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The increase in antibiotic resistance reported worldwide poses an
immediate threat to human health and highlights the need to find
novel approaches to inhibit bacterial growth. In this study, we present
a series of gold nanoparticles (Au NPs) capped by different N-
heterocyclic molecules (N_Au NPs) which can serve as broad-
spectrum antibacterial agents. Neither the Au NPs nor N-heterocy-
clic molecules were toxic to mammalian cells. These N_Au NPs can
attach to the surface of bacteria and destroy the bacterial cell wall to
induce cell death. Sonochemistry was used to coat Au NPs on the
surface of fabrics, which showed superb antimicrobial activity against
multi-drug resistant (MDR) bacteria as well as excellent efficacy in
inhibiting bacterial biofilms produced by MDR bacteria. Our study
provides a novel strategy for preventing the formation of MDR
bacterial biofilms in a straightforward, low-cost, and efficient way,
which holds promise for broad clinical applications.

1 Introduction

The increasing resistance of bacteria to antibiotic therapy is
a growing concern for doctors and poses a public health threat
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worldwide. In the last two decades, due to the continuous
consumption of antibiotics, multidrug-resistant (MDR) bacteria
that cause serious infections have emerged." These bacteria
exhibit resistance to almost all commercially available antibi-
otics, increasing the morbidity and mortality of patients as well
as medical costs.> An additional strategy utilized by bacteria to
increase antimicrobial resistance is the formation of biofilms.
Biofilms, which are structured communities of bacteria, can
form on abiotic and biotic surfaces and are inherently more
resistant to antibiotics than planktonic bacteria. Further, bio-
films contribute to most device-related infections since they
have the capability to evade the immune system and are very
difficult to eradicate.* At present, the methods for prevention
and treatment of bacterial biofilms mainly include physical
clearance, chemical removal and biological clearance, such as
with ultrasound, amphiphilic cationic molecules, metal ions,
surfactants, enzymes, peptides, and monoclonal antibodies. As
the development of novel antibiotics has been limited, there is
an urgent need to find novel approaches to combat antibacterial
resistance. The large surface area of nanoparticles (NPs)
provides a high number of functional sites and offers oppor-
tunities for the discovery of novel compounds with antimicro-
bial activity.® Various types of NPs, such as silver (Ag),” metal
oxides like zinc oxide (ZnO)** and copper oxide (CuO),***?
carbon nanotubes,”® and graphene,” have received great
attention due to their potential antimicrobial activities.
Although these NPs show promising results, they have varying
degrees of toxicity.*'® Compared to other NPs, gold NPs (Au
NPs) have many merits, including controllable synthesis, easy
surface modification, and excellent biocompatibility,"”*
making them ideal agents for potential clinical applications.
During the past few years, we have developed a series of small
molecule-activated antibacterial Au NPs that are effective
against MDR bacteria.”””*® Au NPs themselves generally have no
antimicrobial activity, but when modified with functional
groups, such as mercaptan, amine, hydrosulphonyl, or phos-
phonic compounds, these small molecule-capped Au NPs show
effective antibacterial activities.?**!
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NPs could also be modified and embedded in or coated on
various surfaces to provide them with unique properties. The
ultrasound-assisted coating method is a convenient method for
coating active NPs on substrates such as polymers,* metals,*
and textiles.>* By a one-step process, NPs can be synthesized and
coated on the surface.”®*® It was previously shown that sono-
chemically coated surfaces were highly durable and could
withstand extensive washing cycles.”” Taking into account the
advantages of the ultrasound-assisted coating method, in the
current work, we used ultrasound to coat fabrics with pre-
prepared Au NPs. The coating mode was the “throwing
stones” method, namely, the Au NPs were deposited on the
surface by ultrasound waves. The approach was previously used
for coating Al,O; and MgO on textiles.?

In this study, we synthesized an array of N-heterocyclic
molecule-coated gold NPs (N_Au NPs) by a one-pot synthesis
approach (Fig. 1A). All these N-heterocyclic molecules have
a -SH group, which serves as a protective agent for the synthesis
of well-dispersed Au NPs. Among these N-heterocyclic mole-
cules, 2-mercaptoimidazole (MI)- and 3-amino-1,2,4-triazole-5-
thiol (ATT)-capped Au NPs have broad-spectrum antibiofilm
effects. The N_Au NPs were potent antimicrobials targeting
MDR bacteria, including methicillin-resistant Staphylococcus
aureus (MRSA) and MDR Escherichia coli (MDR E. coli) in vitro.
The N_Au NPs can directly come into contact with and disrupt
the bacterial cell wall. Due to the unique antibacterial mecha-
nism, the N_Au NPs may be less prone to inducing resistance
among bacteria than antibiotics. In addition, we used
ultrasound-assisted coating technology to fabricate antibiofilm
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fabrics, which can prevent the formation of biofilms for
addressing the issue of MDR bacterial infections (Fig. 1B and
C).

2 Experimental section
2.1 Materials

Sodium borohydride (NaBH,), tetrachloroauric acid (HAuCl,-
-3H,0), 2-mercaptoimidazole (MI, M,, = 100.142, CAS no. 872-
35-5, soluble in methanol, LDs intraperitoneat, 200 mg kg™ '), 3-
amino-1,2,4-triazole-5-thiol (ATT, M,, = 116.145, CAS no. 16691-
43-3, soluble in water, pharmaceutical and pesticide interme-
diate), 6-amino-2-mercaptobenzothiazole (AMBT, M, =
182.266, CAS no. 7442-07-1, LDsg intraperitoneal, 150 mg kg ™), 2-
amino-6-mercaptopurine (AMP, M,, = 167.192, CAS no. 154-42-
7, soluble in water, antitumor drug, LDsg intraperitoneal, 54 Mg
kg ') and 6-aminopenicillanic acid (APA, M,, = 216.258, CAS no.
551-16-6, slightly soluble in water, LDsg intraperitoneals 1000 mg
kg~ ') were obtained from Sigma (USA). All other chemicals and
solvents were of reagent grade.

2.2 Preparation and characterization of N_Au NPs

In our previous work,** N_Au NPs were synthesized in methanol
and may leave residual solvents in the final products, which
may be harmful to mammalian cells and limit their applica-
tions. Thus, we did not carry out further experiments using
these nanoparticles. In this study, different from the previous
work, N_Au NPs were synthesized under aqueous conditions to
safeguard their biocompatibility. N_Au NPs were prepared with

N_Au NPs
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Fig. 1 Schematic illustration of the preparation process of antibiofilm fabrics coated with the N_Au NPs.
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Fig. 2 The morphology, size, dispersity, and zeta potential of the N_Au NPs. (A) The structure of N-heterocyclic molecules. (B) TEM images of

the Au NPs. (C) DLS analysis results of the N_Au NPs.

Table 1 MBC of N_Au NPs and Au NPs (ug ml™Y). The N_Au NP
concentration was measured using the gold concentration through
ICP and the concentration of small molecules was calculated via
dividing their weights by the volume of their solutions

Gram-negative Gram-positive

bacteria bacteria
MDR E. S.

E. coli coli aureus MRSA
AMBT >128 >128 >128 >128
AMBT_Au NPs 16 16 16 32
AMP >128 >128 >128 >128
AMP_Au NPs 16 16 32 32
APA >128 >128 >128 >128
APA_Au NPs 7.5 15 >128 >128
ATT >128 >128 >128 >128
ATT_Au NPs 8 8 32 32
MI >128 >128 >128 >128
MI_Au NPs 8 8 16 16
Au NPs >128 >128 >128 >128

a one-pot synthesis approach using the mechanism of reduc-
tion of HAuCl,-3H,0 by NaBH,. 0.1 mmol heterocyclic small
molecules, 50 pl of triethylamine and 40 mg of Tween 80 were

This journal is © The Royal Society of Chemistry 2020

dissolved in 10 ml double-distilled water which was further
mixed with 0.1 mmol of HAuCl,-3H,O and was stirred for
10 min in an ice-water bath. NaBH, (6 mg dissolved in 2 ml
double-distilled water) was added dropwise with vigorous stir-
ring and was kept undisturbed for an additional 2 h. The
synthesis of the bare gold nanoparticles was similar, except we
did not add the small molecules. After the reaction, the result-
ing solution was dialyzed with a dialysis bag (14 kDa MW cut-
off, Solarbio) to remove the unreacted chemicals for 24 h and
filtered through a 0.22 pm filter (Millipore). We characterized
the morphologies of N_Au NPs by transmission electron
microscopy (TEM, Tecnai G2 20 S-TWIN, FEI Company, USA)
and determined the concentrations by measuring elemental
gold with inductively coupled plasma analysis (ICP, iCAP 6300,
Thermo Scientific, USA). We characterized the size and zeta
potential of the samples by dynamic light scattering (DLS) on
a Zetasizer Nano ZS (Malvern Company, England). We used the
CONTIN method to obtain the size distribution and zeta
potential of the NPs.

2.3 Sonochemical coating

Various dispersions containing the N_Au NPs were used for the
sonochemical coating. A piece of fabric (4 x 4 cm) was

Nanoscale Adv., 2020, 2, 2293-2302 | 2295
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Fig. 3 Morphology of E. coli and S. aureus with and without N_Au NP treatment. Bacteria treated with phosphate buffered saline served as

a negative control. Scale bar is 2 um.

immersed in the solutions (20 ml) which were irradiated using
an ultrasonic horn (Ti horn, with 30% booster efficiency, 750 W)
for 30 min. After 10 min, the sonication beaker was placed in
a cooling bath with a temperature of 40 °C during sonication.
After the sonication, the fabric was washed with ethanol and
dried at room temperature. The color of the fabric gradually
changed from white to black, depending on the amount of the
coated compound. The fabrics coated with different N_Au NPs
were examined by high-resolution scanning electron micros-
copy (HR-SEM, Magellan, FEI microscope) at an accelerating
voltage within the range of 5-15 kV. To improve the quality of
the images, the samples were coated with a carbon layer by
sputtering in a rarefied atmosphere of argon at 0.1-0.2 mbar by
means of an Emitech K550 Sputter Coater. The amount of
coating was determined by ICP analysis. A piece of coated fabric
was immersed in 5 M HNO; and heated for 15 min. We added
water in the solution which was boiled for another 15 min. The
total volume of the solution was adjusted to 50 ml and
measured by ICP for calculation of the gold ions.

2.4 Minimum bactericidal concentration (MBC) assay

Gram-negative bacteria (e.g., Escherichia coli) can cause infec-
tion of the urinary tract, gastrointestinal tract and lungs, while

2296 | Nanoscale Adv, 2020, 2, 2293-2302

Gram-positive bacteria (e.g., Staphylococcus aureus) can cause
infection of the skin and cartilage tissues. We chose Gram-
negative Escherichia coli ATCC 25922 (E. coli) and Gram-
positive Staphylococcus aureus ATCC 29213 (S. aureus), along
with their MDR counterparts (Klebsiella pneumoniae ATCC®
BAA-1898™ (MDR K. pneumoniae), E. coli ATCC® BAA-2452™
(MDR E. coli), and methicillin-resistant S. aureus ATCC 43300
(MRSA)) as model bacteria. All bacteria were cultured overnight
at 37 °C under stirring (250 rpm) in Mueller Hinton growth
medium (MH, BD Difco™, USA).

The antibacterial activity of the N_Au NPs was evaluated by
measuring the MBC values. The overnight cultured bacteria were
rinsed with phosphate buffered saline (PBS, Solarbio), re-
suspended to the final bacterial concentration (10° colony-
forming units (CFU) ml™") and treated with different concentra-
tions of N_Au NPs in a 96-well plate (Greiner Bio-one) at 37 °C.
After this, 10-fold serial dilutions (100 pl) were conducted, and the
bacteria were plated on LB agar plates and incubated at 37 °C for
24 h. The growth of bacteria was monitored and quantified by
viable cell counting and expressed as colony-forming units.

This journal is © The Royal Society of Chemistry 2020
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Fig. 4 Characterization of the control fabrics and N_Au NP-coated fabrics. (A) SEM images of control fabrics or fabrics coated with different
ligands. The scale bar was 4 um or 20 um. (B) ICP analysis of the coated fabrics showing the concentration of N_Au NPs within the different

surfaces. The standard deviation of the ICP results corresponded to 1%.

2.5 Morphology changes of bacteria treated with N_Au NPs

Further, we verified the antibacterial mechanism of N_Au NPs
by observing changes in the bacterial morphology. We fixed the
N_Au NP-treated bacterial samples, E. coli ATCC 11775 (16 pg
ml~") and S. aureus ATCC 29213 (32 ug ml™"), for 4 h with 2.5%
glutaraldehyde and ethanol dehydration (30%, 50%, 70%, 80%,
90%, 95%, and 100% (v/v, in water)) in sequence for SEM
characterization. Bacteria treated with PBS were used as
a negative control.

This journal is © The Royal Society of Chemistry 2020

2.6 Antibacterial activity of N_Au NP-coated fabrics

Bacteria grown overnight were diluted in 1% MH to obtain
a working solution with 10° colony-forming units (CFU) m1™". A
1 ml stock solution of the bacteria was transferred into a 24-well
plate (DE-GROOT). The different fabrics (squares of 1 cm x 1
cm) were added to the well. The plates were then incubated at
37 °C for 20 h. Afterwards, 200 ul of the solution were trans-
ferred to the first row of a 96-well plate (Greiner Bio-One), and
the other rows were filled with 180 pl of MH. Serial dilutions
were conducted and the bacteria were spotted onto LB agar
plates and incubated at 37 °C for 20 h. The growth of bacteria
was quantified by counting viable cells.

Nanoscale Adv., 2020, 2, 2293-2302 | 2297
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Fig.5 Antibiofilm activity of N_Au NPs. Fabrics coated with either one of the N_Au NP materials were exposed to E. coli or S. aureus as described
in the methods section, and the biofilm growth was determined using viable counts. The data represented the average of three independent

experiments.

Table 2 Antibacterial activity of ATT_Au NP and MI_Au NP coated
fabrics represented as log reduction in CFU

Bacteria ATT_Au NPs MI_Au NPs
S. aureus 2.4 5.2

E. coli 0.4 1.9

MRSA 3.5 4.1

MDR E. coli 0.2 1

MDR K. pneumoniae 0.2 1.3

2.7 Antibiofilm activity of N_Au NP-coated fabrics

The antibiofilm activity of the fabrics was determined by the
static biofilm formation assay. Bacteria were grown overnight in
MH growth medium. The bacteria were diluted in 1% MH to
obtain a working solution with an ODsg5 of 0.3 for all bacterial
strains besides S. aureus for which an ODsq5 of 0.01 was used.
1 ml of the stock solution of the bacteria was transferred into
each well in a 24-well plate. The fabrics (square of 1 cm x 1 cm)
were added into the wells. The plates were incubated for 20 h at
37 °C. The fabrics were rinsed twice with distilled water to
remove the planktonic cells. The attached cells were scraped
from the fabrics using 250 ul of 1% MH and a cell scraper
(Greiner Bio-one). After scraping the cells, 200 pl of the 250 pl
solution was transferred into a 96-well plate. The other wells
were filled with 180 pl of MH. Serial dilutions were conducted,
and the bacteria were spotted onto LB agar plates and incubated
at 37 °C for 20 h. The growth of bacteria was determined by
counting the viable cells.

2.8 Biological safety

Considering the comprehensive properties, we chose ATT_Au
NP- and MI_Au NP-coated fabrics for the subsequent toxicity

2298 | Nanoscale Adv,, 2020, 2, 2293-2302

experiments. The in vitro cytotoxicity of the ATT _Au NPs and
MI_Au NPs was evaluated by measuring the viability and
morphology of human wumbilical vein endothelial cells
(HUVECs) and human aortic fibroblasts (HAFs) under treat-
ment with the NPs. The cells were cultured in Dulbecco's
Modified Eagle's Medium (DMEM) containing 1% penicillin-
streptomycin and 10% fetal bovine serum at 37 °C with 5% CO,.
ATT_Au NPs and MI_Au NPs were diluted in DMEM to different
concentrations, and the cell suspension (10’ cells per ml) was
added into them. The morphology of the cells was observed
using an inverted microscope (DMI 6000B, Leica, Germany).
The cell viability treated with ATT_Au NPs and MI_Au NPs was
measured with a cell counting kit (CCK, Dojindo, Japan), and
the absorbance at 450 nm was characterized using a microplate
reader (Tecan infinite M200). We calculated the cell viability
index using the following equation:

Cell viability =

(ODexperiment - ODblank)/(ODcomrol - ODblank) X 100%,

where ODexperiment iS the absorbance of the cell suspension with
the addition of NPs, ODy.nk is the absorbance of DMEM, and
OD,ontro1 1S the absorbance of the cell suspension as a positive
control.

3 Results and discussion
3.1 Characterization of N_Au NPs

We prepared different N_Au NPs by utilizing different N-
heterocyclic molecules (Fig. 2A) as protective agents during
the synthesis process. TEM analysis of the samples showed
good dispersity and similar size distributions of the N_Au NPs,
which were spherically shaped (Fig. 2B). The diameter distri-
bution of the synthesized N_Au NPs was evaluated by DLS

This journal is © The Royal Society of Chemistry 2020
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Fig. 6 Antibacterial activity of ATT_Au NP and MI_Au NP coated fabrics. Control designates uncoated fabrics. The results represent the average

of three independent experiments.

(Fig. 2C and S1%). The diameter of Au NPs obtained by DLS was
larger than the size obtained by TEM, which could be attributed
to the hydration layer reflected by DLS. Due to the slight
aggregation of the AMP_Au NPs and APA_Au NPs, the hydration
radius was increased. Because DLS values can be affected by
a number of factors, the DLS diameter alone cannot be used to
accurately determine the size of the NPs. Thus, the small
difference between the TEM diameter and DLS diameter is
within the error of these experiments. The average diameter of
the tested Au NPs was 6.47 nm (AMBT_Au NPs), 5.71 nm
(AMP_Au NPs), 6.16 nm (APA_Au NPs), 7.33 nm (ATT_Au NPs),
5.24 nm (MI_Au NPs), and 4.83 nm (Au NPs), demonstrating
their high stability and good dispersity (Fig. 2B). Zeta potential
analysis indicated the successful functionalization of the N-
heterocyclic molecules on the surface of the Au NPs (Fig. S27).
Gram-negative bacteria have a higher negative surface charge
than Gram-positive bacteria.”® All the N_Au NPs were positively
charged except APA_Au NPs, which can interact strongly via
electrostatic interactions with the Gram-negative bacteria and
can facilitate the entrance of the NPs into bacteria. In contrast,
the interactions of the NPs with Gram-positive bacteria with less
negative charge will be less effective in initiating the break of
the bacterial cell wall, which can significantly affect the anti-
bacterial performance of N_Au NPs against Gram-positive
bacteria (Fig. 2C).

3.2 Antibacterial activity of N_Au NPs

Initially, we evaluated the MBC of N_Au NPs against different
species of bacteria (Table 1). The initial concentration of
APA_Au NPs was 479.3 ug ml~'. We used the 2-fold dilution

This journal is © The Royal Society of Chemistry 2020

method to obtain the MBC of the APA_Au NPs. The value when
diluted 32 times was 14.97 and changed to 7.49 with a 64 times
dilution. The initial concentration and the serial dilution
concentration of N_Au NPs are shown in Table S1.1 The anti-
microbial properties of N_Au NPs were examined using E. coli
and S. aureus to represent Gram-negative and Gram-positive
bacteria, respectively, both sensitive and MDR strains. Au NPs
alone or N-heterocyclic molecules alone did not have antibac-
terial activity at all; however, we found that the N_Au NPs,
except APA_Au NPs, were active against Gram-negative and
Gram-positive bacteria and their corresponding clinical MDR
strains, with the MBC levels being no more than 32 pg ml™".
While the MBC levels of the N-heterocyclic molecules were
higher than 128 pg ml™' indicating that the N-heterocyclic
molecules alone cannot kill the bacteria at all (Table 1). We
speculated that except for that of APA_Au NPs, the surface of the
N_Au NPs was positively charged which may facilitate the
interaction of these Au NPs with the negatively charged bacteria.

We visualized the morphological change of bacteria treated
with N_Au NPs by SEM. In comparison with the control group,
most of the NP-treated bacteria merged without an apparent
individual cell wall structure, implying the damage of the
bacterial structure (Fig. 3). We also used SEM to directly show
the morphological change of MDR E. coli and MRSA. Compared
with the control, most of the N_Au NP-treated bacteria, expect
APA_Au NPs for MRSA, merged together and the breakdown of
cell structures became increasingly significant, implying the
disruption of the bacteria (Fig. S47).

Nanoscale Adv., 2020, 2, 2293-2302 | 2299


http://creativecommons.org/licenses/by-nc/3.0/
http://creativecommons.org/licenses/by-nc/3.0/
https://doi.org/10.1039/d0na00179a

Open Access Article. Published on 28 April 2020. Downloaded on 2/16/2026 4:20:19 AM.

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

(cc)

Nanoscale Advances

HUVECs
[Joug/mL []10 ug/mL [N 20 pg/mL

A

View Article Online

Communication

HAFs
[Joug/mL [7]10 pg/mL [N 20 wg/mL

w

I 50 ng/mL [ 100 ug/mL I 50 ng/mL [ 100 pg/mL
1004 s = 1004 T -
~~ L
X 751 X 754
N
2 2
= 504 % 504
> >
8 25 8 251
ATT_Au NPs MI_Au NPs ATT_Au NPs MI_Au NPs
C Control ATT_Au NPs MI_Au NPs
P ﬁ:i VST / WY aé 'i“mE. > ; o X
k;"’z:'u » .'f\}lv‘g‘ AN
\/ O ) -~ - » >
(V2 o ,’:u :7" e’ 1™ :_"_’.;-, \‘«‘v :".; A 0" - ‘
3 NS - -~ ; A g
“5;’3"““ . : P | :n. A -,.7:' SNt AT vz
et A TN R Tonl S SN0 G & 4
STy CONNe i SSRGS S A A e
T 2l RN NS R RS T ATy 1
-~ \‘ i ,',1’,1- Y ,",_;’»*t ~ ¥ ‘vt}“ PR f-:‘ ‘-“-’“ v
> v ~\ "p\' ot . W 4 P TN '\‘4“1‘}" 2T~
\ 3\ - = g €W N D et 2y (N ‘s Vi 4L
i ‘-...“’ \/'OC’Q) 0 b’ N VA PARSASYCA N .’;“::t:l.\ T )
AN R e 3 S A o S AU L
-" AV :ix»;'a,ﬂlvm!‘ ok Mg oh e R S0 g s TR
- . AN RS l\/h“‘\" - ". (3 ) Kmﬂ.’;—.ﬂ:'\ '.\.

_,). L s
\) $"r
’t q.;.\gl"g‘h.!l:,‘ -

P ».,;"

‘~ "
7‘\ I,I" 'Y B €.

y o\ » ¥y NN £
< ’:: N ",'V‘\‘ e &

T

w,. i~
Il W
Pt,t//.

sl S it P

Fig. 7 Biocompatibility of ATT-Au NPs and MI-Au NPs. Concentration-

dependent cytotoxicity of ATT_Au NPs and MI_Au NPs cultured with (A)

HUVECs and (B) HAFs for 24 h tested with a CCK-8 kit. (C) Morphology of the HUVECs incubated with ATT_Au NPs and MI_Au NPs. The assay

without Au NPs was a control.

3.3 Characterization and antibiofilm activity of N_Au NP-
coated fabrics

We fabricated N_Au NP-coated fabrics by the sonochemical
method. SEM imaging showed that the morphology of the N_Au
NP-coated fabrics was uniform (Fig. 4A). Compared with the
control group, the protrusions on the surface indicated the
successful addition of the N_Au NPs on the fabrics (Fig. 4A).
Further, we quantified the amount of gold NPs loaded on the
fabrics by ICP. It should be noted that the AMP_Au NPs and
MI_Au NPs were better deposited on the surfaces (Fig. 4B).
The antimicrobial properties were examined by first
screening the potential of N_Au NP-coated fabrics to compro-
mise the viability of the developed biofilms of E. coli and S.
aureus. All the samples significantly reduced the viability of S.
aureus while ATT_Au NP- and MI_Au NP-coated fabrics were the
most effective with reductions of 2.5 and 5 logs, respectively.
AMBT Au NPs showed comparable effects on S. aureus to
ATT_Au NPs (Fig. 5). For E. coli, the reduction in the biofilm
viability was less prominent; nevertheless, MI_Au NP-coated
fabrics compromised the biofilm viability by 2 logs (Fig. 5).
AMP_NPs showed comparable effects on E. coli to MI_Au
NPs. ATT_Au NPs and MI_Au NPs had better antibacterial

2300 | Nanoscale Adv., 2020, 2, 2293-2302

activities compared with others, due to their higher loading on
the surface of the fabrics. Considering these results, we selected
ATT Au NPs and MI_Au NPs as representative NPs for the
following experiments, elaborating the examination by adding 3
additional antibiotic-resistant bacterial strains: MRSA, MDR E.
coli, and MDR K. pneumoniae. As shown in Table 2, ATT_Au NPs
and MI_Au NPs were far more efficient against Gram-positive
bacteria, reducing the viability of S. aureus by 2.4 and 5.2 logs,
respectively, and of MRSA by 3.5 and 4.1 logs, respectively.
Importantly, the developed biofilms of Gram-negative strains
used in this study were only slightly affected by ATT_Au NPs
(Table 2). However, MI_Au NPs led to significant reductions of
1, 1.3, and 1.9 logs in the biofilm viability of MDR E. coli, MDR
K. pneumoniae, and E. coli, respectively (Table 2).

The superiority of MI_Au NPs over ATT_Au NPs was further
established using an assay testing the impact of the coated
surfaces on the viability of planktonic bacteria (Fig. 6). The
antibacterial activity of MI_Au NP-coated fabrics against
different bacteria was lower than 10 CFU ml™*, where 10 CFU
ml~" was the limit of detection. While ATT_Au NPs partially
killed all bacterial strains tested, MI_Au NPs completely eradi-
cated all the bacteria (Fig. 6), due to the higher loading of the
MI_Au NPs on the surface of the fabrics. Considering the

This journal is © The Royal Society of Chemistry 2020
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comprehensive properties, we chose ATT_Au NP- and MI_Au
NP-coated fabrics for the subsequent toxicity experiments,
which had better antibacterial activity and antibiofilm activity.

3.4 Biological safety

The biocompatibility of Au NPs is particularly important for
further clinical applications. We incubated HUVECs and HAFs
with ATT_Au NPs and MI_Au NPs in different concentrations to
test the cytotoxicity of the NPs, using the cells cultured without
the Au NPs as a control. After 24 h, the cell viability of cells
treated with MI_Au NPs remained about 95%, even with
a concentration as high as 100 pg ml™', which means that
MI_Au NPs have no toxic effects on mammalian cells and are
safe for further in vivo characterization (Fig. 7A and B). By
contrast, at this high concentration, ATT Au NPs had signifi-
cant cytotoxicity (Fig. 7A and B). Nevertheless, ATT_Au NPs
showed better biocompatibility than those reported in our
previous work,” demonstrating that the nanoparticles synthe-
sized under aqueous conditions are safer for mammalian cells
than those synthesized in methanol. Furthermore, the HUVEC
cells cultured with MI_Au NPs in a high concentration (200 pg
ml ") were either quadrangular or spindle shaped, indicating
the good conditions of the cells after incubation with MI_Au
NPs for 48 h (Fig. 7C). The cell morphology of HAF cells treated
with MI_Au NPs remained slender, even when the concentra-
tion was as high as 200 pg ml™*, indicating the good growth
condition of the cells and low toxicity of MI_Au NPs (Fig. S37).
All the data demonstrate that MI_Au NPs have a wide range of
safe concentrations. We also found that the density of the cells
treated with ATT_Au NPs was much lower than that of the
control group, while the MI_Au NP group was similar to the
control group (Fig. 7C and S37), which means that the MI_Au
NPs could not block the proliferation of the cells. Hence, the
MI_Au NPs are highly biocompatible and safer than ATT_Au
NPs for potential practical applications.

4 Conclusions

We report a method to prepare fabrics that can prevent the
formation of a biofilm by sonochemical decoration with N-
heterocyclic molecule-capped Au NPs (N_Au NPs). After
screening, MI_Au NPs were proven to have uniform and stable
sizes and can be modified on the fiber surface with high
loading. Moreover, MI_Au NPs were proven to be an excellent
candidate for potential practical applications due to their
excellent antibacterial activity and high biosafety. The materials
for preparing the antibacterial fabrics are commercially avail-
able, low-cost, and stable. The production process is also simple
and easy to standardize, which may realize mass-production for
clinical applications.
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