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Abstract

There is a consensus that the prevention of wound infection should be achieved in the following ways: (1) closing the wound
to protect it from extra infection; (2) an antibacterial agent that could kill endogenous bacteria. However, existing bulk
two-dimensional antibacterial materials show inefficient adhesion to wounds with complex morphology and thus cause the
prevention of wound closure. Reducing the thickness of bulk two-dimensional materials to less than 100 nanometres endows
them with great flexibility, which could allow them to adhere to wounds with complex morphology by only physical adhesion.
Herein, a broad-spectrum and efficient antimicrobial peptide (AMP) was introduced to biocompatible methacrylated gelatine
(GelMA) with multiple modification sites, which served as an inner antibacterial layer. After being combined with a biode-
gradable and good mechanical poly-1-lactide (PLLA) outer layer through plasma-treatment-assisted spin coating, we finally
constructed bilayered antibacterial nanosheets with a thickness of approximately 80 nm. These bilayered nanosheets possess
good adhesion to surfaces with complex topography and thus achieve better wound closure than other bulk two-dimensional
materials. Moreover, this AMP-grafted conjugation shows minimal cytotoxicity compared with Ag* antibacterial agents,
and the antibacterial rate of nanosheets is dependent on the graft rate of AMP. We suggest that this bilayered antibacterial
nanosheet might be an advanced anti-infection dressing for wound treatment in clinical settings.
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Introduction

Bacterial infection is the main cause of wound aggravation
and can even lead to severe sepsis [1, 2]. To date, debride-
ment, irrigation-suction and subsequent antibacterial agents
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or dressing treatments are effective methods in clinical set-
tings [3, 4]. However, general antibacterial agents, such as
antibiotics and Ag* dressings, lead to superbugs or ion-dep-
osition-induced cytotoxicity [5, 6]. Moreover, existing two-
dimensional antibacterial dressings, such as antibiotic paste,
antibacterial hydrogel and antibacterial films, are usually
limited by poor adhesion to surface wounds with complex
topography, for instance, diabetic feet, joints and irregular
defected tissue, etc. [7-9].

Differing from general two-dimensional materials, films
with a nanoscale thickness (i.e. less than 100 nm) possess
excellent flexibility, which leads to firm adhesion to any
kind of surfaces through only non-covalent adhesion [10].
For example, Toshinori Fujie et al. developed polysaccha-
ride nanosheets and found that the thinner film shows better
adhesion. Moreover, to balance the mechanical strength and
adhesion, the authors found that the best thickness for the
nanosheets was approximately 75 nm. These flexible and
adhesive nanosheets were subsequently used in the repairing
of tissue defects, wound infection prevention, the controlled
release of drugs, as an anti-adhesion barrier, etc. However,
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their antibacterial methods were limited to traditional anti-
microbial agents, such as antibiotics or Ag", which might
lead to superbugs or ion-deposition-induced cytotoxicity
[10-15].

Antimicrobial peptides (AMPs), which can kill bacteria
by destroying their cell membrane and which show broad
spectrum, high efficiency, and non-bacterial resistance, are
thought to be a new antibacterial strategy [16—18]. Moreo-
ver, AMPs are easily modified to polymer chains and metal
or metalloid inorganic implant scaffolds through EDC/NHS
coupling chemistry, click chemistry, double bond polymeri-
zation, etc., enhancing their antibacterial property [19-21].

In this report, we proposed the creation of bilayered anti-
bacterial nanosheets by the decoration of thiolated APM
onto biocompatible methacrylated gelatine (GelMA) with
multiple modification sites by ene-thioalcohol click chemis-
try and then combining it with biodegradated, high strength,
hydrophobic poly-1-lactide (PLLA). The inner antibacterial
layer, as well as the outer mechanical layer with differ-
ent thicknesses, was confirmed to balance the mechanical
strength and adhesion of the nanosheets, whereas different
amounts of AMP were decorated onto a GeIMA side chain to
refine their antibacterial property. The surface and interfacial
properties and the cytotoxicity were also characterized to
confirm the biocompatibility of the bilayered nanosheets.

Materials and methods
Materials

Poly-1-lactide (PLLA, M,,~300,000), phosphate-buffered
saline (PBS, pH=7.4), dimethylacetamide (DMAC),
2,6-dimesitylphenylphosphine (DMPPh), sulfadiazine sil-
ver (AgSD), polyvinyl alcohol (PVA, M,,~130,000) and
photoinitiator 12959 were purchased from Sigma-Aldrich,
Inc. Dialysis membranes (molecular weight cutoff (MWCO)
of 2000 Da) were purchased from Yuanye Biotech, Inc.
(Shanghai, China). Antimicrobial peptide (AMP) (KRW-
WKWWRRC) and FITC-marked antimicrobial peptide
(FITC-Acp-KRWWKWWRRC) were purchased from
Shanghai Qiangyao Biotechnology Co., Ltd. Silicon wafers
were purchased from Lijing Silicon Material Co., Ltd. (Zhe-
jiang, China). Agar and nutrient bouillon were purchased
from Shanghai Aladdin Biochemical Technology Co., Ltd.
(Shanghai, China). Dulbecco’s modified Eagle’s medium
(DMEM), penicillin, streptomycin, calcein AM, ethidium
homodimer and foetal bovine serum (FBS) were obtained
from Gibco Company (USA). Cell Counting Kit-8 was
purchased from DOJINDO (Japan). Gelatine methacryloyl
(GelMA) was prepared according to our previous report
(with a substitution degree of ~90%) [22], and deionized

@ Springer

(DI) water was used in all experiments. All other chemicals
are of analytical grade and used as received.

Synthesis and characterization of GelMA-AMP

The GeIMA-AMP conjugates (termed GP) were synthe-
sized using a thiol-ene click chemical reaction. Briefly,
GelMA (1.0 g) was dissolved in 10 ml DI water at 25 °C in
a flask with nitrogen purging. Subsequently, 12.5, 25.0 and
50.0 mg AMP mixed with 2 mg DMPPh was dissolved in
4 ml DMAC and then added to the GeIMA solution. After a
1-h reaction, the product was dialysed in DI water for 3 days
and then lyophilized. The chemical structure of the product
was analysed by normal Hydrogen Nuclear Magnetic Spec-
trum (HNMR) using D,O as a solution. For the synthesis of
the FITC-marked GP, all of the procedures were consistent
with those used in the synthesis of GP, except that APM
was replaced by FITC-marked AMP and that the whole
process was protected from light to prevent photobleach-
ing of the fluorophore. The solution of FITC-marked GP
was packed in capillary tubes with a diameter of 0.26 mm
and then observed by confocal laser scanning microscopy
(CLSM) (Leica TCS SP-8, Germany); the images obtained
were further analysed by ImagelJ software.

For the quantitative analysis of the AMP content in GP
conjugates, their absorption intensities were tested using
UV-vis spectroscopy (Thermo Scientific Nanodrop 2000c,
USA). A standard calibration curve was obtained by plotting
the absorbance values of characteristic peaks of AMP versus
concentrations ranging from 1 to 20 pg/ml. The conjugates
were dialysed for 3 days at 4 °C, after which the dialysate
containing free AMP was collected and tested. The conjuga-
tion efficiency was then obtained by calculating the quanti-
tative difference between the total amount and free amount
of AMP according to the following calculation, where W%
refers to the success rate of the grafting, m, refers to the
addition of AMP, and ¢, and V refer to the concentration
of AMP in the dialysate solution and the total volume of
dialysate solution, respectively.

Preparation of freestanding bilayered nanosheets

The nanosheets were fabricated by spin coating [10]. The GP
conjugates (75 mg/ml) were mixed with 12959 (1.0% w/v)
in an aqueous solution. PVA (30% w/v) solutions were pre-
pared using DI water. PLLA (15 mg/ml) was prepared using
dichloromethane. The nanosheets were prepared through the
following steps: (1) an aqueous solution of PVA (1 ml) was
dropped onto a silicon wafer substrate, after which the sub-
strate was rotated at 2000 rpm for 30 s and then dried in
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air. (2) PLLA solution (1 ml) was dropped onto the PVA
layer to build the second layer, and the substrate was rotated
at 6000 rpm for 20 s and dried by N, flow. (3) The PLLA
layer was treated with plasma (100% O,, gas input time of
120 s, processing time of 10 min). (4) GP solution (1 ml)
was dropped onto the PLLA layer, and then the silicon wafer
was rotated at 6000 rpm for 20 s and dried by N, flow. (5)
The GP layer was then crosslinked under UV irradiation (5
mW/cm?) for 10 min. (6) The GP/PLLA nanosheets, along
with the PVA layer, were able to be peeled off from the sili-
con wafer substrate using tweezers and subsequently used
for wound repair. The nanosheets were photographed using
a digital camera (PowerShot G5X, Cannon Co., Japan), and
the thicknesses of samples were analysed by a surface pro-
filer (WykoNT1100-Veeco Corp., USA). Static water contact
angles of PLLA, plasma-treated PLLA and GP coated on
silicon wafers were measured by a contact angle measure-
ment instrument (KRUSS DSA2S5, Germany) after placing
20 pl of water onto the sample surfaces for 10 s.

The PVA-supported film was immersed in water. After
the bilayered nanosheets were released from water by the
dissolution of PVA layer, the nanosheets were dredged
up from water by plastic plate and used for observing the
morphology of cross section by field-emission scanning
electron microscopy (FE-SEM) (MERLIN, Carl Zeiss AG,
Germany) at an accelerating voltage of 5 kV. The overall
morphologies were assessed by scanning electron micros-
copy (SEM) observation of the bilayered nanosheets with an
SEM at an accelerating voltage of 15 kV after the samples
were placed onto the conductive adhesive and then coated
with platinum (~ 5 nm thickness). The surface roughness of
the nanosheets was also characterized by an atomic force
microscope (AFM) (MFP-3D-S, Asylum Research, USA)
under tapping mode with a 0.8 n/m probe.

For the preparation of AgSD-loaded antibacterial
nanosheets, all of the methods were consistent with those
used for the fabrication of GP/PLLA nanosheets except that
GP solution was replaced by the GeIMA solution mixed with
4, 8 and 16 mg/ml of AgSD.

Adhesive performance of nanosheets

The adhesive properties of nanosheets were also evaluated
by applying them to porcine muscle. The prepared freestand-
ing film was peeled off from the silicon wafer substrate and
then pasted to porcine tissue, and after the dissolution of the
PVA support layer using DI water, the bilayered nanosheets
were released from the freestanding film and applied to the
tissue. The nanosheet-pasted tissue was then stretched, com-
pressed, and twisted by tweezers, and all of the processes
were recorded by a digital camera (PowerShot G5X, Cannon
Co., Japan).

To compare the adhesive behaviours between nanosheets
and another bulk dressing, the Band-Aid, a general film
with a thickness in micron scale and nanosheets were also
applied to complicated surfaces such as human joints, and
their adhesive performances were observed and recorded by
digital camera.

To evaluate the adhesive performance of the bilayered
nanosheets under wet conditions, the nanosheets were
pasted onto a porcine skin and then immersed into water.
The adhesive performance of the nanosheets was observed
and recorded by a digital camera every day.

We also performed a quantitative analysis on the adhe-
sive performance of the nanosheets by micro scratch test.
Firstly, we fabricated nanosheets with a thickness of ~ 80 nm
(prepared by using 75 mg/ml of GP and 15 mg/ml of PLLA)
and ~390 nm (prepared by using 75 mg/ml of GP and 40 mg/
ml of PLLA). Subsequently, the bilayered nanosheets were
pasted to a 2 X2 cm glass substrate. Then, the diamond
stylus of the micro scratch tester oscillated parallel to the
surface of the nanosheets until the film was scarified. The
critical loading was recorded as the adhesive strength of the
nanosheets.

Antibacterial performance of nanosheets

The nanosheets used here were fabricated on silicon wafers
with 14 mm diameter using the same technology we had
mentioned before. The antimicrobial activities of the
nanosheets were evaluated by co-culturing them with E. coli
and S. aureus in plates. Prior to bacterial seeding, each of
the 24-well plates with nanosheets was sterilized with 75%
ethanol for 0.5 h and then washed three times with sterile
PBS. 200 pl of the bacterial suspension with the concentra-
tion at 1 x 10’ CFU/ml was added to each well to inundate
the surface of the samples. The samples were cultured at
37 °C for 8 h. After gradient dilution using PBS, 10 pl of a
bacterial suspension of each sample was extracted and then
spread on the agar plate until the medium was solidified. The
plate coated with a bacterial suspension was cultured over-
night at 37 °C, and the antibacterial activity was evaluated
by calculating the number of bacterial colonies.

Cytotoxicity studies

The nanosheets used here were fabricated on silicon wafers
with 14 mm diameter using the same technology we had
mentioned before. Mouse embryonic fibroblasts (MEFs)
were acquired from Cyagen Biosciences. The cells were
cultured in DMEM with 10% of FBS and 100 U/100 mg
of penicillin/streptomycin (Invitrogen) and were kept in
an incubator under standard environment. To evaluate the
cytotoxicity of the nanosheets, MEFs (10,000 per well)
were implanted in normal medium in a 24-well plate with
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glass substrates coated with nanosheets made of GeIMA
mixture with different AgSD or GP with contents with
a range of AMP content. The well without nanosheets
served as a control group. After being cultured for 24 h,
the cells were rinsed twice with PBS. Then, the MEFs
were incubated in 200 pl live/dead staining kit (1.5 pl
of calcein AM and 0.5 pl of ethidium homodimer mixed
in 1 ml of PBS) at 25 °C for 45 min. After the staining
solution was removed, each well was washed three times
with PBS and observed using an inverted fluorescence
microscope (Eclipse TieU, Nikon, Japan). The live cells
were stained green and the dead cells were dyed red. Cell
viability was assessed using a cell counting kit-8 (CCK-
8, Dojindo Laboratories, USA). Briefly, the MEFs were
cultivated in a 48-well plate at a density of 5000 per well
in the presence of glass substrates coated with nanosheet
samples. The well without nanosheets served as a control
group. After culturing for 1, 3 and 5 days, the cells in the
48-well plate were immersed in 300 pl of CCK-8 solu-
tion and cultured at 37 °C for 1 h at regular intervals.
Then, 100 pl of the incubated medium was extracted to
a 96-well plate and wrapped in tin foil to protect it from
fluorescence quenching. The absorbance at 450 nm of the
samples was recorded using a multifunctional microplate
reader (Thermo 3001, ThermoFisher Scientific, USA).

Fig.1 Synthesis and characteri- A
zation of AMP-grafted GeIMA.
a Synthetic schematic diagram
of GP conjugate and subsequent
UV cross-linking that initiated
double bond polymerization.

b Fluorescence images of
FITC-marked GP with different
grafted amounts of AMP. ¢
Amounts of grafted AMP in
GP1, GP2 and GP3
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B
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Results and discussions
Synthesis and characterization of GelMA-AMP

Figure 1a shows the synthesis diagram of the GP conjugate.
We chose GelMA as a substrate because of its good biocom-
patibility, multiple functional groups that could be modi-
fied in several ways, and because it is curable under mild
conditions [23-25]. However, GeIMA does not have any
antibacterial inherent properties. Herein, sulfydryl-groups-
contained antimicrobial peptides (SH-KRWWKWWRRC)
were modified onto the GeIMA using a thiol-ene click
chemical reaction. Only trace amounts of AMP that induced
to GelMA can endow it with good antibacterial capability
due to the highly efficient antimicrobial properties of AMP.
Hence, the consumption of ene groups of GeIMA by the
thiol groups of AMP was little. As a result, the GP conjugate
was still UV-curable.

Since the amount of AMP that we added to GeIMA was
very small, the content of APM in GD was also tiny. Because
both of them share common characteristic functional groups,
such as amides and carboxyls, it was difficult to character-
ize the structural differences between GeIMA and GelMA-
AMP using common techniques (for example, HNMR, as
we can see in Figure S1). The fluorescence labelling method
sheds new light on GeIMA and GelMA-AMP [26]. Herein,
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different amounts of FITC-marked AMP, varying between
0, 12.5, 25 and 50 mg/g, were chosen to react with GelMA,
and their fluorescence was characterized by confocal laser
scanning microscopy. As we can see in Fig. 1b, with increas-
ing of amounts of FITC-marked AMP added to the reac-
tion system, the fluorescence intensity was enhanced. This
phenomenon strongly proved the APM had been grafted to
the GeIMA skeleton successfully. To further confirm the
amount of grafted AMP, the conjugates were dialysed for
3 days at 4 °C, after which the dialysate containing free
AMP was collected and tested using UV—-vis. The conjuga-
tion efficiency was then obtained by calculating the quan-
titative difference between the total amount and the free
amount of AMP. According to the UV—vis curves in Figure
S2 and the standard AMP curve (inset) associated with the
above calculation, we suggest that the amounts of grafted
AMP in GP1, GP2 and GP3 were 8.4 mg/g, 16.1 mg/g and
31.7 mg/g, respectively (Fig. 1c). These data suggested that
we successfully constructed a series of GelMA-AMP with
different amounts of AMP.

Preparation of freestanding bilayered nanosheets

We fabricated the bilayered nanosheets by spin coating
(Fig. 2a). Since the flexible nanosheets are easily wrinkled
without any substrates, hydrosoluble PVA was chosen as
a “supporting layer” or “sacrifice layer”, which could be
removed by rinsing and hence made the nanosheets easy
to manipulate. After that, hydrophobic PLLA was induced
as the out mechanical layer of the nanosheet. However,
this structural design also led to another issue: it was also

Fig.2 Preparation of
nanosheets. a Fabrication
process of nanosheets by spin
coating. b Static contact angle
of nanosheets. ¢ GP/PLLA
bilayered nanosheets released
from silicon substrate in an
aqueous solution. d Thickness
of the PLLA layer and GP layer
at different concentrations

A Silicon wafer
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difficult to achieve a good combination between the hydro-
phobic PLLA layer and hydrophilic GP layer. Here, plasma
treatment that endows an object with hydrophilic properties
was introduced before the deposition of the antibacterial GP
[27, 28]. As we can see in Fig. 2b, before plasma, the water
contact angles of PLLA are 104.2 +0.28° without plasma
treatment and 42.9 +0.66° with plasma treatment. The latter
one is very close to the contact angle of GP (42.5+1.56°).
After the preparation of the GP layer and solidification by
UV light, the bilayered nanosheets supported by the PVA
layer could be peeled off by tweezers. This film was sub-
sequently immersed into water, and finally, the GP/PLLA
bilayered nanosheets were released (Fig. 2c).

The adhesive property of nanosheets is related to their
thickness, and it was proven that nanosheets with a thickness
of approximately 75 nm achieved good adhesion, as well
as good mechanical strength [10]. To balance these, differ-
ent concentrations of GP and PLLA were used to prepare
the nanosheets, and their thicknesses were tested by sur-
face profiler (Fig. 2d). Finally, we chose 15 mg/ml of PLLA
and 75 mg/ml GP, with a total thickness of 80.2 + 8.67 nm,
which is very close to previous studies and might meet our
demands in wound repairing. We also observed the mor-
phology of cross section of nanosheets by FE-SEM. After
the bilayered nanosheets were released from water, it was
dredged up from the water by plastic plate (Fig. 3a) and
used for observing the morphology of cross section of
nanosheeets. As we can see in Fig. 3b, the thickness of the
nanosheets was about ~ 80 nm.

To better understand the surface topography of the
nanosheets, SEM and AFM measurements were also
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ST.GMU 150k 13.2mm

Fig.3 Topography characterization of nanosheets. a Nanosheets were
dredged up from water by plastic plate and used for observing, b the
morphology of cross section of nanosheeets. The nanosheets were

conducted. As we can see in Fig. 3c—f, the surface topogra-
phy of the PLLA layer is very smooth. After the introduction
of the GP layer, the surface roughness of the nanosheets
decreases to some extent (from ~28.6 to~5.0 nm). However,
the change in the surface roughness is still very limited in
overall scope. These data suggest that we had succeeded
in the construction of a GP/PLLA bilayered nanosheets by
spin coating.
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marked by arrows. ¢ SEM morphology of PLLA (~70 nm) and d GP/
PLLA (~80 nm) bilayered nanosheet. ¢ AFM morphology of PLLA
and f GP/PLLA bilayered nanosheet

Adhesive performance of nanosheets

To prevent wounds from infection, extrinsic sources of infec-
tion should be prevented from contacting the wound. That is,
the wound should be closed at first [29]. However, the sur-
face topographies of a wound are usually complicated, and
general two-dimensional materials such as Band-Aids and
general films showed poor adhesion to complicated surfaces
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(for example, joints) and resulted in the failure of the wound
closure because of their lack of flexibility (Fig. 4a). The
developments in nanotechnology led to the successful con-
struction of nanosheets with a large aspect ratio. These
nanosheets are highly flexible and hence can adhere to
complicated surfaces by non-covalent adhesion without any
adhesive agents and finally achieve wound closure (Fig. 4a).
Considering that wounds are suffered from external stress in
people’s daily life, the adhesive performance of nanosheets
to the tissue under stress conditions were also tested. As
we can see in Fig. 4b, after the PVA supporting layer was
removed by water, the nanosheets adhered to the surface of
porcine muscle at first. By applying external stress, such
as stretching, compression and twisting using tweezers, the
nanosheets still firmly adhered to the tissue.

Most of the wounds are in wet conditions because of
the exudation of tissue fluids. As a dressing, whether the
nanosheets can keep adhesive under a wet environment
is very important. Herein, the adhesive performance of
nanosheets under a wet environment was evaluated by past-
ing the nanosheets to porcine tissue and immersed into water
for a period of time. As we can see in Fig. 4c, the bilayered
nanosheets kept adhesive under water for more than 3 days.

We also performed a quantitative analysis on the adhe-
sive performance of the nanosheets by a micro scratch

test (Figure S3A). The point at which adhesive failure
occurs (“critical load”) reflects the adhesive strength of the
nanosheets. As we can see in Figure S3B and C, the adhesive
strength of the nanosheets was related to the thickness of the
film. Moreover, nanosheets with thickness less than 100 nm
showed high adhesive strength than thick films. These data
suggest that we had constructed bilayered nanosheets with
high flexibility and good adhesion to a surface with complex
topography.

Antibacterial performance and cytotoxicity studies
of nanosheets

Differing from general antimicrobial agents, the AMPs kill
bacteria by destroying their cytomembrane and show broad
spectrum, high efficiency and no bacterial resistance to
its antimicrobial properties. To confirm whether the AMP
maintains its high efficiency when grafted to the polymer
chain, the antibacterial rates of different concentrations of
AMP in GP named GD1 (0.63 mg/ml), GD2 (1.2 mg/ml)
and GD3 (2.4 mg/ml) were tested. Meanwhile, Ag*-loaded
GelMA nanosheets with different AgSD contents (4, 8, and
16 mg/ml) were also measured in order to compare the
efficiency of the two antibacterial agents. As we can see in
Fig. 5a—d, both of the Ag*-loaded GeIMA and GP samples

Fig.4 Adhesive performance of the nanosheets. a Adhesive perfor-
mance of a Band-Aid, general film and nanosheets to surface with
complex morphology. b Adhesive performance of nanosheets to por-

cine muscle when suffering from stretching, compressing and twist-
ing. ¢ Adhesive performance of nanosheets to porcine tissue under
water in 3 days
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Fig.5 Antibacterial perfor- A
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served as the control group. The
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f Cell viability of MEFs after

culturing on nanosheets for 1, 3

and 5 days. Data are displayed E
as the mean =+ standard error

(n=3). (*p<0.05, **p<0.01,
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show good antimicrobial properties to gram-negative bac-
teria and gram-positive bacteria with close bacterial via-
bility. Moreover, the GP groups show better efficiency than
Ag* samples because the content of AMP in all samples
was lower than that of the Ag*-contained samples. When
comparing samples with a bacterial viability rate of ~30%,
we calculated that the antibacterial efficiency of GP was
almost 13 times than that of the AgSD-loaded GeIMA. To
achieve more than a 100% antibacterial rate, the content
of AgSD should reach 16 mg/ml; meanwhile, the AMP
content of GP for a similar rate was 2.4 mg/ml.

We subsequently evaluated the biocompatibilities of
AgSD-load GelMA nanosheets and GP nanosheets by co-
culturing the MEFs cell with different samples. After 24 h
of culturing, the live/dead staining was conducted in all
samples. The results in Fig. Se, f show that all of the sam-
ples except the Ag3 sample showed minor cytotoxicity in
the short term. Moreover, when we further evaluated the
cell proliferation of the nanosheet samples by CCKS anal-
ysis, we found that the Ag3 group showed serious cyto-
toxicity over the whole period of time with the lowest OD
value. Furthermore, on the 3rd and 5th day, the OD value
of the Ag2 group was also lower than that of the control
group, which meant that it showed certain cytotoxicity in
long term. In contrast, the GP groups showed good long-
term biocompatibilities. All of these data proved that the
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GP is a safer and more efficient method than Ag*-loaded
materials in antibacterial wound treatment.

Conclusion

In summary, we have succeeded in the construction of bilay-
ered antimicrobial nanosheets through spin coating. The
AMP-modified GP conjugate was synthesized and served
as an antibacterial layer to kill the endogenous infection;
meanwhile, PLLA was introduced due to its good mechani-
cal property. Compared to general antibacterial agents
such as Ag*, the GP nanosheets showed higher antibacte-
rial efficiency as well as good biocompatibility. Moreover,
due to the inherent flexibility, these antimicrobial bilayered
nanosheets firmly adhered to surfaces with complicated
morphology and thereby achieved complex wound closure.
These bilayered nanosheets might be an advanced antibacte-
rial dressing and could be used for preventing complicated
wounds from infection in clinical.
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