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e reinforced polyvinyl alcohol/
biphasic calcium phosphate scaffold for bone
tissue engineering

Weiwei Lan,ab Xiumei Zhang,a Mengjie Xu,a Liqin Zhao,a Di Huang, *ab

Xiaochun Weic and Weiyi Chen*ab

In this paper, a well-developed porous carbon nanotube (CNT) reinforced polyvinyl alcohol/biphasic

calcium phosphate (PVA/BCP) scaffold was fabricated by a freeze-thawing and freeze-drying method.

The microstructure, mechanical properties and the composition of the scaffolds were characterized by

field emission scanning electron microscopy (FE-SEM), X-ray diffraction (XRD) and Fourier-transform

infrared spectroscopy (FTIR). The results illustrate that after the incorporation of CNTs, the compressive

strength of the hydrogels (moisture state) reached 81 � 6 kPa, presenting a significantly higher value

than that of pure PVA/BCP hydrogels (48 � 2 kPa). Meanwhile, CNT reinforced PVA/BCP scaffolds

exhibited a porous structure and high interconnectivity (80 � 0.6%). The degradation analysis indicated

that the degradation ratio of scaffolds can be varied by changing the concentrations of BCP powders

and CNTs. Cell culture results show that PVA/BCP/CNT porous scaffolds have no negative effects on the

survival and proliferation of cells. These results strongly show that the composite scaffolds may possess

a potential application in the field of bone tissue engineering and regeneration.
1 Introduction

Natural bone is a kind of organic–inorganic composite system
with a complex multi-scale internal structure. The functions of
bone include, mechanical support, load bearing, mineral
reservoir, and protection of internal organs.1 Each year, millions
of people suffer from bone defects as a result of trauma, tumor
or some bone-related diseases; some even die from the insuf-
ciency of ideal bone tissue.1 Although natural bone structures
are able to self-heal, large bone defects cannot heal spontane-
ously, and require surgical intervention for reconstruction. The
current main therapies to heal bone defects include autogras
and allogras.2 Although autogenic bone has better functions
for its lower immunogenicity, better biocompatibility and some
other factors, donor site defect and morbidity are the major
obstacles for its clinical application. Allogra bone has been
widely used as an attractive alternative since it avoids the
morbidity at the donor site. However, the risk of infections and
immune responsesmay lead to amore severe physical reaction.3
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Tissue engineering technology offers an alternative solution to
avoid these problems. Bone tissue engineering includes three
core factors: scaffolds, seed cells and growth factors.4 Among
the three factors, the scaffolds should be biocompatible, bio-
absorbable, non-toxic and highly interconnected porous. They
could provide a suitable environment for cell attachment,
proliferation, differentiation and mechanical stability in the
defect region, supporting cell growth or serving as a drug or
growth factor delivery vehicle.5

Tomimic the components and the structure of natural bone,
a large number of scaffolds are prepared from bioceramics,
biocompatible polymers and their compounds. Among these
materials, HA and b-tricalcium phosphate (b-TCP) are widely
used.6,7 HA, as the main inorganic component in bone tissue,
presents good bioactivity, biocompatibility as well as bone
conductibility.1,7 However, pure HA scaffolds are brittle, with
low toughness and slow degradation, which cannot meet the
requirements of bone repairment. Compared to HA, b-TCP
exhibits a higher solubility, and it could be resorbed in vivo
much more quickly. At present, the research of biological
materials is focused on mixing different kinds of biological
materials together. High-performance composite materials are
used to avoid the disadvantages of onefold component mate-
rials. Therefore, BCP is one of the ideal options to introduce
into bioceramic materials to overcome the disadvantages of
single materials.8–10

As a supporting material, PVA has gained popularity for
tissue engineering applications,11–14 especially as an
This journal is © The Royal Society of Chemistry 2019
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osteochondral scaffold due to its good mechanical properties,
non-toxicity, good biocompatibility and biotribological proper-
ties.15–17 Asran et al.6 fabricated a bone scaffold by an electro-
spinning method. The results show that both the tensile
strength and elastic modulus of PVA/n-HAp hydrogels are
higher than those of pure PVA hydrogels. Increasing the n-HAp
concentration rst leads to an increase in hydrogels' tensile
strength and then a decrease. The tensile strength of the
composite reached the maximum at a concentration of n-HAp
up to 5%. With further increase in the n-HAp concentration,
up to 10%, the tensile strength began to decrease. Yao et al.17

fabricated b-TCP/PVA bilayered hydrogels for osteochondral
repairment. According to their ndings, the tensile and
compression properties of the hydrogel are markedly improved
with the increase in the b-TCP concentration. Cell culture
results conrm that b-TCP plays a signicant role in promoting
chondrocyte proliferation. The design of the bilayered osteo-
chondral hydrogel would be helpful in articular cartilage
repairment. Up to now, none of these scaffolds have been
suitable for bone repair requirements in all respects. The major
challenge is to ensure appropriate pore size and a certain
stiffness. Although PVA and BCP revealed a high biocompati-
bility, the relatively weak mechanical properties, which cannot
meet the demand of bone substitutes, prevent researchers from
further studying them.

Since discovered by Iijima in 1991, CNTs have attracted
much attention because of their unique mechanical, thermal
and electrical properties.18 In recent years, more and more
attention has been paid to CNTs or carbon bers due to their
good biocompatibility and electrical performance.19–22 Some
related studies have indicated that CNTs improve the
mechanical properties of HA ceramics without affecting their
biocompatibility.21,23 CNTs could be uniformly dispersed into
hydrogels or solid composites and set as stress points when the
constructs are subjected to a dynamic load. Therefore, it is
reasonable to use CNTs to reinforce the mechanical properties
of hydrogels.

In this work, CNT reinforced PVA/BCP hydrogels were
fabricated, and then, the porous PVA/BCP/CNT bone scaffolds
with highly interconnected internal structures were prepared
through a freeze-thawing and freeze-drying method. These
samples were evaluated for their microstructure, mechanical
properties, composition and other aspects. Moreover, cyto-
compatibility and proliferation of the hydrogels were also
studied in vitro.

2 Materials and methods
2.1 Materials

PVA-117 (MW 145 000) was purchased from Aladdin, China.
Sodium phosphate dodecahydrate (Na3PO4$12H2O) and
calcium nitrate tetrahydrate (Ca(NO3)2$4H2O) were obtained
from Tianli Chemical Co., Ltd. (Tianjin, China). The multiwall
carbon nanotubes (MWNTs) were obtained from Nanjing
XFNANO Materials Tech Co., Ltd. Other chemicals were
purchased from Puxing Chemical Co., Ltd. (Taiyuan, China). All
reagents were of analytical grade.
This journal is © The Royal Society of Chemistry 2019
2.2 Preparation of BCP powder

BCP powder was produced by an aqueous precipitation reaction
method. Briey, Ca(NO3)2$4H2O solution was added dropwise
into Na3PO4$12H2O solution, adjusting the molar ratio of Ca/P
to 1.6 at room temperature and pH ¼ 10 using acid–base
buffers. Then, the synthesized white product was thoroughly
washed several times with distilled water to remove the buffer.
The obtained powder was heated by a gradient temperature
method up to 1150 �C to produce BCP. The BCP powder was
pulverized using a stainless steel mortar and pestle, and then
separated using stainless steel sieves to ensure that the diam-
eters of particles are <40 mm.
2.3 PVA/BCP/CNT porous scaffold fabrication

Porous PVA/BCP/CNT scaffolds were fabricated by a method of
freeze-thawing and freeze-drying. To be brief, a 10 wt% PVA solu-
tion was prepared by dissolving dry PVA (10 g) in distilled water
(100 mL) and it was stirred at 90 �C for 4 h. Then, the BCP powder
was dispersed in the PVA solution and stirred for another 4 h
(5 wt%, compared to the nal weight of the scaffold). Different
weight ratios of CNT powder were dispersed into the mixed solu-
tion and stirred to make sure that they were dispersed homoge-
neously (0.05%, 0.25%, 0.5% wt%, compared to the nal weight of
the scaffold). The nal blended solution was ultrasonicated. Then,
the obtained solution was moved into suitable 24-well plates, fol-
lowed by freezing at �20 �C for ve freeze–thaw cycles (20 h at
�20 �C and 4 h at room temperature). The schematic illustration
of the synthesis of hydrogels was shown in Fig. 1. The hydrogels
were further lyophilized with a freeze dryer (Bilon F-1A-80, China)
to form porous scaffolds at �80 �C for 48 h.
2.4 Physicochemical properties of the scaffolds

2.4.1 Scanning electron microscopy. The micro-
morphologies of pure BCP powders, PVA, PVA/BCP and PVA/
BCP/CNT scaffolds were observed under a scanning electron
microscope (SEM, Jeol JSM-7100F, Japan). Before examination,
each sample was sputtered with platinum (Pt). The pore diame-
ters of scaffolds were calculated from SEMpictures by the Image J
program. The elemental content of BCP powder and scaffolds
were examined using an energy-dispersive X-ray spectrometer
(EDS, OXFORD X-MaxN, UK) with SEM. The distribution of
elements was analyzed by an integrated mapping soware.

2.4.2 X-ray diffraction. Different samples were analyzed by
X-ray diffraction (XRD, Ultima IV, Rigaku Corporation, Japan).
The diffractometer was operated at 40 kV and 35 mA. Scanning
was performed with the 2q values ranging from 10� to 80� at
a rate of 0.05� s�1.

2.4.3 Fourier-transform infrared spectroscopy. Fourier-
transform infrared spectroscopy (FTIR) spectra of the pure
BCP powder and PVA, PVA/BCP, and PVA/BCP/CNT scaffolds
were obtained by using an FTIR Spectrometer (Bruker Alpha,
Germany) in the transmittance mode within the range of 4000–
800 cm�1 to identify the functional groups. Samples were mixed
with KBr pellets to prepare the specimens for FTIR
spectroscopy.
RSC Adv., 2019, 9, 38998–39010 | 38999
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2.4.4 Porosity. The scaffolds porosity (n ¼ 5) was measured
by the liquid displacement method. To be brief, a hydrogel with
a known weight (W1) and volume (V) was lyophilized with
a freeze dryer. Then, the weight of the scaffold was measured as
(W2). r represents the distilled water density at the measure-
ment temperature. The porosity (4) of each scaffold was
measured as follows:

4 ¼ (W1 � W2)/(Vr) � 100%

2.4.5 Mechanical properties. The mechanical properties of
different samples were studied by unconned compression
testing by a universal mechanical testing machine (50 N, Ins-
tron 5544, US). The hydrogels (n ¼ 5) were held between two
platens. Compression test with a maximum compression strain
of 50% was performed at a speed of 2 mm min�1. The elasticity
modulus was measured by the slope of a linear t to the stress–
strain curve over 10% strain.

2.4.6 Moisture content and swelling ratio. Moisture
content of hydrogels (n ¼ 5) was tested and the swollen hydro-
gels were weighed (W3) aer removing the surface liquid by
a lter paper. Then, the hydrogels were dried at 70 �C for 24 h
and weighed (W4). The percent of moisture content was calcu-
lated by the following equation:

4 ¼ (W3 � W4)/W3 � 100%

Swelling ratio of scaffolds (n ¼ 5) was calculated aer
immersing pre-weighed cylindrical dry scaffolds (W5) in 5 mL
distilled water. Aer removing the surface liquid by a lter
paper, the weights (W6) of swollen hydrogels were measured.
The swelling ratio was obtained according to the following
equation:

4 ¼ (W6 � W5)/W5 � 100%

2.4.7 Degradation in lysozyme solution. To evaluate the
degradation of the scaffolds in vitro, pre-weighed scaffolds (W7)
were placed in PBS medium, which contained 0.4 mg mL�1

lysozyme at 37 �C for several weeks. The solution was renewed
every 3 days to maintain the lysozyme activity. Each week, a set
of aged specimens (n ¼ 5) was removed and washed 3 times by
distilled water. Then, the scaffolds were dried at 70 �C for 24 h.
The scaffold's (W8) weight in dry conditions was obtained. The
degradation ratio of the scaffolds was obtained by the following
equation:

4 ¼ (W7 � W8)/W7 � 100%
2.5 Culture of MC3T3-E1 cells

All scaffolds were sterilized using an autoclave sterilizer. Then,
scaffolds were washed three times in a-minimum essential
39000 | RSC Adv., 2019, 9, 38998–39010
medium (a-MEM) before seeding. Newborn mouse calvaria-
derived MC3T3-E1 subclone 14 preosteoblasts were sourced
from the Shanghai Cell Bank of the Chinese Academy of
Sciences. MC3T3-E1 cells were cultured in a-MEM, which con-
tained 10% fetal bovine serum and 1% antibiotic/antimycotic
compound at 37 �C in a 5% CO2 humidied environment.
MC3T3-E1 cells were digested with 0.05% trypsin/EDTA, and
then suspended in fresh media. In order to observe the cell
attachment condition on each scaffold, the pre-treated scaffolds
were placed in the bottom of a 24-well cell-culture plate and the
cell suspension liquid was seeded on them. The morphologies
of cells on the scaffolds were observed by SEM aer culture at
day 1. Briey, the scaffolds with cells were transferred from the
24-well plate and washed thrice using phosphate-buffered
saline (PBS); then, the specimens were xed with 2.5% glutar-
aldehyde for 40 min. Aer washing in PBS three times, samples
were dehydrated in varying concentrations of ethanol solutions
(30%, 50%, 70%, 90%, 95% and 100%, respectively). Aer
coating a thin layer of gold, cell-seeded scaffolds were observed
using SEM.

Autoclave sterilized freeze-dried scaffolds were placed inside
a sterile centrifuge tube and immersed in a fresh a-MEM cell
culture medium (0.1 g mL�1) at 37 �C for 72 h. Briey, the
MC3T3-E1 cells were seeded in 35 mm confocal dishes with the
scaffolds leached media at a density of 2 � 104 cells per well in
a CO2 incubator at 37 �C. Aer 24 h incubation, the media were
removed. 1 mL of fresh medium was added to the control group
and 1 mL of material extract was added to the test group. Aer
the medium change, the cell morphology was investigated at 1
and 5 day(s) time points using Alexa Fluor™ 488 phalloidin-
40,6-diamidino-2-phenylindole staining (FRTC Invitrogen, DAPI
Sigma). Cell cultured dishes were rinsed with PBS twice. Then,
specimens were xed with 4% paraformaldehyde for 40 min.
Aer washing with PBS three times, the samples were per-
meabilized with PBS containing 0.2% Triton X-100 (Sigma) for
30 min. Aer washing in PBS thrice, cells were incubated with
FRTC for 30 min. Aer washing again, the cells were incubated
with DAPI for 10 min. Fluorescence images were captured using
a uorescent inverted microscope (Nikon IS10, Melville, Japan).

2.6 Cell viability test

The cell viability on the scaffold was studied by uorescein
diacetate (FDA)/propidium iodide (PI) staining. Cell-seeded
scaffolds were rinsed with PBS twice and then incubated
with 10 mg mL�1 FDA and 20 mg mL�1 PI fresh culture medium
at 37 �C for 5 min. The samples were washed twice using a PBS
solution and then observed under the uorescent inverted
microscope. The viable-cell cytoplasm was stained green,
while cell nuclei were stained red. Cells were also cultured with
scaffold leached media to detect cell viability by FDA–PI
staining. Cell viability was investigated at 1 and 5 day(s) time
points.

2.7 Proliferation testing-CCK-8 assay

The proliferation of MC3T3-E1 cells on scaffolds was evaluated
by using the Cell Counting Kit-8 (CCK-8) at different time points
This journal is © The Royal Society of Chemistry 2019
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Fig. 1 Schematic illustration of the synthesis of hydrogels.
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of 1, 3, 5 and 7 day(s) aer seeding (n ¼ 5). 2 � 104 cells per well
were seeded on each different scaffolds and cultured in regular
a-MEM containing 10% fetal bovine serum and 1% antibiotic/
Fig. 2 Physical characterization of BCP powders. (A) SEMmicrograph of
powders. (D) FTIR spectrum of BCP powders.

This journal is © The Royal Society of Chemistry 2019
antimycotic in 24-well plates. At each time point, the culture
medium was removed and refreshed with the a-MEM medium
with 10% CCK-8 solution and cultured for another 4 h. An
BCP powders. (B) EDS analysis of BCP powders. (C) XRD pattern of BCP

RSC Adv., 2019, 9, 38998–39010 | 39001
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aliquot from each well was removed to a new 96-well plate. The
light absorbance was calculated at 450 nm with a microplate
reader (Biorad iMark, US).
Fig. 3 SEM images of themorphologies andmicrostructures of the prepa
(C and D) PVA/BCP scaffold, (E and F) PVA/BCP/0.05% CNT scaffold, (G

39002 | RSC Adv., 2019, 9, 38998–39010
MC3T3-E1 cells were cultured with scaffold leached media to
detect its proliferation by CCK-8 test. Briey, cells were seeded
on 96-well culture plate at a density of 1 � 104 cells per well in
red porous scaffolds at different magnifications: (A and B) PVA scaffold,
and H) PVA/BCP/0.25% CNTs and (I and J) PVA/BCP/0.5% CNTs.

This journal is © The Royal Society of Chemistry 2019
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Fig. 4 The average pore size of scaffolds. Error bars represent the
mean � standard error (n $ 250), *P < 0.05 compared to PVA group.
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a CO2 incubator at 37 �C. Each group was made of 5 wells in
parallel. Aer 24 h incubation, the media were removed. 100 mL
of fresh medium was added to the control group and 100 mL of
material extracts was added to the test group. At each time
point, the culture medium was removed and refreshed with the
a-MEMmedium with 10% CCK-8 solution and then cultured for
another 4 h. The light absorbance was calculated at 450 nmwith
a microplate reader.

2.8 Alkaline phosphatase (ALP) activity

The ALP activity of cells (n ¼ 5) was determined using an ALP
assay kit (Beyotime, China). The medium was replaced with an
osteoinductive medium at 72 h aer seeding. The cells were
lysed and collected aer 7 and 14 days culture in osteoinductive
media. Cells cultured on a dish with the osteoinductive medium
were prepared as a control. Then, the lysates were reacted with
p-nitro-phenyl phosphate (p-NPP), and the absorbance of p-
nitrophenol was determined at 405 nm using a microplate
reader.

2.9 Statistical analysis

All quantitative data were analyzed by using SPSS 13.0. The
results are presented as mean � SE values for each group.
Statistical comparisons were carried out by using the Student's
t-test or one-way ANOVA. Signicance was dened as P < 0.05.

3 Results and discussion
3.1 Characterization of BCP powders

In order to explain the properties of BCP powders, SEM, XRD,
FTIR spectroscopy and EDS were employed. As shown in Fig. 2A,
the SEM micrograph of BCP powders exhibited micro–nano
particles with an almost uniform particle size. It shows that the
BCP particles are almost round micro–nano particles, and the
average diameter of particles is about 0.9 � 0.15 mm, which was
calculated from SEM pictures by Image J program (n ¼ 250).
Furthermore, some micron scale agglomerates are observed.

The main elemental content of the BCP powders was exam-
ined by using EDS, which is presented in Fig. 2B. Calcium (Ca)
and phosphorus (P) were mapped to reect the elemental ratio
of BCP, and the ratio of Ca/P is almost 1.6.

Fig. 2C shows the XRD pattern of BCP powders aer treat-
ing at 1150 �C. Through the quantitative analysis of the XRD
patterns, it conrms that BCP powders contain 40% HA and
60% b-TCP approximately. The HA and b-TCP peaks appeared
in prepared BCP samples, the peaks at 2q ¼ 10.8� (1 0 0), 25.8�

(0 0 2), 27.9� (1 0 2), 31.8� (2 1 1), 32.9� (1 1 2) and 39.8� (3 1 0)
agree well with the diffraction peaks of HA crystals (JCPDS No.
9-0432). The peaks of b-TCP appear at 2q ¼ 13.6� (1 0 4), 17.04�

(1 1 0), 20.2� (2 0 2), 21.9� (2 1 1) and 31.2� (0 2 1 0) (JCPDS No.
9-0169). According to the XRD pattern, there are no other
impurities in BCP micro–nano powders.

BCP powders were analyzed via FTIR spectroscopy. As shown
in Fig. 2D, phosphate ions, PO4

3�, are the principal molecular
components of BCP, contributing to the IR absorbance in the
1200–550 cm�1 region. The characteristic peaks at 1033 and
This journal is © The Royal Society of Chemistry 2019
1088 cm�1 correspond to the stretching vibration of PO4
3� and

that at 599 cm�1 corresponds to the deformation vibrations of
PO4

3�.2
3.2 Scaffold characteristics

3.2.1 SEM imaging. In bone tissue engineering, inter-
connected porous scaffolds play a critical role. Fig. 3 shows the
low and high magnication SEM images of PVA scaffolds, PVA/
BCP scaffolds, PVA/BCP/0.05% CNTs scaffolds, PVA/BCP/0.25%
CNTs scaffolds and PVA/BCP/0.5% CNTs scaffolds. The SEM
images show that the fabricated scaffolds are three dimensional
with almost interconnected porous structures. The average pore
sizes of different scaffolds are shown in Fig. 4. The pore sizes of
PVA and PVA/BCP scaffolds vary from 4 mm to 40 mm as
measured by SEM. The average pore sizes of PVA and PVA/BCP
scaffolds are about 14.1 � 0.23 mm and 13.5 � 0.39 mm,
respectively, which have no signicant difference between
different groups (P < 0.05). Aer the addition of CNTs, the pore
diameter of the scaffolds changes. For PVA/BCP/0.05% CNT and
PVA/BCP/0.25% CNT samples, the pore size varies from 3 mm to
31 mm, and their average pore sizes are about 8.6� 0.26 mm and
7.7 � 0.21 mm, respectively. However, when the content of CNTs
increased to 0.5%, the pore size of the PVA/BCP/0.5% CNT
scaffold increased from 4.2 mm to 34.7 mm, and the average pore
size increased up to 13.7 � 0.59 mm.

The Ca and P elemental distribution on the scaffold surface
were mapped and merged to show the dispersion degree of BCP
powders (Fig. 5). It shows that the Ca and P elements are
uniformly distributed in the scaffolds with and without CNT
incorporation. The Ca/P ratios of both scaffolds are about 1.6.

3.2.2 XRD. XRD tests were carried out to conrm the crystal
form of the particles. The diffraction patterns of PVA, PVA/BCP
and PVA/BCP/0.25% CNT scaffolds are shown in Fig. 6A. The
XRD test for HA was also performed for comparison. In the PVA
scaffold, a strong diffraction peak was observed at 2q z 20�.
RSC Adv., 2019, 9, 38998–39010 | 39003
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Fig. 5 EDS analysis of scaffolds. (A and B) EDS analysis of PVA/BCP scaffolds, (C and D) EDS analysis of PVA/BCP/0.25% CNT scaffolds.
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Meanwhile, the same peak was also observed in other group
scaffolds, which corresponds to crystalline PVA.24 In other
regions, the peaks belong to the BCP crystal, which has been
analyzed in a previous section.

3.2.3 FTIR spectroscopy. FTIR spectroscopy was carried out
to illustrate the molecular interactions among the components
in the scaffolds to analyse some complex structural trans-
formations that might have occurred due to the blending.
Fig. 6B shows the FTIR spectra of PVA, PVA/BCP and PVA/BCP/
0.25% CNT scaffolds. The FTIR spectrum of BCP was also ob-
tained for comparison. The characteristic absorption bands of
PVA appear at 3274 cm�1 (stretching of OH), 2914 cm�1

(symmetric stretching of CH2), 1418 cm�1 (OH, CH bending,
g(CH2), d(OH)), 1087 cm�1 (stretching of C–C and bending of
OH (amorphous sequence of PVA)) and 831 cm�1 (rocking of
CH2).6 Aer incorporating BCP micro–nano particles into PVA
Fig. 6 XRD results and FTIR spectroscopy analyses of the samples. (A) X

39004 | RSC Adv., 2019, 9, 38998–39010
scaffolds, the main broad absorption band related to the OH
stretching of PVA, which appeared at 3274 cm�1 wave number,
shied to a higher wave number region (OH ¼ 3284 cm�1). This
change proves that stronger hydrogen bonding may have been
formed in the BCP/PVA scaffold compared to the pure PVA
scaffold. It is owing to the increase in the number of OH groups
aer the addition of BCP micro–nano particles. The character-
istic peaks at 1033 and 1088 cm�1 correspond to the stretching
vibration of PO4

3�.2 The peak of PO4
3� was overlapped with the

stretching vibration peaks of –C–O– in the crystalline region
(1142 cm�1) and the amorphous region (1089 cm�1) of PVA.28

3.2.4 Porosity. Total porosities of the scaffolds were esti-
mated by the liquid displacement method. Compared to PVA/
BCP hydrogels (83.2 � 0.2%), the porosity of PVA hydrogels is
higher (87.7 � 0.6%). As the CNT concentration increases from
0.05% to 0.5% in BCP/PVA/CNT hydrogels, the porosity
RD results, (B) FTIR spectroscopy analyses.

This journal is © The Royal Society of Chemistry 2019
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Fig. 8 The weight loss of the prepared scaffolds in the lysozyme
solution after different soaking times. Error bars represent the mean �
standard error, n ¼ 5.

Fig. 7 The porosity, elasticity modulus, moisture content and swelling ratio analyses of samples. (A) Porosity results, (B) elasticity modulus, (C)
moisture content and (D) swelling ratio. Error bars represent the mean � standard error. *P < 0.05 compared to PVA group.
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gradually decreases from 82.8 � 0.7% to 73.4 � 0.5% (Fig. 7A).
The incorporation of CNTs into the hydrogels could reinforce
the connections of the polymeric molecular chains. The bioac-
tive groups, such as –COOH and –OH, at the surface of CNTs
could form hydrogen bonding with the –OH groups of PVA. It
induces the nal stable and tight structure. It may be the main
reason for the reduced porosity of the hydrogels.

3.2.5 Mechanical properties. As one of the three core
factors in tissue engineering, scaffolds play a fundamental role.
An ideal scaffold should be a biomimetic ECM and meet the
requirements of different tissues.25 Suitable mechanical prop-
erties of tissue engineering scaffolds are necessary for long-term
structural and functional viability in vivo. Furthermore,
mechanical properties of scaffolds have been shown to be
a determining factor in directing cellular activity.26,27

The unconned compressive strength of different hydrogels
were investigated. According to Fig. 7B, the addition of BCP
micro–nano particles into PVA results in a signicant increase
in the hydrogel's mechanical stiffness; a three-fold increase in
the hydrogel stiffness is achieved from 15� 1 kPa to 48� 2 kPa.
There are some related research that have conrmed that BCP,
HA and b-TCP could enhance the relevant mechanical proper-
ties of PVA.2,11,28 Nie et al.2 fabricated a well-developed porous
BCP/PVA scaffold. According to their study, the compressive
This journal is © The Royal Society of Chemistry 2019
strength of the scaffold was changed by the weight ratio of BCP/
PVA. According to the results, the stiffest group was the sample
that contained 30% PVA. Further increase in the PVA
RSC Adv., 2019, 9, 38998–39010 | 39005
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Fig. 9 The fluorescence images of FDA/PI stained cells cultured with scaffold extracts after culturing for 1 and 5 day(s). Scale bars: 100 mm.
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concentration led to a decrease in the scaffold compressive
strength. The scaffold compressive strength was reduced when
the PVA concentration was up to 20%, owing to the low
concentration of the PVA component that led to the presence of
the ceramic property in the scaffold. CNTs have attracted much
attention because of its unique properties, such as conductivity,
high surface-to-volume ratio, and chemical activity.18,29 As
functional llers, CNTs have been proposed to improve both
mechanical and electrical properties for tissue engineering
scaffolds.30 Xu et al.19 fabricated poly(lactic-co-glycolic acid)/
multi-wall carbon nanotube (PLGA/MWNT) composite
Fig. 10 Fluorescence images of FDA/PI staining of the scaffolds after ce

39006 | RSC Adv., 2019, 9, 38998–39010
electrospun brous scaffolds. Based on their results, the elastic
modulus of electrospun bers was increased by adding MWNTs
at a concentration of 0.1%. The increase in the content of
MWNTs (0.5%) will decrease the scaffold elastic modulus. Our
result shows the same trends as shown in their results. With the
increase in the CNT concentration from 0.05% to 0.25% in BCP/
PVA/CNT hydrogels, the elasticity modulus gradually increased
(from 53� 4 kPa to 81� 6 kPa). However, further increase in the
CNT content (0.5%) led to a decrease in the elasticity modulus
(37 � 6 kPa). The result indicates that a right amount of CNTs
could enhance the mechanical strength of BCP/PVA/CNT
ll culturing for 1, 3, 5 and 7 day(s). Scale bars: 100 mm.

This journal is © The Royal Society of Chemistry 2019
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Fig. 11 The fluorescence images of FITC-DAPI stained cells cultured with scaffold extracts after culturing for 1 and 5 day(s). Scale bars:
20 mm.
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scaffolds. Nevertheless, a large amount of CNTs may cause an
uneven dispersion in the scaffold, which might damage the
inner structure, leading to an adverse effect on the mechanical
properties.31 The pore size of scaffolds proves the point above.
According to Fig. 3, lower CNT concentrations will decrease the
pore diameter. However, when the CNT content is increased up
to 0.5%, the average pore size of the scaffold will increase.

3.2.6 Moisture content and swelling ratio. Swelling
behavior is one of the key parameters that should be considered
in a bone scaffold fabrication process because scaffolds should
provide transportation for biological uids. Most natural poly-
mers swell readily in biological uids.8 The moisture content
and swelling ratio of scaffolds are shown in Fig. 7C and D. To be
brief, with the incorporation of BCP micro–nano particles into
PVA, the moisture content decreased from 93 � 0.5% to 90 �
0.2%. But there was no signicant difference between these two
groups (P > 0.05). Meanwhile, the swelling ratio showed the
same trend as above (from 250 � 7% to 168 � 7%), but there
were signicant differences between these two groups (P < 0.05).
As the CNT concentration increased from 0.05% to 0.5%, both
Fig. 12 CCK-8 results. A. CCK-8 results of cells cultured with scaffolds'
mean� standard error, *P < 0.05 compared to PVA group at the same tim
different sample surfaces. Error bars represent the mean � standard err

This journal is © The Royal Society of Chemistry 2019
the swelling ratio and moisture content of scaffolds decreased
gradually.

3.2.7 Degradation in lysozyme solution. Lysozyme is
a common enzyme that exists in human body. Its levels in blood
and serum are oen raised when there is an inammation or
a microbial infection. To test the degradability of the scaffolds,
the presence of this enzyme in PBS simulates the natural and
inammatory environment aer a surgery.32 The degradation
rate of each sample soaked in lysozyme solutions at different
soaking times are presented in Fig. 8. It shows that the degra-
dation rate of all samples increased with the soaking time. In
summary, PVA/BCP scaffolds indicate a relatively lower degra-
dation rate than PVA scaffolds. PVA scaffolds show a lower
weight loss than PVA/BCP scaffolds at 1 week time point. The
reason may be that some parts of the BCP powder that are not
incorporated into the PVA matrix must have been dissolved in
the lysozyme solution. With the increase in the CNT concen-
tration from 0.05% to 0.25%, the biodegradation ratio gradually
decreased. Meanwhile, further increase in the CNT content to
0.5% led to a greater weight loss due to the change in the
extracts after culturing for 1, 3, 5 and 7 day(s). Error bars represent the
e point. B. CCK-8 results after cells' culturing for 1, 3, 5 and 7 day(s) on

or, *P < 0.05 compared to PVA group at the same time point.

RSC Adv., 2019, 9, 38998–39010 | 39007
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Fig. 13 ALP activity of cells on scaffolds after 7 and 14 days after
seeding. Error bars represent the mean � standard error, *P < 0.05
compared to dish group at the same time point.
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scaffold inner structure and the increase in the average pore
size.
3.3 Cytocompatibility of scaffolds

Based on the above experimental analysis results, we selected
the group containing 0.25% wt% CNTs as the experimental
group to conduct relevant cell experiments in vitro. Scaffolds
fabricated for bone tissue engineering need good biocompati-
bility, which ensures a suitable environment for cell adhesion
and proliferation. Viability of MC3T3-E1 cells cultured with
scaffold extraction and on different scaffolds was analyzed
using FDA/PI staining. According to Fig. 9 and 10, the cell
Fig. 14 MC3T3-E1 cells' morphologies observed by SEM after 1 day on sc
BCP scaffolds, (C and F) culturing on PVA/BCP/0.25% CNT scaffolds.

39008 | RSC Adv., 2019, 9, 38998–39010
viability of PVA/BCP and PVA/BCP/0.25% CNT scaffolds is
higher than that of pure PVA scaffolds. This might be due to the
addition of BCP crystals in the scaffold.

Fig. 11 shows the cytoskeleton changes in the cells that were
cultured with the extraction media of the scaffolds and the
comparison with the control medium. At day 5, cells presented
a more favorable spreading morphology than the rst day.
According to the uorescence images of FITC-DAPI staining,
cells cultured with PVA/BCP/0.25% CNT scaffold extracts have
a better spread and show more clearer stress bers than the
others.

The cell proliferation of different scaffolds was investigated
through the CCK-8 assay. Cell proliferation with both scaffold
extraction and on scaffolds was investigated. The results show
that the CCK-8 absorption of cells either with scaffold extrac-
tions or on each scaffold increases with culture time, which
indicates cell proliferation on all scaffolds (Fig. 12). Especially,
MC3T3-E1 cells show a higher proliferation rate on the PVA/
BCP/0.25% CNT scaffold than PVA and PVA/BCP groups. Cells
cultured with PVA/BCP/0.25% CNT scaffold extracts have
a higher proliferation rate that is even better than that of the
dish groups at day 5 and day 7.

ALP is an early-stage marker of osteogenic differentiation.15

Intracellular ALP activity was measured at 7 and 14 days aer
culture in osteoinductive media (Fig. 13). ALP expression was
not signicantly different between the four scaffold groups at
day 7. However, both PVA/BCP/0.25% CNT scaffolds and PVA/
BCP scaffolds had a higher absorbance than PVA at 14 days,
which proves that the addition of BCP powder into scaffolds can
promote the cell ALP activity. Meanwhile, ALP expression is
signicantly higher for the cells in all four scaffold groups than
the cells in culture dishes.

To observe more detailed cell morphology, SEM was con-
ducted to image the cell samples. As shown in Fig. 14, MC3T3-
affolds. (A and D) culturing on PVA scaffolds, (B and E) culturing on PVA/

This journal is © The Royal Society of Chemistry 2019
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Fig. 15 Model of MC3T3-E1 cell culturing on different types of scaffolds.
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E1 cells cultured on scaffolds exhibit a core–shell shape with an
individually spread morphology. Much more cells are observed
on PVA/BCP and PVA/BCP/0.25% CNT scaffolds than pure PVA
scaffolds. Furthermore, cells on PVA/BCP and PVA/BCP/0.25%
CNT scaffolds exhibit a more favorable spreading morphology.

Despite the fact that PVA exhibits a good biocompati-
bility,33,34 there are some research that show that PVA scaffold
shows a low or no adhesion to cells as a hydrophilic mate-
rial.35–37 In order to improve the cell attachment properties of
PVA hydrogels, HA and BCP are frequently used.2,11,17 As in our
present research, on a pure PVA scaffold, there is rarely few cells
observed on the surface, proving that pure PVA has a poor non-
adhesive property. However, on PVA/BCP scaffolds, due to the
incorporation of BCP micro–nano particles, much more cells
are detected to be attached to the surface, and some cells have
even begun to spread and proliferate. It proves that cells prefer
to get adhered onto the PVA/BCP scaffolds than pure PVA
scaffolds. It can be seen that there is more cell adhesion and
a better proliferation rate on PVA/BCP/CNT when the CNTs are
added into the scaffolds. The reasonmay be the addition of BCP
powder into the scaffolds, which contribute to more anchoring
points that cells adhere to. Meanwhile, the right amount of CNT
addition will increase the crosslinking degree of scaffolds,
This journal is © The Royal Society of Chemistry 2019
which would further increase the cell adhesion anchoring
points (Fig. 15). According to the SEM gures, the cells are not
conuent on both surfaces of PVA/BCP and PVA/BCP/CNT
scaffolds. The reason may be that although the addition of
BCP powder and CNTs enhances the mechanical properties of
scaffolds to a certain level, their elastic modulus is relatively low
compared to natural cartilage.37 The activity of cell adhesion is
dependent not only on the substrate's rigidity but also on the
relative rigidity between the cell and the substrate. Cells tend to
grow on substrates that are as rigid as themselves.38
4 Conclusion

PVA/BCP/CNT hydrogels with high interconnectivity, a porous
structure, a medium elastic modulus and good biocompatibility
were fabricated in the present research. The elasticity modulus
of pure PVA hydrogels is about 15 � 1 kPa. Blending BCP
powder into PVA increased the elasticity modulus to 48� 2 kPa.
The introduction of CNTs (0.05% and 0.25%) and 5% BCP
particles increased the elasticity modulus of the PVA/BCP/CNT
hydrogel from 53 � 4 kPa to 81 � 6 kPa. With further
increase in the CNT concentration to 0.5%, the elastic modulus
decreased to 37 � 6 kPa. In addition, the PVA/BCP/0.25% CNT
RSC Adv., 2019, 9, 38998–39010 | 39009
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hydrogels exhibited good cytocompatibility. CCK-8 results show
a higher cell proliferation ratio on PVA/BCP/0.25% CNT
hydrogels than the others. In conclusion, the fabricated PVA/
BCP/CNT hydrogels could meet the basic requirements of
bone tissue engineering and regeneration.
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