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Regulation of the immune 
microenvironment by pioglitazone-
loaded polylactic glycolic acid nanosphere 
composite scaffolds to promote 
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Abstract
Osteogenesis is caused by multiple factors, and the inflammatory response, osteogenic differentiation of bone marrow 
mesenchymal stem cells (BMSCs), regeneration of blood vessels, and other factors must be considered in bone 
tissue engineering. To effectively repair bone defect, it is important to decrease excessive inflammation, enhance the 
differentiation of mesenchymal stem cells into osteoblasts, and stimulate angiogenesis. Herein, nano-attapulgite (ATP), 
polyvinyl alcohol (PVA), and gelatin (GEL) scaffolds were produced using 3D printing technology and pioglitazone 
(PIO)-containing polylactic acid–glycolic acid (PLGA) nanospheres were added. In both in vitro and in vivo studies, 
material scaffolds with PIO-loaded polylactic acid–glycolic acid nanospheres could reduce the inflammatory response 
by encouraging macrophage polarization from M1 to M2 and promoting the osteogenic differentiation of BMSCs by 
activating the BMP2/Smad/RUNX2 signal pathway to repair bone defects. The vascularization of human umbilical vein 
endothelial cells (HUVECs) through the PI3K/AKT/HIF1-/VEGF pathway was also encouraged. In vivo research using 
PIO-containing PLGA nanospheres revealed massive collagen deposition in skin models. These findings indicate a 
potentially effective scaffold for bone healing, when PLGA nanospheres—which contain the drug PIO—are combined 
with ATP/PVA/GEL scaffolds.
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Graphical abstract

Introduction

Orthopedic surgery still faces significant challenges in 
treating bone defects, including the transplantation of 
autologous bone, allograft bone, and bone repair materials. 
Numerous issues can arise with autologous and/or alloge-
neic bone transplants, including chronic illness at the 
donor site, a finite supply, additional traumatic stress, and 
possible disease transfer. Consequently, patients with bone 
defects urgently require bone replacements and biomate-
rial scaffolds (such as bioceramics, bioactive glass, metal 
implants, and bioderived implants).1–3

Fracture healing is multifactorial and involves several 
cellular and molecular actions that work in concert with 
the microenvironment, external elements, and cellular 
structure of the fracture site. At the fracture site, the pres-
ence of inflammatory, vascular, and osteochondrogenic 
progenitor cells; osteoclasts; and inflammatory cytokines 
and angiogenic and osteogenic factors secreted by cells 
can affect fracture healing.4,5 These biological actions 
include cell migration to the fracture site and proliferation 
and differentiation into osteoblastic phenotypes, osteoid 
deposition, and angiogenesis. Furthermore, angiogenesis 
at the fracture site is a crucial stage of fracture healing 
because new blood vessels need to transfer the nutrients, 
oxygen, hormones, and cytokines required by cells.4,6–8 
Therefore, for fracture healing, a single factor acting on 
fracture healing is often unable to achieve significant oste-
ogenic effect, and a combination of anti-inflammatory, 
osteogenic, and vascularization implants is more ideal to 
promote fracture osteogenic healing.

Three-dimensional printed (3DP) biomaterial scaffolds 
are powerful bone replacements and have an unmatched 
capacity of 3DP that can regulate the physical characteris-
tics and internal microstructure of scaffolds, more accu-
rately mimic the intricate original tissues, and aid in the 
formation and integration of new tissues.9–11 3DP enables 
materials and bioactive compounds to be rationally chosen 
for individualized creation of material scaffolds to meet 
the needs of patients with bone defects for multifactor 
combinations to promote fracture healing.

A nanoscale clay material with biological activity is 
nano-Attapulgite (ATP). ATP exhibits strong adsorption 
properties and can form micropores and specific nano-
structures. The generated biomaterial scaffold has a 
greater compression modulus because of the interaction 
between ATP nanoparticles, which simultaneously cre-
ates a network structure with high viscosity.3 According 
to our earlier research, ATP effectively promotes osteo-
genic differentiation.3,12–14

Gelatin is a partial derivative of collagen, which is an 
essential component of bone, can easily biodegrade, and 
has strong biocompatibility. Furthermore, gelatin carries 
over collagen superior characteristics that encourage cell 
adhesion and chondrogenic development.15,16 However, 
the use of gelatin in bone tissue engineering is limited by a 
lack of mechanical strength.17

Polyvinyl alcohol (PVA) is a synthetic polymer with low 
cost and strong chemical stability, biodegradability, and 
adhesiveness.18,19 PVA bioscaffolds have demonstrated 
favorable swelling and biocompatibility characteristics.20–22 
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PVA scaffolds can also encourage chondrocyte migration23 
and can replace albumin to increase hematopoietic stem 
cells in vitro.24

Pioglitazone (PIO) is an agonist of peroxisome prolifer-
ator-activated receptor-γ (PPAR-γ) and is widely used as a 
hypoglycemic drug for treating diabetes. PIO, a PPAR-
agonist, can improve macrophage polarization toward 
M2-type macrophages, decreasing the inflammatory 
response brought on by M1-type macrophages.25 PIO has 
been shown in numerous studies to have negative impacts 
on bone. Oral PIO administration may cause bone loss and 
a rise in fat levels, which can lower bone density and raise 
the risk of fracture when taken to treat diabetes.26–29 
However, low-dose PIO does not result in bone resorption 
or a reduction in bone density.30 PIO can increase skin 
wound healing, prevent vascular lesions, lower the risk of 
cardiovascular disease, and improve vascular endothelial 
dysfunction.31–34 PIO has positive effects on inflammation 
and blood vessels, but its use has not been explored in 
bone tissue engineering. Furthermore, osteogenesis is not 
inhibited by low-dosage PIO. However, PIO promotes the 
transformation of M1 macrophages into M2 macrophages, 
thus rendering the application of PIO in bone tissue engi-
neering possible.

Exogenous biomaterial scaffolds will cause chemotac-
tic aggregation of inflammatory cells and increased local 
inflammation when they are implanted into the host 
because they stimulate the development of an inflamma-
tory response.35,36 Herein, GEL and PVA were chosen as 
the primary materials of the scaffold, and ATP was added 
to enhance the physical characteristics of the scaffold and 
capacity for bone growth. As the drug delivery vehicle for 
PIO in this work, poly(lactic–glycolic acid) (PLGA) nano-
spheres were made by the double emulsion evaporation 
method. PIO was then enclosed in PLGA nanospheres. A 
3DP technology was used to build the ATP/PVA/GEL 
(APG) scaffold loaded with PLGA nanospheres. In addi-
tion to inducing osteogenic differentiation and reducing 
local inflammation, the scaffold could activate angiogen-
esis to effectively encourage bone coupling at the location 
of the bone defect.

Methods

Preparation of PLGA nanospheres

Double emulsion evaporation was used to create PLGA 
nanospheres (PNs) that were PIO-loaded.37 Briefly, 
100 mg PLGA was dissolved in 5 mL of dichloromethane 
solution and 1 mg PIO was dissolved in 1 mL of dimethyl 
sulfoxide solution, and the two solutions were then well 
mixed. To create a primary emulsion, 25 mL of 1% PVA 
solution was added and emulsified in a cell ultrasonicator 
for 10 min. The final primary emulsion was combined 
with 100 mL of 0.6% PVA aqueous solution, 1% Span-80, 

and 1% Tween-80 and stirred for 30 min. The resulting 
secondary emulsion was added to 200 mL of saline. The 
mixture was stirred overnight at room temperature. The 
resulting PN suspension was centrifuged at 4000 rpm/min 
for 10 min, the supernatant was collected, centrifuged at 
10,000 rpm/min for 30 min, rinsed with normal saline for 
three to five times, and vacuum freeze-dried to obtain PN 
powder.

A 3D printing of the biomaterial scaffold

PVA (0.6 g) was added to 5 mL ultrapure water, stirred for 
1 h, and 0.5 g ATP and 0.7 g gelatin were added and mixed 
in a water bath at 45°C for 2 h. About 70 mg of the above-
mentioned PNs were added, and the mixture was stirred 
for 2 h. Scaffolds were printed and crosslinked in a 3D 
Discovery bioprinter as previously described (Regen Hu 
Ltd, Switzerland);14 saline was used to rinse the cross-
linker away. Scaffolds were freeze-dried at −40°C for 24 h 
and then sterilized with ethylene oxide. In this study, the 
ATP/PVA/Gelatin scaffold (without PNs) was named 
APG, ATP/PVA/Gelatin scaffold (PNs without PIO) was 
named APGG, and ATP/PVA/Gelatin scaffold (PNs with 
PIO) was named APGGP.

Scaffold characterization

Scaffold microstructure.  The microstructure of the PNs was 
examined using scanning electron microscopy (SEM) (J 
Hitachi S3400 N, Japan), and the scaffold morphology and 
cell adhesion of each group were also assessed. The parti-
cle size distribution of PNs was examined using a Malvern 
Zetasizer Nano ZS90 analyzer (England).

Rheological properties of bioink.  The rheological properties 
of the bioink were detected using a rheometer (HAAKE 
MARS60). The viscosity of the bioink varies with the 
shear rate in the region of 0–1000 s−1 at 37°C. The storage 
modulus (G′) and loss modulus (G″) of the material were 
changed in the range of 10°C to 50°C, and the heating rate 
was 1°C/min in the oscillation mode. These constants were 
employed along with a constant frequency of 1 rad/s and a 
constant strain of 1%.

Physical properties of the scaffold.  To assess the hydrophi-
licity of the scaffold, the water contact angle (WCA) was 
measured using a video contact angle meter (HARKE-
SPCA, China). Electronic universal testing equipment 
(CMT6103, USA) was performed to evaluate the compres-
sion properties. A force of 0.1 N and a compression speed 
of 0.1 mm/s were used to evaluate the mechanical proper-
ties of the scaffolds.

Swelling rate of the scaffold.  The freeze-dried scaffold 
weight, Wx was recorded. Then, the scaffolds were placed 
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in phosphate-buffered saline (PBS; pH = 7.4, 0.01 M), and 
kept at 37°C for 1 day. Wy was weighed after the excess 
water on the scaffold surface was removed. The following 
formula was used to obtain the swelling rate.

Swelling %%( ) =
−

×
W W

W
y x

x

100

In vitro scaffold degradability.  APGG scaffolds were placed 
in 50 mL centrifuge tubes with 30 mL of PBS (pH = 7.4, 
0.01 M), and the mixture was incubated at 37 °C with 
shaking. The materials were collected at 0, 3, 7, 14, 21, and 
28 days, and then lyophilized at a low temperature. The 
formula below was used to calculate the rate of stent 
degradation.

Degradation rate 1  % %( ) ×=
−M M

M
x y

x

00

where the initial and degraded dry weights of the scaffolds 
are MxMy, respectively.

In vitro drug release assays.  Two scaffolds each were put 
into a 50-mL centrifuge tube after six scaffolds each from 
the APGGP and APG + PIO scaffold groups were taken 
and PBS was added (30 mL, pH = 7.4, 0.01 M), and shaken 
at 37°C; each time 2 mL of supernatant was aspirated, the 
mix was supplemented with 2 mL of PBS. A UV spectro-
photometer (UV-1900i, Japan) was used to measure the 
drug absorbance and concentration at various time inter-
vals (0, 1, 2, 4, 8, and 12 h and 1, 2, 3, 5, 7, 9, 12, and 
16 days). The following equation was used to calculate the 
cumulative release rate of PIO.38,39

Thecumulative release %
V

( ) =
+ −

×∑V Cn C n

W

1 2 1
100

( )

Where the PIO concentration (Cn) is the value recorded for 
each time point. V1 denotes the entire amount of PBS 
(30 mL), and V2 is the volume of supernatant (2 mL) that 
was drawn at each interval. W is the scaffold initial PIO 
content.

In vitro cell culture.  Mouse macrophage cell line RAW 
264.7 (Cell Research, Shanghai, China), mouse BMSCs 
(CRL-12424, ATCC, USA), and HUVECs (Shanghai 
Zhong Qiao Xin Zhou Biotechnology Co., Ltd) were cul-
tured in Dulbecco’s Modified Eagle Media (DMEM basal 
medium, Gibco, USA). Media were supplemented with 
penicillin/streptomycin (P/S) (1%, Life Technologies Cor-
poration, USA) and 10% fetal bovine serum (FBS, Bio-
logical Industries, Israel). Cells were incubated at 37°C 
and 5% CO2 atmosphere.

In accordance with the guidelines of the International 
Organization for Standardization (ISO 10993-12), sterile 
scaffolds were submerged in serum-free DMEM at a ratio 

of 0.1 g/mL to obtain the scaffold extract (SE). The super-
natant was collected, aseptically filtered, and kept at 4°C 
after being incubated at 37°C for 24 h. About 10% PBS 
and 1% P/S were then added.

In vitro cytotoxicity test.  RAW 264.7 cells were treated with 
the live/dead staining kit (L-7011; Invitrogen, USA), incu-
bated for 30 min, and then photographed using a fluores-
cence microscope (IX7122FL/P, Olympus, Japan). Cells 
were cocultured with SE for 1 day.

HUVECs were cocultured with SE for 24 h, fixed with 
4% paraformaldehyde for 30 min, and stained using a phal-
loidin staining kit (Share-Bio, China). Cells were then 
visualized using a fluorescence microscope.

Immunomodulatory effects in vitro

In vitro cell viability assay.  Cell viability was assessed using 
a Cell Counting Kit-8 (CCK-8, Dojindo Kagaku, Japan). 
After being incubated in different groups of SEs, RAW 
264.7 cells were first seeded in 96-well plates at 5000 cells 
per well. On day 1, 3, and 5, the medium was changed to 
culture medium with 10% (v/v) CCK-8 solution for 1 h. 
The supernatant was collected, and the absorbance at a 
wavelength of 450 nm was measured.

In vitro evaluation of immune-related genes.  To produce M1 
macrophages, RAW 264.7 cells were seeded onto six-well 
plates. When the cell density reached 70%–90%, the origi-
nal media was changed to one containing 200 ng/mL 
lipopolysaccharide (LPS), and the culture was continued 
for an additional 8 h. Then, a portion of the cell samples 
were extracted and Quantitative Real-time Polymerase 
Chain Reaction (qPCR) analysis was performed according 
to the manufacturer’s protocol to determine M1-related 
genes, including those encoding IL-1, IL-6, and NOS2, to 
confirm the M1 phenotype. mRNA was collected using the 
NucleoZol kit (Machery-Nagel, Germany). Reverse tran-
scription PCR was performed using the Hiscript II Q RT 
SuperMix reagent kit (Vazyme, China). SYBR Green PCR 
Master Mix (Vazyme, China) was employed using qPCR. 
The 2−ΔΔCt method was used to measure the expression of 
the target gene. the qPCR reactions were conducted in trip-
licate for both the target and the housekeeping gene 
GAPDH. Using a cell scraper, the remaining cells were 
removed before the scaffold and 2 × 105 cells per well 
were seeded in 6-well plates. At 1 and 3 days, cell samples 
from each group were collected for qPCR analysis. The 
primer sequences are shown in Supplemental Table S1.

Enzyme-linked immunosorbent assay.  Cells were cocultured 
with scaffolds for 3 days, and the supernatants were col-
lected, and cytokines IL-6 and IL-10 were detected using 
enzyme-linked immunosorbent assay (ELISA) kits (Multi 
Science, China) in accordance with the manufacturer’s 
instructions.
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Flow cytometry.  Cells were scraped off and resuspended by 
washing with cell staining buffer (BioLegend USA) after 
being cultured with scaffolds for 1 day. Cells were then 
treated in the dark with PE-conjugated NOS2 antibody 
(0.125 g/mL, BioLegend, USA) and APC-conjugated 
CD206 antibody (0.5 g/mL, BioLegend). The suspensions 
were examined in a flow cytometer (BD Fascanto II, 
USA), and data were processed using FlowJo software 
(TreeStar, Ashland, OR, USA) after being washed with 
flow cytometry staining solution.

Immunofluorescence staining.  Cells were fixed with metha-
nol at −20°C for 10 min after 24 h of culture. Cells were 
then washed twice with PBS (pH = 7.4, 0.01 M) and 
blocked with 5% FBS for 1 h at room temperature and then 
treated with specific primary antibodies (CD86/CD206, 
1:200/1:500, Abcam, Britain) overnight at 4 °C. After 
washing with PBS twice, cells were incubated with fluo-
rescent dye-conjugated secondary antibodies (Abclonal, 
China) for 1 h in the dark. Fluorescence microscopy was 
performed to observe the cells after the slides had been 
washed twice with PBS and sealed with DAPI-containing 
anti-fluorescence attenuator (Invitrogen, USA). Quantita-
tive fluorescence analysis was performed with Image J.

The osteogenic effect of scaffold and 
macrophage coculture supernatant on BMSC

Evaluation of genes involved in osteogenesis in vitro.  Superna-
tant was collected from the scaffolds after 3 days of 
coculturing with RAW264.7 cells and was mixed 1:1 
with BMSC complete medium (DMEM culture + 10% 
FBS + 1% penicillin/streptomycin) to create conditioned 
medium (CM). CM and BMSCs were cocultured, and CM 
was changed every 2 days. The above qPCR method was 
used to take cells after 3 and 7 days for qPCR analysis. 
Primer sequences are displayed in Supplemental Table S2.

Alkaline phosphatase and alizarin Red S staining.  Following 
2 days of CM incubation, the culture was continued in 
osteogenic media (complete medium supplemented with 
5-mM L-glycerophosphorus, 100 nM dexamethasone, and 
50 mg/mL ascorbic acid; Sigma-Aldrich). On day 7 and 
21, Alizarin Red S (ARS) staining and alkaline phos-
phatase (ALP) staining were performed according to the 
manufacturer’s instructions. Every 2 days, the osteogenic 
media was replaced.

Evaluation of osteogenesis-related proteins in vitro.  Proteins 
from each group were collected and tested using western 
blotting in accordance with our research team’s previous 
technique after 7 days of BMSC and scaffold coculture.40 
The proteins were isolated by SDS-PAGE gel (Vazyme, 
China) electrophoresis, then transferred to polyvinylidene 
fluoride (PVDF) membrane (Solarbio, China), and soaked 

in 5% skim milk for 2 h. The membrane was immersed in 
the primary antibody solution of the corresponding protein 
at 4°C overnight. The membrane was washed with TBST 
(1000 mL TBS +1 mL Tween 20) solution, soaked with the 
corresponding secondary antibody solution for 1 h, and 
washed with TBST solution. Protein bands were displayed 
using an improved chemical luminescence agent from 
NCM Biotech in China. All proteins involved in osteogen-
esis that were used in western blot assays were obtained 
from Proteintech (China).

According to the immunofluorescence staining method 
above, BMSCs were co-cultured with CM for 24 h, and the 
expression level of OPN in these cells was examined under 
a fluorescence microscope using a primary antibody (1:50, 
Proteintech, China). Quantitative analysis of fluorescence 
was performed using Image J.

Angiogenic effects of scaffolds in vitro

Transwell assay.  HUVECs (2 × 105 cells/cm2) were 
seeded inside the transwell chamber, 200 µL of DMEM 
media was added simultaneously, and then 500 µL of SE 
was put outside the chamber for incubation. The tran-
swell chamber was then placed in a 24-well plate. Cells 
in the chamber layer were wiped with a cotton swab after 
24 h, fixed for 30 min with 4% paraformaldehyde, and 
then stained with crystal violet. Cell migration was 
observed using a microscope. The ratio of positive cells 
was computed using Image J.

EdU cell proliferation assay.  HUVECs proliferation was 
measured using a fluorescence microscope and cellular 
immunofluorescence labeling using an EdU cell imaging 
kit (Ribobio, China) in accordance with the manufactur-
er’s instructions after cells had been cocultured with SE 
for 24 h.

In vitro angiogenesis assay.  Matrigel (200 µL; ABW, 
China) was added to each well of a 24-well plate, which 
was then incubated at room temperature for 30 min. Then, 
HUVECs (2 × 104 cells) and 500 µL SE were seeded into 
each well and were incubated for 24 h. Calverdin fluores-
cent dye was used to label the cells. The formation of 
tubular structures was observed using a fluorescence 
microscope. The nodes and branches were assessed using 
Image-Pro Plus 6.0.

Evaluation of genes involved in angiogenesis in vitro.  HUVECs 
and scaffolds were cocultured, and after 3 and 7 days, cells 
were removed for qPCR analysis. The CM was replaced 
every 2 days. Supplemental Table S3 lists the essential 
primer sequences.

Evaluation of proteins associated with angiogenesis in vitro.  
Western blotting was used as previously described after 
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HUVEC coculture with scaffolds for 7 days, and the pro-
tein levels were examined using an improved chemical 
luminescent agent (NCM Biotech, China). All the proteins 
linked to vascularization used in western blotting studies 
were from Proteintech (China).

After growing for 24 h, immunofluorescence staining 
with a particular primary antibody (VEGF, 1:50, 
Proteintech, China) was used to evaluate the expression 
of VEGF protein in HUVEC under a fluorescent micro-
scope. Using Image J, quantitative fluorescence analysis 
was performed.

VEGF secretion factor assay.  HUVECs were cocultured 
with scaffolds for 3 days before the supernatants were col-
lected. The level of VEGF in the supernatant was assessed 
using an ELISA kit (Multi Science, China) in accordance 
with the manufacturer’s instructions.

In vivo animal experiments.  Thirty 3-month-old Sprague–
Dawley rats (200–220 g) were randomly divided into three 
groups. Rats were anesthetized with phenobarbital (0.3 mg/
kg) as an intravenous anesthetic before surgery. An 8 mm 
diameter skull defect was made with an electric trephine. 
At 1, 4, and 8 weeks after the operation, the animals were 
euthanized with excessive phenobarbital (0.6 mg/kg). 
Meanwhile, to assess the vascularization ability of scaffold 
in vivo, different grafts were implanted into the subcutane-
ous of rat backs. At 7 days, subcutaneous tissues were 
removed, and fixed with 4% paraformaldehyde solution. 
The Animal Ethics Committee of the Second People’s 
Hospital of Changzhou accepted this experiment and it 
complied with the recommendations of the IACUC.

Micro-CT.  A micro-CT scanner (SkyScan 1176 in vivo 
micro-CT, Bruker, Belgium) was employed to create 3D 
images of cranial bone samples at 8 weeks after the opera-
tion. The measures of bone repair, such as bone mineral 
density (BMD), bone volume/total volume (BV/TV), bone 
volume (BV), and trabecular number (Tb. N), were further 
examined.

Evaluation of histology and immunohistochemistry.  Samples 
were decalcified with 10% ethylenediamine tetraacetic 
acid disodium salt for 8 W at 37°C. Subsequently, the spec-
imens were 5-µm sectioned and fixed in paraffin. Masson 
staining and hematoxylin and eosin (H&E) staining were 
performed in accordance with kit instructions before 
examination with a microscope. Sections were treated with 
the primary antibodies CD86 (1:50, Proteintech, China) 
and CD206 (1:50, Proteintech, China) overnight at 4°C for 
immunohistochemistry fluorescence staining, and then 
with FITC- or CY3-conjugated secondary antibodies for 
an additional hour at 37°C in the dark. Sections were 
sealed with anti-fluorescence attenuator containing DAPI 
and examined under a fluorescence microscope after being 

washed twice with PBS. Immunohistochemistry staining 
was performed using antibodies to BMP2, p-Smad1/5/8, 
RunX2, VEGF, and HIF1 antibodies (Proteintech, China), 
and the sections were observed under a light micro-
scope.3,14 Fluorescence quantitative assessment was per-
formed to analyze the results using Image-Pro Plus.

Statistical analysis.  All data are presented as aver-
age ± standard deviation. Origin 8.0 software (Origin 
Lab Inc., USA) and GraphPad Prism 8.0 software (Graph-
Pad software Inc, USA) were used for statistical analysis. 
One-way analysis of variance was employed to evaluate 
group differences. p = 0.05 was used to denote statistical 
significance.

Results

Morphology of the material scaffold

The general morphology of PNs was assessed with SEM 
(Figure 1(a)). The particle size of PNs was concentrated in 
the range of 300–600 nm, which belonged to nanoscale 
nanospheres (Figure 1(b)). Figure 1(c) shows the macro-
image of the scaffold prepared by using 3DP technology. 
The scaffold morphologies at low and high magnification 
are shown in Figure 1(d). The aperture of the stent was 
approximately 500 µm at low magnification. PNs covering 
the material scaffold can be seen under 3000 times magni-
fication. The cell pseudopodia appeared fully extended 
fully when viewed under SEM, indicating that the scaffold 
was favorable for cell attachment and showed low cytotox-
icity (Figure 1(e)).

Scaffold characterization

When evaluating the rheological characteristics of the 
material, we detected that the storage modulus (G′) was 
always greater than the loss modulus (G″) between 10°C 
and 50°C and that a crossover point was absent, showing 
that the material can maintain a stable liquid form at this 
temperature, which helps ensure the material can be 
extruded. The G″ represents the mechanical qualities of a 
material, implying more strength and elasticity (Figure 
2(a)). The viscosity of the substance reduces with increas-
ing shear rate, demonstrating the shear thinning property 
as shear failure occurs in the crosslinking of the material 
(Figure 2(b)).41,42

The compressive strength of each group of scaffolds is 
shown in Figure 2(c) under dry conditions, demonstrating 
that the inclusion of PNs had no impact on the mechanical 
characteristics of the material. The water absorption 
expansion rate and WCA of the scaffold were assessed. 
The water absorption expansion rate of scaffold decreased 
with the addition of PNs, but the WCA did not change. 
This demonstrates that the scaffold has some water 
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retention and hydrophilicity properties (Figure 2(d) and 
(e)). Examination of the scaffold in the APGGP group 
showed that this could gradually degrade over time (Figure 
2(f)). We then determined if PIO was loaded in PNs and 
the impact of PLGA nanospheres on sustained drug release. 
Figure 2(g) shows that PIO has a clear absorbance at 
238 nm; a standard curve for PIO had an R2 value of 0.999. 

These outcomes demonstrated that the PLGA inclusion in 
nanospheres significantly decreased the premature explo-
sive discharge. On day 5, sustained release in the group 
without PNs stabilized at a total release rate of 41% ± 2.5%. 
The early sustained release duration was prolonged to day 
9 by the inclusion of PNs, and the total release rate was 
32.5% ± 1.5% (Figure 2(h)).

Figure 1.  Scaffold characterization: (a) SEM image of PNs, (b) particle size distribution of PNs, (c) gross morphology of cell and 
animal scaffolds, (d) SEM images of each scaffold. The PNs on the material’s surface are shown by the red arrow. (e) SEM images 
showing macrophages adhere to the scaffolds in each group.
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Cell toxicity assays

A few dead cells were observed in each group when the 
cytotoxicity of the scaffolds was measured using the live/
dead staining kit, suggesting minimal variation of cytotox-
icity between the scaffolds (Figure 2(i)). Using the phal-
loidin staining, the impact of scaffolds on the cytoskeleton 
was investigated. We found that all HUVECs in each 
group had a full cytoskeleton and exhibited green micro-
filaments and blue nuclei on fluorescent staining. These 
findings indicated that the scaffold of each group had a low 
level of cytotoxicity (Figure 2(j)).

Immunomodulatory effects of in vitro scaffolds

The viability of all groups was lower than that of the nega-
tive control group on the first day, as demonstrated via the 
CCK8 assay. The survival rate of the APGG group on the 
third day was 84% compared with that of the negative con-
trol group, which was significantly lower than that of the 
other groups, and its impact on cell proliferation was within 
acceptable limits.38,43 The scaffolds from each group may 
be used for cytological studies as of day 5 because of the 
lack of a significant difference between the groups (Figure 
3(a)). LPS was used to promote the proinflammatory M1 

Figure 2.  Physical and chemical characterization and cell activity of scaffolds in each group. (a) Changes in G′ and G′ of bioinks 
in each group between 10°C and 50°C. (b) Changes in apparent viscosity of each group of bioinks at shear rates ranging from 0 
to 1000. (c) Curves showing compressive strain for each scaffold, and (d) water absorption expansion rate over 24 h of the dry 
scaffold; **p < 0.01 and ***p < 0.005 compared with the APG group. (e) Water contact angle images and data of each scaffold. 
(f) The rate of APGG group scaffold degradation at 37°C. (g) UV absorption wavelength of PIO. (h) PIO-sustained release curves 
of APGGP and APG + PIO scaffolds at 37°C. (i) Macrophage live/dead staining images for each group under SE. (j) Phalloidin 
staining images of HUVECs under SE of each group. The selected and expanded region is the white box. Data are presented as 
mean ± standard deviation (n = 3).
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Figure 3.  Regulation of RAW264.7 cells treated with LPS by scaffolds. (a) CCK8 assay results after coculturing SE and RAW264.7 
cells with scaffolds in each group day 1, 3, and 5. (b) qPCR examination of LPS-treated RAW264.7 cells and the negative control 
group. (c and d) qPCR analysis of RAW264.7 cells treated with LPS in each group on day 1 and 3 of coculture. (e) Flow cytometry 
examination of RAW264 cells from each scaffold exposed to SE and LPS for 1 day. (f) ELISA detection of IL-6 and IL-10 levels of 
RAW264.7 cells treated with LPS in each group after 3 days of coculture. Data are shown as mean ± standard deviation (n = 3). 
*p < 0.05, **p < 0.01, ***p < 0.005, and ****p < 0.001 compared with the APG group. #p < 0.05, ##p < 0.01, ###p < 0.005, and 
####p < 0.001 compared with the APGG group.
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phenotype in RAW264.7 macrophages before coculture 
with scaffolds. The induction effect of LPS on stimulated 
cells and negative control was assessed via to qPCR analy-
sis. Expression of M1-related genes (IL-1, IL-6, and NOS2) 
was considerably increased in cells following M1 induc-
tion. Thus, LPS successfully induced macrophages into M1 
(Figure 3(b)). qPCR was performed 1 and 3 days after scaf-
fold coculture. Expression of M1-related genes (iNOS, IL-
6, IL-1, and TNF-α) was significantly downregulated in the 
APGG and APGGP groups compared with that in the APG 
group. On day 3, TNF-α gene expression in the APGGP 
group was significantly lower than that in the APGG group; 
the expression of M1-related genes was downregulated to a 
greater degree on day 3 than that on day 1 (Figure 3(c)). 
Conversely, the expression levels of M2-related genes, 
such as CD206, Arg-1, and IL-10, were markedly upregu-
lated in the APGGP group compared with that in the APG 
and APGG groups. On day 1, CD163 expression in the 
APGGP group was significantly increased compared with 
that in the APG group, and on day 3, expression in the 
APGGP group was significantly upregulated compared 

with the APG and APGG groups. Expression of all tested 
genes was significantly elevated in M2-related genes on 
day 3 compared with that on day 1 in the APGGP group 
(Figure 3(d)).

The APGGP group showed a decrease in the abundance 
of NOS2-positive macrophages and an increase in that of 
CD206-positive macrophages (Figure 3(e)). Additionally, 
the level of IL-6 in the APGGP group was much lower 
than that of the APG and APGG groups. However, the 
level of IL-10 was significantly higher in the APGGP 
group (Figure 3(f)).

The fluorescence intensity of CD86 in the APGGP 
group was reduced compared with that in the APG and 
APGG groups. In addition, the fluorescence intensity of 
CD206 in the APGGP group was higher than that of the 
other groups (Figure 4(a)). CD86 fluorescence intensity in 
the APGGP group was much lower than that in the APG 
group, whereas CD206 fluorescence intensity was higher 
than that in other groups (Figure 4(b)). Accordingly, the 
APGGP scaffolds could aid in the transition of M1 mac-
rophages from proinflammatory to M2 macrophages.

Figure 4.  Immunofluorescence detection of RAW264.7 cells treated with SE and LPS from different scaffolds. (a) 
Immunofluorescence images of cultured macrophages in each group. (b) Quantitative analysis of the fluorescence intensity of 
CD86 and CD206. Data are shown as mean ± standard deviation (n = 3). **p < 0.01 and ***p < 0.001 compared to the APG group. 
####p < 0.001 compared with the APGG group.
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Osteogenic effect of CM on BMSCs

The expression levels of the osteogenesis-related genes, 
such as Runx2, OSX, ALP, COL-1, OPN, and OCN, were 
considerably increased in the APGGP group compared 
with that in the APG and APGG groups after 3 and 7 days 
of CM coculture with BMSCs, according to qPCR. The 
expression levels of the Runx2, OSX, and COL-1 genes 
were lower on day 3 than that on day 7; however, those of 
ALP, OPN, and OCN decreased by day 7 (Figure 5(a)). 
Osteoblast differentiation in the APGGP group was mark-
edly improved after 7 days of ALP staining (Figure 5(b)). 
In comparison with that in the APG and APGG groups, the 
amount of calcium nodule deposition in the APGGP group 
was significantly increased by day 21 (Figure 5(c)).

Western blotting was performed to assess the expres-
sion of osteogenesis-related proteins supported by scaf-
folds in BMSCs. The results revealed that the levels of 
Runx2, OSX, COL-1, ALP, OPN, and OCN protein 
expression in the APGGP group were significantly greater 
than that in the other two groups (Figure 5(d) and (e)). 
Figure 5(f) shows that OPN protein expression in the 
APGGP group was markedly higher than that in the other 
groups. OPN protein immunofluorescence labeling in 
BMSCs revealed that much higher fluorescence levels in 
the APGGP group than the APG and APGG groups (Figure 
5(g)). Therefore, the inclusion of PNs containing PIO con-
siderably improved the capacity of the scaffold to encour-
age the osteogenic differentiation of BMSCs.

CM promotes osteogenic differentiation 
through BMP2/Smad/RUNX2 pathway

We employed qPCR to detect the expression of relevant 
genes in various osteogenic differentiation pathways to 
examine the potential mechanism whereby CM promotes 
osteogenic differentiation of BMSCs in vitro. The findings 
demonstrated that the expression levels of TGF-β, BMP2, 
Smad1, Smad4, Smad5, and RUNX-2 in the APGGP group 
were much higher than that in the APG and APGG groups 
(Figure 5(h)), indicating that CM may be active in TGF-β/
Smad/BMP2 and BMP2/Smad/RUNX2 signal pathways 
during BMSC osteogenic differentiation in vitro. Western 
blotting verified that the expression of proteins, including 
BMP2, p-Smad1/5/8, Smad4, and RUNX2, in the APGGP 
group was significantly increased in comparison with that 
in the other groups (Figure 5(i) and (j)). Therefore, these 
findings indicated that APGGP group scaffolds increased 
macrophage polarization in vitro, activated the BMP2/
Smad/RUNX-2 signaling pathway, and ultimately boosted 
BMSC osteogenic differentiation.

Proangiogenic effects of stents in vitro

The migratory ability of endothelial cells is intimately tied 
to angiogenesis. To determine if the experimental group 

may influence the migration of HUVEC cells, a transwell 
assay was performed. Endothelial cell migration in the 
scaffold group was much higher than that in the negative 
control group, according to crystal violet staining, and the 
APGGP group outperformed the other groups by a wide 
margin (Figure 6(a)). The quantitative analysis revealed 
that the endothelial cell count was significantly higher in 
the APGGP group than that in the control groups (Figure 
6(d)). After HUVECs were stained with EdU, adding PMs 
containing PIO considerably increased the amount of pink 
fluorescence in HUVECs compared with that in the other 
groups (Figure 6(b)).

The quantitative analysis revealed that cell proliferation 
in the APGGP group was much higher than that in the 
other groups (Figure 6(e)). HUVECs and SE were cocul-
tured for the angiogenesis test. The scaffold group had 
more tubes than in the negative control group, and the 
number of intact tubules in the APGGP group was signifi-
cantly more than that in the other groups (Figure 6(c)). The 
APGGP group had more nodes and branches overall than 
were present in the other groups (Figure 6(f) and (g)).

To assess the vascularization of HUVECs in relation to 
scaffold effects, cells were cocultured with scaffolds for 3 and 
7 days before qPCR examination of the expression of genes 
involved in vascularization. The expression levels of genes 
such as CD31, VEGF, HIF1-α, FGF, PDGF, and NOS3 were 
significantly upregulated in the APGGP group compared with 
that of the APG and APGGP groups (Figure 7(a)).

Scaffolds promote vascularization by activating 
the PI3K/AKT/HIF1-α/VEGF pathway

We found that the HIF1-α, VEGF, and cytokine expression 
levels in the APGGP group were considerably greater than 
those in the APG and APGG groups based on the findings 
of qPCR studies. The PI3K/AKT/HIF1-α/VEGF pathway 
encourages HUVEC vascularization, proliferation, and 
migration.44 Western blotting was used to detect related 
pathway proteins, and the protein expression of p-PI3K, 
p-AKT, HIF1-α, VEGF, and CD31 in the APGGP group 
was significantly increased compared with that in the APG 
and APGG groups (Figure 7(b) and (c)).

Detection of VEGF protein in HUVECs by immuno-
fluorescence showed that that the APGGP group had 
higher fluorescence intensity than that in the other groups 
(Figure 7(d) and (e)). The ELISA results demonstrated that 
the level of VEGF in the APGGP group was significantly 
higher than that in the APG and APGG groups (Figure 
7(f)), indicating that the PI3K/AKT/HIF1-α/VEGF path-
way may be activated by scaffolds in the APGGP group to 
improve HUVEC vascularization.

Analysis of early inflammation in vivo

A portion of the skull tissues were obtained for H&E and 
immunofluorescence staining on day 7 after the scaffolds 
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Figure 5.  Effects of CM on BMSC in each group. (a) qPCR examination of osteogenic genes associated with BMSCs in the 
CM of each group on day 3 and 7. (b) Images of ALP staining after 7 days of culture. (c) Images of ARS staining after 24 days of 
culture. (d) In each group, the BMSC osteoblast-related protein was examined by western blotting after 7 days of CM coculture. 
(e) Quantitative examination of the western blot gray values. (f) OPN protein immunofluorescence of BMSC staining images. (g) 
Quantitative analysis of OPN fluorescence intensity. (h) qPCR analysis of genes associated with the BMSC osteoblast pathway 
following 7 days of CM stimulation in each group. (i) BMSC osteoblast pathway protein western blot assay. (j) Quantitative 
analysis of western blot of the BMSC osteoblast pathway protein. Data are shown as mean ± standard deviation (n = 3). *p < 0.05, 
**p < 0.01, ***p < 0.005, and ****p < 0.001 compared with the APG group. #p < 0.05, ##p < 0.01, ###p < 0.005, and ####p < 0.001 
compared with the APGG group.
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were implanted into skull defects in each group. Many 
cells, including numerous inflammatory cells, had gath-
ered near the scaffolds in all groups (Figure 8(a)). 
Immunofluorescence examination of the skull tissue at day 
7 revealed that in contrast to the APG and APGG groups, 
the APGGP group reduced M1 macrophage infiltration 
while M2 macrophage numbers increased (Figure 8(b) and 
(c)). These findings suggest that early in vivo polarization 
of M1 to M2 can be effectively promoted by APGGP scaf-
folds. Consequently, the early inflammatory reaction was 
successfully reduced.

Osteogenesis in vivo

We used micro-CT to reconstruct the skull defect tissue after 
8 weeks and could observe see a small amount of new bone 
growing from the defect edge in the negative control group. 
The number of new bones in the scaffold group was signifi-
cantly higher than that in the negative control group, and 
many of the new bones grew along the material at the defect, 
showing that the scaffold in this study was favorable for the 
migration, adhesion, and proliferation of mesenchymal stem 
cells. In addition, many new bones were observed in the 

Figure 6.  Effects of each group on the biological activity of HUVECs. (a) Transwell result images. (b) HUVEC images stained with 
EdU. (c) Images from each group’s in vitro tube formation experiment with HUVEC. (d) Quantitative analysis of transwell results. 
(e) Quantitative evaluation of the findings of EdU staining. (f) Quantitative analysis of the outcomes of the HUVECs tube formation 
experiment. (g) Quantitative analysis of the number of branches results. Data are shown as mean ± standard deviation (n = 3). 
*p < 0.05, **p < 0.01, ***p < 0.005, and ****p < 0.001 compared with the NC group. ####p < 0.001 compared with the APG group. 
$$$$p < 0.001 compared with the APGG group.
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Figure 7.  Effects of each group on HUVEC vascularization. (a) qPCR analysis of genes associated with HUVEC vascularization on 
day 3 and 7. (b) Western blot assay of vascularization pathway-associated protein after scaffold and HUVEC culture for 7 days. (c) 
Quantitative evaluation of western blot for vascularization. (d) images of the VEGF protein stained with immunofluorescence after 
1 day of incubation in HUVECs. (e) Quantitative evaluation of the intensity of VEGF immunofluorescence. (f) VEGF secretion from 
HUVECs following 3 days of incubation was detected by ELISA. Data are shown as mean ± standard deviation (n = 3). *p< 0.05, 
**p < 0.01, ***p < 0.005, and ****P < 0.001 compared with the APG group. ####p < 0.001 compared with the APGG group.
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APGGP group than in the other groups. All the scaffolded 
groups had growth of new bones in the cross section of the 
skull, although the APGGP group has more new bones than 
the other groups (Figure 9(a)). The APGGP group had con-
siderably higher BMD, BV/TV, Tb. N, and BV than that was 
present in the other groups (Figure 9B, C).

H&E staining revealed a significant number of new 
bone tissues in the APGGP group closely resembled both 
sides of bone tissues in terms of color. In the other groups, 
only minor quantities of new bone tissue were found 
(Figure 9(d)). Further analysis using Masson staining 
revealed that the APGGP group had much more collagen 
deposition than was present in the other two groups. This 
showed that scaffolds in the APGGP group strongly pro-
moted the formation of collagen and bone (Figure 9(e)).

We found that the BMP2/SMAD/RUNX2 pathway pro-
moted bone formation through in vitro cell research. To 
confirm this, various associated proteins were immunohis-
tochemically stained. Compared with that in the APG and 
APGG groups, the abundance of BMP2, p-Smad1/5/8, and 
RUNX2-positive cells were significantly increased in the 
stained sections at 4 and 8 weeks in the APGGP group 
(Figure 10(a) and (b)). In line with the findings of the ear-
lier experiments, the scaffolds in the APGGP group greatly 
aided bone formation in vivo via the BMP2/SMAD path-
way by promoting the conversion of M1 macrophages into 
M2 macrophages.

Promoting vascularization in vivo

The scaffolds were then implanted beneath the skin sur-
face and were removed at a specific period for analysis. 

Small blood vessels could be seen by H&E staining in the 
tissue sections of each group. The APGGP group had a 
greater number of larger blood vessels than was present in 
the other groups (Figure 11(a)). The immunohistochemical 
labeling of the vascularization proteins HIF1-α and VEGF 
in the PI3K/AKT/HIF1-α/VEGF pathway was performed. 
The results revealed that the number of HIF1-α- and 
VEGF-positive cells in the APGGP group was signifi-
cantly higher than that in the other groups (Figure 11(b) 
and (c)). The protein expression levels of HIF1-α and 
VEGF in the APGGP group were significantly higher than 
those in the other groups, according to the quantitative 
analysis (Figure 1(e) and (f)). Immunofluorescence stain-
ing CD31 protein in the slices was performed to learn 
more about the blood vessels. The CD31-positive cells 
were found in greater abundance in the sections of the 
APGGP group compared with that in the APG and APGG 
groups (Figure 11(d) and (g)). With the inclusion of PNs 
loaded with PIO, scaffold can considerably enhance the 
development of neovascularization. These findings sup-
ported the findings of the in vitro analysis and showed that 
the PI3K/AKT/HIF1-α/VEGF pathway may be used by 
the APGGP group scaffolds to promote angiogenesis. In 
addition, masson staining was performed on the skin 
model sections, and the results showed that the APGGP 
group had more collagen deposition than the APG and 
APGG groups (Figure S4).

Discussion

The regulators of tissue remodeling and macrophages are a 
crucial part of the inflammatory process and have both a 

Figure 8.  Early (7 days) inflammatory modulation of scaffolds in vivo. (a) Images of the stent and adjacent new tissue stained with 
HE. (b) Tissue slice immunofluorescence images of the early inflammatory markers CD86 (M1 marker) and CD206 (M2 marker). 
(c) Quantitative analysis of the M1 (CD86) to M2 (CD206) ratio in stained tissue sections. Data are shown as mean ± standard 
deviation (n = 3). ****p < 0.001 compared with the APG group. ###p < 0.005 compared with the APGG group.
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Figure 9.  (a) Micro-CT 3D imaging and sagittal imaging 8 weeks after the stent was implanted. (b) Bone volume to total volume 
ratio (BV/TV). (c) Bone mass (BMD). (d) and (e) Tissue section results from H&E and Masson staining 4 weeks after stent insertion. 
The selected expanded region is shown by the black and red boxes. Where M, OB and NB refer to material scaffold, original bone 
and new bone respectively. Data are shown as mean ± standard deviation (n = 3). *p < 0.05 and ***p < 0.005 compared with the NC 
group. #p < 0.05 and ##p < 0.01 compared with the APG group. $$p < 0.01 compared with the APGG group.

positive and negative function in tissue remodeling.45–47 
The host will produce an inflammatory reaction because of 
the implantation of biomaterials, which raises the failure 
rate of material implantation. The interaction between 
macrophages and biomaterials has drawn increasing 
amount of attention recently. By controlling how mac-
rophages transition from M1 to M2, bone formation can be 
effectively increased.48–50 In this study, ATP/PVA/GEL 
composite scaffolds containing PIO-loaded PNs were cre-
ated using 3DP. ATP can be improved by establishing 
hydrogen bonds with material properties in crosslinking 
and boosting osteogenesis differentiation.14 PVA and GEL 
are routinely used in the creation of material scaffolds, 
which are frequently utilized in tissue engineering and 
drug delivery systems.51,52 In this study, we created a nano-
particle loaded with PIO to be employed in bone tissue 

engineering. PIO-containing PNs were utilized to encour-
age M1 to M2 polarization, lessen the early inflammatory 
response brought on by material implantation and bone 
defects, and increase the growth of new blood vessels in 
bone defects, so as to improve the osteogenic microenvi-
ronment. At the same time, macrophage polarization, angi-
ogenesis, and ATP can effectively promote early and late 
osteogenic differentiation. It can effectively promote the 
regeneration of bone tissue in the bone defect for a long 
time.

Although our goal was for this treatment to be anti-
inflammatory, we do not simply want to reduce inflamma-
tion. Instead, a portion of the proinflammatory M1 is 
polarized into the anti-inflammatory repair M2 during the 
host inflammatory response, reducing the M1/M2 ratio 
and producing an anti-inflammatory effect. In vivo 
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macrophage over-expression of M2 results in fibrous 
encapsulation and prevents bone formation.38 Therefore, a 
degree of inflammation is necessary, and the physical and 
chemical characteristics of the biomaterials themselves are 
crucial for the inflammatory response brought on by 
implantation in the host.53–55 Therefore, this must be con-
sidered when creating biomaterials. Using SEM, the mate-
rial surface was observed to be rough, which can encourage 
cell attachment, multiplication, and osteogenic differentia-
tion.54,56 Furthermore, the pore diameter of the scaffold 
was approximately 500 µm, which is favorable for bone 
formation.57 The WCA and water swelling ratio demon-
strated the strong hydrophilicity of the material, which 
promoted cell adhesion.58,59 Despite the presence of hydro-
phobic PMs, the hydrophilicity of the material was not 

significantly diminished. Macrophages can proliferate 
more effectively on a softer hydrogel matrix.60 The inclu-
sion of PNs can dramatically lengthen the period between 
the early burst release and the overall release time of PIO 
in the sustained drug release experiment. PLGA material 
can easily degrade, and with the degradation of PNs, the 
accumulation of more macrophages can be encouraged, 
and more PIO can be released, which further promotes 
macrophages to switch from M1 to M2.61,62 Macrophages 
are attracted by the production of cytokines by early M1 
cells. It is widely recognized that a certain amount of early 
inflammation can efficiently enhance angiogenesis, which 
can subsequently further promote the production of new 
bone.63 Overall, the designed scaffold can encourage mac-
rophage adhesion, proliferation, and recruitment.

Figure 10.  (a) Images of osteogenic pathways stained with immunohistochemistry following the implantation for 4 and 8 weeks. (b) 
Quantitative immunohistochemistry staining analysis. Data are shown as mean ± standard deviation (n = 3). **p < 0.01, ***p < 0.005, 
and ****p < 0.001 compared with the APG group. #p < 0.05, ##p < 0.01, and ###p < 0.005 compared with the APGG group.
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APGGP scaffolds increased the expression of 
M2-related indicators (CD206, Arg-1, CD163, and IL-10) 
in the in vitro immune cell tests while inhibiting the 
expression of M1-related markers (IL-1, IL-6, NOS2, 
and TNF-α). In the in vivo experiment, early inflamma-
tory cell infiltrations were present on the rat skull tissue 
surfaces and in and around the scaffolds. The ratio of M1/
M2 macrophages was much lower in the APGGP group 
than that in the other groups, indicating the scaffold in 
that group could effectively promote M1 to M2 mac-
rophage conversion and lessen the inflammatory response 
to the material.

This study primarily focused on the modulation of bone 
immune characteristics under the interaction of mac-
rophages and BMSCs in the context of osteogenesis. 
Inflammatory substances released by M1 or M1 can 
encourage BMSCs to differentiate into osteoblasts.64,65 
Similar to this, extensive research on macrophage polari-
zation has revealed that M2 macrophages have a better 
capacity to support BMSC osteogenic development.66–68

To promote the polarization of macrophages from M1 
to M2, thereby improving the ability of the material to pro-
mote osteogenic differentiation of BMSCs, we designed a 
biomaterial scaffold that takes advantage of the host 
inflammatory response at the time of implantation to 

achieve these needs. In an in vitro experiment, we used the 
scaffold to coculture macrophages, and after the culture, 
collected the supernatant to create CM. To indirectly 
achieve the coculture of macrophages and BMSCs in vitro, 
CM was used to cultivate BMSCs. The outcomes demon-
strated that the scaffold could boost the expression of 
BMSC osteogenic genes and proteins in vitro by the addi-
tion of PIO-containing PNs. The same is valid for both 
ARS and ALP staining.

A large number of studies have found that M2 mac-
rophages promote the osteogenic differentiation of BMSCs 
through various pathways50,69,70 and play an important role 
in the formation and development of bone tissue.71–73 
Therefore, we investigated the potential mechanisms in 
more detail. The findings demonstrated that CM can boost 
BMSC osteogenic development by triggering the BMP2/
Smad/RUNX2 pathway. We detected that CM may be 
achieved by stimulating the TGF-β/Smad pathway. The 
osteogenic differentiation capacity of BMSCs was sup-
ported by the APGGP group in the in vivo experiment. 
According to the micro-CT findings, along the scaffold 
structure, new bone developed at the defect in the skull. 
This suggested that the scaffold we created can encourage 
BMSC migration, adhesion, and proliferation. Our 
assumption that the addition of PIO-loaded PNs could 

Figure 11.  Results of vascularization-related staining 15 days after scaffold implantation. (a) Skin tissue slice picture after 
H&E staining. The larger region is shown by the red box. (b) Skin tissue slice immunofluorescence staining for CD31. (c 
and d) Immunohistochemical image of vascularization pathway proteins in the skin tissue slice. (e and f) HIF1-α and VEGF 
immunohistochemical quantitative analysis. (g) Analysis of CD31 quantitative immunofluorescence. Data are shown as 
mean ± standard deviation (n = 3). **p < 0.01 and ****p < 0.001 compared to the APG group. ##p < 0.01 and ####p < 0.001 
compared to the APGG group.
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efficiently lower inflammation while enhancing bone 
growth was further supported by this data.

According to the in vitro findings, the APGGP group had 
higher levels of BMP-2, p-Smad1/5/8, and RUNX-2 expres-
sion than that in the other groups. This suggested that the 
BMP2/Smad/RUNX2 pathway was activated by APGGP 
scaffolds to promote osteogenic differentiation. Osteogenesis 
is a multimechanism process that requires complexity. 
Through both in vivo and in vitro tests, we demonstrated that 
the APGGP scaffolds may reduce inflammation in its early 
stages while simultaneously activating the BMP2/Smad/
RUNX2 pathway to encourage BMSC differentiation into 
osteoblasts and the growth of new bone.

Multifactor integration leads to bone formation, and 
both macrophages and angiogenesis can encourage the 
production of new bone. A dense vascular network that can 
carry the cytokines and minerals is needed for bone devel-
opment in the bone defect, creating a favorable environ-
ment for bone growth.74,75 To advance osteogenic 
development, vascular endothelial cells can release BMP-2 
cytokines through paracrine mechanisms.75 In this study, 
we investigated the vascularization potential of the scaf-
fold. The scaffolds of the APGGP group could considera-
bly boost the migration and proliferation of HUVECs, 
according to in vitro cell tests. Additionally, the expression 
of HUVEC vascular-related genes and proteins noticeably 
increased with the addition of PIO-containing PNs. The 
APGGP scaffold contributed to the development of neo-
vascularization, as shown by the increased expression of 
CD31 protein in vivo tests.

Through the PI3K/AKT pathway, paeoniflorin can 
increase HUVEC migration, proliferation, adhesion, and 
tube formation.76 Through the PI3K/AKT/HIF1-α/VEGF 
pathway, the total flavonoids of Rhizoma drynariae can 
boost HUVEC migration, proliferation, and vascularization 
to accelerate bone formation.44 In this study, we found that 
HUVECs in the APGGP group had significantly higher 
expression of PI3K/AKT/HIF1-α/VEGF signal pathway-
related proteins, which allowed us to investigate the potential 
mechanism triggered by the scaffolds with HUVECs. We 
showed that the APGGP group had much higher neovascu-
larization than that in the other groups in the rat epidermis 
model. Immunohistochemical staining confirmed the in vitro 
results by demonstrating the higher expression of VEGF and 
HIF1-α proteins. This revealed that PI3K/AKT/HIF1-α/
VEGF signal pathway was a mechanism via which scaffolds 
in the APGGP group enhanced vascularization. On day 15, 
skin tissue sections stained with H&E and Masson showed a 
large amount of collagen deposition in the APGGP group, 
demonstrating a good preparation for subsequent bone 
regeneration. This shows that the scaffolds in the APGGP 
group induce angiogenesis to aid in the production of new 
bone and that vascularization and osteogenic differentiation 
are closely related processes.

Macrophages are a hot research topic in immunology, 
but the immune reaction between material scaffolds and 
the body is complicated, and neutrophils, lymphocytes, 
and other inflammatory cells may also be involved. In this 
paper, bone healing was studied in the aspects of mac-
rophage immunity and inflammation combined with tissue 
engineering. In the future, the materials may be evaluated 
from the perspective of neutrophils and lymphocytes, and 
there may be new understandings and insights.

Conclusion

In this study, PIO was added to ATP/PVA/GEL biomaterial 
scaffolds for bone defect repair after being first implanted 
into PNs. Macrophage migration, adhesion, and prolifera-
tion may be boosted by the scaffold. PIO release was sig-
nificantly delayed when PNs with PIO were added to the 
scaffold, enabling early recruitment of more M1-type mac-
rophages. In vitro tests demonstrated that scaffolds can 
successfully stimulate the polarization of macrophages 
and provide anti-inflammatory effects by incorporating 
PNs with PIO. Expression of osteogenic genes and pro-
teins was increased due to the activation of the BMP2/
Smad/RUNX2 and TGF-β/Smad pathways. Through the 
PI3K/AKT/HIF1-α/VEGF pathway, the APGGP group 
could enhance the biological capacity of HUVECs and the 
expression of vascular-related genes and proteins. The in 
vivo outcomes matched those of the in vitro analysis. 
Collagen deposition was observed in the epidermal model 
at 15 days. It is possible that PIO and ATP cooperate to 
promote this result. Future research may focus on several 
related areas. APGGP scaffolds can reduce inflammation, 
encourage osteogenic differentiation, and enhance vascu-
larization. Vascularization can further aid in the develop-
ment of new bones. Therefore, ATP/PVA/GEL is a 
promising biomaterial scaffold for treating bone defects 
brought on by fractures.

Declaration of conflicting interests

The author(s) declared no potential conflicts of interest with 
respect to the research, authorship, and/or publication of this 
article.

Funding

The author(s) disclosed receipt of the following financial support 
for the research, authorship, and/or publication of this article: 
Changzhou Clinical Medicine Center of Nanjing Medical 
University Program (CMCC202216), Technology of Jiangsu 
Province (BE2018644), and Changzhou Sci&Tech Program 
(CE20215020) all provided funding for this study.

ORCID iD

Hongbin Zhao  https://orcid.org/0000-0003-2514-1128

https://orcid.org/0000-0003-2514-1128


20	 Journal of Tissue Engineering ﻿

Supplemental material

Supplemental material for this article is available online.

References

	 1.	 El-Rashidy AA, Roether JA, Harhaus L, et al. Regenerating 
bone with bioactive glass scaffolds: a review of in vivo stud-
ies in bone defect models. Acta Biomater 2017; 62: 1–28.

	 2.	 Dimitriou R, Jones E, McGonagle D, et  al. Bone regen-
eration: current concepts and future directions. BMC Med 
2011: 9: 66.

	 3.	 Wang Z, Hui A, Zhao H, et al. A novel 3D-bioprinted porous 
nano attapulgite scaffolds with good performance for bone 
regeneration. Int J Nanomed 2020; 15: 6945–6960.

	 4.	 Wubneh A, Tsekoura EK, Ayranci C, et al. Current state of 
fabrication technologies and materials for bone tissue engi-
neering. Acta Biomater 2018; 80: 1–30.

	 5.	 Einhorn TA and Gerstenfeld LC. Fracture healing: mecha-
nisms and interventions. Nat Rev Rheumatol 2015; 11(1): 
45–54.

	 6.	 Chim SM, Tickner J, Chow ST, et al. Angiogenic factors in 
bone local environment. Cytokine Growth Factor Rev 2013; 
24(3): 297–310.

	 7.	 Peng Y, Wu S, Li Y, et al. Type H blood vessels in bone 
modeling and remodeling. Theranostics 2020; 10(1): 
426–436.

	 8.	 Kusumbe AP, Ramasamy SKand and Adams RH. Coupling 
of angiogenesis and osteogenesis by a specific vessel sub-
type in bone. Nature 2014; 507(7492): 323–328.

	 9.	 Bittner S. M., Guo J. L., Melchiorri A. and Mikos A. 
G., Three-dimensional Printing of Multilayered Tissue 
Engineering Scaffolds. Mater Today (Kidlington) 2018; 21 
(8), 861-874.

	10.	 Zhang L, Yang G, Johnson BN, et  al. Three-dimensional 
(3D) printed scaffold and material selection for bone repair. 
Acta Biomater 2019; 84: 16–33.

	11.	 Willson K and Atala A. Medical 3D printing: tools and tech-
niques, today and tomorrow. Annu Rev Chem Biomol Eng 
2022; 13: 481–499.

	12.	 Liu C, Qin W, Wang Y, et  al. 3D printed gelatin/sodium 
alginate hydrogel scaffolds doped with nano-attapulgite for 
bone tissue repair. Int J Nanomed 2021; 16: 8417–8432.

	13.	 Zhao H, Zhang X, Zhou D, et  al. Collagen, polycapro-
lactone and attapulgite composite scaffolds for in vivo 
bone repair in rabbit models. Biomed Mater 2020; 15(4): 
045022.

	14.	 Ma J, Wu S, Liu J, et al. Synergistic effects of nanoattapulg-
ite and hydroxyapatite on vascularization and bone forma-
tion in a rabbit tibia bone defect model. Biomater Sci 2022; 
10(16): 4635–4655.

	15.	 Lien SM, Ko  LYand and Huang TJ. Effect of pore size on 
ECM secretion and cell growth in gelatin scaffold for articu-
lar cartilage tissue engineering. Acta Biomater 2009; 5(2): 
670–679.

	16.	 Zhao B, Zhang Y, Li D, et al. Hofmeister effect-enhanced 
gelatin/oxidized dextran hydrogels with improved mechani-
cal properties and biocompatibility for wound healing. Acta 
Biomater 2022; 151: 235–253.

	17.	 Liu J, Wu S, Ma J, et  al. Polycaprolactone/gelatin/
hydroxyapatite electrospun nanomembrane materials 
incorporated with different proportions of attapulgite  

synergistically promote bone formation. Int J Nanomed 
2022; 17: 4087–4103.

	18.	 Liu F, Li W, Liu H, et  al. Preparation of 3D printed chi-
tosan/polyvinyl alcohol double network hydrogel scaffolds. 
Macromol Biosci 2021; 21(4): e2000398.

	19.	 Azarian MH, Boochathum P and Kongsema M. 
Biocompatibility and biodegradability of filler encapsulated 
chloroacetated natural rubber/polyvinyl alcohol nanofiber 
for wound dressing. Mater Sci Eng C Mater Biol Appl 2019; 
103: 109829.

	20.	 Wahab AHA, Saad APM, Harun  MN, et  al. Developing 
functionally graded PVA hydrogel using simple freeze-
thaw method for artificial glenoid labrum. J Mech Behav 
Biomed Mater 2019; 91: 406–415.

	21.	 He X, Luzi F, Hao X, et al. Thermal, antioxidant and swell-
ing behaviour of transparent polyvinyl (alcohol) films in 
presence of hydrophobic citric acid-modified lignin nano-
particles. Int J Biol Macromol 2019; 127: 665–676.

	22.	 Cao J, He G, Ning X, et al. Preparation and properties of 
O-chitosan quaternary ammonium salt/polyvinyl alcohol/
graphene oxide dual self-healing hydrogel. Carbohydr 
Polym 2022; 287: 119318.

	23.	 Ng KW, Wanivenhaus F, Chen T, et al. A novel macropo-
rous polyvinyl alcohol scaffold promotes chondrocyte 
migration and interface formation in an in vitro cartilage 
defect model. Tissue Eng Part A 2012; 18(11–12): 1273–
1281.

	24.	 Wilkinson AC, Ishida R, Kikuchi M, et  al. Long-term ex 
vivo haematopoietic-stem-cell expansion allows noncondi-
tioned transplantation. Nature 2019; 571(7763): 117–121.

	25.	 Momotori N, Jo JI and Tabata Y. Preparation of polymer 
microspheres capable for pioglitazone release to modify 
macrophages function. Regen Ther 2019; 11: 131–138.

	26.	 Pop LM, Lingvay I, Yuan Q, et al. Impact of pioglitazone 
on bone mineral density and bone marrow fat content. 
Osteoporos Int 2017; 28(11): 3261–3269.

	27.	 Viscoli CM, Inzucchi SE, Young LH, et al. Pioglitazone and 
risk for bone fracture: safety data from a randomized clini-
cal trial. J Clin Endocrinol Metab 2017; 102(3): 914–922.

	28.	 Zhang YS, Zheng YD, Yuan Y, et al. Effects of anti-diabetic 
drugs on fracture risk: a systematic review and network 
meta-analysis. Front Endocrinol 2021; 12: 735824.

	29.	 Vachliotis ID, Anastasilakis AD, Goulas A, et  al. 
Nonalcoholic fatty liver disease and osteoporosis: a poten-
tial association with therapeutic implications. Diabetes 
Obes Metab 2022; 24(9): 1702–1720.

	30.	 Tsirella E, Mavrakanas T, Rager O, et al. Low dose piogl-
itazone does not affect bone formation and resorption mark-
ers or bone mineral density in streptozocin-induced diabetic 
rats. J Physiol Pharmacol 2012; 63(2): 201–204.

	31.	 Cam ME, Ertas B, Alenezi H, et  al. Accelerated diabetic 
wound healing by topical application of combination oral 
antidiabetic agents-loaded nanofibrous scaffolds: an in vitro 
and in vivo evaluation study. Mater Sci Eng C Mater Biol 
Appl 2021; 119: 111586.

	32.	 Ryan KE, McCance DR, Powell L, et  al. Fenofibrate and 
pioglitazone improve endothelial function and reduce arte-
rial stiffness in obese glucose tolerant men. Atherosclerosis 
2007; 194(2): e123–e130.

	33.	 Asano M, Nakajima T, Iwasawa K, et  al. Troglitazone 
and pioglitazone attenuate agonist-dependent Ca2+  



Fan et al.	 21

mobilization and cell proliferation in vascular smooth mus-
cle cells. Br J Pharmacol 1999; 128(3): 673–683.

	34.	 Abdelhafez AT, Gomaa  AMS, Ahmed AM, et  al. 
Pioglitazone and/or irbesartan ameliorate COPD-induced 
endothelial dysfunction in side stream cigarette smoke-
exposed mice model. Life Sci 2021; 280: 119706.

	35.	 Duarte LRF, Pinho V, Rezende  BM, et  al. Resolution of 
inflammation in acute graft-versus-host-disease: advances 
and perspectives. Biomolecules 2022; 12(1): 75.

	36.	 Hill GR. Inflammation and bone marrow transplantation. 
Biol Blood Marrow Transplant 2009; 15(1 Suppl): 139–
141.

	37.	 Sun M, Zhu C, Long J, et  al. PLGA microsphere-based 
composite hydrogel for dual delivery of ciprofloxacin and 
ginsenoside Rh2 to treat Staphylococcus aureus-induced 
skin infections. Drug Deliv 2020; 27(1): 632–641.

	38.	 Wu S, Ma J, Liu J, et al. Immunomodulation of telmisar-
tan-loaded PCL/PVP scaffolds on macrophages promotes 
endogenous bone regeneration. ACS Appl Mater Interfaces 
2022; 14(14): 15942–15955.

	39.	 Ji H, Wang Y, Liu H, et  al. Programmed core-shell elec-
trospun nanofibers to sequentially regulate osteogenesis- 
osteoclastogenesis balance for promoting immediate implant 
osseointegration. Acta Biomater 2021; 135: 274–288.

	40.	 Shen Y, Xu J, Pan X, et  al. LncRNA KCNQ1OT1 
sponges miR-34c-5p to promote osteosarcoma growth 
via ALDOA enhanced aerobic glycolysis. Cell Death Dis 
2020; 11(4): 278.

	41.	 Appel EA, Biedermann F, Rauwald U, et al. Supramolecular 
cross-linked networks via host-guest complexation with 
cucurbit[8]uril. J Am Chem Soc 2010; 132(40): 14251–
14260.

	42.	 Lei Y, Wang X, Liao J, et al. Shear-responsive boundary-
lubricated hydrogels attenuate osteoarthritis. Bioact Mater 
2022; 16: 472–484.

	43.	 Zhang CY, Cheng YL, Tong XW, et  al. In vitro cytotox-
icity of self-adhesive dual-cured resin cement polymerized 
beneath three different cusp inclinations of zirconia. Biomed 
Res Int 2019; 2019: 7404038.

	44.	 Lin H, Wang X, Li Z, et al. Total flavonoids of Rhizoma 
drynariae promote angiogenesis and osteogenesis in bone 
defects. Phytother Res 2022; 36(9:, 3584–3600.

	45.	 Okabe Y and Medzhitov R. Tissue biology perspective on 
macrophages. Nat Immunol 2016; 17(1): 9–17.

	46.	 Yang D and Wan Y. Molecular determinants for the polari-
zation of macrophage and osteoclast. Semin Immunopathol 
2019; 41(5): 551–563.

	47.	 Jaitin DA, Adlung L, Thaiss CA, et  al. Lipid-associated 
macrophages control metabolic homeostasis in a trem2-
dependent manner. Cell 2019; 178(3): 686–698.e14.

	48.	 Luo M, Zhao F, Liu L, et al. IFN-γ/SrBG composite scaf-
folds promote osteogenesis by sequential regulation of 
macrophages from M1 to M2. J Mater Chem B 2021; 9(7): 
1867–1876.

	49.	 Schlundt C, El Khassawna T, Serra A, et al. Macrophages in 
bone fracture healing: Their essential role in endochondral 
ossification. Bone 2018; 106: 78–89.

	50.	 Zhao SJ, Kong FQ, Jie J, et al. Macrophage MSR1 promotes 
BMSC osteogenic differentiation and M2-like polariza-
tion by activating PI3K/AKT/GSK3β/β-catenin pathway. 
Theranostics 2020; 10(1): 17–35.

	51.	 Allafchian A, Hosseini H and Ghoreishi SM. Electrospinning 
of PVA-carboxymethyl cellulose nanofibers for flufenamic 
acid drug delivery. Int J Biol Macromol 2020; 163: 1780–
1786.

	52.	 Xu X, Gu Z, Chen X, et al. An injectable and thermosen-
sitive hydrogel: promoting periodontal regeneration by  
controlled-release of aspirin and erythropoietin. Acta 
Biomater 2019; 86: 235–246.

	53.	 Hotchkiss KM, Reddy GB, Hyzy SL, et al. Titanium sur-
face characteristics, including topography and wettabil-
ity, alter macrophage activation. Acta Biomater 2; 31: 
425–434.

	54.	 Abaricia JO, Shah AH, Chaubal M, et  al. Wnt signaling 
modulates macrophage polarization and is regulated by 
biomaterial surface properties. Biomaterials 2020; 243: 
119920.

	55.	 Andrukhov O, Behm C, Blufstein A, et al. Effect of implant 
surface material and roughness to the susceptibility of pri-
mary gingival fibroblasts to inflammatory stimuli. Dent 
Mater 2020; 36(6): e194–e205.

	56.	 Han J, Li Z, Sun Y, et  al. Surface roughness and bio-
compatibility of polycaprolactone bone scaffolds: an 
energy-density-guided parameter optimization for selec-
tive laser sintering. Front Bioeng Biotechnol 2022; 10: 
888267.

	57.	 Gauthier O, Bouler JM, Aguado E, et al. Macroporous bipha-
sic calcium phosphate ceramics: influence of macropore 
diameter and macroporosity percentage on bone ingrowth. 
Biomaterials 1998; 19(1–3): 133–139.

	58.	 Stigler RG, Becker K, Bruschi M, et  al. Impact of nano-
crystalline diamond enhanced hydrophilicity on cell prolif-
eration on machined and SLA titanium surfaces: an in-vivo 
study in rodents. Nanomaterials 2018; 8(7): 524.

	59.	 Shuai C, Zan J, Yang Y, et al. Surface modification enhances 
interfacial bonding in PLLA/MgO bone scaffold. Mater Sci 
Eng C Mater Biol Appl 2020; 108: 110486.

	60.	 Adlerz KM, Aranda-Espinoza H and Hayenga HN. Substrate 
elasticity regulates the behavior of human monocyte-derived 
macrophages. Eur Biophys J 2016; 45(4): 301–309.

	61.	 Huang J, Xia X, Zou Q, et al. The long-term behaviors and 
differences in bone reconstruction of three polymer-based 
scaffolds with different degradability. J Mater Chem B 
2019; 7(48): 7690–7703.

	62.	 Nikoubashman O, Heringer S, Feher K., et al. Development 
of a polymer-based biodegradable neurovascular stent pro-
totype: a preliminary in vitro and in vivo study. Macromol 
Biosci 2018; 18(7): e1700292.

	63.	 Oishi Y and Manabe I. Macrophages in inflammation, repair 
and regeneration. Int Immunol 2018; 30(11): 511–528.

	64.	 Lu LY, Loi F, Nathan K, et al. Pro-inflammatory M1 mac-
rophages promote Osteogenesis by mesenchymal stem cells 
via the COX-2-prostaglandin E2 pathway. J Orthop Res 
2017; 35(11): 2378–2385.

	65.	 Przekora A and Ginalska G. Chitosan/β-1,3-glucan/
hydroxyapatite bone scaffold enhances osteogenic differen-
tiation through TNF-α-mediated mechanism. Mater Sci Eng 
C Mater Biol Appl 2017; 73: 225–233.

	66.	 Mahon OR, Browe DC, Gonzalez-Fernandez T, et al. Nano-
particle mediated M2 macrophage polarization enhances 
bone formation and MSC osteogenesis in an IL-10 depend-
ent manner. Biomaterials 2020; 239: 119833.



22	 Journal of Tissue Engineering ﻿

	67.	 Jiang G, Li S, Yu K, et  al. A 3D-printed PRP-GelMA  
hydrogel promotes osteochondral regeneration through M2 
macrophage polarization in a rabbit model. Acta Biomater 
2021; 128: 150–162.

	68.	 Li Z, Wang Y, Li S, et al. Exosomes derived from M2 mac-
rophages facilitate osteogenesis and reduce adipogenesis of 
BMSCs. Front Endocrinol 2021; 12: 680328.

	69.	 Zheng M, Weng M, Zhang X, et al. Beta-tricalcium phos-
phate promotes osteogenic differentiation of bone marrow-
derived mesenchymal stem cells through macrophages. 
Biomed Mater 2021; 16(2): 025005.

	70.	 Zhang J, Shi H, Zhang N, et al. Interleukin-4-loaded hydro-
gel scaffold regulates macrophages polarization to promote 
bone mesenchymal stem cells osteogenic differentiation via 
TGF-β1/Smad pathway for repair of bone defect. Cell Prolif 
2020; 53(10): e12907.

	71.	 Xue Y, Hu S, Chen C, et al. Myokine Irisin promotes osteo-
genesis by activating BMP/SMAD signaling via αV inte-
grin and regulates bone mass in mice. Int J Biol Sci 2022; 
18(2): 572–584.

	72.	 Wang J, Wang M., Chen F, et al. Nano-hydroxyapatite coat-
ing promotes porous calcium phosphate ceramic-induced 
osteogenesis via BMP/smad signaling pathway. Int J 
Nanomed 2019; 14: 7987–8000.

	73.	 Liu J, Liang C, Guo B, et al. Increased PLEKHO1 within 
osteoblasts suppresses Smad-dependent BMP signaling 
to inhibit bone formation during aging. Aging Cell 2017; 
16(2): 360–376.

	74.	 Qiu P, Li M, Chen K, et  al. Periosteal matrix-derived 
hydrogel promotes bone repair through an early immune 
regulation coupled with enhanced angio- and osteogenesis. 
Biomaterials 2020; 227: 119552.

	75.	 Wang Q, Zhou J, Wang X, et  al. Coupling induction of 
osteogenesis and type H vessels by pulsed electromagnetic 
fields in ovariectomy-induced osteoporosis in mice. Bone 
2022; 154: 116211.

	76.	 Dong X, He Z, Xiang G, et al. Paeoniflorin promotes angio-
genesis and tissue regeneration in a full-thickness cutane-
ous wound model through the PI3K/AKT pathway. J Cell 
Physiol 2020; 235(12): 9933–9945.


