].

3.2. Vascular Endothelial Growth Factor

The healing procedure of injured bone is disparate from the growth of natural bones.
The restoration of injured bone usually starts with the hematoma resulting from the ruined vessels [65].
The relative lower oxygen concentration and pH in the hematoma area are in favor of bacteria
propagation [66], which will damage the integration between natural bone and implanted graft [67].
Moreover, without enough functional vessels, the necrotic soft tissue and bone debris will be detained
in the defected area and evoke a mass release of proinflammatory cytokines. Thus, a dense vascular
network is also vital for the healing of bone defects. More oxygen, nutrients, and regenerative cells
can be supplied into the defect site and the metabolic wastes can be removed in time with the dense
vascular network. Angiogenic growth factors, including vascular endothelial growth factor (VEGE),
have attracted more attention recently [68]. However, a narrow range of therapeutic windows limits the
promotion of VEGF. High concentrations of VEGF are shown to result in unfavorable effects, such as
increased permeability and leakage of vessels. Moreover, high VEGF concentrations are prone to create
malformed and nonfunctional blood vessels [68,69]. Furthermore, the short half-life of VEGF limits its
effectiveness as a large proportion of VEGF degrades rapidly before coming into effect if being released
into the biological milieu [68]. Therefore, it is necessary to reduce the local concentration of VEGF and
prolong its activity. The BioCaP coating was used to improve the retention of VEGF on the biphasic
calcium phosphate (BCP) ceramics [69]. During the monitoring period (19 days) in vitro, only half of
the VEGF released slowly. When the VEGF-incorporated BCP ceramics are implanted in the cranial
defects of mice, dense vessels can be visualized with intravital microscopy. VEGF incorporation into the
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coatings instead of through superficial adsorption gives a more regular morphology of the blood vessels
and functional vessels. Sustainedly resealed VEGF induces osteogenesis more prominently [70,71].
Wernike et al. reported that VEGF enhances the neo-osteogenesis within the pores of the materials in
the cranial defect of mice when it is incorporated into the coating and released slowly as the coatings
gradually degrade [69].

3.3. Antibacterial Drugs

According to the literature, approximately 1-5% of implanted biomaterials of orthopedic surgery
failed because of bacteria-associated infections [72,73]. In order to inhibit the infection, antibiotics were
administrated systematically. However, the systematic administration dosage is subject to the
underlying organ toxicity [66] and the local penetration of antibiotics is usually too low to inhibit the
proliferation of bacteria [33]. Thus, a local delivery system that can locally load a sustained higher
concentration of antibiotics on the target areas without organ toxicity is needed. The BioCaP coatings
have been used to sustainedly liberate antibacterial drugs, such as antibiotics and Ag™. The bioactivity
of the antibacterial drugs was well maintained [33,43,74,75]. Liu et al. deposited a high concentration
of metronidazole (MNZ) within the BioCaP coatings, approximately twice the maximum blood
concentration [76], without affecting cell proliferation [43]. The slow release of the high-concentration
MNZ not only induced significant growth inhibition of bacteria, but also enhanced the osteogenic
differentiation of cells compared with coatings without MNZ [43]. Besides, hydroxypropyltrimethyl
ammonium chloride chitosan (HACC, an antibacterial agent) was incorporated with the crystal
latticework of BioCaP coatings in the presence of BMP-2 [77]. When implanted in the ectopic rat model,
the local release of HACC inhibits the growth of bacteria and a maximum bone formation is observed
under the dual release of HACC and BMP-2. The suppressed inflammatory response may account for
the above results, as the reduced inflammation is beneficial for bone formation.

3.4. Icariin

Although BMP-2 displays a superior ability to induce bone formation, its high price makes bone
regeneration costly. Thus, it is essential to explore an alternative drug for BMP-2. Recently, a traditional
Chinese medicine Icariin, the main therapeutic component of a traditional medicine Herba Epimedii,
is reported to be cost-efficient, osteoinductive, and nontoxic [78-81]. This makes it an attractive
alternative for BMP-2 in bone tissue engineering; however, the half-life of Icariin is too short to maintain
a therapeutic concentration in bone defects. Hence, Icariin released in a sustained manner in a bone
defect area is necessary. Our previous study suggested that BioCaP coating is an attractive slow-release
delivery vehicle for proteins [24,25,32,48,63]. Zhang et al. evaluated the osteogenic potential of Icariin
via BioCaP coatings [55]. BioCaP granules coated with OCP coatings in the absence or presence of
Icariin or/and BMP-2 gave sustained release of Icariin for at least 12 weeks and enhanced bone mineral
density in the rat cranial bone defect. OCP coating with both Icariin and BMP-2 induced significantly
more newly formed bones compared to coating with Icariin or BMP-2 alone, indicating a synergistic
effect of the two components (Figure 5) [55]. This may be due to the fact that the incorporated Icariin
stimulates the upregulation of BMP-2 gene expressions [82].
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Figure 5. Representative histological micrographs of bone defect of each group at 12 weeks after
implantation. The BioCaP granules materials (M) were surround by newly formed bone (B) in Icariin-int.
BioCaP, BMP-2-int. BioCaP, and Icariin + BMP-2-int. BioCaP Groups. The slices were surface-stained
with McNeal’s Tetrachrome, basic Fuchsine, and Toluidine Blue. (A) The panoramic images of the
defects of four experiment groups. (B) Scale bar = 200 um. (C) Scale bar = 100 um. The vascular
(black arrows) was observed in all the groups. (D) The volume of newly formed bone within the
bone defect after 12 weeks postoperation for each group which is analyzed by histology. Mean values
(n = 6 specimens per group) are represented together with the standard deviation. ** indicates p < 0.01.
Reprinted from [55].

3.5. Parathyroid Hormone

The parathyroid hormone (PTH) is associated with the regulation of Ca** and PO4> in the human
body, especially in bones [83], and it can directly activate osteoblasts by upregulating RANKL expression.
The PTH has been proven to be effective in stimulating bone formation in various animal models
and humans [84-86]. However, systematic administration of PTH is inconvenient as it is required
to be injected intermittently—daily injection, for example—to maintain its therapeutic effects [86,87].
Moreover, overdosage of PTH may in turn activate the osteoclastic activity [88]. Hence, it is urgent to
explore a local delivery system to avoid the inconvenient administration mode of PTH and maintain
the osteogenic property at the same time. Yu et al. [28,87] successfully incorporated the PTH into
BioCaP coatings. PTH released from the coating retains superior bioactivity as increased proliferation
of MC3T3-E1 cells is observed [87]. Yu et al. made a 0.5 mm hole on the tibia of mice. Ti foil coated with
different concentrations of PTH was inserted into the hole. The most newly formed bone surrounding
the implant is found in the group incorporated with PTH (100 nug/mL) according to micro-CT [28].

4. Delivering Multicomponent Molecules in Sequence

The whole process of bone defect healing can be divided into different stages, and bioactive
molecules with various functions are indispensable [65,89]. Considering that the healing procedure
is associated with healing time, the corresponding stimulus should be delivered sequentially.
Moreover, if exposed to the environment simultaneously, the bioactivity of different molecules
may be antagonistic to each other, such as the osteogenic and osteoclastic stimulus. The BioCaP
coatings have been utilized to release multiple components in sequence. On the one hand, the surface
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and crystal structure of the coatings can deliver two different components. Wang et al. incorporated
the BMP-2 within the crystal structure of coatings and then superficially absorbed antibacterial agent
HACC on the surfaces of coatings [77]. The HACC liberates firstly due to the burst release effects.
The incorporated BMP-2 releases secondarily along with the slow degradation of coatings. A maximum
bone formation is observed under the dual release of HACC and BMP-2 in the ectopic rat model [77].
The mass release of HACC in the first step may reduce the inflammatory response, beneficial for
bone formation. On the other hand, the BioCaP coating can serve as a biodegradable barrier for
different bioactive molecules. Alhamdi et al. successfully utilized the biomimetic coatings for the
sequential release of interferon-gamma (IFN-y) and simvastatin to control the phenotype transition of
macrophages [31]. Macrophages can be divided into proinflammatory phenotype and proreparative
phenotype, referred to as M1 and M2, respectively. M1 starts the osteogenesis and M2 regulates
the deposition and remodeling [90-92]. The appropriate transition between M1 and M2 can lead to
a better bone defect repairment [31] as the stalled transition will hinder the bone healing process [93].
Simvastatin, stimulating the transition to M2 macrophages, was adsorbed directly on the top surface
of substrate disks. Then, a BioCaP coating was deposited on the surface of simvastatin as a barrier
to impede the liberation of simvastatin. Afterward, the M1 promoting agent IFN-y was adsorbed
on the surface of coatings. The simvastatin-coating-IFN-y complex was cultured with macrophages.
The sequential increased expression of M1 markers and M2 markers confirms the ability of coatings as
a barrier for the sequential administration of two molecules. Except for the abovementioned drugs,
various molecules such as fibroblast growth factor 2 and antimycin A have been sequentially liberated
with the barrier effect of the BioCaP coatings [30,94].

5. Suppress the Foreign-Body Reactivity

The inflammatory environment induces the fusion of monocytes/macrophages into multinucleated
giant cells, also known as foreign body giant cells (FBGCs). The accumulation of FBGCs is one of
the most important factors that affect bone repair. FBGCs impair the bone regeneration not only
through the resorption of the natural bone, but also via proinflammatory-cytokines-mediated inhibition
of bone neoformation [64]. DBB is a widely utilized material for the repair of large bone defects.
However, the intrinsic poor biocompatibility of DBB limits its application in bone regeneration [64],
as poor biocompatible materials will evoke inflammations mediated by foreign body reaction in the
defect area [95,96]. According to the previous in vivo study, macrophages accumulate around DBB
only two days after implantation [49]. After 2 to 10 days, FBGCs fuse from macrophages and result in
treatment failure [49]. In our previous studies, subcutaneous implantation of DBB coated with BMP-2 in
rats reduced the number of FBGCs [40,49]. Lin et al. further confirmed this finding [19]. The amount of
FBGCs around coralline hydroxyapatite coated with the biomimetic coating was decreased significantly,
whether in the presence of BMP-2 or not. Two different mechanisms can explain the improvement of
biocompatibility. On the one hand, the continuously released BMP-2 and the crystal apatite of the OCP
layer upregulate osteopontin expression, which competitively binds the surface receptors of CD44 on
macrophages and suppresses multinucleation of macrophages [19,49,97]. As a result, the fusion of
FBGCs is hindered and inflammation is alleviated [19,49,98]. On the other hand, the bone formation
accelerated by calcium phosphate coatings without or with BMP-2 bears a negative correlation with
the inflammatory responses [19,49].

6. Conclusions

The merits of the biomimetic coating technique have broadened the potential of BioCaP coatings
to serve as a suitable carrier for osteogenic drugs. BioCaP coatings render osteoinductive and
osteoconductive properties of inert biomaterials. Meanwhile, the bioactivity of osteogenic agents and
growth factors can be preserved during their coprecipitation with apatite crystals. The retention period
of osteogenic stimulus is considerably prolonged with the slow degradation of the BioCaP coatings.
The concentration of drugs retained in the local environment is relatively low, which can alleviate or
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even eliminate the side effects caused by conventional surface-adsorption administration. In addition,
the new bone formation induced by BMP-2 incorporated into calcium phosphate coatings via biomimetic
way is independent of the mechanical environment. They are of great potential value as a drug-carrier
system in dental, orthopedic, and maxillofacial surgery.
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