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Abstract: After an osteosarcoma excision, recurrence and bone defects are significant challenges for
clinicians. In this study, the curcumin (Cur) loaded chitosan (CS) nanoparticles (CCNP) encapsulated
silk fibroin (SF)/hyaluronic acid esterified by methacrylate (HAMA) (CCNPs-SF/HAMA) hydrogel
for the osteosarcoma therapy and bone regeneration was developed by photocuring and ethanol
treatment. The micro or nanofibers networks were observed in the CCNPs-SF/HAMA hydrogel. The
FTIR results demonstrated that alcohol vapor treatment caused an increase in β-sheets of SF, resulting
in the high compression stress and Young’s modulus of CCNPs-SF/HAMA hydrogel. According
to the water uptake analysis, SF caused a slight decrease in water uptake of CCNPs-SF/HAMA
hydrogel while CCNPs could enhance the water uptake of it. The swelling kinetic results showed
that both the CCNPs and the SF increased the swelling ratio of CCNPs-SF/HAMA hydrogel. The
accumulative release profile of CCNPs-SF/HAMA hydrogel showed that the release of Cur from
CCNPs-SF/HAMA hydrogel was accelerated when pH value was decreased from 7.4 to 5.5. Besides,
compared with CCNPs, the CCNPs-SF/HAMA hydrogel had a more sustainable drug release, which
was beneficial for the long-term treatment of osteosarcoma. In vitro assay results indicated that
CCNPs-SF/HAMA hydrogel with equivalent Cur concentration of 150 µg/mL possessed both the
effect of anti-cancer and promoting the proliferation of osteoblasts. These results suggest that CCNPs-
SF/HAMA hydrogel with superior physical properties and the bifunctional osteosarcoma therapy
and bone repair may be an excellent candidate for local cancer therapy and bone regeneration.

Keywords: curcumin; hyaluronic acid; silk fibroin; chitosan nanoparticle; MG-63 cells; MC3T3-
E1 cells

1. Introduction

Osteosarcoma is the most common primary malignant bone cancer in children and
adolescents [1]. Nowadays, treatments of osteosarcoma comprise surgery and chemother-
apy regimens. However, no less than 30% of patients still have resistance to chemotherapy
treatment, finally surrendered to metastases, resulting in no substantial further improve-
ment [2]. Moreover, these studies usually ignore the regeneration in bone tissue while
treating osteosarcoma. Therefore, it is necessary to develop more effective drug delivery
systems for osteosarcoma treatment.

Recently, natural hydrogel-based therapies are considered as attractive candidates
to treat tumor due to their superior advantages including easy formulation, target injec-
tion, biodegradability, biocompatibility, as well as localized and sustained drug release
profiles [3–5]. Moreover, hydrogels with water-rich 3D structures and similar components
and structure of extracellular matrix (ECM) of target tissue provide space and mechanical
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stability for tissue regeneration [6,7]. Therefore, there is an urgent need to design hydrogels
for treating osteosarcoma and promoting bone formation.

However, natural hydrogels commonly exhibit weak mechanical properties and fast
degradation in vivo. To overcome the limitations of natural hydrogels, crosslinking strategy
(i.e., physical or chemical) can be employed to stabilize the polymer network and, thereby,
improve the physical properties of the hydrogel [8]. Photo-polymerization has gained
significant interest for the synthesis of hydrogels due to its many advantages, including low
reaction temperature, rapid solidification, simple and mild preparation process, low-cost
production, and avoiding the use of organic solvent [9–11].

Amongst natural hydrogels, hyaluronic acid (HA), as one kind of natural polysac-
charide, is the main component of the extracellular matrix and, thus, appealing for
medical utility owing to its good biocompatibility and biodegradability. Furthermore,
hyaluronic acid esterified by methacrylate (HAMA) hydrogel received attention for its
low immunogenicity and biological activities [12,13]. Therefore, HAMA hydrogels have
the potential for the osteosarcoma treatment and bone regeneration simultaneously.
Unfortunately, photocuring HAMA gels generally have poor mechanical properties,
fast degradation rate. This could make the hydrogel vulnerable to breakage when
subjected to external forces, accelerating the drug release. Therefore, HAMA-based
composite hydrogels need to be exploited.

Silk fibroin (SF) is a natural fibrous protein that is extracted from the cocoons of the
Bombyx mori silkworm, has been widely used in hydrogel preparation for its unique
mechanical properties, high biocompatibility, and controllable biodegradation rate [14,15].
Blending HAMA hydrogels with protein materials (such as silk fibroin) can mimic the
composition and structure of the ECM and also improve strength and adjust degradation
of HAMA hydrogel [16]. Therefore, developing novel HAMA/SF composite hydrogels
could be necessary because it exhibits superior biocompatible, mechanical properties and
bioactivity to promote tissue reconstruction.

In spite of their many favorable characteristics, hydrogel-based local tumor therapy
also shows some disadvantages. The high water content of hydrogels often results
in the relatively rapid drug release of hydrophilic drugs to the surroundings [17].
Moreover, the pore structure of hydrogel could lead to the initial burst release of low
molecular weight drugs through diffusion [18–20]. Therefore, it is necessary to slow the
diffusion rate of loaded drugs to extend the release profile of the drug delivery system
(DDS) [21]. Recently, nanocarrier incorporated hydrogels were reported for efficient
drug delivery [22]. The combination of drug-loaded nanoparticles and hydrogel-based
delivery system can achieve high targeting via hydrogel and extend the duration of
drug release by adopting nanoparticles.

Curcumin, a yellow-orange polyphenol compound derived from turmeric
Curcuma longa, has received considerable interest in cancer therapeutics due to its
anti-cancer activity. Moreover, it has demonstrated no toxicity to healthy organs at
doses as high as 8 g/day in clinical trials [23–25]. Furthermore, a recent study revealed
that Cur enhanced proliferation of osteoblasts and also induced osteogenesis-related
gene expressions [26–29]. Unfortunately, the poor solubility and bioavailability limit its
use in clinical treatment.

A variety of nanoparticle carriers have been developed to enhance solubility and
bioavailability of curcumin [30]. Chitosan, a biopolymer consisting of β-(1,4)-linked D-
glucosamine and N-acetyl-D-glucosamine, was preferred in the preparation of nanopar-
ticles for its degradability and biocompatibility. Besides, Cur loaded CS nanoparticles
(CCNP) have been developed to treat different cancers such as breast, colon, and lung
owing to good biodegradability, biocompatibility, and non-toxicity [31]. However, the
studies using CCNPs to expand the duration of drug release in osteosarcoma treatment
and the bone regeneration is seldom.

Herein, we report a nanocarrier incorporated hydrogel consisting of HAMA/SF
composite hydrogels and CCNPs for localized osteosarcoma chemotherapy and bone
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regeneration. We prepared HAMA/SF composite hydrogels by photocuring followed
by alcohol vapor treatment. The morphology, size, surface zeta potential of nanoparticle
and Cur loading efficiency, in vitro on-demand release of hydrogel/nanoparticle were
characterized. Besides, the water uptake, swelling rate and compression strength of
hydrogel were also characterized in this study. The therapy efficacy of CCNPs-SF/HAMA
hydrogel in anti-osteosarcoma and osteoblast proliferation was further investigated by
in vitro experiments. This work provides a novel combination therapy in hydrogel platform
to promote the apoptosis of osteosarcoma cells and the proliferation of osteoblasts.

2. Materials and Methods
2.1. Materials

Hyaluronic acid (97%, 40–100Kda) was obtained from Macklin Co (Wuhan, China).
Methacrylic anhydride (94%, containing 0.2% topanol stabilizer) was purchased from
Macklin Co (Wuhan, China). 2-Hydroxy-4′-(2-hydroxyethoxy)-2-methylpropio-phen one
(I2959) was purchased from Aladdin Co (Shanghai, China). Sodium tripolyphosphate
(TPP) (AR, 98%) was purchased from Aladdin Co (Wuhan, China). Chitosan (Deacetyla-
tion degree ≥95%, viscosity of 100–200 mpa. s) was obtained from Aladdin Co (Wuhan,
China). Curcumin (368.38 (MW)) was obtained from Aladdin Co (Wuhan, China). MTS
dye was brought from Promega Biotech Co. Ltd. (Beijing, China). Calcein/PI Cell Viabil-
ity/Cytotoxicity Assay Kit was purchased from Beyotime Biotech Inc.

2.2. Preparation of Pure SF and HAMA

The pure silk fibroin was prepared following previous study [32]. Briefly, to remove
the sericin, silkworm cocoons were boiled in Na2CO3 solution for three hours. Next, the
degummed silk fibers were dissolved in a ternary solution at 80 ◦C (CaCl2:CH3CH2OH:H2O
= 1:8:2, molar ratio). Pure SF solution was prepared by dialyzing, and the pure silk fibroin
was obtained by lyophilization.

The HAMA were fabricated by side group modification. Briefly, HA was dissolved
in deionized water at the concentration of 0.01 g/mL and then it was cooled at 4 ◦C.
Subsequently, methacrylic anhydride and NaOH (5 M) were added to the solution, and
was slowly stirred for a day. HAMA was obtained by dialyzing and lyophilization.

2.3. Preparation of CCNPs

The chitosan nanoparticles (CSNP) were prepared based on electrostatic interaction
with poly-anionic sodium tripolyphosphate (TPP). Briefly, chitosan was dissolved in acetic
acid solution (1%) at the concentration of 1 mg/mL and the pH was adjusted to 4.5 through
NaOH solution (5M). TPP was dissolved in deionized water (1 mg/mL) and then TPP
solution was dropped into the chitosan solution with stirring (CS:TPP = 5:1 (m/m)). Finally,
the CSNPs were obtained by centrifugation at 9000 rpm for 30 min. For CCNPs preparation,
after adding the TPP solution, subsequently, Cur (2 mg/mL in ethanol) was dispersed
into the complex solution and then the CCNPs were obtained by sonicating in an ice bath
followed by centrifugation (9000 rpm, 30 min).

2.4. Preparation of CCNPs-SF/HAMA Hydrogels and SF/HAMA Hydrogels

For preparation of SF/HAMA hydrogel, Irgacure 2959 (I2959) was dissolved in PBS at
a concentration of 0.1% (w/v). HAMA was dissolved in PBS/I2959 solution at a concentra-
tion of 5% (w/v). SF was also dissolved in PBS/I2959 solution at a concentration of 5%/10%
(w/v). Then, the HAMA solution (5% (w/v)) and SF solution (5%/10% (w/v)) was mixed
in the proportion of 1:1 (w/v). Finally, the Photocrosslinked SF/HAMA hydrogel was pre-
pared by exposing the mixture to ultraviolet (UV) light (365 nm, UPF100, Uvata) for 3 min.
For preparation of CCNPs-SF/HAMA hydrogel, CCNPs was dispersed into PBS/I2959
solution prepared before, then the SF was dissolved in the PBS/I2959/CCNPs solution at
the concentration of 5% or 10% (w/v). CCNPs-SF/HAMA hydrogel was prepared as the
method we described before. Detail of fabrication process was shown in Scheme 1.
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2.5. Characterization of CCNPs

CCNPs were obtained in different mass ratio of curcumin and chitosan. For the
determination of the loading content, CCNPs were dissolved in acetic acid and then were
further dissolved in ethanol. The Cur in the solution was measured according to the optical
density at 425 nm. Optical density of CSNPs solution was also measured for control. The
drug loading ratio was calculated as the following equation:

Drug loading ratio =
Cur in the solution

nanoparticles weight
× 100% (1)

The particle size distribution and the zeta potential of CCNPs were measured by
Malvin laser particle size analyzer. The morphology was observed with transmission
electron microscopy (TEM H-7000FA, Hitachi, Japan).

2.6. Morphology and Pore Structure of CCNPs-SF/HAMA Hydrogels and SF/HAMA Hydrogels

SF, HAMA, and SF/HAMA Hydrogels were frozen at −20 ◦C and then lyophilized.
The freeze-dried hydrogels were observed with scanning electronic microscopy (SEM,
S-4800, Hitach, Japan). The SEM images were analyzed using the software “Image J” to
evaluate the pores of the sample.

2.7. The Swelling Behavior and the Water Uptake of CCNPs-SF/HAMA Hydrogels and
SF/HAMA Hydrogels

Briefly, the wet weight of CCNPs-SF/HAMA hydrogels and SF/HAMA hydrogels
were measured (Ww) and then incubated in PBS solution at 37 ◦C. At the dedicated time
intervals, the weight of swelled hydrogel was measured (Ws). The swelling ratio (SR) was
determined by the following formula:

SR (%) =
Ws −Ww

Ww
× 100 (2)

The water uptake of the CCNPs-SF/HAMA hydrogels and SF/HAMA hydrogels were
also measured. Briefly, freeze-dried CCNPs-SF/HAMA hydrogels (Wd) were incubated
in distilled water at 37 ◦C for 4 h. Then, the weight of the hydrogels (Ws) was measured.
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The water uptake (Q) of the CCNPs-SF/HAMA hydrogels and SF/HAMA hydrogels were
calculated as the following equation:

Q (%) =
Ws −Wd

Wd
× 100 (3)

2.8. Compression Strength of CCNPs-SF/HAMA Hydrogels

To further explore the compression strength of SF/HAMA hydrogels with different SF
content, we fabricated cylindrical hydrogels. The compressive strength was characterized
by a Universal Testing System (Instron 5967, China). Young’s modulus at the fracture was
also calculated.

2.9. Cur Release of the CCNPs and CCNPs-SF/HAMA Hydrogels

A total of 5 mg CCNPs or CCNPs-SF/HAMA hydrogel (containing 5 mg CCNPs)
was immersed in different PBS solutions (PBS, pH 5.5 tween 80 (1%)or PBS, pH 7.4,
tween 80 (1%)). They were poured into a dialysis bag and then immersed in 50 mL of
different PBS. At the dedicated time intervals, 5 mL of the supernatant was replaced
with 5 mL fresh PBS. The loading rate of Cur in the PBS was measured according to the
optical density at 425 nm.

2.10. Cell Culture

Human osteosarcoma cells (MG-63) and mouse pre-osteoblast cells (MC3T3-E1)
were obtained for the in vitro biological assessment. The MG-63 and MC3T3-E1 cells
were obtained from China Center for Type Culture Collection (Wuhan, China). MG-
63 cells were cultured with MEM containing 10% fetal bovine serum (FBS) and 1%
penicillin/streptomycin (P.S). MC3T3-E1 cells were cultured in α-MEM with 10% FBS
and 1% P.S. The cells were then incubated in a humidified atmosphere (95% air and 5%
CO2) at 37 ◦C.

2.11. Cytotoxicity and In Vitro Chemotherapy EFFECT

Both anti-cancer effect of the CCNPs-SF/HAMA hydrogel on MG-63 cells and prolif-
eration effect of MC3T3-E1 cells were evaluated through MTS assay. Briefly, MG-63 and
MC3T3-E1 cells were co-cultivated with CCNPs-SF/HAMA hydrogel in the 48-well plates
(5 × 103 cells/well) for 48 h, respectively. Then, 1 mL of the MTS/medium solution (1:1
(w/v)) was added. After incubating for 4 h, the optical density was measured at 490 nm.
Cell viability was calculated by the following formula:

Cell viability (%) =
Absorbence of test cells
Absorbence of control

× 100 (4)

Moreover, after treated with CCNPs-SF/HAMA hydrogel for 48 h, cells were stained
with the Calcein-AM/PI Double Stain Kit to observed the live cells. The morphology and
growth states were observed and recorded on an inverted fluorescent microscope.

2.12. Statistical Analysis

The statistical analysis was performed using one-way analysis of variance (ANOVA)
followed by Tukey’s multiple comparison test to determine any significant differences
among different groups tested. Additionally, a t-test (non-parametric) was used when
evaluating the statistical significance between only two groups. The significant levels were
marked with (*) for p < 0.05, (**) for p < 0.01, and (***) for p < 0.001.

3. Results
3.1. Characterization of CCNPs

As shown in the Figure 1A, with the increase in curcumin, the drug loading ratio of
CCNPs first increased and then decreased. The drug loading ratio reached a maximum of
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18% when the mass ratio of Cur and CS was 7%. However, CCNPs are inclined to aggregate
together when the mass ratio of Cur and CS was above 5% (Figure 1B). Therefore, the
dispersed CCNPs with a drug loading ratio of 10% when the mass ratio of Cur and CS was
5% were obtained for further analysis and preparation of CCNPs-SF/HAMA hydrogels.
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As shown in the TEM image (Figure 1C) and size distribution of the CCNPs
(Figure 1D), the CCNPs showed spherical shape with an average diameter of about 400 nm
and a polydispersity index (PDI) of 0.24. As shown in Table S1, the zeta potential of CCNPs
was 16.57 ± 1.13 mV. The nanostructure and positive charge of CCNPs can accelerate
cellular uptake and are beneficial for tumor treatment [33]. Obviously, the loading of
curcumin led to a decrease in zeta potential of CSNPs, which might reduce their stability,
and finally led to agglomeration.

3.2. FTIR Spectra of CCNPs and CCNPs-SF/HAMA Hydrogels

The HAMA, HAMA/SF, and CCNPs-SF/HAMA hydrogels were obtained by pho-
tocuring and alcohol vapor treatment (Figure 2A,B). Fourier infrared spectroscopy was
used to verify the loading of Cur and analyze the conformational transformation of SF
(Figure 2C,D).

The characteristic peaks around 1050–1000 cm−1, 1690–1630 cm−1, and 1500 cm−1

were attributed to =C-O-C, the stretching vibration of C=C, and skeleton vibration of
substituted benzene ring of Cur, respectively. As shown in the Figure 2A, the characteristic
peaks of the CCNPs around 1505 cm−1, 1026 cm−1, and 1632 cm−1, indicating that Cur
was successfully loaded on the CS nanoparticles. Besides, characteristic peaks of Cur
(1505 cm−1 and 1026 cm−1) were found in CCNPs-SF/HAMA hydrogel. These results
demonstrated that CCNPs were loaded into the SF/HAMA hydrogel successfully.
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Figure 2. The digital picture of HAMA, HAMA/SF, CCNPs-SF/HAMA hydrogels before and after UV treatment
(A), The digital picture of CCNPs-SF/HAMA hydrogel after alcohol vapor treatment (B), the FTIR spectra of CCNPs
(C), and CCNPs-SF/HAMA hydrogel (D).

The characteristic peaks around 1620–1635 cm−1 and 1230–1235 cm−1 represented
β-sheet structure of SF. Characteristic peaks around 1650–1655 cm−1 were attributed to
the α-form of SF [34–37]. As shown in Figure 2B, the characteristic peaks of the CCNPs-
SF/HAMA hydrogel appeared around 1655 cm−1, were attributed to α-helix of SF, and the
band of 1628 cm−1 and 1232 cm−1, represented β-sheet structures of SF. Besides, comparing
with SF, the band of CCNPs-SF/HAMA hydrogel around 1655 cm−1 weaken, and the band
of CCNPs-SF/HAMA hydrogel around 1628 cm−1 and 1232 cm−1 became stronger. These
results demonstrated that alcohol vapor treatment resulted in the increase in β-sheets of SF.
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3.3. Morphology and Pore Structure of CCNPs-SF/HAMA Hydrogels

In the present work, lyophilized SF scaffold, and HAMA, SF/HAMA, CCNPs-
SF/HAMA lyophilized hydrogel were fabricated for morphological studies [38]. Their
SEM images were shown in Figure 3. In general, SEM images of all the samples
demonstrated typically porous structure (Figure 3A1,B1,C1,D1). However, the micro or
nanofibers networks were established in the hydrogels with HAMA (Figure 3B3,C3),
while pure SF hydrogel was bare (Figure 3A3). The results suggested that the HAMA
contributed to the formation of the micro or nanofibers networks of HAMA, SF/HAMA
hydrogels, as well as CCNPs-SF/HAMA hydrogel. Moreover, CCNPs were clearly ob-
served on the wall of CCNPs-SF/HAMA lyophilized hydrogel and they were dispersed
homogeneously inside the SF/HAMA hydrogel (Figure 3D3).
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Figure 3. The cross section SEM images of the freeze-dried SF scaffold (A1,A2,A3), SF/HAMA (B1,B2,B3), HAMA (C1,C2,C3),
and CCNPs-SF/HAMA freeze-dried hydrogels (D1,D2,D3).

Interestingly, pore size determination carried out on the SEM images of hydrogels
using Image J analysis (Figure 3) indicated a decrease in mean pore diameter with the
addition of SF content. As shown in Figure 4, the pore size of the pure HAMA hydrogel
was about 195 µm while the SF/HAMA hydrogel and pure SF freeze-dried scaffold were
83 µm, 64 µm, respectively. The value of pore size was associated with the water binding
capacity of the hydrogels during freeze-drying process [39–42]. After freeze drying, the
higher porosity and bigger pore size would be generated in the hydrogel with more
water [43]. It indicated that SF might cause a decrease in water retention ability of CCNPs-
SF/HAMA hydrogel. Besides, the pore size of CCNPs-SF/HAMA hydrogel was higher
than SF/HAMA hydrogel, indicating that CCNPs could enhance the water uptake of
CCNPs-SF/HAMA hydrogels.

3.4. Analysis of Water Uptake, Swelling Ratio of CCNPs-SF/HAMA Hydrogels

To further explore the effect of SF on the water retention of CCNPs-SF/HAMA hydro-
gels, we fabricated CCNPs-SF/HAMA hydrogels and SF/HAMA hydrogels in different
mass ratios of HAMA and SF (HAMA/SF = 1:1,1:2 (w/w)). Their water uptake was shown
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in Figure 5. Both the CCNPs-SF/HAMA hydrogels and SF/HAMA hydrogels showed a
higher water uptake when the mass ratio of HAMA and SF was 1:1. Besides, the water
uptake of CCNPs-SF/HAMA hydrogels was higher than SF/HAMA hydrogels when the
mass ratio of HAMA and SF was either 1:1 or 1:2. The results indicated that SF caused a
decrease in water uptake of CCNPs-SF/HAMA and SF/HAMA hydrogels while CCNPs
could enhance the water uptake of hydrogels. These results are in accord with the reported
morphology studies (Figure 3).
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The swelling ability of CCNPs-SF/HAMA hydrogels and SF/HAMA hydrogels with
different mass ratios of HAMA and SF were also monitored in SBF buffer owing to evalua-
tion of their application in tissue engineering (Figure 6A,B). As shown in Figure 6A, an
increase in swelling ratio of CCNPs-SF/HAMA hydrogel was observed in comparison to
SF/HAMA hydrogel. It might be attributed to the hydrophilic groups of CCNPs. Moreover,
both the CCNPs-SF/HAMA and SF/HAMA hydrogel showed a higher swelling ratio
when the mass ratio of HAMA and SF was 1:2. Owing to the increase in β-sheet structures,
CCNPs-SF/HAMA and SF/HAMA hydrogels tended to shrink and lose water in the
presence of alcohol vapor. They absorbed water again to restore the initial shape when
immersed in SBF buffer, which resulted in a higher swelling ratio of hydrogels. There-
fore, the hydrogel with higher SF content represented a higher swelling ratio owing to
more β-sheets structures of SF. In summary, both the CCNPs and the SF content increased
the swelling ratio of CCNPs-SF/HAMA hydrogel, which is beneficial for the adherence
between hydrogel and tissue.
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3.5. The Compression Stress of CCNPs-SF/HAMA Hydrogels

In order to further investigate the effect of SF content on the mechanical stability of
hydrogels, compression strength of CCNPs-SF/HAMA hydrogels with different concen-
trations (0%, 2.5%, 5%, 10% (w/w)) of SF were characterized. The fracture strength of
hydrogels showed a non-linear relationship with SF content (Figure 6C), indicating that
their ability to resist deformation was enhanced with SF content increased. Figure 6D
shows Young’s modulus of the CCNPs-SF/HAMA hydrogels. The CCNPs-SF/HAMA
hydrogel showed higher Young’s modulus than HAMA hydrogel, suggesting that rigidity
was also reinforced with the addition of SF. It might be attributed to the increase in β-sheet
structure of SF.

In conclusion, the CCNPs-SF/HAMA hydrogels with SF concentration of 10% (mass
ratio of HAMA and SF was 1:2) were chose to do further research for their excellent water
uptake, suitable swelling ratio, and superior mechanical property.

3.6. pH-Responsive Release of CCNPs-SF/HAMA Hydrogel

The release kinetics of Cur from CCNPs-SF/HAMA hydrogel in PBS buffer at differ-
ent pH values were shown in Figure 7A. The data showed that the release of Cur from
CCNPs-SF/HAMA hydrogel was slow and sustained and was accelerated when pH value
was decreased from 7.4 to 5.5. The cumulative release rate of Cur from the CCNPs reached
92.6% at pH 5.5 and 72.8% at pH 7.4 in 32 days, respectively. On the other hand, CC-
NPs was compared with CCNPs-SF/HAMA hydrogel to investigate drug release profile
(Figure 7A). The cumulative release rate of Cur from the CCNPs-SF/HAMA hydrogel was
77.1% at pH 5.5 and 55.3% at pH 7.4 in 32 days (Figure 7B). The comparison of drug release
results for CCNPs and CCNPs-SF/HAMA hydrogel illustrated that CCNPs-SF/HAMA
hydrogel had lower drug release rate and it was more sustainable.
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At pH < 6, the ionizable amino groups on the surface of CCNPs are protonated,
making chitosan a cationic polyelectrolyte. Subsequently, the CS start to swell due to the
repulsion of the polymeric chains. Consequently, the release of Cur was accelerated. The
pH-responsive drug release behavior made CCNPs-SF/HAMA hydrogel safer in the
bloodstream (pH 7.4) with more effective release at the tumor sites (pH 4–6). Moreover,
the combination of hydrogel could delay the Cur release of CCNPs. It is beneficial for
the long-term treatment of osteosarcoma. Thus, the extended and pH-triggered drug
release behavior made CCNPs-SF/HAMA hydrogels an excellent candidate for in vivo
cancer therapy.

3.7. In Vitro Anti-Cancer and Osteoblast Proliferation Efficiency of CCNPs-SF/HAMA Hydrogel

In vitro anti-cancer effects of CCNPs-SF/HAMA hydrogels with equivalent Cur con-
centration ranging from 0 to 400 µg/mL on MG-63 cells were shown in Figure 8A. CCNPs-
SF/HAMA hydrogels exhibited no obvious toxicity to MG-63 cells with the increase in the
equivalent Cur concentration from 0 to 90 µg/mL. When the concentration was increased
from 90 to 400 µg/mL, the cell survival rate decreased from 87.4% to 45.1%. These results
indicated that CCNPs-SF/HAMA hydrogels are highly dose-sensitive hydrogels.

Furthermore, in vitro proliferative response of CCNPs-SF/HAMA hydrogels with
different equivalent concentration of Cur on osteoblasts were shown in Figure 8B.
When the equivalent concentration of Cur was less than 150 µg/mL, the viability of
MC3T3-E1 cells could be improved by CCNPs-SF/HAMA hydrogels, varying from
104.9% to 124.5% with the increase in the equivalent Cur concentration from 0 to
150 µg/mL, respectively. When the concentration was increased from 150 to 400 µg/mL,
the cell survival rate decreased from 124.5% to 86.6%. These results showed that CCNPs-
SF/HAMA hydrogels with an equivalent Cur concentration of 150 µg/mL had obvious
anti-cancer activity and could promote the osteoblasts proliferation. Therefore, the
CCNPs-SF/HAMA hydrogels with an equivalent Cur concentration of 150 µg/mL were
chosen to investigate the growth state of cells.

Live and dead cells stained with fluorescent dye at different magnifications were
observed under a microscope to further study the growth state of cells cultured with the
CCNPs-SF/HAMA hydrogel (Figure 8C). The MC3T3-E1 cells exhibited a morphology and
growth state in the CCNPs-SF/HAMA hydrogels group similar to that in the control group.
However, the MG-63 cells were effectively killed in the presence of CCNPs-SF/HAMA
hydrogels, while there were almost no dead cells in the control group. These results



Polymers 2021, 13, 2302 12 of 14

demonstrated the excellent in vitro anti-osteosarcoma therapy and bone proliferation effect
of the CCNPs-SF/HAMA hydrogels.

Polymers 2021, 13, x FOR PEER REVIEW 12 of 15 

 

 

from 90 to 400 μg/mL, the cell survival rate decreased from 87.4% to 45.1%. These results 
indicated that CCNPs-SF/HAMA hydrogels are highly dose-sensitive hydrogels. 

Furthermore, in vitro proliferative response of CCNPs-SF/HAMA hydrogels with 
different equivalent concentration of Cur on osteoblasts were shown in Figure 8B. When 
the equivalent concentration of Cur was less than 150 μg/mL, the viability of MC3T3-E1 
cells could be improved by CCNPs-SF/HAMA hydrogels, varying from 104.9% to 124.5% 
with the increase in the equivalent Cur concentration from 0 to 150 μg/mL, respectively. 
When the concentration was increased from 150 to 400 μg/mL, the cell survival rate de-
creased from 124.5% to 86.6%. These results showed that CCNPs-SF/HAMA hydrogels 
with an equivalent Cur concentration of 150 μg/mL had obvious anti-cancer activity and 
could promote the osteoblasts proliferation. Therefore, the CCNPs-SF/HAMA hydrogels 
with an equivalent Cur concentration of 150 μg/mL were chosen to investigate the growth 
state of cells. 

Live and dead cells stained with fluorescent dye at different magnifications were ob-
served under a microscope to further study the growth state of cells cultured with the 
CCNPs-SF/HAMA hydrogel (Figure 8C). The MC3T3-E1 cells exhibited a morphology 
and growth state in the CCNPs-SF/HAMA hydrogels group similar to that in the control 
group. However, the MG-63 cells were effectively killed in the presence of CCNPs-
SF/HAMA hydrogels, while there were almost no dead cells in the control group. These 
results demonstrated the excellent in vitro anti-osteosarcoma therapy and bone prolifera-
tion effect of the CCNPs-SF/HAMA hydrogels. 

 
Figure 8. Cell viability of MG-63 (A) and MC3T3-E1 (B) cells after incubation with CCNPs-SF/HAMA hydrogels with 
different loading content for 48 h. Live and dead staining assay of cells with or without CCNPs-SF/HAMA hydrogels (C). 
Data are expressed as mean ± SD (n = 6); * p < 0.05, ** p < 0.01, and *** p < 0.001 are differences between the indicated groups. 

Figure 8. Cell viability of MG-63 (A) and MC3T3-E1 (B) cells after incubation with CCNPs-SF/HAMA hydrogels with
different loading content for 48 h. Live and dead staining assay of cells with or without CCNPs-SF/HAMA hydrogels
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indicated groups.

4. Conclusions

In summary, we constructed a nanocarrier incorporated hydrogel for favorable phys-
ical properties, sustainable, and pH-controlled drug release, anti-osteosarcoma ability,
and tumor-causing bone defect repair. The β-sheet structures of SF were formed in
CCNPs-SF/HAMA hydrogel through alcohol vapor treatment. The increased β-sheet
structures of SF reinforced mechanical property but decreased water retention ability
of CCNPs-SF/HAMA hydrogel. Owing to the hydrophilicity of HAMA and CCNPs,
CCNPs-SF/HAMA hydrogel still possessed an excellent water up take of 1075%. Mean-
while, the CCNPs-SF/HAMA hydrogel exhibited pH-responsive release of Cur making
CCNPs-SF/HAMA hydrogel safer in the bloodstream (pH 7.4) with more effective release
at the tumor sites (pH 4–6). The CCNPs-SF/HAMA hydrogel showed a dose-dependent
inhibition effect on the growth of MG-63 cells. Moreover, the CCNPs-SF/HAMA hydro-
gel could obviously promote the proliferation of MC3T3-E1 cells in vitro. Therefore, the
CCNPs-SF/HAMA hydrogel with superior physical properties and the dual function of
osteosarcoma therapy and bone regeneration may be an excellent candidate for local cancer
therapy and bone regeneration.

Supplementary Materials: The following are available online at https://www.mdpi.com/article/10
.3390/polym13142302/s1, Table S1: The particle size, PDI, and zeta potential of CSNPs and CCNPs.

https://www.mdpi.com/article/10.3390/polym13142302/s1
https://www.mdpi.com/article/10.3390/polym13142302/s1


Polymers 2021, 13, 2302 13 of 14

Author Contributions: Q.Y. writing—original draft, investigation, methodology, writing—review
and editing, Formal analysis, Z.M. and Y.L. writing—review and editing, supervision; X.S. and Z.L.
methodology, supervision, writing—review and editing, Z.Z. conceptualization, methodology, formal
analysis, writing—review and editing, supervision, project administration, funding acquisition. All
authors have read and agreed to the published version of the manuscript.

Funding: This work was supported by the National Natural Science Foundation of China (52073220,
51803160 and 11905161), the Major Special Projects of Technological Innovation of Hubei Province
(2017ACA168), the National Key Research and Development Program of China (2018YFB1105500)
and the Young TopNotch Talents Fund of Wuhan University of Technology (471-40120093).

Institutional Review Board Statement: Not applicable.

Informed Consent Statement: Not applicable.

Data Availability Statement: Not applicable.

Conflicts of Interest: The authors declare no conflict of interest.

References
1. Ward, E.; DeSantis, C.; Robbins, A.; Kohler, B.; Jemal, A. Childhood and adolescent cancer statistics, 2014. CA Cancer J. Clin. 2014,

64, 83–103. [CrossRef] [PubMed]
2. Eaton, B.R.; Schwarz, R.; Vatner, R.; Yeh, B.; Claude, L.; Indelicato, D.J.; Laack, N. Osteosarcoma. Pediatr. Blood Cancer 2020,

68, e28352. [CrossRef] [PubMed]
3. Chang, G.; Chen, Y.; Li, Y.; Li, S.; Huang, F.; Shen, Y.; Xie, A. Self-healable hydrogel on tumor cell as drug delivery system for

localized and effective therapy. Carbohydr. Polym. 2015, 122, 336–342. [CrossRef] [PubMed]
4. Pal, S.; Medatwal, N.; Kumar, S.; Kar, A.; Komalla, V.; Yavvari, P.S.; Mishra, D.; Rizvi, Z.A.; Nandan, S.; Malakar, D.; et al. A

Localized Chimeric Hydrogel Therapy Combats Tumor Progression through Alteration of Sphingolipid Metabolism. ACS Cent.
Sci. 2019, 5, 1648–1662. [CrossRef]

5. Darge, H.F.; Andrgie, A.T.; Hanurry, E.Y.; Birhan, Y.S.; Mekonnen, T.W.; Chou, H.Y.; Hsu, W.H.; Lai, J.Y.; Lin, S.Y.; Tsai,
H.C. Localized controlled release of bevacizumab and doxorubicin by thermo-sensitive hydrogel for normalization of tumor
vasculature and to enhance the efficacy of chemotherapy. Int. J. Pharm. 2019, 572, 118799. [CrossRef] [PubMed]

6. Fernando, K.; Kwang, L.G.; Lim, J.T.C.; Fong, E.L.S. Hydrogels to engineer tumor microenvironments in vitro. Biomater. Sci. 2021,
9, 2362–2383. [CrossRef] [PubMed]

7. Xiao, B.; Huang, Q.; Chen, H.; Chen, X.; Long, G. A Fractal Model for Capillary Flow through a Single Tortuous Capillary with
Roughened Surfaces in Fibrous Porous Media. Fractals 2021, 29, 2150017–2151867. [CrossRef]

8. Noe, C.; Tonda-Turo, C.; Chiappone, A.; Sangermano, M.; Hakkarainen, M. Light Processable Starch Hydrogels. Polymers 2020,
12, 1359. [CrossRef]

9. Kim, S.H.; Lee, Y.J.; Chao, J.R.; Kim, D.Y.; Sultan, M.T.; Lee, H.J.; Lee, J.M.; Lee, J.S.; Lee, O.J.; Hong, H.; et al. Rapidly photocurable
silk fibroin sealant for clinical applications. NPG Asia Mater. 2020, 12, 1–16. [CrossRef]

10. Kim, S.Y.; Hwang, Y.-S.; Chun, H.J.; Yang, D.H. Preparation of a photocured GelMA hydrogel co-cultured with HOKs and HGFs
for an artificial oral mucosal tissue model. J. Ind. Eng. Chem. 2020, 89, 470–475. [CrossRef]

11. Xiao, B.; Wang, W.; Zhang, X.; Long, G.; Fan, J.; Chen, H.; Deng, L. A novel fractal solution for permeability and Kozeny-Carman
constant of fibrous porous media made up of solid particles and porous fibers. Powder Technol. 2019, 349, 92–98. [CrossRef]

12. Bae, M.S.; Ohe, J.Y.; Lee, J.B.; Heo, D.N.; Byun, W.; Bae, H.; Kwon, Y.D.; Kwon, I.K. Photo-cured hyaluronic acid-based hydrogels
containing growth and differentiation factor 5 (GDF-5) for bone tissue regeneration. Bone 2014, 59, 189–198. [CrossRef] [PubMed]

13. Nguyen, T.U.; Watkins, K.E.; Kishore, V. Photochemically crosslinked cell-laden methacrylated collagen hydrogels with high cell
viability and functionality. J. Biomed. Mater. Res. Part A 2019, 107, 1541–1550. [CrossRef] [PubMed]

14. Lu, G.; Ding, Z.; Wei, Y.; Lu, X.; Lu, Q.; Kaplan, D.L. Anisotropic Biomimetic Silk Scaffolds for Improved Cell Migration and
Healing of Skin Wounds. ACS Appl. Mater. Interfaces 2018, 10, 44314–44323. [CrossRef]

15. Ghosh, S.; Parker, S.T.; Wang, X.; Kaplan, D.L.; Lewis, J.A. Direct-Write Assembly of Microperiodic Silk Fibroin Scaffolds for
Tissue Engineering Applications. Adv. Funct. Mater. 2008, 18, 1883–1889. [CrossRef]

16. Li, X.; Wang, L.; Li, L.; Luo, Z.; Yan, S.; Zhang, Q.; You, R. Water-stable silk fibroin nerve conduits with tunable degradation
prepared by a mild freezing-induced assembly. Polym. Degrad. Stab. 2019, 164, 61–68. [CrossRef]

17. Yan, S.; Han, G.; Wang, Q.; Zhang, S.; You, R.; Luo, Z.; Xu, A.; Li, X.; Li, M.; Zhang, Q.; et al. Directed assembly of robust and
biocompatible silk fibroin/hyaluronic acid composite hydrogels. Compos. Part B Eng. 2019, 176, 107204. [CrossRef]

18. Brandl, F.; Kastner, F.; Gschwind, R.M.; Blunk, T.; Tessmar, J.; Gopferich, A. Hydrogel-based drug delivery systems: Comparison
of drug diffusivity and release kinetics. J. Control. Release 2010, 142, 221–228. [CrossRef]

19. Huang, X.; Brazel, C.S. Analysis of burst release of proxyphylline from poly (vinyl alcohol) hydrogels. Chem. Eng. Commun. 2010,
190, 519–532. [CrossRef]

http://doi.org/10.3322/caac.21219
http://www.ncbi.nlm.nih.gov/pubmed/24488779
http://doi.org/10.1002/pbc.28352
http://www.ncbi.nlm.nih.gov/pubmed/32779875
http://doi.org/10.1016/j.carbpol.2014.12.077
http://www.ncbi.nlm.nih.gov/pubmed/25817677
http://doi.org/10.1021/acscentsci.9b00551
http://doi.org/10.1016/j.ijpharm.2019.118799
http://www.ncbi.nlm.nih.gov/pubmed/31678386
http://doi.org/10.1039/D0BM01943G
http://www.ncbi.nlm.nih.gov/pubmed/33438702
http://doi.org/10.1142/S0218348X21500171
http://doi.org/10.3390/polym12061359
http://doi.org/10.1038/s41427-019-0187-x
http://doi.org/10.1016/j.jiec.2020.06.025
http://doi.org/10.1016/j.powtec.2019.03.028
http://doi.org/10.1016/j.bone.2013.11.019
http://www.ncbi.nlm.nih.gov/pubmed/24291420
http://doi.org/10.1002/jbm.a.36668
http://www.ncbi.nlm.nih.gov/pubmed/30882990
http://doi.org/10.1021/acsami.8b18626
http://doi.org/10.1002/adfm.200800040
http://doi.org/10.1016/j.polymdegradstab.2019.04.006
http://doi.org/10.1016/j.compositesb.2019.107204
http://doi.org/10.1016/j.jconrel.2009.10.030
http://doi.org/10.1080/00986440302081


Polymers 2021, 13, 2302 14 of 14

20. Liang, M.; Liu, Y.; Xiao, B.; Yang, S.; Wang, Z.; Han, H. An analytical model for the transverse permeability of gas diffusion
layer with electrical double layer effects in proton exchange membrane fuel cells. Int. J. Hydrog. Energy 2018, 43, 17880–17888.
[CrossRef]

21. Xiao, B.; Zhang, Z.; Wang, Y.; Wang, W.; Chen, H.; Chen, X.; Long, G. An investigation on effective thermal conductivity of
unsaturated fractal porous media with roughened surfaces. Fractals 2020, 28, 2050080. [CrossRef]

22. Wang, Y.; Pang, X.; Luo, J.; Wen, Q.; Wu, Z.; Ding, Q.; Zhao, L.; Yang, L.; Wang, B.; Fu, S. Naproxen Nanoparticle-Loaded
Thermosensitive Chitosan Hydrogel for Prevention of Postoperative Adhesions. ACS Biomater. Sci. Eng. 2019, 5, 1580–1588.
[CrossRef]

23. Dhule, S.S.; Penfornis, P.; Frazier, T.; Walker, R.; Feldman, J.; Tan, G.; He, J.; Alb, A.; John, V.; Pochampally, R. Curcumin-loaded
gamma-cyclodextrin liposomal nanoparticles as delivery vehicles for osteosarcoma. Nanomedicine 2012, 8, 440–451. [CrossRef]
[PubMed]

24. Ravindran, J.; Prasad, S.; Aggarwal, B.B. Curcumin and cancer cells: How many ways can curry kill tumor cells selectively?
AAPS J. 2009, 11, 495–510. [CrossRef]

25. Soleimani, V.; Sahebkar, A.; Hosseinzadeh, H. Turmeric (Curcuma longa) and its major constituent (curcumin) as nontoxic and safe
substances: Review. Phytother. Res. 2018, 32, 985–995. [CrossRef] [PubMed]

26. Wang, Z.; Zhang, K.; Zhu, Y.; Wang, D.; Shao, Y.; Zhang, J. Curcumin inhibits hypoxia-induced proliferation and invasion of
MG-63 osteosarcoma cells via downregulating Notch1. Mol. Med. Rep. 2017, 15, 1747–1752. [CrossRef] [PubMed]

27. Chen, P.; Wang, H.; Yang, F.; Chen, H.; He, W.; Wang, J. Curcumin Promotes Osteosarcoma Cell Death by Activating miR-
125a/ERRalpha Signal Pathway. J. Cell. Biochem. 2017, 118, 74–81. [CrossRef] [PubMed]

28. He, J.; Yang, X.; Liu, F.; Li, D.; Zheng, B.; Abdullah, A.O.; Liu, Y. The Impact of Curcumin on Bone Osteogenic Promotion of
MC3T3 Cells under High Glucose Conditions and Enhanced Bone Formation in Diabetic Mice. Coatings 2020, 10, 258. [CrossRef]

29. Xiao, B.; Zhang, Y.; Wang, Y.A.N.; Jiang, G.; Liang, M.; Chen, X.; Long, G. A Fractal Model for Kozeny–Carman Constant and
Dimensionless Permeability of Fibrous Porous Media with Roughened Surfaces. Fractals 2019, 27, 1950116. [CrossRef]

30. Li, J.; Jiang, F.; Chi, Z.; Han, D.; Yu, L.; Liu, C. Development of Enteromorpha prolifera polysaccharide-based nanoparticles for
delivery of curcumin to cancer cells. Int. J. Biol. Macromol. 2018, 112, 413–421. [CrossRef]

31. Das, R.K.; Kasoju, N.; Bora, U. Encapsulation of curcumin in alginate-chitosan-pluronic composite nanoparticles for delivery to
cancer cells. Nanomedicine 2010, 6, 153–160. [CrossRef]

32. Li, Z.-H.; Wang, L.; Dai, H.-L.; Wang, X.-Y.; Li, J.-S.; Zhao, Z. Fabrication, characterization, and in vitro evaluation of biomimetic
silk fibroin porous scaffolds via supercritical CO2 technology. J. Supercrit. Fluids 2019, 150, 86–93. [CrossRef]

33. An, F.F.; Cao, W.; Liang, X.J. Nanostructural systems developed with positive charge generation to drug delivery. Adv. Healthc.
Mater. 2014, 3, 1162–1181. [CrossRef]

34. Zhang, Q.; Zhao, Y.; Yan, S.; Yang, Y.; Zhao, H.; Li, M.; Lu, S.; Kaplan, D.L. Preparation of uniaxial multichannel silk fibroin
scaffolds for guiding primary neurons. Acta. Biomater. 2012, 8, 2628–2638. [CrossRef] [PubMed]

35. Ding, Z.; Han, H.; Fan, Z.; Lu, H.; Sang, Y.; Yao, Y.; Cheng, Q.; Lu, Q.; Kaplan, D.L. Nanoscale Silk–Hydroxyapatite Hydrogels for
Injectable Bone Biomaterials. ACS Appl. Mater. Interfaces 2017, 9, 16913–16921. [CrossRef] [PubMed]

36. Su, D.; Yao, M.; Liu, J.; Zhong, Y.; Chen, X.; Shao, Z. Enhancing Mechanical Properties of Silk Fibroin Hydrogel through Restricting
the Growth of beta-Sheet Domains. ACS Appl. Mater. Interfaces 2017, 9, 17489–17498. [CrossRef] [PubMed]

37. Liang, M.; Fu, C.; Xiao, B.; Luo, L.; Wang, Z. A fractal study for the effective electrolyte diffusion through charged porous media.
Int. J. Heat Mass Transf. 2019, 137, 365–371. [CrossRef]

38. Wei, W.; Cai, J.; Xiao, J.; Meng, Q.; Xiao, B.; Han, Q. Kozeny-Carman constant of porous media: Insights from fractal-capillary
imbibition theory. Fuel 2018, 234, 1373–1379. [CrossRef]

39. Hasturk, O.; Jordan, K.E.; Choi, J.; Kaplan, D.L. Enzymatically crosslinked silk and silk-gelatin hydrogels with tunable gelation
kinetics, mechanical properties and bioactivity for cell culture and encapsulation. Biomaterials 2020, 232, 119720. [CrossRef]
[PubMed]

40. Jiang, T.; Zhao, J.; Yu, S.; Mao, Z.; Gao, C.; Zhu, Y.; Mao, C.; Zheng, L. Untangling the response of bone tumor cells and bone
forming cells to matrix stiffness and adhesion ligand density by means of hydrogels. Biomaterials 2019, 188, 130–143. [CrossRef]

41. Xiao, B.; Liu, Y.; Chen, H.; Chen, X.; Long, G. A Novel Fractal Solution for Laminar Flow Resistance in Roughened Cylindrical
Microchannels. Fractals 2020, 28, 2050097. [CrossRef]

42. Xiao, B.; Huang, Q.; Yu, B.; Long, G.; Chen, H. A Fractal model for predicting oxygen effective diffusivity of porous media with
rough surfaces under dry and wet conditions. Fractals 2021, 29, 2150076. [CrossRef]

43. Xiao, B.; Wang, W.; Fan, J.; Chen, H.; Hu, X.; Zhao, D.; Zhang, X.; Ren, W. Optimization of the fractal-like architecture of porous
fibrous materials related to permeability, diffusivity and thermal conductivity. Fractals 2017, 25, 1750030. [CrossRef]

http://doi.org/10.1016/j.ijhydene.2018.07.186
http://doi.org/10.1142/S0218348X20500802
http://doi.org/10.1021/acsbiomaterials.8b01562
http://doi.org/10.1016/j.nano.2011.07.011
http://www.ncbi.nlm.nih.gov/pubmed/21839055
http://doi.org/10.1208/s12248-009-9128-x
http://doi.org/10.1002/ptr.6054
http://www.ncbi.nlm.nih.gov/pubmed/29480523
http://doi.org/10.3892/mmr.2017.6159
http://www.ncbi.nlm.nih.gov/pubmed/28138706
http://doi.org/10.1002/jcb.25612
http://www.ncbi.nlm.nih.gov/pubmed/27231954
http://doi.org/10.3390/coatings10030258
http://doi.org/10.1142/S0218348X19501160
http://doi.org/10.1016/j.ijbiomac.2018.02.002
http://doi.org/10.1016/j.nano.2009.05.009
http://doi.org/10.1016/j.supflu.2019.04.006
http://doi.org/10.1002/adhm.201300600
http://doi.org/10.1016/j.actbio.2012.03.033
http://www.ncbi.nlm.nih.gov/pubmed/22465574
http://doi.org/10.1021/acsami.7b03932
http://www.ncbi.nlm.nih.gov/pubmed/28471165
http://doi.org/10.1021/acsami.7b04623
http://www.ncbi.nlm.nih.gov/pubmed/28470062
http://doi.org/10.1016/j.ijheatmasstransfer.2019.03.141
http://doi.org/10.1016/j.fuel.2018.08.012
http://doi.org/10.1016/j.biomaterials.2019.119720
http://www.ncbi.nlm.nih.gov/pubmed/31896515
http://doi.org/10.1016/j.biomaterials.2018.10.015
http://doi.org/10.1142/S0218348X20500978
http://doi.org/10.1142/S0218348X21500766
http://doi.org/10.1142/S0218348X1750030X

	Introduction 
	Materials and Methods 
	Materials 
	Preparation of Pure SF and HAMA 
	Preparation of CCNPs 
	Preparation of CCNPs-SF/HAMA Hydrogels and SF/HAMA Hydrogels 
	Characterization of CCNPs 
	Morphology and Pore Structure of CCNPs-SF/HAMA Hydrogels and SF/HAMA Hydrogels 
	The Swelling Behavior and the Water Uptake of CCNPs-SF/HAMA Hydrogels andSF/HAMA Hydrogels 
	Compression Strength of CCNPs-SF/HAMA Hydrogels 
	Cur Release of the CCNPs and CCNPs-SF/HAMA Hydrogels 
	Cell Culture 
	Cytotoxicity and In Vitro Chemotherapy EFFECT 
	Statistical Analysis 

	Results 
	Characterization of CCNPs 
	FTIR Spectra of CCNPs and CCNPs-SF/HAMA Hydrogels 
	Morphology and Pore Structure of CCNPs-SF/HAMA Hydrogels 
	Analysis of Water Uptake, Swelling Ratio of CCNPs-SF/HAMA Hydrogels 
	The Compression Stress of CCNPs-SF/HAMA Hydrogels 
	pH-Responsive Release of CCNPs-SF/HAMA Hydrogel 
	In Vitro Anti-Cancer and Osteoblast Proliferation Efficiency of CCNPs-SF/HAMA Hydrogel 

	Conclusions 
	References

