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Antibiotic resistance continues to be an ongoing problem injecﬁon_\‘Nz ﬁ Gallium nanoparticles (Ga NP)
in global public health despite interventions to reduce antibiotic =0/ O : ) GaNp attachmentto
overuse. Furthermore, it threatens to undo the achievements and ‘ the biofilm
progress of modern medicine. To address these issues, the development % e
N/ s
- /

of new alternative treatments is needed. Metallic nanoparticles have b ollowed

become an increasingly attractive alternative due to their unique ¢ S %:jgs
physicochemical properties that allow for different applications and their N A ;

q q g g g 5 \ / rh Morphology change and
various mechanisms of action. In this study, gallium nanoparticles (Ga ‘1 “ & B . biofilm disruption

NPs) were tested against several clinical strains of Pseudomonas 3 « : =
aeruginosa (DFUS3, 364077, and 365707) and multi-drug-resistant \W/ <IS —
Acinetobacter baumannii (MRAB). The results showed that Ga NPs did _ ) ) _

. . . . i i (0) Ga NP interrupt bacteria and biofilm function, thereby
not inhibit bacterial growth when tested against the bacterial strains affecting their pathogenicity.
using a broth microdilution assay, but they exhibited effects in biofilm
production in P. aeruginosa DFUS3. Furthermore, as captured by atomic force microscopy imaging, P. aeruginosa DFUS3 and MRAB
biofilms underwent morphological changes, appearing rough and irregular when they were treated with Ga NPs. Although Ga NPs
did not affect planktonic bacterial growth, their effects on both biofilm formation and established biofilm demonstrate their potential
role in the race to combat antibiotic resistance, especially in biofilm-related infections.

gallium, nanoparticles, antimicrobial, biofilm, antibiotic-resistant bacteria

ntibiotics, like a double-edged sword, have saved resistant to traditional antibiotics because of their mechanism

countless numbers of lives and given rise to the of action which differs from traditional antibiotics.’ They often
development of resistance that poses a global threat. Their target multiple pathways, which does not entirely prevent the
discovery has revolutionized medicine; however, their use over emergence of resistance, but it does make the development of
the years has caused reduced eflicacy and increased resistance it more difficult as the bacteria would have to build multiple
development by many bacterial pathogens. While attempts defense mechanisms simultaneously.é’7 As such, metal-based
such as stewardship programs have been made to optimize NPs offer a promising solution to the problem of antibiotic
antibiotic use and minimize their impact on resistance resistance.

Gallium (Ga) is a silvery-white metal that is widely used in
the electronics industry and was initially developed for medical
applications as diagnostics tools for tumor imaging.*~ '’
Following recognition of their tendency to accumulate in
growing tumors, Ga-based compounds were further developed
into cancer therapeutic agents."'~"> While the mechanisms of
Ga uptake and anticancer activity are not entirely understood,
they are likely related to Ga’s similar chemical structure to iron
that allows them to act as iron mimetics.'* Ga can interfere

development, antibiotic resistance remains among the top
threats to public health that could undo achievements from
modern medicine and put it to an end unless new alternatives
are found.'

The use of metal-based nanoparticles (NPs) in the medical
field has attracted much interest in recent years. By
nanostructuring metals into nanomaterials, their physicochem-
ical properties are altered, giving nanomaterials unique
characteristics that are different from their original bulk
materials.” Various metals have been made into NPs and
investigated for their use as diagnostic tools and therapeutic December 11, 2022 MATERIALS ™
agents. Among them, silver NPs are the most widely explored March 13, 2023
as antimicrobial agents. They have shown antimicrobial activity March 14, 2023
against different classes of bacteria and produce synergistic March 28, 2023
effects when used in combination with antibiotics.”~> Metal-
based NPs are thought to be effective against bacteria that are
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Figure 1. TEM images and size distribution graphs of nonfunctionalized (A) and functionalized (C) Ga NPs (scale bar =

20 nm). (B)

Nonfunctionalized Ga NPs following overnight storage in chloroform. UV—vis absorption spectra of functionalized Ga NPs in water (D) and PBS
(E). SP-ICP-MS measurement of functionalized Ga NPs and ion concentrations in PBS (F).

with iron-dependent processes because, unlike iron, Ga cannot
be reduced in physiological conditions.'”'® Since cancer cells
are more proliferative than normal cells, they have an increased
dependency on iron that makes them more susceptible to the
effects of Ga."”

With the continuing problem associated with multi-drug
resistance among pathogenic bacterial species, the discovery of
new alternative antimicrobial agents has become more
important now than ever. Ga-based compounds have received
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interest for their potential application in bacterial infections as
they offer a unique solution to the problem by acting as an iron
mimetic trojan horse. Like all living organisms, bacteria require
iron for survival. They have developed various mechanisms for
iron acquisitions within mammalian hosts where iron
availability is limited as a part of the host’s innate defense
against invading pathogens. However, the bacterial iron uptake
systems are practically unable to distinguish Ga from iron."* ™’
In a similar way that Ga exhibits its anticancer effects, it
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interrupts iron-dependent processes that are necessary for
cellular function in the bacteria, ultimately resulting in cellular
death. The development of resistance to Ga by reducing its
uptake would therefore be challenging as it would also reduce
iron uptake.'”*' Ga-based compounds have exhibited efficacy
against different bacterial pathogens including Pseudomonas
aeruginosa, Acinetobacter baumannii, Staphylococcus aureus,
Rhodococcus equi, Escherichia coli, and several mycobacterium
species.”’ ~* Additionally, they have shown ability to inhibit
and disrupt P. aeruginosa biofilms.”

Despite the extensive potential medical applications of Ga,
the progress to advance Ga-based compounds into clinical
settings has largely been hindered by their low availability as
they are extensively hydrolyzed to form insoluble hydroxide at
physiological conditions.”** Ga nitrate (Ganite), for example,
is an FDA-approved drug for the treatment of cancer-related
hypercalcemia. While this confirms the safety of Ga in clinical
settings, a continuous 24 h a day intravenous infusion for 5—7
days is required for efficacy.””** Formulating compounds into
NPs has been shown to improve bioavailability and provide
steady release of therapeutic agents.”> "’ As such, we
hypothesized that formulating Ga into NPs will prolong and
enhance their antimicrobial activity. The goal of this study was
to synthesize Ga NPs using a hot injection method and
functionalize them for dispersibility in aqueous media and then
to demonstrate their antimicrobial and antibiofilm activities
against clinical strains of P. aeruginosa and multi-drug-resistant
A. baumannii (MRAB). To our knowledge, NPs made of only
Ga synthesized via a hot injection have not previously been
studied for their antimicrobial activity. The use of such NPs
would indicate that the antimicrobial activity observed stems
from Ga and highlights the novelty of this study.

Ga NPs were synthesized using gallium chloride as a metal
precursor, n-butyllithium as a reducing agent, and oleylamine
as a ligand, enabling colloidal stability of NPs in apolar
solvents.”® The resulting NPs were uniformly spherical, and
their size distribution as determined from transmission
electron microscopy (TEM) images ranged between 10 and
24 nm (Figure 1A). The median diameter of the NPs was 15
nm with 73% of the NPs being 13—17 nm. The NPs were
stored in chloroform and remained in suspension after several
weeks of storage at 4 °C, which suggests that they maintained
colloidal stability (Figure 1B).

To achieve colloidal stability (dispersion) in aqueous
solutions, Ga NPs were functionalized via ligand exchan%e
following a previously reported method by Dragoman et al.”
Several NP to ligand ratios were tested: 1:1, 1:2, 1:10, 2:1, and
4:1. While ligand exchange at 2:1 and 1:1 NP to ligand ratios
produced water-dispersible NPs, dispersibility was further
improved on Ga NPs functionalized at a 4:1 NP to ligand
ratio. As shown through TEM imaging, the functionalized NPs
ranged from 10 to 22 nm in size with a median of 15 nm, and
80% of them were 13—17 nm (Figure 1C). We also note that
Ga NPs are expected to have an oxide shell because of Ga’s
eagerness toward oxidation. This shell is thin, approximately
1—2 monolayers, as it was not detected by X-ray diffraction,
and its thinness is likely to further slowdown the release of Ga
ions from the NPs.*®
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Functionalized Ga NPs were further analyzed using UV—vis
spectrophotometry and single-particle inductively coupled
plasma mass spectrometry (SP-ICP-MS) to quantify the
concentration of Ga NPs and the amount of Ga ions in the
solution. The samples were prepared in water and phosphate-
buffered saline (PBS) to determine if the different solvents
could affect colloidal stability, and their absorbance values at
300 nm were measured at several different time points. Both
samples had the same pattern, where absorbance values
decreased over time, which suggested a decrease in NP
concentration (Figure 1D,E). The largest reduction in
absorbance values occurred within the first 6 h of NP
incubation in the solvent (54.8 and 43.5% for NPs in water and
PBS, respectively). After 24 h of incubation, absorbance values
were further reduced (96.8 and 69.4% for NPs in water and
PBS, respectively), and the samples appeared clear with some
brown precipitates visible at the bottom of the container. Upon
shaking, absorbance values increased by 4.8 times for the
sample in water and by 1.8 times for the sample in PBS. For
the SP-ICP-MS experiment, functionalized Ga NPs were
incubated in PBS for 0, 12, 24, and 48 h prior to analysis. The
results showed a decrease in the number of NPs with longer
incubation time, and the greatest concentration reduction
(13%) was observed with Ga NPs that were incubated for 12 h
(Figure 1F). The decrease in NP concentration was also
accompanied by an increase in dissolved ion concentration
from 2.09 to 4.58 ppb, with the highest concentration increase
(66%) occurring in the 12 h incubated sample (Figure 1F).
Although the overall changes in NP and dissolved ion
concentrations were relatively small, the trends indicated that
the rates of concentration change slowed down on samples
that were incubated longer than 12 h prior to analysis. These
results suggest that, after a burst release following 12 h
incubation, ion release from the NPs occurred in a sustained
manner.

Ga NPs were functionalized via ligand exchange to achieve
colloidal stability in aqueous media. Hard oxygen-based ligands
were considered according to the hard and soft acid base
principle: Ga’" is a hard acid, and hard acids favor interactions
with hard bases such as oxygen."” Among various potential
oxygen-based ligands, dopamine hydrochloride was selected
due to its proven safety for clinical application as an FDA-
approved drug.*' Colloidal stability of Ga NPs was achieved
via ligand exchange where a 4:1 NP to ligand ratio was most
favorable, and the functionalization did not affect the size or
shape of the NPs. To characterize the stability of the
functionalized Ga NPs in aqueous solution, UV absorbance
was measured at different time points. Absorbance value
differences between functionalized Ga NPs in water and PBS
suggest that the functionalized Ga NPs degrade in aqueous
solution over time at different rates depending on the media in
which they are dispersed.*” Reduction in absorbance values is
commonly attributed to reduced concentrations due to their
linear relationship.43 However, in the case of Ga NPs, NP
sedimentation and oxidation are also contributing factors as
the absorbance values increased following sample agitation but
did not return to their initial values at 0 h incubation.
Functionalized Ga NPs in PBS were used in the bacterial
studies and thus further characterized through SP-ICP-MS.
The results showed that the decrease in NP concentration was
accompanied by an increase in the dissolved ion concen-
trations, and the rates of change decreased on samples that
were incubated for 24 and 48 h before they were analyzed. The

https://doi.org/10.1021/acsmaterialsau.2c00078
ACS Mater. Au 2023, 3, 310—-320


pubs.acs.org/materialsau?ref=pdf
https://doi.org/10.1021/acsmaterialsau.2c00078?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as

ACS Materials Au

pubs.acs.org/materialsau

A) 48 h Incubated NP
Ga(lll) (ug/mL)
DFU53 364077 365707 MRAB
400 + + + +
200 + + + +
100 + + + +
50 + + + +
10 + + + +
5 + + + +
Control + + + +
B) Ga NP (ug/mL C)
(ug/mL) DFU53
Control 5 10 50 100 200 400 1.5+
- < AT = —-o— Control
-=- 5 pug/mL
- 10 pyg/mL
08 -+ 50 pg/mL
o
—— 100 pg/mL
- 200 pg/mL
—— 400 pg/mL
\ —r
g & V) 0 10 20 30
Dark green » Light green Time (h)
D) Ga NP (ug/mL E)
(ng/mL) 365707
Control 5 10 50 100 200 400 1.5
& I S o TG, PR AT, T —-o— Control
! - 5 pug/mL
. 1.0 —— 10 pg/mL
08 -+ 50 pg/mL
(o]
0.5 —— 100 yg/mL
- 200 ug/mL
—+— 400 ug/mL
00— 7T
10 20 30
Time (h)

Figure 2. (A) Broth microdilution test of 48 h PBS-incubated Ga NPs against clinical strains of P. aeruginosa (DFUS3, 364077, and 365707) and
MRAB. Microdilution plate photographs of P. aeruginosa DFUS3 (B) and 365707 (D) after 25 h treatment with 48 h PBS-incubated Ga NPs. P.
aeruginosa DFUS3 (C) and 365707 (E) growth as optical density measured at 600 nm at different time points.

ion release rate was fastest in 12 h incubated Ga NPs (5.5%
increase per hour) followed by a sustained release rate on
samples that were incubated for longer: 1.3 and 0.6% per hour
for 24 and 48 h incubated samples (Figure 1F). The sustained
ion release could be beneficial as it could reduce dosing
frequency while maintaining concentration above the mini-
mum inhibitory concentration. Therefore, to investigate the
effect of NP decomposition and precipitation on their
antimicrobial activity, functionalized Ga NPs were dispersed
in PBS immediately (0 h incubation), 24 h, and 48 h before
performing each antimicrobial experiment.

313

Antimicrobial Analysis of Ga NPs

The antimicrobial activity of functionalized Ga NPs was tested
against several clinical strains of P. aeruginosa (DFUS3,
364077, and 365707) and MRAB using the broth micro-
dilution assay. P. aeruginosa strains were treated using
functionalized Ga NPs dispersed in PBS immediately before
use (0 h incubation) and after 24 and 48 h incubation to allow
time for Ga NP decomposition.

Bacterial growth was observed in all tested P. aeruginosa
strains across all concentrations; however, reduced growth as
quantified by optical density (OD) measurement at 600 nm
was observed in P. aeruginosa DFUS3 and 365707 treated with
Ga NPs that were incubated for 48 h in PBS before use (Figure

https://doi.org/10.1021/acsmaterialsau.2c00078
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Effects of Ga NP on P. aeruginosa DFU53 Established Biofilm
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Figure 3. AFM images of P. aeruginosa DFUS3 biofilm untreated (A,C) and treated (B,D) with 24 h PBS-incubated Ga NPs and those grown

without (E) and with Ga NPs (F).

2A,CE). The greatest growth reduction occurred at the third
time point, after 8 h of treatment. P. aeruginosa DFUS3 treated
with >50 pg/mL Ga NPs were initially affected, but only those
treated with 200 and 400 pg/mL showed reduced growth and
a color change after 25 h of treatment upon visual inspection
(Figure 2B). They adopted a lighter blue green color with
increasing concentration of Ga NPs, which suggests that while
Ga NPs did not prevent bacterial growth, they can still
interfere with other bacterial processes. On P. aeruginosa
365707, growth was reduced at >100 ug/mL Ga NP treatment
and remained reduced after 25 h of treatment, although to a
lesser extent; however, color change on the cultures was absent
(Figure 2D). Meanwhile, the effects of Ga NPs on MRAB were
similar to those of P. aeruginosa 364077, where bacterial
growth was observed and not reduced in all concentrations
tested, and no color change on the culture was noted (Figure
S1). The lack of these effects indicated that Ga NPs have
different eflicacies toward different types and strains of
bacteria.

The broth microdilution assays performed using function-
alized Ga NPs with 0 h incubation time showed bacterial
growth in all tested bacterial strains and concentrations,
despite the highest concentration tested (Ga NP 400 ug/mL =
Ga(1III) 297.57 pg/mL) being higher than the reported ICy, on
P. aeruginosa and A. baumannii (Ga(Ill) 44.62 and 6.97 ug/
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mL, respectively).”**> Since the oxide shell on Ga NPs could
slow down ion release from the NPs, the assays were also
performed using functionalized Ga NPs incubated in PBS for
24 and 48 h. Although similar results where Ga NPs did not
inhibit planktonic bacterial growth were noted, OD at t =25 h
was reduced on P. aeruginosa DFUS3 and 365707 treated with
48 h PBS-incubated Ga NPs at >200 and >100 ug/mlL,
respectively. Reduction in OD indicates a decrease in bacterial
density, which can interfere with quorum sensing.

Bacteria use quorum sensing to regulate gene expressions in
response to changes in population density. The genes that
quorum sensing control are involved in processes that benefit
the whole population such as antibiotic production, virulence
factor expressions, and biofilm formation to name a few.***" In
P. aeruginosa, these include genes that activate pyocanin
biosynthesis, and studies have shown that quorum sensing
inhibitors can prevent pyocyanin production and biofilm
formation."®™>° The blue-green color on P. aeruginosa is
indicative of pyocyanin biosynthesis, a virulence factor
involved in pathogenicity and biofilm formation.”" It
intercalates with the extracellular DNA in P. aeruginosa biofilm
matrix to stabilize the biofilm and is essential for P. aeruginosa
viability under hypoxic conditions.”*™>* P. aeruginosa strains
that are pyocyanin deficient have been shown to produce
weaker biofilms.””>> Among the 3 P. aeruginosa strains that

https://doi.org/10.1021/acsmaterialsau.2c00078
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Effects of Ga NP on MRAB Established Biofilm
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Figure 4. AFM images of MRAB biofilm untreated (A,C) and treated (B,D) with 24 h PBS-incubated Ga NPs and those grown without (E) and

with Ga NP (F).

were tested, only P. aeruginosa DFUS3 produced pyocyanin, as
indicated by their blue-green color. At Ga NP concentrations
where bacterial growth was reduced (200 and 400 pg/mL), a
lighter blue-green color was also observed on the culture.
These results suggest that Ga NPs can reduce bacterial growth
in specific P. aeruginosa strains, and in pyocyanin producing
strains, this could affect pyocyanin biosynthesis through
quorum sensing which can impair biofilm formation.
Furthermore, as the effects of Ga NPs were only observed
on the cultures treated using 48 h PBS-incubated Ga NPs, it
suggests that the effects of Ga NPs are linked to their
decomposition and ion release. The loss of activity on
planktonic bacteria as a result of nanoformulation has also
been reported in a study where antimicrobial soluble copper
was found to have negligible antimicrobial effects when
formulated into nanoparticles.”> Given Ga’s mechanism of
action, the use of iron-rich media in the study could also
explain the lack of planktonic growth inhibition by Ga NPs as
it provides a competitive binding environment.'® This is
further supported by several studies which have shown
increased antimicrobial activity by Ga in a low iron

environment and reduced activity in a high iron environ-
21,23,26,44,45
ment.

P. aeruginosa DFUS3 and MRAB were used as model bacteria
to investigate the effects of functionalized Ga NPs on
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established biofilm and biofilm formation. Here, 400 pg/mL
functionalized Ga NPs dispersed and incubated in PBS for 24
h was used as the treatment, and AFM imaging was used for
morphological analysis.

On established P. aeruginosa DFUS3 biofilm, 24 and 48 h
treatment with Ga NPs resulted in changes on the bacteria and
biofilm morphologies. After 24 h treatment, the bacteria
appeared “shriveled” and had a rough surface, losing their rod-
shaped morphology (Figure 3A,B). Prolonged treatment (48
h) altered the biofilm morphology from smooth and even to
irregular and uneven (Figure 3C,D). Additionally, untreated
biofilm appeared to have a thicker matrix deposition in
comparison to that of the Ga NP treated biofilm.

Biofilm morphological changes were also observed in P.
aeruginosa DFUS3 grown with Ga NPs for 48 h. Whereas
untreated bacteria appeared to be covered by a smooth layer of
biofilm, treated bacteria grew irregular biofilm and individual
cell outlines could not be defined (Figure 3E,F).

Similar to P. aeruginosa DFUS3, 24 h treatment on
established biofilm of MRAB resulted in bacteria morpho-
logical changes. Bacteria in untreated biofilm had a typical
short rod morphology, but upon 24 h treatment with Ga NPs,
they lost their morphological uniformity, adopting a shriveled
and irregular appearance (Figure 4A,B). Extending treatment
time to 48 h did not result in further changes or striking
differences between untreated and treated biofilms (Figure
4C,D). However, growing the MRAB biofilm in the presence
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of Ga NPs for 48 h resulted in morphological changes where
multiple bacterial cells appeared to have aggregated and
formed cellular clusters (Figure 4E,F). These results indicate
that while Ga NPs did not inhibit MRAB growth, they have the
capacity to damage the bacterial cellular morphology and
biofilm formation.

To investigate the effects of Ga NPs on biofilm, P. aeruginosa
DFUS3 was selected among other P. aeruginosa strains due to
their tendency to form biofilm, as indicated by their blue-green
color. On the other hand, MRAB was selected to determine
whether the biofilm effects of Ga NPs were limited to a specific
bacteria type. In both P. aeruginosa DFUS3 and MRAB
biofilms, 24 h treatment with Ga NPs resulted in
morphological loss of individual cells. Following an additional
24 h incubation, biofilm formation occurred in P. aeruginosa
DFUS3, and the effects of Ga NPs became evident on the
biofilm morphology. Whereas the untreated biofilm appeared
smooth, the treated biofilm appeared rough and irregular.
However, unlike P. aeruginosa DFU4S, biofilm formation was
not observed in 48 h treated and untreated MRAB. Factors
such as growth conditions, culture concentrations, ions, and
nutrient availability can influence cell-to-cell communication
and gene expression in bacteria that determine biofilm
formation.”™>® The lack of biofilm formation by MRAB
suggests that the same conditions that supported biofilm
formation in P. aeruginosa DFU4S was insufficient for MRAB
biofilm formation. Cellular morphological changes observed in
48 h untreated MRAB in comparison to the 24 h untreated
culture could be attributed to bacterial overgrowth that caused
them to grow on top of each other.*”*’

In addition to established biofilms, the effects of function-
alized Ga NPs were investigated on biofilm formation by
growing the bacterial culture with Ga NPs for 48 h, where
similar results were observed. Biofilm formed by treated P.
aeruginosa DFUS3 appeared rough, irregular, and significantly
different in comparison to the untreated culture. The outline of
individual bacterial cell that was visible beneath the biofilm in
the untreated culture also can no longer be distinguished.
These results depicting damage on biofilm formation further
support findings on the previous section that the lighter blue-
green color on P. aeruginosa DFUS3 treated with 400 pug/mL
Ga NPs can be related to reduced pyocyanin biosynthesis,
which is an important factor in biofilm formation (Figures 2B
and 3E,F). While biofilm formation was not evident in MRAB,
their cellular morphology was altered when the culture was
grown in the presence of Ga NPs. Overall, the results in this
study have shown that while Ga NPs did not inhibit planktonic
bacterial growth, they could affect bacterial morphology and
biofilm morphology in both established biofilms and biofilm
formation. The results were beyond our expectation as bacteria
in biofilms are known to be more resistant to antimicrobial
agents.”’ Much higher concentrations are often required to
generate effects on biofilm. However, here, at the same
concentration where planktonic growth was observed, bacterial
and biofilm morphologies as well as biofilm formation were
affected, which suggests that direct interactions between Ga
NPs and bacterial cells is likely to contribute to their efficacy.

Although the mechanism is not well understood, several
compounds have also been found to have antibiofilm effects
without any effects on bacteria in their planktonic form.®*~®*
In a study by Harrison et al., metalloid tellurium reduction was
found to be different between bacteria in planktonic and
biofilm forms, and it resulted in the latter being susceptible to
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the compound.®® Quorum sensing inhibitors have been known
to reduce the virulence of pathogenic bacteria without killing
them."®**%® The ability to reduce virulence such as by
impairing biofilm formation without killing the bacteria could
be advantageous as it could prevent the eradication of
otherwise normal and healthy microflora. More importantly,
it could also put less pressure on resistance development. The
effects of Ga NPs on biofilms demonstrate their potential
applications in biofilm-related infections which has been on the
rise with the increased use of medical device implants.®”
Similar to the use of Ga bioactive glasses for substrate coating,
Ga NPs could also potentially be used for coating medical
device implants.”**” However, the synthesis of Ga NPs via hot
injection would be more favorable as synthesis of bioactive
glasses often requires extremely high temperatures. Melt-
derived synthesis of bioactive glasses requires precursor
melting at 1000—1400 °C, while sol—gel derived synthesis of
bioactive glasses requires calcination at approximately 700
°C.”% On the other hand, Ga NPs synthesized using hot
injection can be produced at 250 °C, making it a more feasible
synthesis method.

Ga was formulated into NPs to investigate whether it could
enhance its antimicrobial activity. The results showed that Ga
NPs can affect P. aeruginosa and MRAB bacterial morphologies
without inhibiting their planktonic growth. Furthermore, they
could also alter the biofilm formation of selective bacteria.
Since morphology relates to function, these results suggest that
Ga NPs can interrupt bacteria and biofilm function, thereby
affecting their pathogenicity. They can be expected to increase
the efficacy of traditional antibiotics in biofilm-related
infections when used in conjunction. More studies are required
to further understand the mechanisms of Ga NPs; however,
this study has highlighted the potential use of Ga to specifically
target biofilms through the use to nanotechnology.

Gallium chloride (99,999% anhydrous, ABCR), octadecene (ODE,
90%, Sigma-Aldrich), dioctylamine (DOA, 98%, Sigma-Aldrich),
toluene (99.9%, Sigma-Aldrich), n-butyllithium in heptane (n-BuLi,
2.7 M, Sigma-Aldrich), oleylamine (OLA, tech., TCI), oleic acid (OA,
90%, Sigma-Aldrich), ethanol (>99.9%, Scharlau), chloroform
(>99.8%, Sigma-Aldrich), dopamine hydrochloride (DA, Sigma-
Aldrich), methanol (MeOH, Fisher Scientific), ethyl acetate (Fisher
Scientific), phosphate-buffered saline (Sigma-Aldrich), Luria—Bertani
broth (LB, Invitrogen, Life Technologies), and Tryptone soy broth
(TSB, Oxoid, Thermo Fisher Scientific) were used.

Ga NP synthesis was performed using a Schlenk line under a nitrogen
atmosphere according to the protocol of He et al.”® Briefly, 9 mL
ODE and 1.13 mL DOA were added into a 50 mL three-neck flask
and dried under vacuum at 110 °C for 1 h while stirring. Under N,,
the temperature was increased to 250 °C, followed by injections of
GaCl, (0.066 g in 1 mL toluene) and n-BuLi (1.33 mL). Once the
solution color changes from yellow to brown, which indicates NP
formation, the reaction was quickly cooled to room temperature by air
cooling, chloroform injection (6 mL at 190 °C and 4 mL at room
temperature), OLA/OA injection (0.3 mL each at 50 °C), and an ice
water bath. Ga NPs were then precipitated by adding 20 mL of
ethanol and centrifugation at 9000 rpm for 5 min. The final Ga NPs
were dispersed in chloroform.
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For Ga NP functionalization via ligand exchange, Ga NPs in
chloroform were mixed with dopamine hydrochloride in methanol at
different ratios (1:1, 1:2, 1:10, 2:1, and 4:1) in a S0 °C water bath
overnight. They were then centrifuged at 13400 rpm for 1 min and
redispersed in methanol. Ethyl acetate (3X the volume of methanol)
was added to remove excess of unbound ligands, followed by another
round of centrifugation. Finally, the functionalized Ga NPs were
dispersed in water or PBS.

TEM (Philips CM30) was used to characterize nonfunctionalized and
functionalized Ga NPs. The samples were prepared by placing a 10 uL
droplet of the Ga NPs in solution on a 400-mesh carbon-coated
copper grid and then dried prior to imaging. In addition to TEM,
functionalized Ga NPs were also characterized using a Cary 5000
UV—vis spectrophotometer. The samples were prepared in water and
PBS, and UV—vis absorption spectra were measured at different time
points.

To measure dissolved ion concentrations and the number of
nanoparticles in the solution, we used single-particle inductively
coupled plasma mass spectroscopy (NexION 2000, PerkinElmer).
The samples were prepared by incubating functionalized Ga NPs in
PBS for 0, 12, 24, and 48 h. They were further diluted immediately
prior to the elemental analysis with SP-ICP-MS. The instrument was
calibrated using a multielement standard for the dissolved ion
calibration and with 30, SO, and 100 nm gold NP standards
(PerkinElmer) for the particle calibrations. The sample measurements
were conducted using the single-particle mode.

Clinical strains of P. aeruginosa were isolated from diabetic foot ulcer
(DFUS3, Liverpool Hospital, Australia), scalp wound (364077), and
ankle wound (365707) of patients at Royal Prince Alfred Hospital in
Sydney, Australia. The strains were deidentified before they were
gifted to our research group, and they were cultured in LB broth
media at 37 °C for 16 h with shaking (150 rpm) for experimental
purposes. Multi-drug-resistant A. baumanii (MRAB) was isolated from
a patient’s wound at Concord Hospital (Sydney, Australia) and
similarly deidentified before given to us. The isolate was maintained in
TSB at 37 °C for 16 h with shaking (150 rpm).

The broth microdilution method was used to investigate the activity
of functionalized Ga NPs on planktonic growth of bacteria. Overnight
grown culture was diluted appropriately to ODgy = 0.1 + 0.02 and
added into a 96-well microplate (200 uL per well). SO uL of
functionalized Ga NPs in PBS was then added to each well, and the
microplate was incubated at 37 °C for 24 h with shaking. Bacterial
growth was determined through visual inspection of the microplate
for turbidity and confirmed by checking their optical density at 600
nm using a microplate spectrophotometer (Tecan Infinite M1000
Pro).

Biofilms were grown on 13 mm round Thermanox coverslips in a 24-
well microplate using 30 yL of overnight grown culture diluted with
370 puL of appropriate broth. They were grown in a shaking incubator
at 37 °C for 48 h to allow biofilm formation. PBS wash was performed
to remove loosely bound bacteria, and 80 uL of functionalized Ga
NPs in PBS diluted with 320 uL of appropriate broth was then added.
The microplate was returned into the shaking incubator for a further
24 or 48 h, after which the Thermanox coverslips were collected and
analyzed using atomic force microscopy (AFM).

In a similar way, functionalized Ga NPs were investigated for their
ability to prevent biofilm formation. Each culture was grown with or
without the addition of functionalized Ga NPs on Thermanox
coverslips in a 24-well microplate for 48 h. The Thermanox coverslips
were then collected and analyzed using AFM.
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Collected Thermanox coverslips on which biofilms were grown were
fixed on AFM metal stubs using superglue. They were air-dried then
imaged using the Soft Tapping mode on a Multimode VIII AFM
(Bruker). A minimum of three areas at different sizes (15 X 7.5 ym,
10 X 5 pm, and S X 2.5 um) on each sample was captured at a 0.5 Hz
scan rate using silicone tips (Olympus AC160TS; frequency 300
(200—400) kHz; spring constant k = 42 (12—103) N/m).

The Supporting Information is available free of charge at
https://pubs.acs.org/doi/10.1021/acsmaterialsau.2c00078.

Microdilution plate photographs and optical density
measurements of P. aeruginosa 364077 and MRAB
treated with Ga NPs (PDF)
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