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ABSTRACT: A major shortcoming of contemporary dentin
adhesives is their limited durability. Exposed collagen fibrils
within the bonding interface are degraded by matrix
metalloproteinases (MMPs), resulting in aging of the resin−
dentin bond. In this study, chlorhexidine-loaded amorphous
calcium phosphate (ACP) nanoparticles were synthesized to
induce the mineralization of collagen fibrils. The nanoparticles
sustainably released chlorhexidine to inhibit MMPs during
mineralization. Three types of ACP nanoparticles were
prepared: N-ACP containing no chlorhexidine, C-ACP
containing chlorhexidine acetate, and G-ACP containing chlorhexidine gluconate, which had a higher drug-loading than C-
ACP. Scanning and transmission electron microscopy indicated that the synthesized nanoparticles had diameters of less than 100
nm. Some had diameters of less than 40 nm, which was smaller than the width of gap zones in the collagen fibrils. Energy
dispersive X-ray spectroscopy, Fourier-transform infrared spectroscopy, and high performance liquid chromatography confirmed
the presence of chlorhexidine in the nanoparticles. X-ray diffraction confirmed that the nanoparticles were amorphous. The drug
loading was 0.11% for C-ACP and 0.53% for G-ACP. In vitro release profiles indicated that chlorhexidine was released
sustainably via first-order kinetics. Released chlorhexidine inhibited the degradation of collagen in human dentine powder, and its
effect lasted longer than that of pure chlorhexidine of the same concentration. The ACP could induce the mineralization of self-
assembled type I collagen fibrils. The chlorhexidine-loaded ACP nanoparticles sustainably released chlorhexidine and ACP under
appropriate conditions. This is useful for inhibiting degradation and inducing the mineralization of dentine collagen fibrils.
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1. INTRODUCTION

Biominerals such as bones and teeth are composites of an
organic component, predominantly type I collagen, and an
inorganic component, which is typically nanocrystalline with
dimensions small enough to fit within the gap zones of type I
collagen molecules.1,2 The particular nanotopography of
mineralized type I collagen fibrils affects the hardness and
toughness of dentine,3 and regulates the fate of certain cells
within bone tissue.4 Once biominerals begin to be demineral-
ized, collagen fibrils become exposed to enzymes and are
degraded, causing disintegration of the overall structure. The
hardness and toughness of the biominerals are then significantly
decreased.
Demineralization occurs in both pathological conditions such

as dental caries and in intentional treatment procedures such as
adhesive dentistry. Such bonding procedures use an etchant to
expose collagen fibrils, as well as allow a monomer to infiltrate

into the dentine to form resin tags. The resin monomer cannot
completely displace water within the extrafibrillar and
particularly the intrafibrillar compartments of the demineralized
collagen matrix, so cannot completely infiltrate the collagen
network.5 This incomplete resin infiltration results in exposed
unprotected collagen fibrils. The exposed fibrils are susceptible
to creep6 and cyclic fatigue rupture7 after prolonged function.
The acidic etchant can also activate the endogenous, bound
matrix metalloproteinases (MMPs) and cysteine cathepsins,3,8,9

which can also degrade collagen. This results in mineral-
depleted, resin-sparse, water-rich regions along the bonding
interface.10−12 Under the combined challenges of enzyme,
temperature, and functional stresses, the exposed collagen
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fibrils within the dentin hybrid layer are susceptible to
degradation, resulting in damage to the bonding interface and
ultimately the failure of resin-dentin bonds.13 Since adhesives
are widely used in contemporary dentistry, their limited
durability is a major problem. Replacing failed restorations in
the United States of America is estimated to cost over five
billion dollars per year.14

Several approaches have been investigated to improve
bonding durability. These include increasing the degree of
conversion and esterase resistance of hydrophilic adhesives,
ethanol wet-bonding with hydrophobic resins, and exploiting
collagenolytic enzyme inhibitors and cross-linking agents. The
biomimetic remineralization of demineralized dentine matrix
has also been investigated as a thorough method for
strengthening the bonding interface.13 However, the reminer-
alization of dentine disks reportedly requires upward of four
months.3,15,16 Unprotected demineralized collagen fibrils may
degrade during this period, causing loss of the remineralization
template.
It is therefore important to both preserve the collagen

template and shorten the remineralization time. MMPs are
reportedly greatly involved in collagen degradation.17 Chlo-
rhexidine can inhibit MMPs by competitively chelating positive
ions and then protecting the collagen template.18 Studies
indicate that 0.1−2% is an effective chlorhexidine concentration
for achieving this.5,19−21 However, electrostatically bound
chlorhexidine can be competitively replaced by positive ions
in dentinal tubules or dissolved by residual water within the
extrafibrillar and intrafibrillar compartments of the collagen
matrix.22 This results in loss of the efficacy of chlorhexidine.
Prolonged chlorhexidine delivery systems have been re-
ported23,24 but have involved polymer-based carriers which
can cause toxicological problems upon degradation.25 Devel-
oping better chlorhexidine sustained-release systems is there-
fore of interest.
The participation of amorphous calcium phosphate (ACP) in

the early stages of the biomineralization of dentine has been
demonstrated in vivo and is generally considered essential.9,26

Collagen molecules self-assemble into fibrils with a specific
tertiary structure, with a 67 nm periodicity, and 40 nm gaps
between the ends of molecules.27 These fibrils serve as a
template for mineralization. The plasticity of liquid amorphous
mineral precursors allows ACP to take the shape of its
container, resulting in a variety of biominerals with different
hierarchical structures.28 ACP particles smaller than 40 nm
initially infiltrate into the 40 nm gaps and then crystallize into
apatite, which initiates intrafibrillar mineralization.29 This is
followed by interfibrillar mineralization to encapsulate the
fibril.9

It occurred to us that chlorhexidine could be combined with
ACP, as previous studies have used ACP as a drug carrier.25,30,31

When ACP induces the mineralization of collagen fibrils, the
sustained release of chlorhexidine could protect the collagen
from degradation. ACP particles would act as a carrier and
participate in mineral formation. Problems associated with
polymer degradation would therefore be overcome. The release
rates of Ca2+ and PO4

3− from ACP nanoparticles are fast. This
is because of the large surface area of ACP compared to that of
other phases of calcium phosphate, such as dicalcium
phosphate anhydrous (DCPA)32 and could even be increased
by lowering the pH.33 Dentine tends to demineralize in acidic
environments, so this characteristic of ACP could buffer the
surrounding solution, as well as increase the calcium and

phosphate contents.33 It could also be useful for remineraliza-
tion.
The current study aimed to synthesize chlorhexidine-loaded

ACP nanoparticles and to explore their performance during the
degradation and mineralization of collagen fibrils. The results
provide a theoretical reference for dentine remineralization as
well as enhancing bonding durability.

2. MATERIALS AND METHODS
Three types of ACP nanoparticles were prepared. N-ACP contained
no chlorhexidine and was used as a negative control. C-ACP contained
chlorhexidine acetate, and G-ACP contained chlorhexidine gluconate,
which had a higher chlorhexidine loading than C-ACP.

2.1. Preparation of Chlorhexidine-Loaded ACP Nanopar-
ticles. The template synthesis technique was used to prepare the three
types of ACP nanoparticles (Figure 1). 0.15 g of PEG-6000 (Xilong, P.

R. China) was dissolved in 3 mL of tris-HCl buffer solution (0.5 mol/
L, pH 8, Xilong, P. R. China). For N-ACP, no further reagents were
needed. For C-ACP and G-ACP, chlorhexidine acetate (Adamas,
Switzerland) or chlorhexidine gluconate (Alfa Aesar, USA) was added
to the solution to give a chlorhexidine concentration of 0.2 or 2%,
respectively. 2.5 g of Tween 80 (Sigma-Aldrich, USA) was then added
to form vesicles. The size of the vesicles was reduced by 40 kHz
ultrasonic oscillation at 20−25 °C for 20 min (Biosonic UC100,
Coltene Whaledent, USA). 3.55 mL of 0.175 mol/L calcium chloride
(Xilong, P. R. China) solution was added, and the resulting solution
was stirred for 30 min. 3.55 mL of 0.175 mol/L disodium hydrogen
phosphate (Xilong, P. R. China) solution was then added. Seventeen
microliters of poly(acrylic acid) (50 wt %, Mw 2 kDa, Sigma-Aldrich,
USA) was then added to stabilize the newly formed ACP particles, and
the resulting solution was stirred for 2 h. The ACP precipitate was
then collected by centrifugation (5415R, Eppendorf, Germany),
washed three times with deionized water, and lyophilized with a
freeze-dryer (FD-1A-50, Boyikang, P. R. China).34

2.2. Characterization of Chlorhexidine-Loaded ACP Nano-
particles. The surface morphology of the nanoparticles was observed
using scanning electron microscopy (SEM) (S-4800, Hitachi, Japan).
Chemical compositions were determined by energy dispersive X-ray
spectroscopy (EDS) (S-4800, Hitachi, Japan). Samples were dispersed
in ethanol, deposited on a silicon chip, allowed to dried, then sputter-
coated with gold prior to observation.

The structures of the nanoparticles were observed using trans-
mission electron microscopy (TEM) (JEM-1011, JEOL, Japan).
Samples were dispersed in ethanol, deposited on carbon-coated
copper grids, and allowed to dry prior to observation.

The surface area of the nanoparticles was estimated by the BET
(Brunauer−Emmett−Teller) method, and the corresponding pore-
volumes were calculated with the BJH method. Nitrogen adsorption/

Figure 1. Schematic illustration of the preparation of the ACP
nanoparticles.
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desorption isotherms were obtained (ASAP 2020, Micromeritics,
USA).
The sizes of the ACP nanoparticles were determined by dynamic

light scattering (DLS) measurements (Dynapro nanostar, Wyatt
Technology, USA). The nanoparticles were suspended in deionized
water, at a concentration of 0.1 mg/mL. Reported data are the average
of triplicate measurements of samples prepared from three different
preparations.
X-ray diffraction (XRD) (D/MAX 2500, Rigaku, Japan) was used to

investigate the crystal structures of the ACP nanoparticles. Dried
samples were loaded into a 20 × 15 × 2 mm slot in a glass slide and
then analyzed. Cu Kα radiation (λ = 1.78897 Å) was used. Samples
were scanned from 4−50°, with a step size of 0.02° and a scanning rate
of 4°/min.
To determine the chlorhexidine loading (%), the entire nanoparticle

sample (0.134 g) was dissolved in 5 mL of dilute hydrochloric acid.
The solution was vigorously stirred, centrifuged, and the supernatant
then analyzed by high performance liquid chromatography (HPLC)
(1200, Agilent, USA). Analytical separation of chlorhexidine was
carried out using a Zorbax Extend C-18 column (dimensions of 250 ×
4.6 mm, internal diameter of 5 μm). The column temperature was
maintained at 30 °C. The mobile phase was 0.01 mol/L disodium
hydrogen phosphate solution (pH 2.5) and acetonitrile (65:35 V/V).
The injection volume was 20 μL, the mobile phase flow rate was 1.0
mL/min, and the detection wavelength was 254 nm. Measurements
were conducted in triplicate. The drug loading (%) of the
microcapsules was calculated as drug loading (%) = weight of drug
within nanoparticles/weight of nanoparticles × 100%.
2.3. In Vitro Release Profiles of Ca2+, PO4

3−, and Chlorhex-
idine. Fifty milligrams of nanoparticles were suspended in 1 mL of
deionized water and then placed in a dialysis bag. The dialysis bag was
kept in a serum bottle containing 50 mL of sodium chloride solution
(0.133 g/mL) as the dissolution medium and was then buffered at
three different pH conditions: pH 4 with lactic acid; pH 5.5 with acetic
acid; and pH 7 with tris-HCl. Serum bottles were maintained at 25 °C
and agitated at 50 rpm using a horizontal shaking incubator (WD-
9405B, Liuyi, P. R. China). The pH of the dissolution medium was
analyzed with a pH microelectrode (PHB-2, Sanxin, P. R. China) each
day to ensure constant pH. Five samples were prepared for each type
of nanoparticles at each pH. Thus, the total number of samples was 45
(five samples × three pH conditions × three nanoparticle types). At
selected times, 200 μL aliquots were removed and replaced by an equal
volume of fresh solution. The concentrations of Ca2+ and PO4

3− in the
removed aliquot were analyzed using an automatic Biochemical
analyzer (7180, Hitachi, Japan), and its chlorhexidine concentration
was analyzed by HPLC. The released ions and chlorhexidine are
reported in cumulative concentrations.
2.4. Mineralization of Type I Collagen Fibrils with C-ACP and

G-ACP. Self-assembled collagen fibrils were prepared as reported by
Liu et al.15 Specifically, a single layer of type I collagen fibrils was
reconstituted over Formvar- and carbon-coated 400 mesh Ni TEM
grids (Zhongjingkeyi, P. R. China), by neutralizing a 0.1 mg/mL
collagen stock solution (pH 4−5) with 1 mol/L NaOH. To prepare
the collagen stock solution, 100 μL of lyophilized type I collagen
powder derived from rat tail (Corning, USA) was dissolved in 300 μL
of acetic acid (0.1 mol/L, pH 3.0) and 400 μL of potassium solution
which contained KCl (200 mmol/L), Na2HPO4 (30 mmol/L), and
KH2PO4 (10 mmol/L). The neutralized collagen solution was left to
gel by incubating at 37 °C for no more than 24 h. To stabilize the
structure of the reconstituted collagen fibrils, collagen cross-linking
was carried out using 0.3 mol/L 1-ethyl-3-(3-(dimethylamino)propyl)-
carbodiimide (Sigma-Aldrich, USA) and 0.06 mol/L N-hydroxysucci-
nimide (Sigma-Aldrich, USA) for 4 h. Thereafter, collagen-coated grids
were briefly immersed in deionized water and then dried in air. The
mineralization of collagen fibrils was studied using four groups, whose
conditions are described in Table 1.
The collagen-coated grids were placed upside-down over 100 μL

droplets of liquid, inside a 100% humidity chamber for 72 h. The
collagen-coated grids were then washed with deionized water, dried in

air, observed by TEM, and analyzed by selected area electron
diffraction (SAED).

2.5. Sustained Inhibition of Collagen Degradation by C-ACP
and G-ACP. Twenty extracted sound human molars or premolars
were obtained. The teeth were stored in 0.9% NaCl at 4 °C for less
than three months. The coronal enamel and pulp tissue of each tooth
was removed with a diamond bur under water-cooling. The remaining
coronal dentine pieces were dried and ground into powder (particle
diameter of 60−125 μm) with a GT200 grinder (Grinder, P. R.
China), while frozen under liquid nitrogen.

Before experiments, the dentine powder was immersed in 100 μL of
35% phosphorous acid for 15 s and then washed twice with deionized
water to activate the enzymes.35 The six experimental groups each
contained five samples. The six groups corresponded to the conditions
given in Table 2.

Samples were placed in a constant temperature and humidity
chamber (LHS-250SC, Yiheng, P. R. China) at 37 °C. After 12, 24, 36,
and 48 h, 300 μL aliquots were removed by centrifuging at 10 000 rpm
and replaced with an equal volume of fresh solution to dilute the
reaction solution. The concentrations of hydroxyproline (Hyp) were
analyzed with an ELISA kit (TSZ, USA), to evaluate the degradation
of collagen fibrils.

2.6. Statistical Analysis. Reported values were obtained as
averages and are expressed as the mean ± standard deviation.
Statistical analysis was performed by oneway ANOVA, using the SPSS
11.5 software package. For all tests, differences were considered
statistically significant at α = 0.05.

3. RESULTS AND DISCUSSION
3.1. Synthesis and Characterization of Chlorhexidine-

Loaded ACP Nanoparticles. Various techniques have been
employed to synthesize ACP nanoparticles.33 In the current
study, PEG-6000 and Tween 80 formed stable niosomes at a
certain ratio in aqueous solution. Ultrasonic oscillation reduced
the size of the niosomes to the nanoscale.36 The self-assembled
niosomes could then encapsulate hydrophilic drugs, such as
chlorohexidine, within their inner cavity.37 When ACP formed
nanoparticles based on the niosome template, chlorhexidine
was encapsulated or adsorbed into the nanoparticles. The
template was then removed in the washing process. This

Table 1. Experimental Conditions for the Four Groups Used
in Collagen Fibril Mineralization Experiments

group liquid drop

control 100 μL of deionized water
N-ACP 100 μL of deionized water contained 0.03g/mL N-ACP
C-ACP 100 μL of deionized water contained 0.03g/mL C-ACP
G-ACP 100 μL of deionized water contained 0.03g/mL G-ACP

Table 2. Experimental Conditions for the Six Groups Used
in Collagen Degradation Inhibition Experimentsa

group
dentine
powder

deionized
water nanoparticles

chlorhexidine
solution

control 20 mg 1 mL
N-ACP 20 mg 1 mL 10 mg N-ACP
0.11CHX 20 mg 0.11 wt %,

1 mLb

C-ACP 20 mg 1 mL 10 mg C-ACP
0.53CHX 20 mg 0.53 wt %,

1 mLb

G-ACP 20 mg 1 mL 10 mg G-ACP
aCHX indicates chlorhexidine. bAccording to the results, the drug
loadings of the C-ACP and G-ACP nanoparticles were 0.11 and 0.53
wt %, respectively.
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process was achieved under mild conditions, and no potential
contaminants were introduced during template removal.
SEM images in Figure 2a−c show that the three types of

nanoparticles all had uniform, spherical forms. The diameters of
the final particles were <100 nm. Some particle diameters were
also <40 nm, which was smaller than the width of gap zones in
the collagen fibrils. As mentioned before, the mineral crystals
initially deposited in the 40 nm-gaps of the collagen fibrils. This
constituted intrafibrillar mineralization and was the initial and
key process in collagen mineralization.9 Thus, it is logical to
assume that the ACP nanophases smaller than 40 nm are
better, to penetrate and displace water from at least some
internal compartments of the collagen fibrils.
EDS spectra in Figure 2d−f show that nitrogen signals were

observed in the C-ACP and G-ACP nanoparticles but not in
the N-ACP nanoparticles since the only nitrogen source was
chlorhexidine. The two intense unlabeled peaks in Figure 2d−f
were due to Si and Au, and resulted from the silicon chip and
sputter-coated gold, respectively.
Representative TEM images in Figure 3a−c show the high

dispersity of nanoparticles. Figure 3d−f show the synthesized
nanoparticles contained numerous spherical surface protru-
sions. This suggested that particles were formed during the

template synthesis process through the fusion of much smaller
particles.33 The inset SAED patterns indicate the ACP remains
amorphous. An important feature of ACP is the porosity, which
is highly desirable for drug or protein loading. The nitrogen
adsorption/desorption method was employed to measure the
BET surface area (Figure 4a−c). The BET surface area of the
three representative nanoparticles is shown in Table 3. These
unique characteristics lead to efficient diffusion of drugs in and
out from the surface of the nanoparticles.38 The BET surface
areas of C-ACP and G-ACP were smaller than that of N-ACP.
It may due to the adsorption of chlorhexidine in pores of C-
ACP and G-ACP.
DLS measurements in Figures 4d show that the N-ACP, C-

ACP, and G-ACP nanoparticles had average sizes of 86.4 ± 2.1,
87.1 ± 4.1, and 87.6 ± 4.6 nm, respectively. No statistical
difference was found among 3 types of nanoparticles.
The XRD patterns in Figure 5a show a broad diffraction halo

at 20−40° 2θ for the three types of ACP nanoparticles,
suggesting that they were all amorphous. Pure ACP is highly
unstable and can be stabilized by acidic noncollagenous
proteins or magnesium ions.39 Polyacrylic acid (PAA) possesses
abundant carboxylate groups, which render it highly anionic
and acidic. This enables PAA to inhibit mineral crystallization

Figure 2. (a,b,c) SEM images of nanoparticles and their (d,e,f) EDS spectra: (a,d) N-ACP; (b,e) C-ACP; (c,f) G-ACP.

Figure 3. (a,b,c) Low magnification and (d,e,f) high magnification TEM images of nanoparticles: (a,d) N-ACP; (b,e) C-ACP; (c,f) G-ACP. The
inset SAED figures show no diffraction patterns indicating the ACP is amorphous.
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and maintain nanoscale ACP in solution.40 Without PAA, only
large ACP nanoparticle aggregates could be identified along
collagen fibril surfaces,15 and intrafibrillar mineralization could
not be achieved. Wang et al. reported that dentin could be
remineralized in a biomimetic progression in the presence of

500 μg/mL PAA.3 The resulting dentin had comparable
structural features to those of natural dentin. The current study
also used 500 μg/mL PAA to stabilize ACP, and similar results
were observed.
Fourier-transform infrared (FTIR) spectra in Figure 5b show

the functional groups that were present in the nanoparticles.
The intense peaks at 1083 and 580 cm−1 were assigned to
PO4

3− as pointed out with the red arrow. The presence of these
two peaks also supports the conclusion that the nanoparticles
were amorphous. The transformation of ACP to hydroxyapatite
(HA) is reportedly differentiated by the gradual splitting of the
single peak at 580 cm−1 into two peaks at 600 and 560 cm−1.3 A
mild peak at 950 cm−1 was also assigned to PO4

3− as pointed

Figure 4. Nitrogen adsorption/desorption isotherms of representative nanoparticles: (a) N-ACP; (b) C-ACP; (c) G-ACP. (d) Diameters of different
nanoparticles.

Table 3. BET Surface Area and Single-Point Total Pore
Volume of the Three Representative Nanoparticles

group surface area (m2/g) pore volume (cm3/g)

N-ACP 14.51 0.04
C-ACP 7.28 0.03
G-ACP 6.14 0.02

Figure 5. (a) XRD patterns of N-ACP, C-ACP, and G-ACP. (b) FTIR spectra of chlorhexidine (CHX), N-ACP, C-ACP, and G-ACP.
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out with a black arrow.30 The peak at 1637 cm−1 was assigned
to the O−H bending vibration. Peaks in the range 1600−1100
cm−1 were assigned to the CN and C−N−C stretching
vibrations, which are characteristic of chlorhexidine. Their
presence suggested that chlorhexidine was present in the
nanoparticles and had not reacted with ACP. Some of these
peaks overlapped with that of PO4

3−.
Mean drug loadings (%), standard deviations, and

encapsulation efficiencies (%) of C-ACP and G-ACP are listed
in Table 4.

3.2. In Vitro Release Profiles of Ca2+, PO4
3−, and

Chlorhexidine. The release profiles in Figure 6 show that
loaded chlorhexidine was initially released rapidly from the C-
ACP and G-ACP nanoparticles and that the release slowed after
1 day, becoming much more sustained. No statistical
differences were observed in the chlorhexidine release for the
three pH groups of the C-ACP and G-ACP nanoparticles.
Three commonly used drug release kinetics equations

indicated that the C-ACP and G-ACP nanoparticles released
chlorhexidine largely via first-order kinetics, as shown in Table
5.
Pharmaceutical dosage forms that obey first-order kinetics,

such as water-soluble drugs in porous matrices, release drugs in
a way that is proportional to the amount of drug remaining in
their interior. Thus, the amount of drug released per unit time
diminishes over time.41 As the chlorhexidine is a kind of water-
soluble drug which is encapsulated in the hydrophilic cavity of
niosomes, it would be in the central part of the nanoparticles.
Its slower release may have resulted from the barrier effect of
the ACP matrix. However, the ACP matrix is porous. That
made diffusion an important release mechanism as well.41 This
plus the high osmotic pressure in the early stage might cause
both C-ACP and G-ACP showed the burst of release during the
first 24 h. This burst of release would quickly increase the
concentration of chlorhexidine to an effective concentration,
which may be beneficial for controlling MMP activity in the
early stages of using dentine and explain the pH independent
release of chlorhexidine.
The in vitro release of calcium and phosphate ions is

presented in Figure 7. An initial burst of Ca2+ and PO4
3− release

was observed in the first 3 days, which then slowed to a steadier

release. Decreasing the pH from 7.0 to 4.0 resulted in a 1.2−1.7
times faster release of Ca2+ and PO4

3−. In oral cavities, a local
plaque pH of >6.0 is considered the safe zone, pH 6.0−5.5 is
potentially cariogenic, and pH 5.5−4.0 is the cariogenic or
danger zone leading to demineralization.42 The demineraliza-
tion or remineralization process in teeth depends on the pH
and ion saturation of the surrounding solution. So the current
trend in Ca2+ and PO4

3− release buffered the surrounding
solution and increased the ion saturation, which are beneficial
for remineralization.

3.3. Mineralization of Type I Collagen Fibrils with C-
ACP and G-ACP. Purified rat tail type I collagen can self-
assemble into fibrils in slightly acidic environments. It is a
single-layer hierarchical activated template and an appropriate
mineralization model.15 This model involves no noncollage-
nous proteins, so can be used to evaluate the mineralization
effect of C-ACP and G-ACP.9 As shown in Figure 8a, after
reaction with distilled water for 72 h, collagen fibrils in the
control group exhibited smooth edges and specific 67 nm
periodic stripes, which consisted of gaps and overlap zones.
This confirmed that reconstituted type I collagen fibrils did not
induce mineralization alone.
Collagen fibrils exposed to N-ACP exhibited higher contrast

and rough edges, as shown in Figure 8b. The stripes could no
longer be observed by TEM. The SAED image of the
intrafibrillar nanocrystals shown in the inset in Figure 8b
indicated distinct arc-shaped patterns characteristic of hydrox-
yapatite. The orientation of the hydroxyapatite (002) reflection
was parallel to the collagen reflection. This indicated that the
crystalline c axes and axial direction of the mineralized fibril
were aligned. Collagen fibrils exposed to C-ACP and G-ACP
showed similar results to that exposed to N-ACP, as shown in
Figure 8c and d, respectively. This indicated that the C-ACP
and G-ACP nanoparticles could replace water in the intra-
fibrillar compartments and mineralize the collagen fibrils. The
loading of chlorhexidine would not influence the mineralization
procedure. This is significant for the remineralization of
collagen fibrils in dentine hybrid layers.
Elemental maps of identical mineralized collagen fibrils

indicated the spatial distribution of Ca and C. As shown in
Figure 9, the signals of Ca and C were overlapped and
uniformly distributed. This indicated that apatite had deposited
uniformly throughout the entire collagen fibril.
Various types of biominerals are created by the different

hierarchical structures of templates. In organic−inorganic
nanometer-scale compound tissue, such as bone and teeth,
self-assembled collagen proteins provide a template for the
nucleation and multiplication of minerals. Noncollagenous
proteins reportedly stabilize ACP precursors and direct the

Table 4. Drug Loadings and Encapsulation Efficiencies of C-
ACP and G-ACP Nanoparticles

sample drug loading (%) encapsulation efficiency (%)

C-ACP 0.11 ± 0.01 0.49 ± 0.05
G-ACP 0.53 ± 0.04 0.24 ± 0.02

Figure 6. In vitro release profiles of chlorhexidine by (a) C-ACP and (b) G-ACP nanoparticles.
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crystallization of biominerals.16 A sequestration biomimetic
analogue is required to simulate the function of these natural
protein molecules. Dentin matrix protein-1 (DMP-1) is an
acidic matrix protein, which can be cleaved into larger N-
terminal and smaller C-terminal fragments. The aspartic acid
rich N-terminal segment can help stabilize ACP nano-
particles.43 In the current study, PAA was used to simulate
the N-terminal segment of DMP-1, as the abundant carboxylate
groups rendered PAA highly anionic and acidic. The resulting

PAA-stabilized ACP nanoparticles were stable and could diffuse
into the 40 nm gap zones.15

3.4. Inhibition of Collagen Degradation by C-ACP and
G-ACP. Dentine collagen fibrils are degraded into polypeptides
and then amino acids, upon exposure to MMPs. In this
experiment, the dentine was ground to powder to provide
larger contact area and shorter reactive time. It is a simplified
model of real dentine disk. The liquid nitrogen can avoid the
inactivation of MMPs when grinding. 35% phosphorous acid
was used to simulate the etching procedure in dental clinic to

Table 5. Chlorhexidine Release Kinetics of the C-ACP and G-ACP Nanoparticlesa

samples zero order kinetics first order kinetics Higuchi model

C-ACP pH = 4.0 Q = 0.003t + 0.727 Ln (1 − Q) = −0.023t + 1.274 Q = 0.037t1/2 + 0.656
R2 = 0.755 R2 = 0.919 R2 = 0.889

pH = 5.5 Q = 0.003t + 0.716 Ln (1 − Q) = −0.022t + 1.232 Q = 0.037t1/2 + 0.644
R2 = 0.781 R2 = 0.925 R2 = 0.909

pH = 7.0 Q = 0.003t + 0.711 Ln (1 − Q) = −0.021t + 1.205 Q = 0.036t1/2 + 0.642
R2 = 0.804 R2 = 0.947 R2 = 0.915

G-ACP pH = 4.0 Q = 0.006t + 0.572 Ln (1 − Q) = −0.034t + 0.907 Q = 0.074t1/2 + 0.420
R2 = 0.525 R2 = 0.808 R2 = 0.691

pH = 5.5 Q = 0.006t + 0.553 Ln (1 − Q) = −0.033t + 0.822 Q = 0.075t1/2 + 0.401
R2 = 0.551 R2 = 0.863 R2 = 0.710

pH = 7.0 Q = 0.006t + 0.523 Ln (1 − Q) = −0.031t + 0.754 Q = 0.077t1/2 + 0.368
R2 = 0.598 R2 = 0.854 R2 = 0.759

aNote: Q is the cumulative release rate at time t.

Figure 7. In vitro release profiles of Ca2+ from (a) N-ACP, (c) C-ACP, and (e) G-ACP nanoparticles, and PO4
3− from (b) N-ACP, (d) C-ACP, and

(f) G-ACP nanoparticles.
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activate the MMPs.44 The α-helix of collagen protein consists
of three polypeptide chains; each with a repeating triplet
sequence (-Gly-X-Y-)3. The most common sequence is (-Gly-
Pro-Hyp). Hyp is uncommon in other proteins, so can be used
as a characteristic marker in collagen protein.45 ELISA was used
to detect the concentration of Hyp, which in turn indicated the
amount of degraded collagen fibrils.
As shown in Figure 10, the data for the control group

indicated the amount of collagen degradation under natural
conditions. The high level of the cumulative Hyp concentration
reflected the high rate of collagen degradation in the absence of
intervention. Few undegraded collagen fibrils remained in the
dentin powder after 24 h. The Hyp concentration decreased as
the solution was progressively diluted. The data for the N-ACP

group were the same as that of the control group since N-ACP
released no chlorhexidine (P > 0.05).
The initial concentrations of chlorhexidine in the 0.11CHX

and 0.53CHX groups corresponded to the chlorhexidine
loadings in C-ACP and G-ACP, respectively. The four groups
all inhibited collagen degradation over a 12 h duration (P <
0.05). The 0.53CHX and G-ACP groups contained more
chlorhexidine, so the effects of inhibition were more
pronounced (P < 0.05). After 24 h, the samples had been
sufficiently diluted to be ineffective. The concentrations of
chlorhexidine in the 0.11CHX and 0.53CHX groups decreased
proportionally and finally failed to inhibit collagen degradation.
However, C-ACP and G-ACP were able to continuously inhibit
collagen degradation.
This result indicated that the effects of C-ACP and G-ACP

lasted longer than those of pure chlorhexidine, at a similar
concentration (P < 0.05). This result was attributed to the
sustained release from C-ACP and G-ACP, which supple-
mented the chlorhexidine dose after each sampling dilution. In
addition, the dentine powder was mixed well with the C-ACP
and G-ACP nanoparticles in a stable manner. The chlorhex-

Figure 8. TEM images of unstained collagen fibrils after exposure to
(a) deionized water, (b) N-ACP, (c) C-ACP, and (d) G-ACP.
Obvious banding patterns are observed in the unmineralized
nanofibers in panel a. SAED patterns (inset) of the intrafibrillar
nanocrystals show distinct arc-shaped patterns characteristic of
hydroxyapatite (b, c, and d). Red arrows indicate extrafibrillar minerals.

Figure 9. TEM images and elemental maps of Ca and C in (a) N-ACP, (b) C-ACP, and (c) G-ACP nanoparticles.

Figure 10. Cumulative concentration of Hyp, as a result of collagen
degradation. * indicates a significant difference (P < 0.05) between
groups.

ACS Applied Materials & Interfaces Research Article

DOI: 10.1021/acsami.6b14956
ACS Appl. Mater. Interfaces 2017, 9, 12949−12958

12956

http://dx.doi.org/10.1021/acsami.6b14956


idine could easily contact the dentine collagen without diffusing
into the surrounding solution. Thus, C-ACP and G-ACP were
able to maintain a higher local chlorhexidine concentration.
Chlorhexidine reportedly has a broad-spectrum MMP-

inhibitory effect, even at very low concentrations of 0.1−2 wt
%.5,19,46 The current results suggested that 0.11 wt % was an
effective chlorhexidine concentration, so were consistent with
previous studies.5,19 The sustained release ensured that the
chlorhexidine concentration was maintained above the effective
threshold. Collagen degradation was only observed 12 h after
etching and slower than the control group. When the
mineralization of collagen fibrils had not been completed,
chlorhexidine prevented collagen from degrading and main-
tained the template for remineralization.
These findings suggest that the two types of chlorhexidine-

loaded ACP nanoparticles carried out their respective roles
well. Since this experimental situation was extreme, far less
water and reacting area would be in the real bonding interface.
The inhibition effect may last longer in real situation. Further
studies will focus on the combined effects in mineral-depleted,
resin-sparse, water-rich regions along the real bonding interface.

4. CONCLUSION
Chlorhexidine-loaded ACP nanoparticles were synthesized by a
template technique, and sustained drug release properties were
achieved. The resulting nanoparticles were successfully
characterized by scanning electron microscopy, transmission
electron microscopy, energy dispersive X-ray spectroscopy,
BET surface area, pore size analysis, dynamic light scattering,
and X-ray diffraction analysis. The C-ACP and G-ACP
nanoparticles were able to inhibit the degradation of dentine
collagen by the sustained release of chlorhexidine and induce
the mineralization of collagen fibrils. It may have advantages in
resin dentine bonding procedure, yet requires further study.
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