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Abstract
Burn infections caused by Pseudomonas aeruginosa pose a major complication in wound healing. This study aimed to 
determine the antimicrobial effect of metal ions, graphene (Gr), and graphene oxide (GO), individually and in combination, 
against the planktonic and biofilm states of two antimicrobially resistant clinical strains of P. aeruginosa each with different 
antibiotic resistance profiles. Minimum inhibitory, minimum bactericidal, and fractional inhibitory concentrations were per-
formed to determine the efficacy of the metal ions and graphene composites individually and their synergy in combination. 
Crystal violet biofilm and XTT assays measured the biofilm inhibition and metabolic activity, respectively. Molybdenum, 
platinum, tin, gold, and palladium ions exhibited the greatest antimicrobial activity (MIC = 7.8–26.0 mg/L), whilst GO and 
Gr demonstrated moderate-to-no effect against the planktonic bacterial cells, irrespective of their antibiograms. Biofilms 
were inhibited by zinc, palladium, silver, and graphene. In combination, silver–graphene and molybdenum–graphene inhib-
ited both the planktonic and biofilm forms of the bacteria making them potential candidates for development into topical 
antimicrobials for burns patients infected with antibiotic-resistant P. aeruginosa.
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Introduction

The burden of antimicrobial resistance is a daily challenge 
in clinical settings, especially in acute and intensive care 
units. Pseudomonas aeruginosa is one of the most clini-
cally important antibiotic-resistant Gram-negative bacteria 

(AMR-GNB), being a common cause of urinary tract and 
lower respiratory tract infections, i.e., ventilator-associ-
ated pneumonia (Ruppé et al. 2015). It is also commonly 
found in burn infections (Coetzee et al. 2013). P. aerugi-
nosa maintains chronic infection through the formation 
of biofilms, which causes a delay in burn wound healing, 
patient recovery, and it is also a causative agent of graft 
loss. (Coetzee et al. 2013; Gonzalez et al. 2016). Treating 
MDR Pseudomonas species infections is challenging, and 
alternatives to systemic administered antibiotics are needed. 
Silver impregnated dressings and topical chemotherapeutics, 
such as mafenide acetate 11.2% cream, are being clinically 
used in the treatment of superficial and deep burn wounds, 
with silver sulfadiazine (SSD) remaining the standard topi-
cal antimicrobial for burn infections (Adhya et al. 2015). 
However, following the excessive and uncontrolled use of 
silver in medical and non-medical applications, serious con-
cerns have been raised regarding bacterial resistance to silver 
(Chopra 2007), and thus, there is a need to look for other sil-
ver combinations and metal mixtures that have the potential 
to be used as antimicrobials.
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For the last decade, carbon nanostructures (CNS) have 
gained a significant attention due to their physical and chem-
ical properties, being used in biosensors and coating bio-
materials for tissue transplantation (Al-Jumaili et al. 2017). 
Several studies have shown that graphene-based materials 
exhibit antimicrobial activities (Dizaj et al. 2015; Ji et al. 
2016; Slate et al. 2018). Graphene oxide and reduced gra-
phene oxide have been previously demonstrated to inhibit 
the growth of Escherichia coli and P. aeruginosa (Hu et al. 
2010; Gurunathan et al. 2012; Tu et al. 2013; Hussein-Al-
Ali et al. 2014). However, the activity of graphene against 
P. aeruginosa when combined with metal ions is still not 
well documented.

In light of the increasing evidence of the antimicrobial 
resistance within bacterial isolates, including P. aeruginosa, 
there is a need for new antimicrobial and biocidal agents to 
be developed. We have, therefore, assessed the antimicrobial 
activity of 18 metal ions, graphene, and graphene oxide, 
individually, and in synergy against two clinically relevant 
AMR strains of P. aeruginosa with distinct antibiotic resist-
ance profiles.

Materials and methods

Bacterial strains

This study evaluated two new clinical strains of P. aerugi-
nosa (NK-1 and NK-2), which were cultured on tryptone soy 
agar (TSA) or broth (TSB) (Oxoid, UK) and incubated for 
24 h at 37 °C in aerobic conditions. The isolates were col-
lected from clinical samples from The Royal Bolton Hospital 
(Bolton, UK) from patient wounds. These bacteria were used 
as representative microorganisms recovered from wounds. 
Staphylococcus epidermidis ATCC 12228 and S. epider-
midis ATCC 35984 served as biofilm negative and positive 
controls, respectively, and were cultured as above.

Antibiotic susceptibility testing

Following the recommendations of the European Com-
mittee on Antimicrobial Susceptibility Testing (EUCAST) 
(EUCAST 2019), both P. aeruginosa isolates were tested 
against the following antibiotic discs using the disc diffu-
sion method. The multidrug discs contained ciprofloxacin 
(5 µg), piperacillin (100 µg), imipenem (10 µg), cefepime 
(30 µg), fosfomycin (200 µg), colistin (10 µg), and tobramy-
cin (10 µg) (AB Biodisk, UK). The zones of inhibition (ZoI) 
were measured in millimetres following 12–18 h incubation 
at 37 °C, and interpreted in accordance with the manufactur-
er’s recommendations. Bacterial isolates were designated as 
antibiotic resistant (AMR) if they were resistant to multiple 

antimicrobial agents, classes, or subclasses of antibiotics as 
defined by EUCAST (Magiorakos et al. 2012).

Antimicrobial compounds

The metal ions evaluated in this study were Atomic Absorp-
tion Standards (AAS—1000 mg/L) (Sigma-Aldrich, UK). 
The metal ions, along with acid controls, were molybdenum 
(Mo) and tin (Sn) (in 10% HCl), rhodium (Rh), platinum 
(Pt), gold (Au), palladium (Pd), ruthenium (Ru) (in 5% 
HCl), gallium (Ga) (in 5%  HNO3), zirconium (Zr), yttrium 
(Y), rhenium (Re), indium (I), aluminium (Al), zinc (Zn), 
tantalum (Ta), niobium (Nb), copper (Cu), and silver (Ag) 
(in 2%  HNO3). Graphene compounds were mechanically 
ground into particles (200 nm–1 µm) and suspended in 
water. Graphene oxide of flake sizes (300–700 nm) in solu-
tion (500 mg/L) (Graphene-Supermarket, USA) was also 
evaluated). Test compounds were tested individually and in 
combination with either graphene (Gr) or graphene oxide 
(GO). The graphene oxide was synthesised and characterised 
according to the previously described method by Whitehead 
et al. (2017).

Minimum inhibitory concentration (MIC) 
and minimum bactericidal concentration (MBC) 
assays

Bacterial species were grown overnight in Tryptone Soya 
Broth. Following a 10 min centrifugation at 1721×g, the 
supernatant was discarded, and the pellet re-suspended in 
10 mL double strength TSB. The cultures were adjusted 
to an optical density (OD 600) of 1.0 (± 0.1) equivalent to 
approximately 1.0 × 108 colony forming units/mL (CFU/mL) 
at 540 nm. In a 96-well microplate, 100 µL of TSB were 
added to all the wells. This was followed by the addition of 
100 µL of the test compound to the first column. The vol-
ume was mixed thoroughly by aspiration, and 100 µL was 
removed and added to the second column. This step was 
repeated until the tenth column where 100 µL was discarded. 
Finally, 100 µL of bacterial culture mixed with 0.15% triph-
enyl blue chloride (TBC) and added to the first ten columns. 
The last two columns, serving as controls, were inoculated, 
respectively, with 100 µL of double strength TSB broth con-
taining 0.15% TBC and 100 µL of TSB (0.15% TBC) with 
adjusted bacterial suspension. Microplates were sealed with 
 Parafilm® and incubated overnight at 37 °C. The first well 
displaying no blue pigmentation was designated as the MIC. 
To determine the MBC, 20 µL of the wells showing no blue 
colour were plated on TSA and incubated at 37 °C for 24 h. 
The lowest concentration showing no bacterial growth was 
defined as the MBC. The antimicrobial activity was consid-
ered to be substantial when MIC or MBC ≤ 30 mg/L, good 
antimicrobial activity if 31 mg/L ≤ MIC or MBC ≤ 60 mg/L, 
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a moderate antimicrobial activity if 61 ≤ MIC or MBC ≤ 90, 
while low or no antimicrobial activity was assigned for MIC 
or MBC ≥ 91 mg/L.

Fractional inhibitory concentration assay

The fractional inhibitory concentration (FIC) was used to 
establish the synergistic relationship between metal ions 
and graphene or graphene oxide in a 1:1 ratio, following 
the same steps described earlier in Sect. 2.4. FIC ratios of 
two compounds X and Y were calculated and interpreted 
as follows:

The two tested compounds were designated as synergis-
tic if ∑FIC ≤ 0.5; additive if 0.5 < ∑FIC ≤ 1; indifferent if 
∑FIC > 1 and antagonistic if ∑FIC ≥ 4 (Jenkins and Schuetz 
2012).

Crystal violet biofilm assay

Fine polished 304 grade stainless steel coupons 
(10 mm × 10 mm) were used to assess biofilm formation in 
this study (Vaidya et al. 2017). The coupons were cleaned 
for 10 min in undiluted acetone, methanol, and ethanol 
(BDH, UK), respectively, and were washed with sterile 
water between each step. After drying, the coupons were 
placed into the centres of the wells of 12-well culture plates 
containing 1 mL of an adjusted bacterial cell suspension 
(OD 1.0). The plate was sealed with parafilm and incubated 
for 1 week at 37 °C under static conditions. After incubation, 
the coupons were washed gently with 2 mL of sterile dis-
tilled water to eradicate any loose planktonic cells, and then 
air-dried at room temperature for 2 h. One millilitre of each 
tested compound (500 mg/L) was added into the respective 
well and incubated overnight at 37 °C. For synergy testing 
of metal ions and graphene/graphene oxide, 500 µL of each 
compound were added. The tested compounds were dis-
posed and the coupons were carefully washed with 1 mL of 
sterile distilled water to remove non-adherent cells. Adher-
ent cells were stained with 0.03% crystal violet (Oxoid, 
UK) for 30 min, and then washed with sterile water and 
left to air-dry for 1 h. One millilitre of 33% glacial acetic 
acid (BDH, UK) was added to each well. After 30 min, the 

∑

FIC = FIC (X) + FIC (Y),

FIC of compound X

=
MIC of compound X in combination with Y

MIC of compound X alone
,

FIC of compound Y =
MIC of compound Y in combination withX

MIC of compound Y alone
.

supernatant was removed and the absorbance was read at 
 OD590. Wells incubated with TSB only served as controls 
and were used to assess the adhesion ability of the biofilm. 
The biofilm forming strength was evaluated by comparing 
the  ODsample to the  ODblank (containing sterile TSB only). 
The subsequent classification was applied, adapted from Xu 
et al. (2016): weak biofilm formation  (ODb < ODs ≤ 2  ODb), 
moderate  (ODb < ODs ≤ 4  ODb), and strong biofilm forma-
tion (4  ODb ≤ ODs).

XTT assay

Before setting the experiment, the XTT solution was pre-
pared by dissolving 4 mg of XTT (2,3-bis (2-methoxy-4-
nitro-5-sulfophenyl)-5-[(phenylamino) carbonyl] 2H-tetrazo-
lium hydroxide) (Sigma, UK) in 10 mL of phosphate buffer 
saline pre-warmed to 37 °C. Subsequently, 1.5 mL of the 
previously prepared XTT added to 300 µL of menadione 
solution (0.4 mM in acetone) to prepare the XTT-menadione 
solution. The bacterial biofilms were formed for 7 days on 
the stainless steel coupons as previously described in CVBA 
assay. On the 7th day, the bacterial supernatant was removed 
and coupons were washed thrice with distilled water. The 
tested compounds were added to the designated wells at 
2 × MIC and were incubated for 1 h at 37 °C in static condi-
tions. After washing the biofilms three times with PBS, the 
XTT-menadione solution (750 µL) were added to each well 
and incubated in the dark at 37 °C. After 3 h, the OD of the 
supernatant was read at 490 nm using a spectrophotometer. 
Blanks constituted of sterile medium with XTT/menadione 
solution and their values were directly deducted from the 
sample values to minimize background intervention. Cells 
untreated with the tested compounds and cells treated with 
70% isopropyl alcohol were set as negative and positive con-
trols, respectively. The change in the metabolic activity in 
the biofilm cells was calculated as percentage of reduction 
using the following formula:

Statistical analysis

All assays were carried out in triplicate per strain (n = 3). 
Independent sample t tests with a two-tailed distribution 
and the one-way analysis of variance test (ANOVA) with 
post hoc test were performed to assess the significance 
of the different treatments using GraphPad Prism 7.00 
Software, Inc. and IBM SPSS Statistics (version 25). The 
distribution of the data from the mean values was analysed 
using standard deviation and error with 95% confidence 

[

OD growth control − OD sample

OD growth conrol

]

× 100.
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intervals (Microsoft Excel). p < 0.05 was considered 
significant.

Results

Antimicrobial susceptibility testing

The two bacterial isolates displayed different antibiotic 
susceptibility patterns, and both were shown to be antibi-
otic resistant (AMR). P. aeruginosa-NK1 was found to be 
susceptible to cefepime, colistin, fosfomycin, intermediate 
to tobramycin and resistant to piperacillin, imipenem, and 
ciprofloxacin. The P. aeruginosa-NK2 isolate was sensi-
tive to colistin, piperacillin, and tobramycin, intermediate 
to imipenem and resistant to cefepime, ciprofloxacin, and 
fosfomycin.

Minimal inhibitory concentrations

The MICs and MBCs’ results were grouped, for the purpose 
of this study, according to their antimicrobial efficacies as 
high (≤ 30 mg/L), good (≥ 31 mg/L ≤ 60 mg/L), moderate 
(≥ 61 mg/L ≤ 90 mg/L), and no efficacy (≥ 91 mg/L). Five 
out of the eighteen metal ions tested showed high inhibitory 
antimicrobial activity (< 30 mg/L) against the two bacterial 
strains (Table 1). Platinum (7.8 mg/L), palladium, and tin 
(13.0 mg/L) ions demonstrated the best inhibitory antimi-
crobial activity against both P. aeruginosa isolates followed 
by the molybdenum ions (15.6 mg/L) and then gold ions 
(26.0 mg/L). The metal ions that showed good antimicro-
bial efficacy included rhenium and gallium (31.3 mg/L), 
rhodium (41.7- 52.1 mg/L), and aluminium (41.7 mg/L). 
The yttrium (62.5 mg/L), ruthenium (52.1 mg/L), tanta-
lum (62.5 mg/L), indium (62.5 mg/L), zinc (62.5 mg/L), 
zirconium (83.3  mg/L), and niobium (83.3  mg/L) ions 
demonstrated moderate antimicrobial inhibitory effects, 
while no antimicrobial efficacy was demonstrated for the 
silver (104 mg/L) or copper ions (125 mg/L) against the 

Table 1  MIC and MBC values 
(mg/L) (± SE) of metal ions, 
graphene, and graphene oxide 
against the bacterial strains

Metal/compound Solvent MIC MBC

P. aeruginosa
NK1

P. aeruginosa
NK2

P. aeruginosa
NK1

P. aeruginosa
NK2

Y HNO3 (2%) 62.5 ± 0.00 62.5 ± 0.00 125 ± 0.00 125 ± 0.00
Zr 83.3 ± 20.8 83.3 ± 20.8 333 ± 83.3 333 ± 83.3
Nb 83.3 ± 20.8 83.3 ± 20.8 333 ± 83.3 250 ± 83.3
Ag 104 ± 20.8 104 ± 20.8 125 ± 0.00 125 ± 0.00
Ta 62.5 ± 0.00 62.5 ± 0.00 83.3 ± 20.8 83.3 ± 20.8
I 62.5 ± 0.00 62.5 ± 0.00 125 ± 0.00 125 ± 0.00
Al 41.7 ± 10.4 41.7 ± 10.4 41.7 ± 10.4 41.7 ± 10.4
Cu 12.5 ± 0.00 125 ± 0.00 125 ± 0.00 250 ± 0.00
Zn 62.5 ± 0.00 62.5 ± 0.00 125 ± 0.00 125 ± 0.00
Re 31.3 ± 0.00 31.3 ± 0.00 31.3 ± 0.00 31.3 ± 0.00
Ga HNO3 (5%) 31.3 ± 0.00 31.3 ± 0.00 83.3 ± 20.8 83.3 ± 20.8
Ru HCl (5%) 52.1 ± 10.4 52.1 ± 10.4 62.5 ± 0.00 62.5 ± 0.00
Rh 41.7 ± 10.4 52.1 ± 10.4 62.5 ± 0.00 62.5 ± 0.00
Pt 7.8 ± 0.00 7.8 ± 0.00 7.81 ± 0.00 7.81 ± 0.00
Au 26.0 ± 5.20 26.0 ± 5.20 41.7 ± 10.4 41.7 ± 10.4
Pd 13.0 ± 2.60 13.0 ± 2.60 41.7 ± 10.4 41.7 ± 10.4
Mo HCl (10%) 15.6 ± 0.00 15.6 ± 0.00 31.3 ± 0.00 31.3 ± 0.00
Sn 13.0 ± 2.60 13.0 ± 2.60 13.0 ± 2.60 13.0 ± 2.60
HNO3 (2%) 0.125% 0.125% 0.125% 0.125%
HNO3 (5%) 0.23% 0.23% 0.31% 0.31%
HCl (5%) 0.62% 0.62% 0.62% 0.62%
HCl (10%) 1.25% 1.25% 1.25% 1.25%
Graphene 125 ± 0.00 125 ± 0.00 250 ± 0.00 250 ± 0.00
Graphene oxide > 500 > 500 > 500 > 500
Ethanol
(50%)

> 500 > 500 > 500 > 500
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bacterial isolates. Graphene (125 mg/L) and graphene oxide 
(> 500 mg/L) showed no antimicrobial activity. Among the 
18 tested metal ions, only rhodium exhibited different MIC 
values against the two different isolates (41.7 mg/L P. aer-
uginosa NK1 and 52.1 mg/L P. aeruginosa NK2.

Minimal bactericidal concentrations

Platinum (7.8 mg/L) and tin (13.0 mg/L) ions demonstrated 
high bactericidal activity against the bacterial strains, whilst 
rhenium and molybdenum (31.1 mg/L), and gold and pal-
ladium (41.7 mg/L) ions showed good bactericidal activity 
(Table 1). Ruthenium, rhodium (62.5 mg/L), tantalum, and 
gallium (83.3 mg/L) ions demonstrated moderate activity. 
Yttrium, silver, zinc (125 mg/L), zirconium (333 mg/L) 
and copper ions (125 mg/L against NK-1 and 250 mg/L 
against NK-2) and niobium ions (333 mg/L against NK-1 
and 250 mg/L against NK-2) demonstrated no bactericidal 
efficacy. The MBCs of graphene oxide (> 500 mg/L), and 
graphene (250 mg/L) also indicated no bactericidal activity. 
Despite the differences shown in their antibiotic profiles, 
both P. aeruginosa strains exhibited the same MBC values 
for graphene, graphene oxide, and each metal ion with the 
exception of niobium and copper.

Fractional inhibitory concentrations

The FIC was carried out to determine the synergistic activ-
ity between the eight metal ions exhibiting the best anti-
microbial activity with the graphene-based compounds in 
a 1:1 ratio. When combined with graphene oxide, silver, 
and yttrium ions showed an enhanced antimicrobial activity 
against both P. aeruginosa species (FIC ≤ 0.5). When tested 
with graphene, a synergistic effect was determined with 
molybdenum, silver, yttrium, and palladium ions against 
the two strains of P. aeruginosa (FIC ≤ 0.5). The platinum 
ion–graphene combination was the only one that demon-
strated an antagonistic activity against P. aeruginosa isolates 
(FIC ≥ 4) (Table 2).

Antimicrobial testing against biofilms

The antimicrobial activity of the metal ions shown to be 
effective against the planktonic cells of P. aeruginosa strains 
were investigated against the biofilm forms of the bacterial 
strains. Out of the eight metal ions, tin, zinc, palladium, 
and silver ions were able to reduce the biofilm production 
of P. aeruginosa NK-1 and P. aeruginosa NK-2 (Fig. 1). 
Graphene showed an antimicrobial effect against the bio-
film forms of the bacterial strains to a greater extent than 
the planktonic form (p < 0.0001). The optimal antimicrobial 
effect against the biofilms of the two isolates was demon-
strated for the platinum–graphene oxide, gallium–graphene 
oxide, molybdenum–graphene oxide, gold–graphene oxide, 
silver–graphene, gallium––graphene and molybdenum–gra-
phene combinations (p < 0.05) (Fig. 1).

The XTT assay showed that the same metal ions and 
compounds that inhibited the biofilm were able to reduce 
their metabolic activity. The following combinations Au–GO 
(94%), Mo–GO (93%), Ag (91%), Ag–Gr (91%) showed sig-
nificantly reduced metabolic activity of the viable biofilm 
cells of both isolates. The combined results from the biofilm 
and XTT assays showed that the addition of graphene or 
graphene to selected metal ions enhanced their antimicrobial 
effect compared to the compounds or metal ions alone. No 
variance in antimicrobial activity tested via CVBA and XTT 
was noted between the two tested isolates, although they 
both exhibited different antibiotic profiles (Fig. 2).

Discussion

Following the emergence of antibiotic-resistant bacteria 
causing healthcare associated and community-acquired 
infections, there is a need for effective antibacterial and bio-
film treatments (Gold et al. 2018). Currently, Pseudomonas 
spp. is the third most prominent cause of Gram-negative 
bloodstream infections responsible for 4% of hospital-
acquired bacteraemia cases (Gold et al. 2018). As such, 
adequate control of P. aeruginosa infections represents a 
substantial challenge for clinicians.

Table 2  FIC values of eight 
metal ions combined with 
graphene or graphene oxide 
against P. aeruginosa bacterial 
isolates

Metal ions and graphene oxide are considered to be synergistic if ∑FIC ≤ 0.5; additive if 0.5 < ∑FIC ≤ 1; 
indifferent if ∑FIC > 1 and antagonistic if ∑FIC ≥ 4

Metal ions

Mo Au Ag Sn Y Pt Pd Ru

Gr P. aeruginosa—NK1 0.44 0.99 0.50 1.00 0.33 4.00 0.37 0.99
P. aeruginosa—NK2 0.50 1.00 0.24 1.00 0.24 4.00 0.50 1.00

GO P. aeruginosa—NK1 0.99 0.88 0.50 1.00 0.37 3.00 1.00 1.00
P. aeruginosa—NK2 1.00 1.00 0.50 1.00 0.50 2.00 1.00 1.00
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Antibiotic susceptibility testing

Each P. aeruginosa isolate used in this study was resistant 
to at least two classes out of the eight classes of antibiotics 
generally used to treat P. aeruginosa infections (Bassetti 

et al. 2018). While the treatment of P. aeruginosa depends 
on the clinical isolate itself, burn units alternate between 
various topical antimicrobials for P. aeruginosa to reduce 
the risk of resistance (Japoni et al. 2009).

Fig. 1  The effect of metal ions and graphene-based compounds on 
pre-formed biofilms of a P. aeruginosa-NK1 and b P. aeruginosa-
NK2 after 24 h treatment. The absorbance values (± SD) are directly 

proportional to the amount of intact biofilm following treatment. 
Asterisk represents p < 0.05
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Fig. 2  The antimicrobial effect of metal ions and graphene-based 
compounds on the metabolic activity of biofilm cells of P. aer-
uginosa: a P. aeruginosa NK1 and b P. aeruginosa NK2 isolates as 

assessed by percentage reduction in XTT colorimetry. Data shown as 
mean (± SD). The dotted red line signifies the threshold for minimum 
antibacterial activity
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Antimicrobial efficacy of single metal ions

The results demonstrated that molybdenum, tin, platinum, 
palladium, and gold ions showed the greatest antimicrobial 
activity against P. aeruginosa NK-1 and NK-2 in the plank-
tonic form to different degrees. The degree of antimicro-
bial efficacy towards a specific pathogen may be affected by 
the surrounding milieu or the bacteria itself, or the specific 
chemical properties of the metal ions, for example, their 
reduction potential and speciation. Thus, it may be prudent 
to use different metal ions tailored to a specific bacteria and 
environment.

Overall, the same values for the MIC and MBC for the 
metals, graphene, and graphene oxide were recorded for the 
two distinct isolates of P. aeruginosa despite having different 
antibiotic profiles. The only exceptions were niobium and 
rhodium that displayed different MICs and MBCs against 
the two strains. This demonstrated that the metal ions were 
able to inhibit or kill the bacterial planktonic or biofilm cells 
of P. aeruginosa isolates regardless of their antimicrobial 
resistance profiles.

It has been reported that metal ions are capable of disrupt-
ing cell growth cycles in a concentration dependent manner, 
and that this is due to the physical and chemical properties 
of both the metals and their accessibility to donor ligands 
within the intracellular bacterial biomolecules (Lemire et al. 
2013). This might partly explain the observation that molyb-
denum, tin, platinum, and palladium ions, being classified 
as “soft metals”, showed the highest antimicrobial efficacy 
against the bacterial isolates. These metals have high elec-
tronegativity values and are able to form covalent bonds, 
with preferential binding of nitrogen or sulphur in the pro-
teins of P. aeruginosa. It has been reported that the antibac-
terial toxicity of these metals is proportional to their affinity 
for sulphur (Lemire et al. 2013).

Antimicrobial efficacy of graphene and graphene 
oxide

Graphene-based compounds have emerged recently as poten-
tial novel broad-spectrum antibacterial agents (Hu et al. 
2010; Tu et al. 2013; Slate et al. 2018). Several studies have 
indicated that graphene oxide and reduced graphene oxide 
inhibited the growth of Escherichia coli and P. aeruginosa 
with at least an 86–99.9% reduction in viability (Hu et al. 
2010; Tu et al. 2013). However, this was inconsistent with 
our results where graphene showed only a moderate effect 
(MIC = 125 mg/L) and graphene oxide (MIC > 500 mg/L) 
showed no inhibitory effect against any of the isolates tested. 
On the other hand, Ruiz et al. have previously demonstrated 
that graphene oxide enhanced bacterial growth (Ruiz et al. 
2011). However, the bactericidal effect of graphene-based 
composites remains poorly understood. This requires further 

investigation, especially since their effect on the structure 
and viability of bacterial cells has also been shown to be 
dependent on the sample preparation and concentration, 
time of exposure, and physico-chemical properties, as well 
as on the method of microbiological analysis (Akhavan and 
Ghaderi, 2010; Hu et al. 2010). It may be speculated that in 
this study, the negative antimicrobial results obtained with 
graphene oxide against the planktonic bacterial form may be 
due to the type of graphene oxide used. It has been demon-
strated that highly purified graphene oxide was inert against 
planktonic forms of bacterial cells (Barbolina et al. 2016). 
Furthermore, Barbolina et al. (2016), assigned the bacte-
riostatic and bactericidal effects of graphene oxide found in 
previous studies to the contaminants (sulphur, nitrogen) that 
remained following the preparation of the graphene oxide 
rather than to the effects of the graphene oxide itself (Bar-
bolina et al. 2016).

Synergy testing between graphene‑based 
compounds and metal ions

Despite the fact that neither graphene oxide or silver ions 
alone showed any antimicrobial activity against any of the 
isolates, the combination of graphene oxide or graphene 
with the molybdenum, tin, platinum, silver, or palladium 
ions together enhanced their bacteriostatic activity, and thus, 
the addition of graphene or graphene oxide resulted in a syn-
ergistic effect. This may indicate that the metals/graphene 
combinations resulted in complementary modes of action, 
which enhanced the total antimicrobial efficacy, although 
this needs further investigation. A possible hypothesis might 
be that the metal ions, being in solution, become evenly dis-
persed in the environment surrounding the pathogen with 
no specific laterality (McQuillan et al. 2012). Meanwhile, 
adsorption of graphene particles by the pathogen may induce 
cell wall depolarization making the bacterial cell more per-
meable to destruction, assisting the metal ions to enter inside 
the bacterial cell (Pal et al. 2007).

The synergistic antibacterial effect of graphene or gra-
phene oxide with the metal ions was independent of the anti-
biotic resistance pattern of any of the isolates. This might be 
due to the difference between the targeted mode of action 
of the antibiotics and the more general mechanism of metal 
ions (Kohanski et al. 2010).

Antimicrobial efficacy of the tested compounds 
against biofilms

While it has been estimated that 65% of bacterial infec-
tions are associated with biofilms (comprising both device 
and non-device associated infections) (Jamal et al. 2018), 
four metal ions and seven combinations tested reduced the 
amount of a 7 day biofilm of both the AMR P. aeruginosa 
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isolates. While silver alone and graphene alone exhibited 
no effect against the planktonic forms of the isolates, when 
the silver–graphene combination was tested, it reduced 
both the number of planktonic cells and the amount of 
biofilm formed. Graphene oxide showed reduced growth 
of the biofilms when combined to molybdenum, gold, 
platinum, or gallium. The assessment of the cell viability 
of the biofilms of both isolates post-treatment with sil-
ver, silver–graphene, gold–graphene oxide, and molyb-
denum–graphene oxide showed a significant reduction in 
biomass.

Conclusions

This study demonstrated that molybdenum, platinum, gold, 
tin, and palladium ions exhibited antibacterial properties 
against P. aeruginosa strains regardless of their resistance 
profiles. The antimicrobial effect of the key metal ions was 
more enhanced when combined with either graphene or 
graphene oxide. Furthermore, the resulting combinations 
(silver–graphene, molybdenum–graphene/graphene oxide, 
gold/graphene/graphene oxide, platinum/graphene/gra-
phene oxide, and gallium/graphene/graphene oxide) were 
able to significantly reduce the biofilm formation of the 
AMR isolates. Overall, the silver–graphene and molybde-
num–graphene showed an antimicrobial effect against both 
planktonic and biofilm forms of the bacteria irrespective of 
their antibiotic resistance profiles. In light to the increas-
ing resistance to the currently used antibiotics, this study 
suggests that metal ions and graphene derivatives present 
a potential biocidal alternative for the control of AMR P. 
aeruginosa infections for potential use in burn wounds.

Author contributions All authors contributed to the study conception 
and design. KW developed the idea conceptualisation. NK contributed 
to the material preparation, data collection, and analysis. The first draft 
of the manuscript was written by NK and JB, and all authors com-
mented on previous versions of the manuscript. All authors read and 
approved the final manuscript.

Funding This research was funded by the Manchester Metropolitan 
University VC Scholarship Scheme.

Data availability The data sets generated during and/or analysed dur-
ing the current study are available from the corresponding author on 
reasonable request.

Compliance with ethical standards 

Conflict of interest The authors declare no competing interests.

Open Access This article is licensed under a Creative Commons Attri-
bution 4.0 International License, which permits use, sharing, adapta-
tion, distribution and reproduction in any medium or format, as long 
as you give appropriate credit to the original author(s) and the source, 
provide a link to the Creative Commons licence, and indicate if changes 
were made. The images or other third party material in this article are 
included in the article’s Creative Commons licence, unless indicated 
otherwise in a credit line to the material. If material is not included in 
the article’s Creative Commons licence and your intended use is not 
permitted by statutory regulation or exceeds the permitted use, you will 
need to obtain permission directly from the copyright holder. To view a 
copy of this licence, visit http://creat iveco mmons .org/licen ses/by/4.0/.

References

Adhya A, Bain J, Ray O, Hazra A, Adhikari S, Dutta G, Ray S, Majum-
dar BK (2015) Healing of burn wounds by topical treatment: a 
randomized controlled comparison between silver sulfadiazine 
and nano-crystalline silver. J Basic Clin Pharm 6:29–34

Akhavan O, Ghaderi E (2010) Toxicity of graphene and graphene oxide 
nanowalls against bacteria. ACS Nano 4:5731–5736

Al-Jumaili A, Alancherry S, Bazaka K, Jacob MV (2017) Review on 
the antimicrobial properties of carbon nanostructures. Materials 
10:1–26

Barbolina I, Woods C, Lozano N, Kostarelos K, Novoselov K, Rob-
erts I (2016) Purity of graphene oxide determines its antibacterial 
activity. 2D Mater 3:1–12

Bassetti M, Vena A, Croxatto A, Righi E, Guery B (2018) How to man-
age Pseudomonas aeruginosa infections. Drugs Context 7:1–18

Chopra I (2007) The increasing use of silver-based products as anti-
microbial agents: a useful development or a cause for concern? J 
Antimicrob Chemother 59:587–590

Coetzee E, Rode H, Kahn D (2013) Pseudomonas aeruginosa burn 
wound infection in a dedicated paediatric burns unit. S Afr J Surg 
51:50–53

Dizaj SM, Mennati A, Jafari S, Khezri K, Adibkia K (2015) Antimi-
crobial activity of carbon-based nanoparticles. Adv Pharm Bull 
5:19–23

EUCAST (2019) Antimicrobial susceptibility testing EUCAST disk 
diffusion method. Version 7.0 0:1–21

Gold K, Slay B, Knackstedt M, Gaharwar AK (2018) Antimicrobial 
activity of metal and metal-oxide based nanoparticles. Adv Therap 
1700033:1–15

Gonzalez MR, Fleuchot B, Lauciello L, Jafari P, Applegate LA, Raffoul 
W, Que YA, Perron K (2016) Effect of human burn wound exu-
date on Pseudomonas aeruginosa virulence. Am Soc Microbiol 
Msphere 2:e00111–e00115

Gurunathan S, Han JW, Dayem AA, Eppakayala V, Kim J-H (2012) 
Oxidative stress-mediated antibacterial activity of graphene oxide 
and reduced graphene oxide in Pseudomonas aeruginosa. Int J 
Nanomed 7:5901–5914

Hu W, Peng C, Luo W, Lv M, Li X, Li D, Huang Q, Fan C (2010) 
Graphene-based antibacterial paper. ACS Nano 4:4317–4323

Hussein-Al-Ali SH, El Zowalaty ME, Hussein MZ, Geilich BM, Web-
ster TJ (2014) Synthesis, characterization, and antimicrobial 
activity of an ampicillin-conjugated magnetic nanoantibiotic for 
medical applications. Int J Nanomed 9:3801–3814

Jamal M, Ahmad W, Andleeb S, Jalil F, Imran M, Nawaz MA, Hus-
sain T, Ali M, Rafiq M, Kamil MA (2018) Bacterial biofilm and 
associated infections. J Chin Med Assoc 81:7–11

Japoni A, Farshad S, Alborzi A (2009) Pseudomonas aeruginosa: burn 
infection, treatment and antibacterial resistance. Iran Red Crescent 
Med J 11:244–253

http://creativecommons.org/licenses/by/4.0/


1004 Archives of Microbiology (2020) 202:995–1004

1 3

Jenkins SG, Schuetz AN (2012) Current concepts in laboratory test-
ing to guide antimicrobial therapy. Mayo Clin Proc 87:290–308

Ji H, Sun H, Qu X (2016) Antibacterial applications of graphene-based 
nanomaterials: recent achievements and challenges. Adv Drug 
Deliv Rev 105:176–189

Kohanski MA, Dwyer DJ, Collins JJ (2010) How antibiotics kill bacte-
ria: from targets to networks. Nat Rev Microbiol 8:423–435

Lemire JA, Harrison JJ, Turner RJ (2013) Antimicrobial activity of 
metals: mechanisms, molecular targets and applications. Nat Rev 
Microbiol 11:371–384

Magiorakos AP, Srinivasan A, Carey RB, Carmeli Y, Falagas ME, 
Giske CG, Harbarth S, Hindler JF, Kahlmeter G, Olsson-Liljequist 
B, Paterson DL, Rice LB, Stelling J, Struelens MJ, Vatopoulos A, 
Weber JT, Monnet DL (2012) Multidrug-resistant, extensively 
drug-resistant and pandrug-resistant bacteria: an international 
expert proposal for interim standard definitions for acquired resist-
ance. Clin Microbiol Infect 18:268–281

McQuillan JS, Groenaga Infante H, Stokes E, Shaw AM (2012) Silver 
nanoparticle enhanced silver ion stress response in Escherichia 
coli K12. Nanotoxicology 6:857–866

Pal S, Tak YK, Song JM (2007) Does the antibacterial activity of silver 
nanoparticles depend on the shape of the nanoparticle? A study 
of the gram-negative bacterium Escherichia coli. Appl Environ 
Microbiol 73:1712–1720

Ruiz ON, Fernando KS, Wang B, Brown NA, Luo PG, McNamara 
ND, Marlin Vangsness M, Sun YP, Bunker CE (2011) Graphene 
oxide: a nonspecific enhancer of cellular growth. ACS Nano 
5:8100–8107

Ruppé É, Woerther P-L, Barbier F (2015) Mechanisms of antimicrobial 
resistance in Gram-negative bacilli. Ann Intensive Care 5:21

Slate AJ, Karaky N, Whitehead KA (2018) Antimicrobial properties 
of modified graphene and other advanced 2D material coated sur-
faces. 2D materials. CRC, Oxford, pp 86–104

Tu Y, Lv M, Xiu P, Huynh T, Zhang M, Castelli M, Liu Z, Huang Q, 
Fan C, Fang H, Zhou R (2013) Destructive extraction of phospho-
lipids from Escherichia coli membranes by graphene nanosheets. 
Nat Nanotechnol 8:594–601

Vaidya MY, McBain AJ, Butler JA, Banks CE, Whitehead KA (2017) 
Antimicrobial efficacy and synergy of metal ions against Ente-
rococcus faecium, Klebsiella pneumoniae, and Acinetobacter 
baumannii in planktonic and biofilm phenotypes. Sci Rep 7:5911

Whitehead K, Vaidya M, Liauw C, Brownson D, Ramalingam P, Kami-
eniak J, Rowley-Neale SJ, Tetlow LA, Wilson-Nieuwenhuis JST, 
Brown D, McBain AJ, Kulandaivel J, Banks CE (2017) Anti-
microbial activity of graphene oxide-metal hybrids. Int Biodeter 
Biodegrad 123:182–190

Xu Z, Liang Y, Lin S, Chen D, Li B, Li L, Deng Y (2016) Crystal violet 
and XTT assays on Staphylococcus aureus biofilm quantification. 
Curr Microbiol 73:474–482

Publisher’s Note Springer Nature remains neutral with regard to 
jurisdictional claims in published maps and institutional affiliations.


	Metal ions and graphene-based compounds as alternative treatment options for burn wounds infected by antibiotic-resistant Pseudomonas aeruginosa
	Abstract
	Introduction
	Materials and methods
	Bacterial strains
	Antibiotic susceptibility testing
	Antimicrobial compounds
	Minimum inhibitory concentration (MIC) and minimum bactericidal concentration (MBC) assays
	Fractional inhibitory concentration assay
	Crystal violet biofilm assay
	XTT assay
	Statistical analysis

	Results
	Antimicrobial susceptibility testing
	Minimal inhibitory concentrations
	Minimal bactericidal concentrations
	Fractional inhibitory concentrations
	Antimicrobial testing against biofilms

	Discussion
	Antibiotic susceptibility testing
	Antimicrobial efficacy of single metal ions
	Antimicrobial efficacy of graphene and graphene oxide
	Synergy testing between graphene-based compounds and metal ions
	Antimicrobial efficacy of the tested compounds against biofilms

	Conclusions
	References




