
RSC Advances

PAPER

O
pe

n 
A

cc
es

s 
A

rt
ic

le
. P

ub
lis

he
d 

on
 0

3 
M

ay
 2

02
2.

 D
ow

nl
oa

de
d 

on
 3

/2
1/

20
26

 3
:5

8:
40

 A
M

. 
 T

hi
s 

ar
tic

le
 is

 li
ce

ns
ed

 u
nd

er
 a

 C
re

at
iv

e 
C

om
m

on
s 

A
ttr

ib
ut

io
n-

N
on

C
om

m
er

ci
al

 3
.0

 U
np

or
te

d 
L

ic
en

ce
.

View Article Online
View Journal  | View Issue
Controlled releas
aDepartment of Oral and Maxillofacial Su

Stomatology, Zhejiang University School o

Research Center for Oral Diseases, Key La

Zhejiang Province, Cancer Center of Zhejian
bDepartment of Oral Implantology, Stoma

Zhejiang University School of Medicine,

Center for Oral Diseases, Key Laboratory o

Province, Cancer Center of Zhejiang Unive

wangyuzju@zju.edu.cn
cStomatology Hospital, School of Stomatolog

166 Qiutaobei Road, Shangcheng District, H
dWuya College of Innovation, Shenyang Phar

P. R. China

† Electronic supplementary infor
https://doi.org/10.1039/d2ra00498d

‡ These authors contributed equally.

Cite this: RSC Adv., 2022, 12, 13192

Received 24th January 2022
Accepted 5th April 2022

DOI: 10.1039/d2ra00498d

rsc.li/rsc-advances

13192 | RSC Adv., 2022, 12, 13192–132
e of silibinin in GelMA hydrogels
inhibits inflammation by inducing M2-type
macrophage polarization and promotes
vascularization in vitro†

Weijian Xu,‡a Yingjia Sun,‡a Jia Wang,c Baixiang Wang,b Fanxing Xu,d Zhijian Xie *a

and Yu Wang *b

A dry socket is one of the most common complications after tooth extraction. The main etiologies are the

loss of blood clots in the socket and the inflammation reaction caused by infection. Current studies on how

to prevent dry sockets could not solve these two etiologies at the same time. Recent studies have

demonstrated the anti-inflammation role of silibinin. In this study, silibinin was engineered into GelMA

hydrogels (Sil-GelMA) with a concentration of 30 mM. The surface characteristics were observed by

scanning electron microscopy and the successful loading of silibinin was detected by FTIR spectrometry.

The Sil-GelMA hydrogels presented the sustained release ability of silibinin and slow degradation

performance of GelMA. Furthermore, silibinin inhibited the inflammatory reaction by inducing M2-type

macrophage polarization, promoting the secretion of anti-inflammatory factors (CD206, IL-10) and

inhibiting the secretion of anti-inflammatory factors (IL-1b, iNOS). Silibinin also increased the secretion of

vascularization-related factor VEGF and promoted vascularization in vitro. This study suggested that the

Sil-GelMA hydrogels not only had an anti-inflammatory effect, but also had the potential to promote

vascularization. Based on these results, the Sil-GelMA hydrogels might provide a promising prospect for

prevention of dry sockets in the future.
Introduction

A dry socket is one of the most common postoperative compli-
cations aer tooth extraction, especially in the third molar,
which is also known as alveolar osteitis, brinolytic alveolar
osteitis, localized osteomyelitis, etc.1 The main clinical feature is
severe pain occurring 3–4 days aer tooth extraction, which can
radiate to the auriculotemporal, mandibular area or the top of
the head, and the pain cannot be relieved by general analgesic
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drugs. Meanwhile, dry socket is also accompanied by empty
socket, bad breath, and other symptoms. The etiology of dry
socket is still not clear, and may be related to infection, trauma,
smoking, anatomy, and other factors.2 The absence of the blood
clot in the socket and the inammation caused by infection are
considered to be the main causes.3 The rst day aer tooth
extraction, it is of great signicance to maintain the stability of
blood clots in the socket. It has the highest risk of infection
within 3 days aer tooth extraction. Currently, there is no fully
effective way for prevention of dry sockets. Some potential solu-
tions are proposed and being investigated by researchers
including mouthwash used pre and post-extraction,4 application
of antibiotics5,6 and use of absorbable collagen sponges.7

However, all of these approaches could not both protect the
blood clots in the socket and inhibit inammation caused by
bacterial infection. Therefore, an effective method is needed to
be explored to maintain the stability of blood clots in the socket
and inhibit the inammation at the same time.

Macrophages are one of the most important components of
the innate immune system, and play roles in inammation,
defense, repair, metabolism, and other physiological
processes.8 Macrophages can change phenotypes, which is
known as polarization. M1-type (classically activated macro-
phages) are mainly involved in pro-inammatory responses and
© 2022 The Author(s). Published by the Royal Society of Chemistry
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Fig. 1 Schematic illustration of the experiment design. (A) Preparation of Sil-GelMA hydrogels, (B) in vitro experiment process of this study.

Paper RSC Advances

O
pe

n 
A

cc
es

s 
A

rt
ic

le
. P

ub
lis

he
d 

on
 0

3 
M

ay
 2

02
2.

 D
ow

nl
oa

de
d 

on
 3

/2
1/

20
26

 3
:5

8:
40

 A
M

. 
 T

hi
s 

ar
tic

le
 is

 li
ce

ns
ed

 u
nd

er
 a

 C
re

at
iv

e 
C

om
m

on
s 

A
ttr

ib
ut

io
n-

N
on

C
om

m
er

ci
al

 3
.0

 U
np

or
te

d 
L

ic
en

ce
.

View Article Online
M2-type (alternatively activated macrophages) are mainly
involved in anti-inammatory responses both M1-type and M2-
type are closely related to inammatory responses. Cytosines
and microbial products profoundly and differentially affected
the function of macrophages,9 which acted by promoting the
orientation of adaptive responses in an M1-type or M2-type
direction.10–13 For example, when pathogens invade the
organism, macrophages are precisely polarized to M1-type, and
alter the tissue micro-environment by producing a large
number of inammatory factors, then kill the invading patho-
gens and activate the adaptive immunity. In the meanwhile,
these inammatory factors also induce M2-type polarization,
and then alleviate inammation, avoid excessive injury, and
promote wound healing.14,15 Therefore macrophage polariza-
tion is of great signicance for controlling the early stage of
inammation. Infection is one of the main causes of dry socket,
which causes local inammation. Exploring and controlling
macrophages polarization may provide a new treatment
approach for preventing inammation in dry socket.

Silibinin is a natural product which is composed of a blend
of two diastereomers: silybin A and silybin B, mostly in equi-
molar proportions.16 It is the main component of milk thistle
seeds extract. Previous studies have demonstrated the antioxi-
dant and anti-inammatory functions of silibinin.17 N. M. Var-
gas et al. found that silibinin inhibited inammatory responses
mainly through Nrf2 and NF-KB signalling pathways.18,19 C. K.
Youn et al. discovered that silibinin inhibited LPS-induced
macrophages activation by blocking p38 MAPK in RAW 264.7
cells, which resulted in the inhibition of inammatory factor
expression (iNOS, TNF-a and IL-1b).20 Therefore, we speculated
that if silibinin was placed into the socket aer tooth extraction,
it might be helpful for the early prevention of dry socket.

An optimized wound healing process depends on an
adequate vascularization of the socket space.21 Blood clots
contain high level of vascular endothelial growth factor (VEGF),
and also provide space support for vascularization.22 One major
problem with dry socket is the loss of blood clots in the socket,
which leads to insufficient space and cytokines for
© 2022 The Author(s). Published by the Royal Society of Chemistry
vascularization. To solve this problem, it is desirable to keep
space stability in the socket. GelMA hydrogels, with a series of
advantages, such as good biocompatibility (including biosafety
and biological functionality), strong cell adhesion, controlled
drug release performance and tunable physicochemical prop-
erties, were widely used in the eld of tissue engineering.23,24 In
this study, GelMA hydrogels were used as a carrier for silibinin.
It was hypothesized in this research that the silibinin–GelMA
(Sil-GelMA) hydrogels release system could keep spatial stability
in 24 hours, and silibinin can be slowly released. The goal of
this study is to determine whether the Sil-GelMA hydrogels can
induce macrophages to polarize into M2-type, and promote the
effect of anti-inammation and vascularization in vitro (Fig. 1).
Experimental
Cell culture and seeding

Mouse monocyte-macrophage RAW 264.7 cells (ATCC; TIB-71,
Cell Bank of Chinese Academy of Sciences, China) were
cultured in Dulbecco's Modied Eagle Medium (DMEM; Gibco,
Invitrogen Corp., USA) supplemented with 10% fetal bovine
serum (FBS; GIBCO, Grand Island, NY, USA), 100 IU ml�1

penicillin and 100 mg ml�1 streptomycin at 37 �C in 5% CO2.
The media was refreshed every 2 days. Human umbilical vein
endothelial cells (Huvecs; ATCC; CRL-1730) were cultured in
Endothelial Cell Medium (ECM; Sciencell) supplemented with
10% fetal bovine serum, 100 IU ml�1 penicillin and 100 mg
ml�1 streptomycin at 37 �C in 5% CO2. The media was refreshed
every 2 days.

Cell proliferation assay. To determine the proliferation rate
and the optimal concentration of silibinin, different concen-
trations (0, 10, 20, 30, 40, 50 mM) of silibinin were placed into
a 24-multiwell plate which contained 500 mL cell suspension
with a density of 5 � 104 RAW 264.7 cells per well. A cell
counting kit-8 (CCK-8, Dojindo Laboratories, Japan) was used to
measure the cell proliferation rate by a microplate reader at
450 nm. Then, the optimal concentration of silibinin was
determined.
RSC Adv., 2022, 12, 13192–13202 | 13193
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Preparation of silibinin–GelMA hydrogels release system

The GelMA hydrogels release system was prepared as reported
previously.24 Silibinin (R014957, RHAWN, Shanghai, China) was
dissolved in DMSO (D2650, Sigma-Aldrich, St. Louis, MO, USA)
at the concentration of 1 M for preservation. Aer being shaken
well, 0.25% photoinitiator LAP (EFL, Suzhou, China) was dis-
solved in phosphate-buffered saline (PBS). The LAP solution
was preheated in the water bath at 40–50 �C for 15 min. Then,
GelMA (EFL-GM-30, Suzhou, China) was added into 0.25%
photoinitiator LAP standard solution at 5% mass percentage
and placed in a water bath at 40–50 �C for 30 min. Finally,
a DMSO solution of silibinin was added into the GelMA-LAP
solution to reach the nal concentration at 30 mM. A 0.22 mm
lter was used for ltration. The Sil-GelMA hydrogels release
system was prepared by UV-irradiation at the wavelength of
405 nm for 30 s.
Analysis of Sil-GelMA hydrogels characteristics

Sil-GelMA hydrogels were freeze-dried at �50 �C for 24 hours.
The morphology of the dried Sil-GelMA hydrogels was observed
by scanning electron microscopy (SEM; SU8010FE-SEM, HITA-
CHI, Tokyo, Japan). To analyze the structural differences
between GelMA and Sil-GelMA, the porosity of the two groups
were measured by image J 1.52a. To analyze the existence of
silibinin and its interaction with GelMA, the dried Sil-GelMA
hydrogels were mixed with KBr, and the samples were ground
to a powder and compressed into a thin sheet (<10 mm). The
structures of all groups (Sil-GelMA, GelMA and silibinin) were
investigated by FTIR Spectrometer (FTIR; NicoLET iS50FT-IR,
Thermo Scientic, America). The wavelength ranged from
400–4000 cm�1 and the resolution was 4 cm�1.
Measurements of silibinin release in Sil-GelMA hydrogels

To measure the release effect of silibinin from Sil-GelMA
hydrogels in different pH environments, the hydrogels were
placed in PBS (pH ¼ 5.6 and pH ¼ 7.4 respectively) in an
incubator at 37 �C. Several time points were set up: 0, 2, 4, 10,
24, 36, 48, 80, 96 hours. At each detected time point, the original
PBS solution was exchanged by fresh PBS. The released silibinin
was quantied using Ultra Performance Liquid Chromatog-
raphy (UPLC; Agilent 1290, America) by measuring the absorp-
tion peak of the silibinin at a wavelength of 288 nm. A
corresponding calibration curve was applied to conrm the
concentration.
Encapsulation efficiency and drug loading capacity
calculations

Sil-GelMA hydrogels (n ¼ 3) were degraded overnight in 2 mL of
0.1 units per mL collagenase II (CAS NO.9001-12-1; Gibco) in
PBS solution. The degradation was carried out at 37 �C. The
amount of silibinin was quantied using Ultra Performance
Liquid Chromatography by measuring the absorption peak of
the silibinin at a wavelength of 288 nm. The encapsulation
efficiency (EE) and the drug loading capacity (LC) of the Sil-
GelMA hydrogels were calculated using eqn (1) and (2).
13194 | RSC Adv., 2022, 12, 13192–13202
EEð%Þ ¼ Ws

Wd

� 100% (1)

LCð%Þ ¼ Ws

Ws þWg

� 100% (2)

Wd was the total weight of silibinin added,Ws was the weight of
loaded silibinin and Wg was the weight of GelMA hydrogels.

Degradation study

Type II collagenase (CAS NO.9001-12-1; Gibco) was added
separately into GelMA hydrogels and Sil-GelMA hydrogels at the
concentration of 1 Uml�1.25,26 The samples were freeze-dried for
24 hours, and the initial weight (W0) of all the samples was
measured. Then the freeze-dried samples were kept in PBS in an
incubator at 37 �C. The PBS was refreshed every 8 hours. The
samples were then taken out and dried under vacuum at 50 �C
at predetermined time intervals and nal weight (Wt) was
measured. The degradation rates were calculated using eqn (3).

Degradation rate ð%Þ ¼ W0 �Wt

W0

� 100% (3)

In vitro cell morphology observation

RAW 264.7 cells cultured in different groups (silibinin, Sil-
GelMA, GelMA and the control) were collected aer 24 hours
with the stimulation of LPS (1 mg ml�1; Sigma-Aldrich, St. Louis,
MO, USA). Cell morphologies were observed by optical
microscope.

Flow cytometry analysis

RAW 264.7 cells cultured in different groups (Silibinin, Sil-
GelMA, GelMA and the control) were collected aer 24 hours
with the stimulation of LPS. The density of cell suspension
prepared was 1 � 106 per ml. CD206 (#MA5-16871) and CD86
(#11-0862-81) were used for ow cytometry (CytoFLEX LX,
America).27,28

Gene expression analysis

RAW 264.7 cells with the cell density of 5 � 104 cells per well
were cultured in different groups (silibinin, Sil-GelMA, GelMA
and the control) with the stimulation by LPS (1 mg ml�1) at the
same time. Aer 24 hours, cells were collected and total RNA
from different groups were extracted using the TRIzol kit
(Invitrogen, Carlsbad, CA, USA) according to the protocol,
following DNAseI treatment and reserve transcription.29 To
analyze the expressions of CD206, IL-10, IL-1b, iNOS, and VEGF,
real-time PCR was performed with SYBR green by the 2�DDCT

method. The primers for the target genes are listed in Table 1.

Tube formation assay

RAW 264.7 cells were cultured in different groups (silibinin, Sil-
GelMA, GelMA and the control) with the density of 5 � 104 cells
per well, and were stimulated by LPS(1 mg ml�1) at the same
time. Aer 24 hours, the supernatant culture mediums of
© 2022 The Author(s). Published by the Royal Society of Chemistry
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Table 1 The primers for the target genes used in real-time PCR

Gene Primer seqences (50–30)

IL-10 F: TTCTTTCAAACAAAGGACCAGC
R: GCAACCCAAGTAACCCTTAAAG

VEGFa F: TAGAGTACATCTTCAAGCCGTC
R: CTTTCTTTGGTCTGCATTCACA

CD206 F: CCTATGAAAATTGGGCTTACGG
R: CTGACAAATCCAGTTGTTGAGG

Paper RSC Advances

O
pe

n 
A

cc
es

s 
A

rt
ic

le
. P

ub
lis

he
d 

on
 0

3 
M

ay
 2

02
2.

 D
ow

nl
oa

de
d 

on
 3

/2
1/

20
26

 3
:5

8:
40

 A
M

. 
 T

hi
s 

ar
tic

le
 is

 li
ce

ns
ed

 u
nd

er
 a

 C
re

at
iv

e 
C

om
m

on
s 

A
ttr

ib
ut

io
n-

N
on

C
om

m
er

ci
al

 3
.0

 U
np

or
te

d 
L

ic
en

ce
.

View Article Online
different groups were collected. Huvecs were cultured for 6
hours in supernatant culture mediums from different groups
mentioned above. Then, tube formation phenomenon was
observed by optical microscope.
Fig. 2 Effects of different concentrations of silibinin on proliferation of
RAW 264.7 cells. RAW 264.7 cells were cultured in DMEMwith different
concentrations of silibinin (0, 10, 20, 30, 40, 50 mM). Cells were har-
vested 24 hours later. The proliferation test was carried out using CCK-
8. “ns” represented no significant difference (p > 0.05).
Statistical analysis

In vitro experiments were carried out three times to obtainmean
and standard error from independent experiments. ANOVA
(analysis of variance) and Student's t-test were performed to
determine the signicant differences between the groups. P <
0.05 was considered statistically signicant.
Results and discussion
Cell proliferation assay and drug concentration test

In this study, cell proliferation assay was rst performed to test
the effect of silibinin on RAW 264.7 cell proliferation and the
optimal drug concentration was determined. The results
showed that DMSO, as a solvent of silibinin, had no signicant
effect on RAW 264.7 cell proliferation compared to the control
group (0 mM + DMSO(�) group). These two groups demon-
strated the good cell viability of RAW 264.7 cells in normal
condition. Meanwhile, with the concentration less than 30 mM,
silibinin showed no inhibition on RAW 264.7 cell proliferation
compared to the control group (0 mM + DMSO(�) group). It was
reported that the anti-inammatory effect of silibinin is posi-
tively correlated with a concentration when it is less than
50 mM.19 These results showed that silibinin had good bio-
compatibility and no inhibition on RAW 264.7 cell prolifera-
tion was observed with the concentration less than 30 mM.
Therefore, 30 mM was chosen as the optimal concentration for
the next research (Fig. 2).
Characteristics of Sil-GelMA hydrogels

SEM was used to study the microstructure of the Sil-GelMA
hydrogels, and the results were shown in Fig. 3. The SEM
showed that GelMA hydrogels had a 3D microporous structure
and the internal structure was not damaged by the addition of
silibinin (Fig. 3B). The average pore size of GelMA hydrogels was
50 � 8.7 mm, as shown in the cross-sectional image (Fig. 3A). It
has been reported that different types of cells could adhere to
and grow on the surface of GelMA substrates, and cells can be
encapsulated within the GelMA hydrogel matrixes with excel-
lent viabilities.30,31 In Fig. 4B, a layer of sediment was found on
the surface of the Sil-GelMA hydrogels, which was possibly the
© 2022 The Author(s). Published by the Royal Society of Chemistry
undissolved silibinin. The porosity of the Sil-GelMA group
(38.31% � 2.70%) was lower than that of the GelMA group
(46.20% � 6.24%) (p < 0.05) (Fig. 5). Silibinin loading reduced
the porosity of GelMA hydrogels, which increased the hydrogel
surface contact area with silibinin and cells.

GelMA is made from methacrylic anhydride (MA) and
gelatin,23 which contains the N–H structure. Silibinin contains
the benzene ring and aromatic ether (Ar–O–R), which is the
peculiar structure in silibinin (Fig. 6A). FTIR analysis were
performed to identify the structures of silibinin, GelMA and Sil-
GelMA hydrogels. As shown in Fig. 6B, an absorption peak could
be observed in both silibinin and Sil-GelMA groups at the
wavelength near 1500 cm�1, which was attributed to the skel-
eton vibration of the benzene ring. Also, the absorption band of
silibinin showed peaks in 950 cm�1 and 1230 cm�1, which
corresponded to R–O and Ar–O respectively. These character-
istic absorption peaks could be found in Sil-GelMA hydrogels as
well. The absorption band of GelMA showed a peak occurred at
1640 cm�1 corresponds to N–H stretching (characteristic
absorption of GelMA), which also expressed in Sil-GelMA
hydrogels. These ndings indicated that silibinin had been
successfully assembled into GelMA without structure damage in
both silibinin and GelMA during the assembly process.

The release kinetics of silibinin in different pH environ-
ments was further studied in this research. There are two
release stages: burst release and sustained release.32 In both two
pH environments, silibinin was quickly released on the rst
day, then stayed at a relatively slow and stable rate aer then.
Three days later, the release rate reached to a stable level. Sili-
binin released faster in environment with pH ¼ 7.4 than that
with pH ¼ 5.6 within 36 hours, then the release rate became
faster in environment with pH ¼ 5.6 than that in environment
RSC Adv., 2022, 12, 13192–13202 | 13195
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Fig. 4 Amplifications of the GelMA group and the Sil-GelMA group at room temperature. (A) The GelMA group, (B) The Sil-GelMA group. A-1 and
B-1 were the square parts of A and B respectively.

Fig. 3 Morphological characteristics of different groups at room temperature. (A) The GelMA group, (B) The Sil-GelMA group. A-1 and B-1 were
the square parts of A and B respectively.

13196 | RSC Adv., 2022, 12, 13192–13202 © 2022 The Author(s). Published by the Royal Society of Chemistry
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Fig. 5 Porosity of different groups. (A) The Sli-GelMA group, (B) the GelMA group, (C) quantification of the porosity of two groups (p < 0.05).

Fig. 6 (A) The structure illustration of silibinin and GelMA. (B) Chemical element analysis of different groups by FTIR.
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with pH ¼ 7.4. This suggested that silibinin might play a major
role at the early stage and the Sil-GelMA hydrogels could also
play a slow-release role in acidic environments (Fig. 7). The
study then calculated the EE and LC of Sil-GelMA according to
the equations mentioned above. The EE of Sil-GelMA was 88.2%
� 3.5% and the LC was 19.05% � 2.72%. These results indi-
cated that GelMA hydrogels provided a favorable environment
for silibinin loading.33

Studies had proved that GelMA hydrogels could be applied as
scaffolds for 3D cell culture by providing a mechanical tenable
environment for cells and supporting cell adhesion, growth,
and proliferation.34–37 As shown in the study, Sil-GelMA
degraded by 43% within 24 hours, and the remaining hydro-
gels maintained the stability of the space, which could support
© 2022 The Author(s). Published by the Royal Society of Chemistry
RAW 264.7 cells to adhere, grow, and proliferate. There was no
signicant difference in the degradation rate between GelMA
and Sil-GelMA groups, both of which were completely degraded
in 3 days (Fig. 8). Based on these results, it suggested that Sil-
GelMA hydrogels sustained a steady concentration of silibinin
and could help to maintain the space stability during the early
24 hours.

Sil-GelMA hydrogels inhibit inammation at an early stage in
vitro

Macrophages stimulated with LPS mainly polarize into M1-type,
which secrete pro-inammatory factors and exert a strong
cytotoxic and anti-proliferative effect.38 On the other hand, IL-4/
IL-13 stimulates the polarization of M2-type macrophages,
RSC Adv., 2022, 12, 13192–13202 | 13197
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Fig. 7 In vitro release of silibinin from GelMA in different pH envi-
ronments at 37 �C (pH ¼ 7.4 and pH ¼ 5.6). The curve represented the
amount of released silibinin at different time intervals (0, 2, 4, 10, 24,
36, 48, 80, 96 h). Mean � SD, n ¼ 3.
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which contribute to inammation resolution by secreting anti-
inammation factors and promoting wound healing.38,39

The morphology results showed that aer stimulated by LPS
for 24 hours, RAW 264.7 cells exhibited two different polariza-
tion types. As shown in Fig. 9, in the silibinin and Sil-GelMA
groups, a number of cells were fusiform with fewer synapses
on the surface, few cells were radiated (Fig. 9A and B). However,
in the GelMA and control groups, there was an enlargement in
cell size, and the surface synapses increased and adhered tightly
on the surface of the culture dish (Fig. 9C and D). Studies had
proved that M1-type macrophages mainly presented as radiated
shape, while M2-type macrophages mainly presented as fusi-
form shape.13

To better understand the effect of silibinin on macrophage
polarization, this study detected the levels of macrophages-
related markers, including CD86 for M1-type and CD206 for
M2-type.40,41 As showed in Fig. 10, ow cytometry assay revealed
that expression of CD206 was upregulated in macrophages of
silibinin (71.88%) and Sil-GelMA (68.24%) groups compared to
cells in GelMA (44.37%) and control (27.35%) groups (p < 0.05).
There was no obvious difference between the silibinin group
Fig. 8 Degradation rate of different groups under the action of type II c

13198 | RSC Adv., 2022, 12, 13192–13202
and the Sil-GelMA group. It suggested that silibinin induced the
polarization of macrophages towards M2-type, which con-
formed to the morphology experiment and the previous
research mentioned above the expression of CD206 in macro-
phages in the GelMA group was higher than that in the control
groups (p < 0.05). It was suspected that GelMA improved
macrophage aggregation and induced a series of macrophage
activation and polarization in order to enhance the role of anti-
inammation.42 Meanwhile, the expression of CD86 was down-
regulated in macrophages of the silibinin (29.04%) and Sil-
GelMA (27.41%) groups compared to macrophages in GelMA
(45.98%) and control groups (49.02%) (p < 0.05). There was no
obvious difference between the silbinin group and the Sil-
GelMA group on CD86 expression. Macrophages were mainly
induced into M1-type aer stimulated by LPS.38 However our
results proved that silibinin inhibited the polarization of M1-
type and promoted the polarization of macrophages to M2-
type, which acted the anti-inammatory effect when cells were
stimulated with LPS.

To investigate the function of silibinin on inammation,
several target genes were further examined at the mRNA level
such as CD206, IL-10, IL-1b, iNOS. The mRNA expression of IL-
10 was signicantly higher in macrophages of the silibinin and
Sil-GelMA groups than that of the GelMA and control groups at
the time point of 12 hours and 24 hours (p < 0.05). IL-10 was
a cytokine with a central role in inhibiting infection by limiting
the immune response to pathogens and thereby preventing
damage to the host.43 This meant that silibinin had the effect on
promoting the secretion of anti-inammatory factors. More-
over, the mRNA expression of IL-10 was higher in the silibinin
group than that of the Sil-GelMA group at the early stage (6
hours and 12 hours) (p < 0.05), which showed no difference at
the time point of 24 hours (Fig. 11A). This might because the
silibinin concentration in the silibinin group was higher than
that in the Sil-GelMA group at the early stage. The mRNA
expression of CD206 in macrophages was signicantly higher in
the silibinin and Sil-GelMA groups than that of the GelMA and
control groups (p < 0.05), and it was higher in the silibinin
ollagenase at the concentration of 1 U ml�1.

© 2022 The Author(s). Published by the Royal Society of Chemistry
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Fig. 9 Cell morphology of macrophages. RAW 264.7 cells cultured in different groups (silibinin, Sil-GelMA, GelMA and the control) were
collected after 24 hours with the stimulation of LPS. The cell morphology was observed by optical microscope. (A) The silibinin group, (B) the Sli-
GelMA group, (C) the GelMA group, (D) the control group. Circles indicated M2-type macrophages. Squares indicated M1-type macrophages.
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group than that of the Sil-GelMA group within 24 hours
(Fig. 11B). The stimulation of LPS provided an inammatory
micro-environment for macrophages, and themRNA expression
level of IL-10 and CD206 were down-regulated in the GelMA and
control groups. With the slow release of silibinin from Sil-
GelMA hydrogels, the mRNA expression of anti-inammatory
Fig. 10 Effect of silibinin on polarization of macrophages. Surface-speci
analysis after 24 hours culture in different groups. The markers were CD
GelMA group, (C) the GelMA group, (D) the control group.

© 2022 The Author(s). Published by the Royal Society of Chemistry
factors in macrophages increased signicantly in the silbinin
and Sil-GelMA groups, which were secreted by M2-type macro-
phages. This suggested that the addition of silibinin promoted
the polarization of macrophages towards M2-type.

The mRNA expressions of IL-1b and iNOS showed a similar
trend, which were signicantly lower in macrophages in the
fic markers of M1 and M2 macrophages were tested by flow cytometry
86 (M1-type) and CD206 (M2-type). (A) The silibinin group, (B) the Sli-
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Fig. 11 The mRNA levels of anti-inflammatory, pro-inflammatory and vascularization-related genes were tested after 6, 12, 24 hours culture in
different groups. Real-time PCR were used to analyze related gene markers: (A) the mRNA level of IL-10, (B) the mRNA level of CD206, (C) the
mRNA level of IL-1b, (D) the mRNA level of iNOS, (E) the mRNA level of VEGF. “*” and “**” meant significant difference (p < 0.05).
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Silibinin and Sil-GelMA groups than that of the GelMA and
control groups (p < 0.05), and there was no difference between
the silibinin and Sil-GelMA groups (Fig. 11C and D). IL-1b is
a key mediator of the inammatory response, which is essential
for host-response and resistance to pathogens. It also exacer-
bates damage during chronic disease and acute tissue injury.44

iNOS is one of three isoforms belonging to the family of nitric
oxide synthases. Its expression is inducible and is frequently
associated with inammation.45 In this study, with the stimu-
lation of LPS, macrophages showed highmRNA expression level
of the two pro-inammation factors in the GelMA and control
groups, which meant the macrophages mainly existed as M1-
type in normal environment with the stimulation of LPS. With
the addition of silibinin, the mRNA expressions of IL-1b and
iNOS decreased, which meant the inhibition of M1-type
macrophages in the silbinin and Sil-GelMA groups.

RAW 264.7 cells exhibited both M1-type and M2-type char-
acteristics under LPS stimulation, while M1 was the main
polarized type, which was consistent with previous studies.43

When silibinin was released from Sil-GelMA hydrogels, the
dynamic balance of the micro-environment was broken, then
13200 | RSC Adv., 2022, 12, 13192–13202
macrophages mainly polarized into M2-type with the anti-
inammatory effect, and M1-type with the pro-inammatory
effects was weakened. Studies also proved that macrophage
polarization is a dynamic process, once macrophages acquired
a functional polarization, it still retains the ability to change in
response to new environmental stimulation.46

Sil-GelMA hydrogels promote vascularization at an early stage
in vitro

In multiple tissues, macrophages have been identied as an
important regulator of both blood and lymphatic vessel growth,
specically following tissue injury and in pathological inam-
matory environment.47 To investigate the function of silibinin
on vascularization, the expression of VEGF was examined. The
results showed that in the silbinin and Sil-GelMA groups, the
mRNA level of VEGF was signicantly higher than that in the
GelMA and control groups at the early stage (p < 0.05), and it
showed higher mRNA expression level of VEGF in the silibinin
group than that in the Sil-GelMA group (p < 0.05) (Fig. 11E). In
combination with the previous results, the high mRNA level of
VEGF was expressed by M2-type macrophages.48,49 Meanwhile, it
© 2022 The Author(s). Published by the Royal Society of Chemistry
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Fig. 12 The result of tube formation assay. Huvecs were cultured in supernatant culture medium of different groups (silibinin, Sil-GelMA, GelMA
and the control) for 6 hours. The tube formation phenomenon was observed by optical microscope. (A) The silibinin group, (B) the Sli-GelMA
group, (C) the GelMA group, (D) the control group.
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could be speculated that silibinin had the effect on promoting
vascularization at the gene expression level. To verify its
vascularization effect, the tube formation assay was carried out,
and the result was showed in Fig. 12. It could be seen that in the
silibinin and Sil-GelMA groups, cells connected together and
formed tubular structures, which were the early vascular
structure (Fig. 12A and B). However, this phenomenon could
not be found in the GelMA and control groups (Fig. 12C and D).
These results proved that silibinin could promote vasculariza-
tion in vitro at the early stage.

The prevention of dry socket aer tooth extraction mainly
depends on anti-inammatory ability and blood clots stabili-
zation. In this study, results suggested that Sil-GelMA hydrogels
presented the ability to maintain the space stability in the early
24 hours and could inhibit inammation and promote vascu-
larization. When inserted into the tooth socket, GelMA hydro-
gels could occupy the socket and release silibinin, which
exhibited the anti-inammatory and vascularization effect.
However this in vitro study also has some limitations: the
mechanism of how silibinin induces the macrophages to
polarize into M2-type and promotes the secretion of VEGF on
M2-type macrophages is still unclear, and in vivo studies are
needed to conrm the results.
© 2022 The Author(s). Published by the Royal Society of Chemistry
Conclusions

In summary, GelMA hydrogels are applied to construct a Sil-
GelMA hydrogels sustained-release system, which has good
performance on drug sustained release and 3D space occupa-
tion. Meanwhile, it is found that silibinin can promote macro-
phages to polarize into M2-type with increased secretion of anti-
inammatory factors at the early stage, and silibinin also
enhances the expression of VEGF and promotes vascularization
in vitro. Thus, as a biological material, this 3D sustained-release
system exhibits a great potential for the prevention of dry
socket.
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