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Antibiotic resistance has already been recognized as one of the greatest threats to human beings’ health,
and thus it is highly desirable to develop new bactericidal approaches. The photothermal antibacterial
process based on the photo-to-thermal conversion using semiconducting materials is currently
extensively studied owing to its high efficiency, long durability and environmental benignity. In this study,
we fabricated copper sulfide (CuS) nanoparticle-decorated graphitic carbon nitride (g-CsN4) nanosheets,
denoted as the PEG-CuS@g-CsN4s nanocomposite, via a simple hydrothermal process. Materials
characterization showed that CuS nanoparticles were uniformly distributed on the surface of g-CzN4
without agglomeration. Moreover, the nanocomposite exhibited excellent photothermal conversion
efficiency (up to 59.64%) due to its strong near-infrared (NIR) absorption characteristics. The antibacterial
efficiency evaluation indicated that the PEG-CuS@g-CsN, nanocomposite could effectively kill the
Gram-positive Staphylococcus aureus (S. aureus) and the Gram-negative Escherichia coli (E. coli). We
found that up to 99% of both S. aureus and E. coli could be killed in a 200 pg ml™ PEG-CuS@g-CsN4

Received 18th January 2020 suspension within 20 min of NIR irradiation. Moreover, the cytotoxicity of the PEG-CuS@g-CzN4
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nanocomposite was evaluated using the mouse skin fibroblast NIH-3T3 cells, and the nanocomposite

was found to display acceptable biocompatibility. We believe that the PEG-CuS@g-C3sN4 nanocomposite
is of significant interest for rapid bacteria-killing, and would gain promising applications for sterilization.
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1. Introduction

Microbial contamination has become a serious concern in
various fields such as the medical, health care, food, cosmetics
and environmental industries. As the most common infectious
bacteria in our daily lives, S. aureus and E. coli profoundly affect
public health, and are the main pathogens of numerous infec-
tious diseases such as bacteremia, pneumonia, endocarditis,
septic arthritis, osteomyelitis, and deep abscess formation.'** In
recent decades, diseases caused by bacterial infections have
once again been recognized as one of the greatest threats to
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public health due to the emergence and rapid spread of bacte-
rial resistance to available antibiotics.” To address the global
crisis of antibiotic resistance, it is imperative to explore highly
effective and scalable bactericides and antibacterial techniques
that show lower tendencies to induce drug resistance.®® In fact,
numerous kinds of antibacterial materials and strategies have
been developed in the past decades. For example, chemother-
apies using antibacterial polypeptides,’® noble metal nano-
particles (NPs),""** semiconductor NPs**** and carbon-based
nanomaterials (CNMs)**® were all proved to exhibit antimi-
crobial activities. More recently, photothermal or photody-
namic sterilization techniques were extensively investigated in
the eradication of bacteria via production of massive heating or
the generation of reactive oxygen species.

Among these antimicrobial techniques, photothermal
therapy (PTT)"**-the combining of pulsed lasers with light-
absorbing materials possessing high light-thermal conversion
efficiency under the near infrared (NIR) laser irradiation, has
attracted much research attention." In short, the photothermal
materials could efficiently absorb the energy from NIR photons
and convert it into thermal energy. The generated heat then
exterminated the antibiotic-resistant bacteria and subsequently
prevented the formation of biofilm structures. Furthermore,
with a wavelength between 700-1100 nm, NIR light has a high
capability to penetrate deeper tissues with minimal damage to
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healthy cells.>** Therefore, PTT is regarded as a safe and effi-
cient strategy to eliminate trapped bacteria. Carbon-based
nanocomposites, metal nanomaterials, metallic compound
nanocomposites and polymeric compounds are the most highly
reported photothermal nanomaterials.>®* However, wide appli-
cations have been restricted by their inherent defects, such as
poor biocompatibility, high cost, low photostability, tedious
preparation procedures, and low targeting efficiency toward
bacteria. Among these investigated materials, the copper
sulfides (CuS)''24% stand out as suitable choices for photo-
thermal therapy because of their excellent photothermal
conversion efficiency in the NIR region and high intrinsic
thermal conductivity.**** However, the low surface area and
easy sedimentation hindered their widely applications in PTT as
a means of eliminating trapped bacteria. Therefore, it is highly
desirable to modify the CuS NPs'** to obtain a novel kind of
multifunctional nanomaterials with high photothermal
conversion efficiency, big loading capacity, slow sedimentation,
low cost and easy fabrication.

As a stable, highly biocompatible chemical substance with
the ability to absorb light efficiently in both visible and near-
infrared ranges, 2-D structured polymeric carbon nitride (g-
C3N,, PCN) can be easily synthesized, and has emerged as an
attractive candidate for use as a platform for constructing
hybrid materials. During the past few years, many research
groups have reported different types of heterojunction photo-
catalysts comprised of g-C;N, and metal oxides or sulphides
showing improved photothermal conversion efficiencies when
compared with their individual components.?*?*>-*

Inspired by the above efforts, we herein construct a self-
assembled PTT agent, PEG-CuS@g-C;N, by a rapid and
simple recrystallization growth which was schematically illus-
trated in Scheme 1. In this composite, CuS played a role in
generating hyperthermia under the NIR irradiation. g-C3;N,
nanosheet served as a nano-scaffold of CuS preventing it from
aggregating. The synthesized nanocomposite showed super
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Scheme 1 Preparation process of CuS@g-CzN4 nanocomposite.
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photothermal conversion efficiency and excellent photothermal
stability, indicating the PEG-CuS@g-C;N, nanocomposite could
be applied as a kind of promising photothermal agent for rapid
sterilization. Importantly, PEG-CuS@g-C;N, nanocomposite
demonstrated acceptable toxicity to normal tissue cells.

2. Experimental section

In this paper, CuS nanoparticles were assembled on the g-C3N,
nanosheets by hydrothermal process as detailed in the Experi-
mental section.

2.1 Materials

All reagents for synthesis and analysis were commercially
available and used without any further treatment. Thio-
acetamide (C,H5NS, =99.0%), urea (H,NCONH,, H,NCONH,,
=99.0%) were purchased from Sinopharm Chemical Reagent
Co., Ltd. Cupric nitrate (Cu(NO3),-3H,0, =99.0-102%) was
purchased from Hongyan Chemical Reagent Factory (Tianjin,
China). Absolute ethanol (CH3;CH,OH, =99.7%) was purchased
from Fine Chemical Plant (Laiyang Economic and Technolog-
ical Development Zone, China). Polyethylene glycol (HO (CH,-
CH,0),H) 2000 was purchased from Damao Chemical Reagent
Factory (Tianjin, China). High purity water (18.2 MU cm) was
obtained from a Milli-Q system (Millipore) and used in all the
experiments.

2.2 Synthesis of g-C;N, nanosheets

The polymeric g-C;N, was prepared by simple pyrolysis of urea.
Briefly, 10 g of urea powder was placed in an alumina crucible
with a lid and dried at 80 °C. Then, the urea was heated to
500 °C from room temperature in the box-type muffle furnace
with a heating rate of 5 °C min~" and maintained at 500 °C for
3 h to produce the powdered g-C;N,.

2.3 Synthesis of PEG-CuS@g-C;N, nanocomposite

In a typical synthesis, 0.3 g g-C3;N, was dispersed into 30 ml
deionized water in a 100 ml beaker and ultrasonically oscillated
for 30 min in order to get a single layer or several layers of g-
C;N,, and then 0.252 g Cu(NOj;),-3H,0 and 0.075 g thio-
acetamide (TAA) were added slowly while stirring constantly.
Afterward, the mixed solution was transferred into a 100 ml
autoclave and heated at 160 °C for 6 h. After cooling to room
temperature, the nanocomposite was collected by centrifuga-
tion (denoted as CuS@g-C;N, nanocomposite) and then modi-
fied with PEG which helps to reduce the cytotoxicity of the
nanocomposite described as PEG-CuS@g-C3;N, nanocomposite.

2.4 Characterizations

The crystal structure of the resultant products was characterized
by X-ray diffraction (XRD, powder X-ray diffractometer with Cu-
Ka radiation source, A = 1.5406 A). Morphologies of the materials
were identified by a field emission scanning electron microscope
(SEM, HITACHI regulus 8100) and a transmission electron
microscope (TEM, JPN Thermo Fischer Talos F200x) at an

This journal is © The Royal Society of Chemistry 2020
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acceleration voltage of 200 kV. The UV-vis spectra were obtained
on UV-visible-spectrophotometer (UV-vis, UH4150). The UV-vis-
NIR absorbance spectra of solution was obtained by UV-visible
spectrometer (UV-vis, Evolution 201). Brunauer-Emmet-Teller
(BET, a Kubo X1000 instrument) specific surface area (SSA) and
pore size distribution (PSD) were obtained using a Quantach-
rome Autosorb-IQ2 instrument with nitrogen adsorption at 77 K
using the Barrett-Joyner-Halenda (BJH) method.

2.5 Photothermal effects

Photothermal temperature test was measured by using laser
and paperless recorder. Briefly, 300 pL of PEG-CuS@g-C;N,
nanocomposite solution (200 ug ml~") was exposed to a 808 nm
laser at a power of 2.5 W for different time durations. The
temperature of the solution was monitored using a DT-8891E
thermocouple linked to a digital thermometer (MIK200D,
Hangzhou Meikong Automation Technology Co., Ltd.).

2.6 Antibacterial activity test

Wide-type E. coli (ATCC 35218) and S. aureus (ATCC 25923) were
employed as the models of Gram-negative and Gram-positive
bacterium strains, respectively. Following activation and incu-
bation, logarithmic growth phase bacterial was diluted 200-fold
with fresh brain heart infusion (BHI) or lysogeny broth (LB)
medium and supplemented with 200 pg ml™' of PEG-
CuS@C;N, and then illuminated with laser (808 nm, 2.5 W) for
different time durations (0, 5 and 20 min).

For CFU assay, the bacterial suspensions were diluted and
then 10 pl of the bacterial dilutions was coated and incubated
on BHI or LB agar plates with a spreader for overnight at 37 °C.
Assessment of colony forming unit (CFU) quantization was
implemented by arithmetic on the basis of CFUs emergence.

For the measurement of the survival rate of the strains, the
bacterial suspensions were then stained for 15 min in the dark
at room temperature with the ViaQuant™ Viability/Cytotoxicity
Kit for Bacteria Cells (GeneCopoeia™) comprised of NucBeacon
GREEN and propidium iodide (PI). The cells were imaged using
a confocal laser scanning fluorescence microscope with 10
objective. Bacteria survival rate was calculated using the
following equation:

survival rate (%) C/Co 100%

where C, and C correspond to the proportions of live cells with
the control C;N, at ¢t = 0 and the samples.

The morphology of E. coli and S. aureus after contact with the
samples were observed by SEM with an accelerating voltage of
1.2 kV. The bacterial suspensions were first rinsed by using PBS.
Then, they were fixed with paraformaldehyde at 4 °C for 30 min
and dehydrated in graded ethanol series (30-100%). The
suspension was dropped onto a clean silicon wafer and dried
naturally, sputter-coated with platinum for SEM observation.

2.7 Cytotoxicity and measurements

Cytotoxicity induced by PEG-CuS@g-C;N, nanocomposite was
assessed by cell count kit-8 (CCK-8) and live/dead assays. Briefly,
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mouse skin fibroblast NIH-3T3 cells (obtained from the Cell
Bank of Type Culture Collection, Chinese Academy of Sciences,
Shanghai) were seeded on 96-well plates (Corning) at a density
of 1 x 10* cells per well and cultured in complete culture
medium containing 10% FBS. After 24 hours of incubation, the
cells reached ~80% confluence. For our CCK-8 experiments, the
cells were exposed to PEG-CuS@g-C;N, at various concentra-
tions (0-500 ug ml~') dispersed in the DMEM medium for 24 h.
And then the culture medium was replaced with 100 ul of CCK-8
solution (containing 90 pl of serum-free DMEM and 10 pl of
CCK-8 reagent) and subsequently incubated at 37 °C for 2 h.
Absorbance of the CCK-8 solutions was measured using
a microplate reader at a wavelength of 450 nm. The cytotoxicity
of different samples was also determined by live/dead staining.
Mouse skin fibroblast NIH-3T3 cells were seed on 24-well plates
and exposed to PEG-CuS@g-C;N,. Next, the wells were rinsed
via PBS for three times. Then, cells were treated with a mixture
solution containing 1 mM FDA (live) and 2 mM propidium
iodide (dead) in complete culture medium for 15 min and
visualized by fluorescence microscope.

2.8 Statistics

The results are expressed as mean =+ standard deviation. Stan-
dard deviation is indicated by the error bars. Student's t-test was
used to determine significance among the small groups.

3. Results and discussion
3.1 Structure and morphology

As shown in Fig. 1a, XRD was used to characterize the crystal
structures of pure g-C3N,, CuS and CuS@g-C3;N, composites.
Two characteristic peaks of 12.9° and 27.4° in the pure g-C;N,
sample can be indexed to the (100) and (002) diffractions cor-
responding to the in-plane packing and interfacial stacking of
aromatic systems, respectively. XRD pattern of pure CuS showed
its wurtzite structure (PDF#79-2321). The peak at 29.3°, 31.8°
and 47.9° corresponded to the (102), (103) and (110) diffraction
peaks of CuS. The XRD pattern of CuS@g-C;N, nanocomposite
showed the sample had all the peaks of CuS and g-C;N,. When
these inorganic and organic heterostructure are hybridized, the
main characteristic diffraction peaks of the CuS@g-C;N, are
similar to those of the pure g-C;N,. Meanwhile typical crystal-
line of CuS apparently emerged in all CuS@g-C;N, nano-
composite. The above results indicated CuS was successfully
coupled with g-C3N,.

In order to investigate the details of the structure of CuS@g-
C;N, nanocomposite, scanning electron microscope (SEM) and
transmission electron microscopy (TEM) was employed. As
illustrated in Fig. S1, the wrinkled lamellar structure with
smooth surface can be observed clearly in the pure g-C;N,
sample. After introduction of the CuS to the g-C;N, sample
(Fig. 1b and c) the lamellar structure of g-C;N, preserved and
numerous of CuS are well-dispersed on the surface of g-C3;N,.
The microstructure of as-prepared samples was further inves-
tigated via TEM. TEM images show that a large amount of CuS
nanoparticles are deposited on the surface of g-C;N, with good

RSC Adv, 2020, 10, 12183-12191 | 12185
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Fig. 1

dispersion (Fig. 1d and e). By HR-TEM observations, it was hard
to find the corresponding lattice fringe of g-C;N,. The lattice
fringes presented in Fig. 1f was 0.28 nm, which should be
ascribed to CusS. This result indicated that g-C;N,@CuS nano-
composite was heterogeneous in structure rather than
a mechanical mixture of two separate substances of g-C;N, and
CusS.

3.2 Photothermal measurement

The UV-vis absorption spectra were used to measure the optical
absorption property of the g-C;N,, CuS and the CuS@g-C3;N,
nanocomposite. As shown in Fig. 2a, the pristine g-C;N, shows
an absorption edge around 380 nm and the corresponding band
gap was ca. ~2.7 eV. For pure CuS, it has a broad absorption
range from visible light to near-infrared light and the corre-
sponding band gap was about ~1.8 eV (Fig. 2b).

The temperature profiles of pure water, g-C;N,4, CuS, CuS@g-
C;N,; nanocomposite and PEG-CuS@g-C3N, nanocomposite
were performed by 808 nm laser irradiation. As illustrated in
Fig. 2¢, the temperature of PEG-CuS@g-C;N, suspension (200
ng ml™") drastically increased with the irradiation time. It can
be seen that the temperature variation (A¢, referring to the gap
between the measured temperature and room temperature) of
CuS@g-C3;N, and PEG-CuS@g-CsN, were about 25 °C, which
was higher than that of pure CuS (At = 20 °C), pure g-C3N,
(At = 3 °C) and deionized water (At = 1 °C), indicating the
photo-to-thermal conversion efficiency on PEG-CuS@g-C;N,
was much improved compared to its mono-component coun-
terparts. Besides, there was no statistically significant difference
between CuS@g-C;N, and PEG modified CuS@g-C;N,, indi-
cated that PEG modification exert negligible affect on the pho-
tothermal efficiency.
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(a) XRD patterns, (b and c) SEM images, (d and e) TEM images and (f) HR-TEM image of CuS@C3sN4 composite.

The photothermal conversion efficiency, 7, was calculated
using eqn (1):

hS(TMax - Tsurr) - QDis
(1= 10 4ar) )

’n:

where # is the heat transfer coefficient, s is the surface area of
the container, and the value of s is obtained from the Fig. 2c.
Tmax is the highest equilibrium temperature, Ty, is the
temperature of the surrounding, and (Tyax — Tsurr) is 26.2 °C
according to the Fig. 2d. Qp;s is the heat dissipated which was
absorbed by the quartz cell from laser, and it was measured
independently to be 548.7 mW using a quartz cuvette cell con-
taining pure water. I is the laser power which was stable at
2.5 W, Agg is the absorbance (1.27) of the sample solution at the
excitation wavelength of 808 nm (Fig. S61). The value of As is
derived according to the eqn (2):

Zf’l/li Cpi
Kl T @

In the eqn (2), 75 is the sample system time constant,
Mpure water = 0.3 g, Mquartz tube = 1.23 g, Cppure water = 4.20 ] g_17
Cpquartz = 0.07 ] g1, respectively. In Fig. 2e the slope of the plot
of cooling time versus negative temperature logarithm obtained
from the cooling stage is the time constant (tg), it could be
calculated to be 163.58. Substitute the above parameters into
eqn (1), the photothermal conversion efficiency of PEG-CuS@g-
C;3N, nanocomposite under the 808 nm laser irradiation could
be calculated as 59.64%. The photothermal conversion was
relatively higher than that previously reported materials, such
as CuS@DSPE-PEG nanoparticles (31.4%, 800 nm laser),*
hollow CuS nanocubes (30.3%, 808 nm laser),** and CuS/SiO,-

This journal is © The Royal Society of Chemistry 2020


http://creativecommons.org/licenses/by-nc/3.0/
http://creativecommons.org/licenses/by-nc/3.0/
https://doi.org/10.1039/d0ra00566e

Open Access Article. Published on 26 March 2020. Downloaded on 3/16/2026 11:55:27 PM.

Thisarticleislicensed under a Creative Commons Attribution-NonCommercial 3.0 Unported Licence.

(cc)

View Article Online

Paper RSC Advances
a b 12 CuS@g-C,N,
S PEG-CuS@g-C;N,
<
Py CuS@g-C;N, S 0.8
g i
2 E
] w
0.4
w -
n 8
<
41 g-C;N, H,0
-C;N
. v e 0.0 . . 0 ; - .
400 800 1200 1600 2000 2400 1 IZE V3 0 5 - 10 15 20
nergy (e ime (min
Wavelength (nm) gy (eV) ( )
dso € 600 f s0
—— PEG-CuS@g-C,N, —— PEG-CuS@g-C;N,
G 451 ) 500 o 4]
o / o
® g Tg=163.58 =~ 401
® a0{ / < 400+ s=163. o
=] / = = 35-
0 b
g 35+ £ 300 ©
g' 30 / = 200 qé' -
K3 , 8 25
254 / 100 4 20
| on o
o0 0 : 15 : .
0 5 10 15 20 25 30 35 0 2 4 0 50 100 150
Time (min) -Ln (0) Time (min)

Fig. 2

(a) UV-vis absorption spectra, (b) plots of modified Kubelka—Munk function versus energy of light, (c) temperature profiles of pure water,

g-C3Ny, CuS, CuS@g-CsN4 nanocomposite and PEG modified CuS@g-CzN4 nanocomposite (200 ug ml™) as a function of irradiation time (0—
20 min) under 808 nm laser irradiation, (d) photothermal effect of PEG-CuS@g-CsN,4 nanocomposite (200 pg ml™?) aqueous dispersion illu-
minated with an 808 nm laser for 20 min. The laser was turned off and sustained for 15 min, (e) plot of cooling time versus negative natural
logarithm of the temperature driving force obtained from the cooling stage as shown in (c), and (f) temperature profiles of PEG-CuS@g-C3zNg4

nanocomposite suspension for four on—off cycles.

based nanotherapeutic agent (31.7%, 808 nm laser).”* To
investigate the photothermal stability of the PEG-CuS@g-C3;N,
nanocomposite, four cycles of LASER ON/OFF experiments were
conducted (Fig. 2f). The dispersion of the PEG-CuS@g-C3N,
nanocomposite was irradiated with 808 nm laser for 20 min
(LASER ON), followed by naturally cooling to the room
temperature (without irradiation, LASER OFF). After four cycles
of LASER ON/OFF by the 808 nm laser, the PEG-CuS@g-C;N,
nanocomposite remained largely constant, which suggested
that the PEG-CuS@g-C;N, nanocomposite showed excellent
photothermal stability. As indicated by the electron microscopy
images, CuS were dispersed on the surface of sheet-like g-C3N,
and this structure could effectively prevent the agglomeration of
CuS nanoparticles. The incident photon energy (808 nm) is
below the bandgap of g-C;N,. The relaxation process of sub-
band gap absorption has very little effect on the composition
and the structure of the material. In addition, under NIR irra-
diation, the oxidizing ability of the generated holes in CuS is not
strong enough due to the shallow S 3p bands. These super
photothermal conversion efficiency and excellent photothermal
stability make the PEG-CuS@g-C;N, nanocomposite as prom-
ising recyclable photothermal agent.

3.3. Photothermal antibacterial assays

We studied the photothermal antibacterial assay using PEG-
CuS@g-C3;N, nanocomposite under 808 nm laser irradiation (a
commonly used light sources in PTT studies). To investigate the
photothermal antibacterial effectiveness of the nanocomposite,

This journal is © The Royal Society of Chemistry 2020
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Fig. 3 CFU of S. aureus (a—f) on BHI agar plate and E. coli (g—1) on LB
agar plate incubated with g-CsN,4 or PEG-CuS@g-CsN,4 with 808 nm
laser irradiation.

RSC Adv, 2020, 10, 12183-12191 | 12187


http://creativecommons.org/licenses/by-nc/3.0/
http://creativecommons.org/licenses/by-nc/3.0/
https://doi.org/10.1039/d0ra00566e

Open Access Article. Published on 26 March 2020. Downloaded on 3/16/2026 11:55:27 PM.

Thisarticleislicensed under a Creative Commons Attribution-NonCommercial 3.0 Unported Licence.

(cc)

RSC Advances

CFUs in the different experiments were counted. Fig. 3f and 1
showed that the CFU values of PEG-CuS@g-C;N, group were
reduced by approximately 99% under 808 nm laser irradiation,
for 20 min, which was due to the photothermal effect of PEG-
CuS@g-C;N, nanocomposite. However, the CFU values of g-C3N,
were not changed with time increasing after NIR irradiation
(Fig. 3c and i), indicated that bacteria can survive after NIR
irradiation. These results indicate that the PEG-CuS@g-C;N,
nanocomposite exhibited high bacterial inhibition capability
upon NIR irradiation.

We further carried out a fluorescence-based cell viability assay
to verify the bacteria survival rate. Membrane-impermeant pro-
pidium iodide (PI) labels dead bacteria with red fluorescence,
whereas NucBeacon GREEN labels live bacteria with green fluo-
rescence. For S. aureus and E. coli, as shown in Fig. 4a, d, g and j,
there was almost no dead bacteria observed under dark suggest-
ing that neither of the two bacteria strains were affected by g-C3;N,
or PEG-CuS@g-C;N, nanocomposite. After the NIR irradiation,
the number of dead bacteria increased with time for PEG-CuS@g-
C;3N, group. At 20 min, more than 95% of the bacteria died (Fig. 4f
and 1), which was corresponding to Fig. 3. The control group
(Fig. 4c and i) showed only green dots, indicating that no bacteria
apoptosis or death occurred in this case. The bacteria survival rate

Smin
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was further verified. As shown in Fig. 4m (S. aureus) and Fig. 4n (E.
coli), few S. aureus and E. coli were inactivated with C3;N, under
20 min NIR irradiation. But with the presence of PEG-CuS@g-
C;3N, nanocomposite, the survival rate was decreased within 5 min
(67% for S. aureus and 64% for E. coli). Moreover, by prolonging
the exposure time to 20 min, a disinfection efficiency of 98% for S.
aureus and 95% for E. coli can be achieved.

To further analyze the antibacterial behavior, SEM was used
to investigate cellular morphological changes of S. aureus and E.
coli. As shown in Fig. 5, bacterial showed the perfect sphere-
shaped (Fig. 5a and d) or rod-shaped (Fig. 5g and j)
morphology with smooth surface before treatment. After treat-
ment with NIR irradiation, for 5 min, some disruptions
occurred on the cellular membrane, cell walls became partially
wrinkled and incomplete (Fig. 5e and k) for PEG-CuS@g-C3;N,
group. Notably, after treatment for 20 min with NIR irradiation,
the bacterial surfaces showed much more violent damage. Cell
membrane disrupted and leakage of intracellular material
leading to cell death (Fig. 5f and 1). The control group (Fig. 4c
and i) remained perfect morphology with smooth surface after
treatment for 20 min with NIR irradiation. All the results of the
SEM images agreed well with the results of bacterial live-dead
staining.
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Fig. 4 Confocal fluorescent images of live or dead S. aureus (a—f) and E. coli (g—1) treated with 200 pg ml™* of g-C3N,4 or PEG-CuS@g-CsN,
suspensions in different time intervals stained with NucBeacon Green (green) and Pl (red), scale bar is 50 um. (m and n) Bactericidal efficiency at
different laser irradiation time as indicated by the survival rate, statistically significant difference (p < 0.05). Three independent experiments were

performed for each group.
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Fig.5 SEMimages of S. aureus (a—f) and E. coli (g—) treated with g-C3N4 or PEG-CuS@g-C3N,4 suspensions (200 ug ml™) under NIR, scale bar is

200 nm.
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Fig. 6 Cytotoxicity of PEG-CuS@g-CsN, in mouse skin fibroblast NIH-3T3 cells as determined by live/dead staining (a) and CCK8 assay (b), scale bar is 200 um.

3.4 Invitro cell cytotoxicity study

The cytotoxicity of PEG-CuS@g-C;N, nanocomposite was eval-
uated in mouse skin fibroblast NIH-3T3 cells by LIVE/DEAD
Viability/Cytotoxicity Kit and Cell Count Kit-8 (CCK-8). As
shown in Fig. 6a, there were almost no dead cells observed
within 24 h until the concentration of suspension reached 100
pug ml~'. The number of dead cells increased when the
concentration of the material reached 200 pg ml~".

CCK8 was carried out to further investigate the effects of
PEG-CuS@g-C;N, nanocomposite on the viability of the mouse
skin fibroblast NIH-3T3 cells (Fig. 6b). In consideration of
copper release after 24 h cultivation, the sample possessed
certain degree of inhibition to the cell growth. However,

This journal is © The Royal Society of Chemistry 2020

compared to control sample, there was almost no significant
toxicity until the concentration of suspension reached 100 pg
ml~! within 24 h. When the concentration of the material
reached 200 pg ml™', there were still numerous cells that
survived and grew after treatment and the cell viability is above
70% considering non-cytotoxic according to 1SO10993. These
results revealed the PEG-CuS@g-C;N, nanocomposite exhibited
the acceptable biocompatibility.

4. Conclusions

In conclusion, the PEG-CuS@g-C;N, nanocomposite was
successfully fabricated via a simple hydrothermal synthesis

RSC Adv, 2020, 10, 12183-12191 | 12189
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pathway. Materials characterizations showed that CuS nano-
particles uniformly distributed on the surface of g-C;N, without
agglomeration. The PEG-CuS@g-C;N, nanocomposite dis-
played superb photothermal properties, which can be used as
a novel photothermal agent. When exposed to 808 nm laser
irradiation for 20 min, hyperthermia from PEG-CuS@g-C;N,
nanocomposite could effectively kill E. coli (Gram-negative) and
S. aureus (Gram positive) cells, respectively. Additionally, the
nanocomposite showed acceptable effect on cell growth in
contact with the mammalian cells even after 24 h of incubation.
Therefore, this functionalized nanocomposite may find great
potential applications as a robust and effective sterilization for
microbial contamination environment.
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