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Background: Multiple stages including hemostasis, inflammation, proliferation, and remodeling were involved in the wound healing
process. The increase in nanomaterials in recent years has extended the scope of tools for wound healing; however, it is still difficult to
achieve the four multistage procedures simultaneously.

Materials and Methods: In this study, graphene-spiky silica heterostructured nanoparticles (GS) were synthesized for the procedural
acceleration of the multistage in wound healing process. The nanobridge effect of GS was analyzed through the adhesion of two skins, the
antibacterial effect was assessed in Gram-negative Escherichia coli (E. coli) and Gram-positive Staphylococcus aureus (S. aureus) bacteria,
cell proliferation and migration were investigated in mouse embryonic fibroblast (NIH-3T3) cells, and the in vivo wound healing effect was
examined in female BALB/c mice with a cutting wound and E. coli or S. aureus bacteria infection on the back.

Results: First, GS has a strong nanobridge effect on the rapid closure of wounds because the spiky architecture on the surface of GS
facilitates the adhesion of skins, promoting the hemostasis stage. Second, graphene exhibits antimicrobial activities both in chemical
and physical interactions, especially under simulated sunlight irradiation. Third, graphene plays an important role in scaffolding
function, together with the spiky topographical architecture of GS, accelerating the proliferation and maturation stages.
Conclusion: By periodically promoting every stage of wound healing, GS combined with simulated sunlight irradiation could
significantly accelerate wound healing. With a simple composition and compact structure but multiple functions, this strategy will be
the guideline for the development of ideal wound-healing nanomaterials.
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Introduction

Cutaneous wounds have become the main threat to public health and the economy,'? which calls for a deeper under-
standing of its potential biological mechanisms, and much research effort to develop improved therapeutic approaches.
A series of previous studies have shown that multiple stages including hemostasis, inflammation, proliferation, and
remodeling were involved in the wound healing process.’ Hemostasis begins promptly when tissue is damaged and rapid
wound closure is required.* The main task of the inflammatory stage is to prevent harmful pathogens and bacteria and
protect the wound from infection.” The proliferation stage mainly involves keratinocytes migration, cellular proliferation,
and the formation of new blood vessels (known as angiogenesis).® Remodeling as the final stage is characterized by the
production of collagen, new epithelium growth, and eventually scar tissue forms.” The four stages are carried out in an
organized manner to accelerate the whole healing process, otherwise, when various stages in wound healing are not
advanced orderly, the entire repair process will be postponed. Recently, the dramatic increase in nanomaterials has

extended the scope of tools to accelerate wound healing.®'? Various nanomaterials have intrinsic antimicrobial properties

.. . . . . . . . . . e 13-24
originated from their adjustable physicochemical properties or intrinsic biocatalytic activities as nanozymes.
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Moreover, nanomaterials can be used for drug delivery to improve the stability of antibiotic and achieve controlled drug
release and targeted bacterial uptake.”>>* However, the nanosystems works only in some stages and cannot promote the
four stages programmatically for effective wound healing. Although some drug-loading systems showed dual action, the
synthesis and encapsulation process were complex. Thus, it is necessary to develop intelligent nanosystems that with
simple composition, compact structures but can rationally regulate the different stages to accelerate the wound healing
process.

Nanoparticles with unique surface architectures exhibit several attractive features for wound healing. In the hemos-
tasis stage, nanoparticles with high surface roughness could match the geometry of tissues to serve as a nanobridge to
facilitate the skin adhesion for wound closure, prevent persistent bleeding and fluid loss to accelerate the hemostasis
stage.*?"* Moreover, nanoparticles could kill bacteria and quicken the inflammation stage of wound healing through
physical and chemical interactions.*> Among them, graphene nanomaterials have been widely used because of its
excellent physical and chemical antibacterial activity.’® Large surface area and sharp edges contribute to physical
damage, which would entrap the bacteria to prevent the nutrients supply to starve the bacteria, and penetrates the
bacterial membranes to extract phospholipid molecules destructively, and then damage RNA to exert an antimicrobial
effect.””*! Chemical damage is caused by oxidative stress or by charge transfer.**** In the proliferation and remodeling

stages, extensive research has shown that graphene could act as a scaffold for cell proliferation and migration.***’

33,51 also

Furthermore, recent studies have implied that nanotopographical substrate®® or spiky topographical architecture
contribute to cell proliferation and migration. Therefore, engineering the surface structure of nanoparticles has great
potential for accelerating the proliferation and remodeling stages of wound healing.

In this study, GS were designed to promote multiple stages of the wound healing process. Spiky silica was
attached to graphene via N-hydroxysuccinimide (NHS)/1-ethyl-3-(3-(dimethylamino)-propyl) carbodiimide (EDC)
coupling. After application to the wound area, GS could work as follows: (1) in the hemostasis stage, the spiky
surface of GS can potentially induce strong interaction with skin tissue, serve as a nanobridge to facilitate wound
closure; (2) with the wound healing process proceeding to the inflammation stage, GS exhibited antimicrobial
activity under simulated sunlight irradiation, which generated a large magnitude of ROS due to its localized surface
plasmon resonance (LSPR) absorption maximum at 280 nm; (3) with the scaffolding function supplied by graphene
and the stimulatory effect on proliferation and migration provided by the spiky topographical architecture of GS, the
proliferation and remodeling stages were accelerated. Altogether, GS can accelerate multiple stages of the wound-
healing process.

Materials and Methods

Materials

Graphite powder (99.95%, CAS:7782-42-5), tetraethyl orthosilicate (TEOS, 99.9%, CAS: 78-10-4), EDC (98%,
CAS: 25952-53-8), NHS (98%, CAS: 6066-82-6), (3-Aminopropyl) triethoxysilane (APTES, 99%, CAS: 919-30-
2), sodium hydroxide (NaOH, AR, 96%, CAS: 1310-73-2), ethanol (AR, CAS: 64-17-5) and cyclohexane (AR,
99.5%, CAS: 110-82-7) were purchased from Aladdin. Hexadecyltrimethylammonium bromide (CTAB, CAS: 57-
09-0) was purchased from Sigma Aldrich. All the chemicals were used as purchased without further purification.
Reagent-grade water was obtained from a Milli-Q water purification system (Millipore, Bedford, MA) in all
experiments.

Characterization

Scanning electron microscopy (SEM, Hitachi S-4800-II) and transmission electron microscopy (TEM, FEI Tecnai F20)
were used to characterize the morphology. Fourier-transform infrared spectroscopy (FTIR) was performed to observe the
structure on a Bruker Vertex 70 FT-IR Spectrometer using a KBr pellet. Zeta potential was measured using a Malvern
Nanosizer ZS. Ultraviolet-visible (UV—vis) spectra were recorded on a UH5700 UV-Vis/visible/NIR spectrometer. Skin
adhesion was measured using the Shimadzu ASG-X instrument. Sun 2000 Solar Simulator (Abet Technologies) was
applied to provide the simulated sunlight.
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Synthesis of Spiky Silica Nanoparticles

Spiky silica nanoparticles were prepared using the epitaxial growth method in a biphase reaction system according to
literature,52 where TEOS, CTAB, NaOH, and cyclohexane were used as the silica source, template, catalyst, and oil
phase, respectively. First, 1.0 g of CTAB and 0.4 mL of NaOH (0.2 M) were added to 50 mL of water at 60 °C. After
stirring for 2 h, 20 mL of TEOS in 80 mL of cyclohexane was added dropwise to the above solution and kept stirred for
48 h. Then the spiky silica nanoparticles were centrifuged and washed with water and ethanol at 10,000 rpm for 5 min.
The spiky silica nanoparticles were then dissolved in 30 mL of acetone and refluxed for 3 h to remove CTAB templates.
After centrifugation again, the particles were washed with ethanol three times and the achieved spiky silica nanoparticles
were dried under vacuum at 45 °C. Amino groups (NH,) were then introduced into the spiky silica nanoparticles by
reaction with APTES. Briefly, 50 pL of APTES was added to 10 mL of spiky silica nanoparticle solution in ethanol
(10 mg/mL) with stirring at 80 °C overnight. Subsequently, the amino-functionalized spiky silica nanoparticles were
centrifuged, washed with ethanol three times, and dried under vacuum at 45 °C to obtain amino functionalized spiky
silica nanoparticles.

Preparation of GS

Graphene was obtained using the Hummers method>*-*

and dispersed in 50 mL ultrapure water (1 mg/mL).
Subsequently, 15 mM EDC and 25 mM NHS were added under stirring for overnight at room temperature. An amino-
functionalized spiky silica nanoparticle aqueous suspension (1 mg/mL, 50 mL) was added with stirring overnight to
attach to the graphene.

Adhesion Tests of Two Skins

Twenty microliters of phosphate buffered saline (PBS) or GS (5 mg/mL) was applied between two pieces of skins
(1.5 cm x 2.0 cm) get from BALB/c mice and then pressed with a finger for 30 s. Then Shimadzu ASG-X testing
machine was used to pull the two skins at a constant rate of | mm/min.

ROS Generation Evaluation After Simulated Sunlight Irradiation

Total ROS and singlet oxygen ('0,) generation of GS were evaluated by 2',7'-dichlorodihydrofluorescein diacetate
(H2DCFDA) and singlet oxygen sensor green (SOSG).>> H2DCFDA was hydrolyzed to form 2',7'-dichlorofluorescein
(DCF) working solution. Specifically, 10 uL of the stock solution (1 mg/mL H2DCFDA in ethanol) was mixed with
NaOH aqueous solution (0.01 mol/L, 1384 pL) for 30 min in dark condition, and 7000 uL of PBS (10 mmol/L, pH = 7.4)
was added. 80 uL of DCF (29 uM) or SOSG (12 uM) working solution in each well in a 96-multiwell black plate were
mixed with 20 puL of PBS or GS (500 pug/mL) and irradiated by simulated sunlight (0.1 W/cm?) for 20 min or not. After 6
h of incubation, DCF and SOSG fluorescence emission spectra (500-600 nm) were recorded with the excitation
wavelength of 490 nm or 394 nm.

Antibacterial Evaluation of GS Under Simulated Sunlight Irradiation

A diluted bacterial suspension (10° colony forming units (CFUs)/mL) was used for antibacterial assessment and
bacterial survival was calculated after recording the optical density at 600 nm (ODggg nm). The bacterial solution was
mixed with GS at a final concentration of 100 pg/mL and incubated for 6 h at 37 °C with 220 rpm rotation. To evaluate
the effects of simulated sunlight on the antibacterial behavior of GS, the mixture was exposed to simulated sunlight
(0.1 W/em?) for 20 min and further incubated at 37 °C for 6 h. Control experiments were performed as above but
without nanoparticles.

For live/dead staining, after 6 h of incubation, with or without exposure to simulated sunlight, the bacteria were
washed with PBS and stained with propidium iodide (PI) and SYTO?9 in the dark for 30 min. After washed with PBS, the
bacteria were collected by centrifugation and 5-10 pL of the bacterial was moved onto a microscope slide and covered
by a coverslip for fluorescence imaging.
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For CFUs counting on LB agar plates, after 2 h of incubation, with or without exposure to simulated sunlight, the
bacterial suspension was diluted 100-fold with growth medium and 20 pL of which was spread onto the agar LB broth
for 24 h incubation.

To observe the morphological changes of the bacteria, after 6 h of incubation, with or without exposure to simulated
sunlight, the bacteria were collected by centrifugation, washed with PBS and fixed with 2.5% glutaraldehyde, dehydrated
by graded ethanol solutions. Finally, 10 puL of bacteria in 100% ethanol were placed on a silicon glide and imaged using
SEM. Prior to imaging, the bacteria were coated with gold using a sputter coater.

Intracellular ROS Evaluation

For intracellular ROS assessment, after 6 h of incubation, with or without exposure to simulated sunlight, the bacteria
were washed with PBS three times and stained with H2DCFDA for 30 min in the dark. After washed with PBS, the
bacteria were collected by centrifugation and 5-10 pL of the bacterial was moved onto a microscope slide and covered
by a coverslip for fluorescence imaging.

Cell Proliferation Evaluation

NIH 3T3 cells were purchased commercially from Shanghai Zhong Qiao Xin Zhou Biotechnology Co., Ltd. (Shanghai,
China). NIH 3T3 cells was used to evaluate the cell proliferation ability using the kFluor488-EdU assay according to the
manufacturer’s instructions. Briefly, 5x10% NIH 3T3 cells were seeded in each 24 well plate overnight growth. Then 100
pL of fresh medium containing GS (100 pg/mL) was added and co-incubated with the cells for 24 h. Finally, the cells
were incubated with EdU (10 pmol/L) for 2 h, fixed with the click-iT reaction mixture and further incubated with DAPI
(1 mg/mL) for 30 min for fluorescence imaging.

Cell Migration Assay

About 1.6x10° NIH 3T3 cells were seeded into a 6-well plate. After 24 h of growth, a scratch was made using a sterile 10
uL pipette tip guided by laying a sterilized plastic ruler across the top rim of the plate, and serum-free DMEM containing
GS (100 pg/mL) was added and co-incubated with the cells for 24 h with or without exposure to simulated sunlight for
bright-field imaging.

Cell Viability Assay

Cell Counting Kit-8 (CCK-8) assay was used to assess the biosafety of GS in NIH 3T3 cells. About 1x10% 3T3 cells in 100 pL
culture medium were cultured in each well of a 96-multiwell plate for 24 h. Then the culture medium was taken out and 100 uL.
of GS with different concentrations of 6.2, 12.5, 25, 50, and 100 pg/mL were added to incubate for 24 h for CCK-8 assay.

In vivo Wound Healing Effect Evaluation

The in vivo wound healing effect was assessed in healthy female BALB/c mice (20 g, 5 weeks old, purchased from
Beijing Vital River Experimental Animal Technology Co., Ltd.). All procedures involving experimental animals were in
accordance with protocols approved by the Committee for Shanxi Medical University and were in accordance with the
guidelines for the Care and Use of Laboratory Animals (NIH, revised 2011). The animal ethics approval number is
SYDL2019012. BALB/c mice were randomly divided into four groups: (A) PBS, (B) light, (C) GS, and (D) GS-Light,
with four mice per group. The back of the mice was smeared with depilatory cream to remove fur. After anaesthesia,
a dorsal wound (about 1.5 cm) on the back of the mice was obtained through a surgical procedure, and the wound was
infected by applying 10 pL of E. coli or S. aureus bacteria suspension (1x10® CFU/mL). 20 pL of PBS or GS (5 mg/mL)
were moved onto the edge of the wound, and the two contact edges were put together and pressed for 30 s to test wound
closure efficacy. B and D groups were irradiated with simulated sunlight (0.1 W/cm?) for 20 min. We measure the length
of the wound and image the wound on days 0, 2, 4, 6, 8, 10, 12, and 14. On day 14 post-wounding, the mice were
sacrificed and the wound specimens were collected for haematoxylin and eosin (H&E) and Masson’s trichrome staining.

6588 e International Journal of Nanomedicine 2023:18
Dove!


https://www.dovepress.com
https://www.dovepress.com

Dove Li et al

To confirm the successful construction of the infection model, sterilized cotton swabs were used to collect bacterial
samples from the wound at 2 h or 7 days post-infection. Cotton swabs were placed in a sterile saline solution (1 mL).
After incubation of E. coli or S. aureus bacteria on LB agar plates for 24 h at 37 °C, the bacterial colonies were imaged.

Statistical Analysis

All data are expressed as mean = standard deviation (SD). All values were obtained from at least three independent
experiments. Statistical significance was evaluated using two-tailed heteroscedastic Student’s t-tests. Differences between
groups were considered statistically significant when the p-value was less than 0.05.

Results and Discussion

Preparation and Characterization of GS

Graphene (G) was first prepared using the Hummers method,*>>* SEM (Figure 1A), atomic force microscopy (AFM)
(upper right in the SEM image in G, Figure 1A) and TEM (Figure 1B) images of graphene showed flake structures with
a thickness of a few layers. Amino-functionalized spiky silica nanoparticles with interior nanospheres and epitaxial
nanotubes were synthesized through a single-micelle epitaxial growth approach developed by Zhao et al,>* in which
a biphase reaction system was adopted to regulate the continuous interfacial growth of silica spikes. The SEM
(Figure 1A) and TEM (Figure 1B) images of the obtained spiky silica nanoparticles (S) showed a spiky-like morphology
of approximately 160 nm (Figure 1C), with spherical mesoporous silica cores of approximately 110 nm (Figure 1D) and
separated peripheral silica spikes of approximately 25 nm (Figure 1E). Finally, GS was obtained by reacting the amino
groups of the spiky silica nanoparticles with the COOH groups of graphene through NHS/EDC coupling. SEM
(Figure 1A) and TEM (Figure 1B) images of the GS showed that the spiky silica nanoparticles were successfully linked
to graphene. FTIR analysis (Figure 1F) of these materials also confirmed the successful conjugation of the spiky silica to
graphene. The characteristic peak at 1088 cm ™' was ascribed to Si-O-Si, 1630 cm ' and 1467 cm™ ' were assigned to the
amine N-H bending band and the internal vibration of amide bond peak, indicating that amino groups has been
introduced to the surface of SiO,. 1730 cm ' peak appearance in G indicated the carboxyl groups on graphene. In the
spectrum of GS, new peaks at 3447 and 3383 cm ' were assigned to N—H antisymmetric stretching and symmetric
stretching, respectively, indicating the success conjugation of spiky silica and graphene. Zeta potentials (Figure 1G) also
confirmed the successful synthesis of GS. UV—vis spectroscopy (Figure 1H) indicated that the adsorption peak was
located at 280 nm in the UV region.

Nanobridge Effect of GS

Adhesion of the skin for wound closure is the primary task in the hemostasis stage of wound healing. The nanobridge
abilities of G, S, and GS were assessed by monitoring the shear strength of mice skin. Figure 2A reveals that except for
PBS, G, S, and GS could conjugate to the skin together. To quantify the adhesive strength, the lap-shear adhesion test was
performed. It was found that GS showed the largest resist force, followed by S and G (Figure 2B), indicating that GS has
a significant nanobridge ability and that the spiky surface may play a major role. Recent studies have shown that
geometry-matching spiky nanoparticles can enhance adhesion for long-term bacterial inhibition®® and enlarge the contact
area to inhibit viral replication of virus.’’>° Therefore, we speculate that the spiky surface produces a geometry-
matching effect when the GS interacts with the tissue, thus showing a nanobridge effect and rapid closure of the wound
site, which is beneficial for the hemostasis stage of cutaneous wound healing.

ROS Generation and Antibacterial Activity of GS Under Simulated Sunlight Irradiation
During the inflammation stage, pathogens invade the body and induce wound infection.®® As a result, bacterial
inactivation to prevent wound infection can effectively accelerate the wound healing process. Efficient generation of
ROS nanoparticles is beneficial for bacterial inhibition. Previous studies have established that simulated sunlight
irradiation of graphene can generate 'O, and introduce carbon-centered free radicals for light-enhanced antibacterial
activities.***>°! Therefore, we assessed the ROS generation ability of GS. Total ROS and 'O, generation of GS were
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Figure | Physicochemical characterization of G, S, and GS. (A) SEM images of G, S, and GS. AFM images of G (upper right in the SEM image in (G). (B) TEM images of G, S,

and GS. Size distribution of S (C), the spherical mesoporous silica cores (D) and the separated peripheral silica spikes (E). (F) FTIR spectra of G, S, and GS. (G) Zeta
potential of G, S, and GS. (H) UV-vis spectra of G, S, and GS.

evaluated by H2DCFDA and SOSG.>® Figure 3A and B demonstrate that GS induced more intense DCF and SOSG
fluorescence intensities than PBS under simulated sunlight irradiation, indicating the great ROS generation capacity. In
comparison, without simulated sunlight irradiation, GS could not generate ROS, as compared to PBS.
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Figure 2 Nanobridge effect of GS. (A) Tissue adhesive test of two pieces of mice skins by G, S, and GS. (B) Force-displacement curves for lap joints of two skins adhesive by
G, S, and GS.

Nanomaterials with abundant ROS generation ability may lead to inactivation of bacteria, as ROS can damage cell
membranes, proteins, lipids, and nucleic acids.®* The antibacterial performance of GS was examined in E. coli and
S. aureus bacteria. As shown in Figure 3C and D, 20 min of simulated sunlight irradiation alone had negligible effect on
E. coli and S. aureus. GS alone had a survival percentage of 76.2+8.0% and 81.5+0.9% in E. coli and S. aureus,
respectively; However, when irradiated by simulated sunlight, the survival percentage dropped to 31.44+2.6% and 42.2
+4.6%, implying that the antibacterial activity of GS was significantly enhanced by simulated sunlight. SYTO9 and PI
live/dead staining was performed to evaluate the antibacterial activity. As expected, bacteria treated with simulated
sunlight or GS alone remained highly viable (green fluorescence), whereas GS and simulated sunlight caused significant
apoptosis (red fluorescence) (Figure 3E). Bacterial colony-forming capability was investigated by observing the number
of CFUs on LB agar plates after treatment with GS (100 pg/mL) for 6 h. Figure 3F showed that under simulated sunlight
irradiation, GS clearly reduced the colony numbers of both E. coli and S. aureus. Similarly, the CFUs were weakly
affected by GS compared with PBS without light irradiation.

Mechanism of the Antibacterial Effect of GS

The excellent ability of GS to produce ROS under simulated sunlight irradiation may have contributed to its prominent
antibacterial activity. Thus, the underlying mechanism of the antibacterial activity of GS may be the oxidative stress.
ROS levels inside the bacteria were detected using the HZDCFDA assay after treatment with GS for 6 h (100 pg/mL).
Figure 4A illustrates that GS with simulated sunlight irradiation could significantly enhance the DCF fluorescence
intensities in both E. coli and S. aureus bacteria compared to PBS, whereas simulated sunlight alone could not trigger
DCF fluorescence. This observation suggested an ROS-mediated bacterial inactivation mechanism.

Previous research has established that enhanced adhesion of spiky nanoparticles was beneficial to long-term bacterial
inhibition,?® while graphene can exhibit antibacterial performance through physical damage due to its large surface area and
sharp edges.*”*! The morphologies of E. coli and S. aureus after treatment with GS were investigated by SEM. As shown in
Figure 4B, E. coli treated with PBS-or simulated sunlight alone were typically rod-shaped and the cell walls were smooth and
intact, whereas GS treatment resulted in the capture of E. coli and partial loss of bacterial membrane integrity. However, after
exposure to GS with simulated sunlight irradiation, the membrane surface of E. coli became rough and wrinkled, causing
severe morphological changes and potent antibacterial activity. Similar results were also achieved for S. aureus because the
smooth and spherical S. aureus bacteria became rough and damaged. Overall, these results indicate that GS subjected to
simulated sunlight possesses potent antibacterial activity through physical damage and oxidative stress injury, which co-
accelerate the inflammatory phase of wound healing by facilitating bacterial inactivation.

Promoting Effects of GS on Cell Proliferation and Migration
Cell proliferation and migration are important in the proliferation and remodeling stages of wound healing. The
spiky topographical architecture of the GS is expected to promote cell proliferation®*->*-*3%* and the cell scaffold
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Figure 4 Antibacterial mechanism of GS. (A) ROS generation ability of E. coli and S. aureus incubated with GS with or without simulated sunlight irradiation. (B) SEM images
of E. coli and S. aureus after treatment with GS with or without simulated sunlight irradiation. PBS was used as a control.

property of graphene is expected to promote cell migration.°> Therefore, the proliferative ability of GS was
evaluated using the EdU assay in NIH-3T3 cells. Figure SA displays that 3T3 cells treated with GS exhibited
more EdU-positive cells than those treated with PBS or light alone, implying that GS promoted cell proliferation.
A time-dependent (0 h, 24 h and 48 h) scratch assay was performed to monitor the cell migration ability of GS
(Figure 5B and C). 3T3 cells treated with GS showed more significant migration into the blank region (outlined)
than those treated with PBS or light alone at 24 h. After 48 h treatment, GS could promote cell migration
completely. These results indicate that GS can significantly promote cell proliferation and migration, potentially
accelerating the proliferation and remodeling stages. Cell migration assay showing that GBT significantly increased
the migration of NIH-3T3 cells. Then, the biosafety of GS was assessed using CCK-8 assay after 24-h incubation.

International Journal of Nanomedicine 2023:18 hetps: 6593
Dove:


https://www.dovepress.com
https://www.dovepress.com

Li et al Dove

A GS-Light

DAPI

EDU

Merged

PBS GS-Light

\

|
4

Oh
i
| SN s

24 h

= LS s

48 h

m24h m48h D 120 -

<

& = 100 -
8 120 - | i |
T 100 -

N
D
L

% Cell viability
(o]
o

N
o
L

0 6.212.525 50100
Dose (ug/mL)

% Cell migration
N
o

PBS Light GS GS-Light

Figure 5 Cell proliferation and migration-promoting abilities of GS. (A) Representative fluorescence images of 3T3 cells with EdU-staining (green) and DAPI-staining (blue)
after treated with GS with or without simulated sunlight irradiation. (B) Scratch wound healing assay after treatment with GS with or without simulated sunlight irradiation
at 0 h, 24h and 48 h. (C) The Percentage of cell migration area after 24 h and 48 h after different treatment by Image] analysis software **p < 0.01. (D) Cell viability of NIH-
3T3 cells treated with GS for 24 h assessed by CCK8 assay.

6594  "tes International Journal of Nanomedicine 2023:18
Dove!


https://www.dovepress.com
https://www.dovepress.com

Dovepress Li et al

Figure 5D indicated that cell viability of NIH-3T3 cells was not significantly affected by GS, suggesting the good
biosafety of GS for the following in vivo test.

In vivo Wound Healing

Encouraged by the effective wound closure, antibacterial, cell proliferation, and migration abilities of GS, the
effectiveness of GS for in vivo wound healing was examined. A cutting wound was created on the backs of the
female BALB/c mice. After smearing with E. coli or S. aureus bacteria solution at the wound site, infected wounded
mice were used as in vivo models. The nanobridging effect was first examined by dropping 20 pL of PBS and GS
(5 mg/mL) at the wound and pinching the wound with fingers for 30s. As demonstrated in Figure 6A, GS was very
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Figure 6 In vivo wound healing performance of GS in E. coli-infected wounds. (A) Wound images on days 0, 2, 4, 6, 8, 10, 12, and 14. (B) Quantification of wound areas as
a percentage of the initial wound (n = 5). *p<0.1, **p<0.001. (C) Photographs of bacterial colonies collected from E. coli-infected wounds at day 0 and day 7. (D) H&E and
(E) Masson’s trichrome staining of wound tissues at the end of different treatment; the boundary of the epidermal layer was implied by the green dashed lines, and boundary
of the wound area was indicated by the yellow dashed lines.
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effective in wound closure, whereas PBS failed (day 0), which was ascribed to the effective nanobridge performance.
After irradiation with simulated sunlight for 20 min, the wound sizes were measured and the wound was imaged every
2 days. It was observed that GS treated wounds exhibited a smooth appearance, while wounds treated with PBS or
light alone have irregular reddish surface, indicating an excellent healing effect of GS (Figure 6A). Moreover,
additional simulated sunlight irradiation could further speed up the wound healing process of GS, which was ascribed
to the simulated sunlight-mediated ROS generation that improved the antibacterial activity of GS. Furthermore, the
wound area of each group was calculated as the wound-retention curve (Figure 6B), where the wound area treated with
GS was dramatically reduced. The antibacterial activity of GS in vivo was confirmed by observing the bacterial
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Figure 7 In vivo wound healing performance of GS in S. aureus -infected wounds. (A) Wound images on days 0, 2, 4, 6, 8, 10, 12, and 14. (B) Quantification of wound areas
as a percentage of the initial wound (n = 5). *p<0.1, ***p<0.001. (C) Photographs of bacterial colonies collected from S. aureus -infected wounds at day 0 and day 7. (D) H&E
and (E) Masson’s trichrome staining of wound tissues at the end of different treatment; the boundary of the epidermal layer was implied by the green dashed lines, and
boundary of the wound area was indicated by the yellow dashed lines.
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colonies formed. Bacterial colonies were clearly formed on day 0, suggesting the wounds were successfully infected
with E. coli (Figure 6C, upper). However, after bacteria samples of different groups were collected from the wounds
again at day 7 and cultured in vitro, it was found that little bacterial colonies were formed on the culture plate in the
GS + Light group (Figure 6C, lower). Although the bacterial colonies were reduced to some degree in the GS group
compared to those in the PBS or light groups, the bacterial colonies were clearly visible. These results verify the
antibacterial performance of GBT under simulated sunlight irradiation, which can accelerate the wound healing
process in vivo. The wound healing-promoting effect of GS was further identified at the histological level. At the
end of the 14-day treatment period, skin tissues from the wound areas were harvested for H&E and Masson’s trichrome
staining. Figure 6D and E show that GS under simulated sunlight irradiation could reduce the scar width effectively
(yellow dashed line), and form complete and thickened epidermis (green dashed line), confirming the super wound
healing effect of GS under simulated sunlight irradiation.

Similarly, S. aureus bacteria infected wound healing process were also investigated. Figure 7A and B implied great
nanobridging and wound healing effect of GS. Figure 7C displayed the successful construction of S. aureus bacteria
infected model (Figure 7C, upper) and the antibacterial effect of GS under simulated sunlight irradiation (Figure 7C,
lower), facilitating the whole wound healing process in vivo. H&E (Figure 7D) and Masson’s trichrome staining
(Figure 7E) were also used to evaluate the internal structure and condition of the healed wounds, revealing similar
results as Figure 6D and E. Taken together, the GS was exposed to simulated sunlight irradiation, significantly
accelerating wound healing.

Conclusion

Graphene-spiky silica heterostructured nanoparticles were constructed for programmed acceleration of the multistage in
wound healing process. GS with a strong nanobridge effect to rapidly close the wounds could promote the hemostasis
stage; GS could generate abundant ROS after exposure to the simulated sunlight to promote the inflammation stage; GS
could promote proliferation and remodeling stages because of the scaffolding function supplied by graphene and the
stimulatory effect provided by the spiky topographical architecture. By periodically promoting every stage of the wound
healing stage, GS with simulated sunlight irradiation could accelerate wound healing significantly. With simple
composition, compact structures but multiple functions, this strategy will be the guideline for development of new
nanomaterials that could accelerate the wound healing process.
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