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Abstract: Contact surfaces have been identified as one of the main routes for pathogen transmission.
The efficacy to kill both viruses and bacteria on touch surfaces is critical to reducing the rampant
spread of harmful pathogens. Copper is one such material that has been traditionally used for its an-
timicrobial properties. However, most contact/touch surfaces are made up of steel or aluminum due
to their structural properties. Therefore, coating high-touch components with copper is one possible
solution to improve antibacterial efficacy. In this study, copper was coated on both stainless steel
and aluminum substrates using a cold spray process which is a fast and economic coating technique.
The coated samples in both as-deposited and heat-treated states were exposed to Escherichia coli and
Staphylococcus aureus bacteria, and their efficacy was compared with bulk copper plate. It was found
that both bacterial cells responded differently to the different coating properties such as coating
thickness, porosity, hardness, surface roughness, oxide content, and galvanic coupling effect. These
correlations were elucidated in light of various results obtained from antibacterial and bacterial
attachment tests, and materials characterizations of the coatings. It is possible to tailor copper coating
characteristics to render them more effective against targeted bacteria.

Keywords: cold spray; copper; coating; antibacterial property; E. coli; S. aureus; galvanic potential

1. Introduction

The antimicrobial behavior of copper has been known for several millennia. Early
studies showed that copper was able to inactivate a wide range of bacteria at different
rates [1,2]. Recent studies showed that copper is not only capable of killing bacteria but
also inactivating viruses such as Influenza A [3], Coronavirus 229E [4] and SARS-CoV-2
(COVID-19) [5,6].

Vincent et al. [7] proposed that the copper ions on the copper surface break down
the bacterial cell membrane and damage their DNA. Factors attributed to the bactericidal
properties of copper are summarized in Table 1. High purity copper exhibited greater
bacteria inactivation than alloys [7] as undiluted copper releases more copper ions in Cu(0)
form to destroy bacterial membranes. Pure copper in a plate or thin sheet form evidently
kills both Gram-positive and Gram-negative bacteria [8-11]. Moreover, it has been reported
that copper oxide also kills both types of bacteria when present in powdered form [12,13].

Copper coatings manufactured by various technologies have shown antibacterial effi-
cacy. Thin films of copper fabricated by chemical vapor deposition manifested bactericidal
capability yielded by Cu(0) and Cu(I) species [11]. These copper species are also attributed
to the efficacy of copper coatings manufactured by the wire arc spray [14]. In addition to
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copper species, Sharifahmadian et al. [15] demonstrated the influence of surface roughness
on the bactericidal efficacy of wire arc-sprayed copper coatings. One recent study by
Victor et al. [16] re-iterated the relationship between copper coating hardness—produced
by strain hardening during cold spray deposition, with bacterial killing properties.

Table 1. Antibacterial properties of copper.

Bacteria
Species Cell Wall Source of Efficacy Form of Copper Reference
Escherichia coli 0157 Gram-negative
Acinetobacter baumannii Gram-negative
Enterobacter spp. Gram-negative High copper element content .
Klebsiella pneumoniae Gram-negative (>70%) Possibly plate form 71
Pseudomonas aeruginosa Gram-negative
Clostridium difficile Gram-positive
Enterococcus hirae Gram-positive Cu(0) and growth media Solid copper, possibly in a [8]
plate form
Enterococcus hirae Gram-positive Cu(0); Cu(I;SfoCuJEBI)as effective Sheet [9]
Escherichia coli .
(NBRC3972) Gram-negative Cu(l) Powder [12]
Staphylococcus aureus Gram-positive
Escherichia coli K12 Gram-negative Cu(0) Solid copper, possibly in a [10]
plate form
Escherichia coli (ATCC G H
25922) ram-negative Cu(0), Cu(l) found slightly less  Thin film, manufactured via [11]
Stuphyéggozcscis) aureus Gram-positive effective as Cu(0) chemical vapor deposition
Escherichia coli Gram-negative Cu(I) and Cu(II) Copper oxides nano-particle [13]
Escherichia coli (W3110) Gram-negative
Bacillus cereus L8 Gram-positive : Solid copper, possibly in a
Deinococcus radiodurans Gram-positive Copper fon plate form (7
DSM 20539
Staphylococcus aureus Gram-positive Oxides and surface roughness Coating, manufactured via [15]
Escherichia coli Gram-negative wire arc spray
Staphylococcus aureus Gram-positive
Escherichia coli Gram-negative
P. aeruginosa Gram-negative Coating, manufactured via
Va““gﬁgfggggfftam Gram-positive Cu(0) and Cu() wire arc spray [14]
Methicillin-resistant i
Staphylococcus aureus Gram-positive
Staphylococcus aureus Gram-positive Strain-hardened particle Deposit, manufactured via [16,18]
cold spray process
Escherichia coli Gram-negative Surface roughness Laser patterning [19]

Studies conducted by different research groups on the bactericidal efficacy of copper
were performed independently using different types of bacteria and different forms of cop-
per manufactured by several technologies (Table 1). However, from the current literature
review, conclusive knowledge regarding factors influencing the antibacterial efficacy due
to the differences in copper coating conditions is lacking.

Copper is a metal element with a density of 8.96 g/cm? [20], higher than other common
metals, such as aluminum (Al) with a density of 2.7 g/cm? [20] and iron (Fe) with a density
of 7.87 g/cm?® [20]. With the same volume, a component made from copper is more than
twice as heavy as Al and one and a half times heavier than iron. Due to this limitation, it is
preferred to generate copper coatings on a component surface to exploit its bactericidal
power without significantly altering the overall component weight. Although silver is
another metal with very good antibacterial efficacy against S. aureus and E. coli, copper is
present abundantly and is a lot cheaper coating material than silver [21,22].

A recent development in additive manufacturing technology promoted a cold spray
(CS) process as a means for surface functionalization by generating coatings for the energy
and environmental industry [23]. In addition, thin layers (90 um) of Ni manufactured by
this technology also showed the capability of enhancing the bonding strength of stir butt-
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welded dissimilar metals such as Al and Cu [24]. Cold spray technology uses compressed
and heated carrier gas—helium, nitrogen or air, to increase micro-to-nano scaled solid
particles velocity to a level higher than the critical one before particle-substrate and particle-
particle impact occurs. Particle velocity determines the particle-substrate adhesion and
particle-particle cohesion strength after impact. Experiments and numerical simulations
using finite element analysis [25-27] and molecular dynamics method [28] confirmed
the influence of critical velocity for different types and sizes of metal particles on the
deposition efficiency. Furthermore, since CS technology operates at a temperature below
the melting point of the particle, constraints associated with high-temperature processing,
such as phase transformation and oxidation, can be kept to a minimum. Furthermore, CS
technology is capable of manufacturing complex geometry coatings in a relatively short
time, owing to its high build rate [6,29].

This study aims at understanding the effect of copper species, surface roughness and
hardness on the bactericidal efficacy posed by cold-sprayed copper coatings through a
holistic approach. Bacterial membrane integrity and damage are probed through scanning
electron microscopy. The understandings gained from this study will aid in developing
solutions to fight bacterial contamination via cold-sprayed coatings.

2. Materials and Methods
2.1. Materials

Copper powder with chemical composition presented in Table 2 was used to manu-
facture coatings on stainless steel (S5304) and aluminum (A15005) substrate plates. The
powders consisted of spherical, elongated and irregular morphology particles, with sizes
between 5 and 60 um, as shown in Figure 1.

Table 2. Chemical composition of copper powders, stainless steel plate, and aluminum plate, measured by X-ray fluores-

cence method.

Composition (wt.%)

Material
C Cr Cu Fe Mn Ni P S Si
Cu powder - - >99.90 - - - - - -
SS304 <0.08 18.16 - 71.54 1.07 8.21 - - 0.48
Al15005 98.89 0.79 0.223 0.041 0.033

B Spherical
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Figure 1. Scanning electron microscope (SEM) images of copper powder consisting of a mixture of spherical, agglomerated,
elongated, and irregular-shaped particles.
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2.2. Cold Spray Coatings

Cold spray deposition was performed using a novel system where a stationary nozzle
deposits metal powder on a moving substrate. Metal powder in the feeder is fed through a
tube using a low-pressure line while simultaneously heated high-pressure air flows into the
nozzle. Subsequently, metal powder and heated compressed air are mixed and deposited
through a nozzle onto a substrate attached to the end effector on the robot arm (Figure 2).
In this system, the motion and speed of the substrate attached to an effector of a six-axis
robotic arm are controlled by a toolpath algorithm generated by a proprietary simulation
software, TwinSpee3D® (Spee3D, Dandenong, Victoria, Australia). Hutasoit et al. [30,31]
presented a more detailed description of this deposition system in their earlier work.

6-axis
robotic
arm

2
e
~

Metal powder
carried by heated air

Figure 2. Cold spray coating machine used in this study consisting of a stationary nozzle through
which copper powder was sprayed onto stainless steel or aluminum substrates, attached to the end
effector of a 6-axis robotic arm.

In this study, copper powder was deposited onto 55304 and Al5005 substrate at 45°
to the nozzle axis in conjunction with 16 mm stand-of-distance, 30 bar air pressure and
500 °C air temperature, to produce 60 x 60 x 0.7 mm coatings on 80 x 80 x 2 mm SS304
and 80 x 80 x 3 mm AI5005 substrates.

The copper coatings on stainless steel were tested under two conditions: the as-
deposited (AD) state and the other annealed at 400 °C for 10 min to induce an oxide layer
on the surface of the copper deposits (HT state). Heating copper deposit at 400 °C—a
temperature at the lower end of copper oxidation [32,33], was expected to induce Cu,O and
CuO layers on copper deposit. The copper-coated aluminum samples were tested in the
AD condition only. A wrought sample of copper (bulk Cu) was also tested for comparison
with coated samples. The various sample conditions studied are presented in Table 3.
Following the manufacturing of copper deposits on SS304 and Al5005, small samples with
a 10 x 10 mm dimension were sectioned from each copper-coated and bulk Cu plate prior
to conducting the antibacterial and other tests.
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Table 3. Sample conditions studied.

Sample Code Condition
Bulk Cu As-received copper plate
Cu/SS-AD As-deposited copper coating on SS304 substrate plate
Cu/SS-HT Copper coating on SS304 substrate annealed at 400 °C for 10 min
Cu/Al-AD As-deposited copper coating on Al5005 substrate plate

2.3. Material Characterization

Surface roughness was measured using a profilometer at three different locations
on as-built and heat-treated copper coated and bulk copper samples. One sample from
each condition was mounted in bakelite followed by wet grinding with water-proof SiC
papers to 2000 grit and polished with 9 um, 3 pm, and 1 pm diamond suspension solutions.
Hardness testing was carried out on polished samples using Buehler Micromet 3 micro-
Vickers hardness tester with a diamond indenter using 5 gf load (HV( 5) with a dwelling
time of 10 s at ten random locations on the coating surface. For microstructure analysis,
polished specimens were etched with a reagent containing 2 g ferric chloride, 40 mL
distilled water, and 10 mL concentrated hydrochloric acid to reveal the particle and grain
boundaries in each sample. The microstructure was studied using an optical microscope
and ZEISS SUPRA 40VP scanning electron microscope (SEM) equipped with secondary
and backscatter electron detectors.

For phase identification and quantification, X-ray scans were performed on the deposit
surface from each condition. A Bruker D8 Advance X-ray Diffraction (XRD) machine
operating at 40 kV and 30 mA equipped with a graphite monochromator, a Ni filtered
Cu K« (A = 1.5406 nm) source, and a scintillation counter was used to obtain the XRD
spectra for each sample. Quantitative phase analysis was performed using MAUD software
version 2.97 (http://maud.radiographema.eu/).

2.4. Antibacterial Tests

The antimicrobial efficacy of the above-mentioned Cu samples (10 x 10 mm dimen-
sion) was assessed against Staphylococcus aureus (ATCC 25923) and Escherichia coli (ATCC
25922). Before antimicrobial testing, all the samples were sterilized by immersing in 70%
ethanol (Sigma-Aldrich, Australia) for 5 min, then air-dried under aseptic conditions.
The test organisms were grown on Brain Heart Infusion (BHI) agar (Edwards, Australia)
overnight at 37 °C. One bacterial colony of either bacteria was inoculated into 10 mL BHI
broth (Edwards, Australia) and incubated overnight at 37 °C. The turbidity of the bacterial
cell suspension was measured at 600 nm using a Helios Epsilon spectrophotometer and
was adjusted to an optical density that corresponded to approximately 108 colony forming
units (cfu) per mL. 1 x 1 cm microscopic glass slides (Livingstone, Australia) were used
as control surfaces in this study. 5 pL of the adjusted cell suspension was spotted on
each of the different Cu samples and on control glass slides in triplicate. Spotted bacterial
suspensions were air-dried for 5 min and incubated aseptically at ambient temperature for
allocated exposure times (0, 15, 30, 45, and 60 min). The samples were then transferred into
1 mL sterile phosphate-buffered saline (PBS) and vortexed for 30 s to recover the adhered
bacterial cells. All samples were carefully examined to ensure that the bacteria had been
successfully detached from the surface, as per ASTM E2197-17e1 [34]. Serial dilutions of
the resulting suspensions were prepared in PBS, and 100 uL from each dilution was spread
on BHA plates (in triplicate). Plates were incubated overnight at 37 °C, and the resulting
bacterial colonies were used to determine the viable counts (expressed as logjy cfu/mL).
Finally, log reductions were calculated by subtracting the viable counts of bacteria exposed
to Cu surfaces from those of bacteria recovered from glass slides. This is an EPA validated
procedure [35] and a similar antibacterial testing technique and incubation time has been
used by other researchers [1,17,36,37].
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2.5. Bacteria Attachment Tests

Bacterial attachment tests were conducted on Cu samples, followed by examination
using an SEM at different magnifications between 1000x and 20,000x. Cu samples used for
the attachment studies were Bulk Cu, Cu/SS-AD and Cu/SS-HT. Glass slides were used as
a control in the attachment tests. The primary purpose of the attachment test was to analyze
differences in the morphology of bacterial cells attached across different samples. Before the
attachment test, the samples were sterilized by immersion in 70% ethanol (Sigma-Aldrich,
Sydney, Australia) for 5 min and then air-dried aseptically in a laminar flow cabinet. The
bacteria (i.e., S. aureus and E. coli) were cultured overnight in BHI broth at 37 °C. The
turbidity of bacterial cell suspension was adjusted to an optical density corresponding
to 108 cfu/mL. A 15 pL sample of adjusted cell suspension was placed on each of the
three different Cu samples tested in duplicate and incubated at room temperature for
15 min. The samples were then gently rinsed with sterile PBS and fixed using a 3.0 vol.%
solution of glutaraldehyde in PBS for 30 min at room temperature. The coupons were then
washed twice with sterile deionized water followed by stepwise dehydration with 25%,
50%, 75%, 90%, and 100% ethanol for 10 min each. The coupons were aseptically dried in a
laminar flow cabinet before being finally examined under SEM. The glass slide samples
are non-conductive and hence were gold coated before SEM examination. The images
of bacterial cells attached to control glass slides and different Cu samples were taken to
observe their morphology, and their dimensions were determined.

3. Results
3.1. Antibacterial Testing

The antibacterial properties of different copper (Cu) samples were assessed against
S. aureus and E. coli. The viable counts of recovered cells from glass slides at different time
points were approximately 10° cfu/mL. Therefore, the maximum log reduction calculated
for each sample type at different time points was (5), which indicated no recovery of
viable bacteria.

The results shown in Figure 3 and Table 4 demonstrate that all the Cu samples have
antimicrobial activity against S. aureus and E. coli. For both S. aureus and E. coli, Cu/SS-HT
samples showed reduced killing efficiency compared to Cu/SS5-AD and Cu/Al-AD and
the bacterial cells were not eliminated even after 60 min of incubation. On the other hand,
Cu/SS-AD showed complete killing at 30 min for S. aureus and 15 min for E. coli, while
Cu/AI-AD eliminated all viable S. aureus and E. coli at 0 min and 30 min, respectively.

(a) ¢ (b) ©
ki O o B @ e O . ammmmene ol
4 @ ; 4 4 4
8 22 s !
5 2 ’
g 31.-- g 317
2 & g A
= 11
3 2 4 o} 2 A i
o = - a
o . B &
1 : E : s.:::::: x B:lk(u 1 4 -0 - l»}.coll on gullﬁ?'ll
.g ;aureu\ on Eu iza? i -g $ :‘f:: :: E: t:;‘lg
4 © - S.aureus on CwWALAD Eq © - E.coli on CwAILAD
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Figure 3. Antibacterial efficacy of bulk Cu and Cu-coated samples against (a) S. aureus and (b) E. coli. (data represent

average value of log reduction of viable counts of recovered bacterial cells).
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Table 4. Antibacterial efficacy of various samples against S. aureus and E. coli. (data represent average
value of log reduction + standard deviation).

Log Reduction
. Ti .
Bacteria ime(min) Ty Cu  CwSS-AD  CwSS-HT  Cw/ALAD
0 411 +£0.17 2.70 £0.07 0.11 £ 0.07 (5)
15 (5)1! 3.76 +0.10 1.37 + 0.04 (5)
S. aureus 30 5) (5) 1.63 +0.08 (5)
45 (5) (5) 1.75 + 0.02 (5)
60 (5) (5) 2.44 + 0.25 (5)
0 (5) 2.67 +0.07 0.13 +0.07 0.09 +0.05
15 (5) (5) 1.39 4+ 0.04 142 +0.17
E. coli 30 (5) (5) 1.49 £+ 0.08 (5)
45 (5) (5) 1.63 £+ 0.02 (5)
60 () (5) 2.11£0.25 (5)

1(5) represents the maximum measurable log reduction.

3.2. Bacterial Attachment Testing

The SEM images of bacterial cells attached to the control glass samples are shown in
Figure 4 which clearly demonstrated the spherical cocci-shaped S. aureus cells attached in
groups resembling grape-like clusters, and rod-shaped E. coli cells attached individually.

Figure 5 shows the SEM images of the S. aureus and E. coli bacterial cells attached to
the different Cu samples tested, i.e., bulk Cu, Cu/SS-AD and Cu/SS-HT. The inset within
each separate image shows the high magnification image of bacterial cells attached to the
surface and is highlighted with a red square box. The other locations of bacterial cells
attached to the surface of the samples are indicated by yellow arrows, whereas the blue
arrows are used to indicate the cell debris produced by the bacterial cells. Although the
morphology of the S. aureus and E. coli bacterial cells attached to these Cu surfaces was
consistent with that observed on the control glass samples, Cu surfaces exposed to S. aureus
showed a higher amount of cell debris than Cu surfaces exposed to E. coli. The average
dimensions of bacterial cells (n = 15) attached to the glass slides and different Cu samples
were determined and shown in Table 5. The results showed no significant difference in
the bacterial cell dimensions attached to the surface of the glass, bulk Cu, Cu/SS-AD and
Cu/SS-HT.

Figure 4. SEM images showing the morphology of S. aureus and E. coli bacterial cells attached to control glass samples after

15 min exposure.
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S. aureus E. coli

Figure 5. SEM images showing the morphology of S. aureus (left-hand side) and E. coli (right-hand side) bacterial cells
attached to different Cu samples tested after 15 min exposure. The insets show high magnification images of the bacterial

cells. Note: Yellow arrows indicate locations where bacterial cells are attached to the surface of the samples, and blue arrows
indicate the cell debris produced by the bacterial cells.

Table 5. The average dimension of bacterial cells attached to the surface of glass (control) and different Cu samples tested.

S. aureus E. coli
Sample Code Dimensions (um + SD) Dimensions (um + SD)
Shape - Shape -
Diameter Length Diameter

Glass 09 +0.1 22+07 0.7 +0.1
Bulk Cu Spherical (cocci) 1.0£0.1 Rod 21+04 0.6 +0.1
Cu/SS-AD P 1.0£0.1 0 24 4+0.5 0.7 £0.1
Cu/SS-HT 09+02 24 +07 0.6 +0.1

Bacterial cells exposed to different Cu samples showed several visible changes (shown
in Figure 6) as compared to cells on the glass samples. Most of the grape-bunch group of
S. aureus cells on bulk Cu, Cu/SS-AD and Cu/SS-HT were ruptured and deformed. An
increased amount of cell debris was also evident on Cu-coated samples, thus indicating
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these Cu samples might have major effects on the cell wall or cytoplasmic membrane of
Gram-positive bacteria. High magnification SEM images of E. coli (Figure 6) also showed
atypical variations in cell morphology with compromised integrity of cell membrane,
causing shrinkage and deformation of cells.

Figure 6. SEM images showing the morphology of bacterial cells S. aureus (top row) and E. coli (bottom row) attached to the
different Cu samples tested after 15 min exposure. Red arrows are pointing towards abnormal bacterial cell shape/feature

and/or disrupted cell walls.

3.3. Copper Coating and Bulk Copper Characterization

XRD spectra for bulk copper and copper coatings are shown in Figure 7. Bulk and as-
deposited (AD) copper, regardless of the type of substrate coated on, show predominantly
pure copper. However, a significant difference was evident in heat-treated copper deposited
on 55304, where the presence of Cup,O and CuO phases were observed due to heat treatment
at 400 °C for 10 min. The CuyO and CuO content on the surface of the heat-treated copper
deposit was found via quantitative phase analysis to be 25.71 and 11.54%, respectively.
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Figure 7. XRD spectra of bulk Cu, Cu/SS-AD, Cu/SS-HT, and Cu/Al-AD samples.

Coating cross-sections (perpendicular to the deposition direction) and their properties
are presented in Figures 8 and 9, respectively. Cold sprayed coatings showed significant
porosity irrespective of the coating state. The presence of porosities near the surface and
within the cold sprayed coatings is a common occurrence and is attributed to the inter-
particle bridging phenomenon [38]. The Cu/Al-AD samples showed the highest coating
thickness and porosity content, followed by Cu/SS-AD and then Cu/SS-HT (Figure 9¢,d).
The Cu/SS-HT coating showed reduced thickness and porosity, indicating coating densifi-
cation during heat treatment [39].

In Cu/SS-AD samples, coating delamination caused by inadequate particle-substrate
adhesive strength was observed (Figure 8a). This phenomenon typically occurs as a
result of depositing soft particles on a hard surface, such as copper (typical hardness of
130 HV) on stainless steel SS304 (typical hardness of 200 HV), as was the case in this study.
Soft particles are incapable of penetrating hard substrates to establish adequate particle-
substrate interlocking, and therefore, are prone to delamination. Moreover, the same
amount of Cu powder was deposited onto both SS304 and AI5005 substrates; however,
the coating thickness of the Cu/SS samples was lesser than Cu/Al samples (Figure 9c¢),
indicating reduced deposition efficiency when coating Cu on SS substrates.

(b) Cuw/SS-IIT

. + ke -
B

3 goileioviniae
E .

- G i =
AIR005 SRR

83304 ——= °

Figure 8. Optical micrographs showing copper coatings on SS304 substrate in (a) as-deposited and (b) heat-treated states,
and on (c) AI5005 substrate in as-deposited state. Note: Yellow arrows show the porosities in the copper coatings, and red

arrows show the substrate.
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Figure 9. Properties of bulk Cu and Cu-coated samples: (a) surface roughness (in pm), (b) hardness, (c) coating thickness,

and (d) coating porosity.

When the Cu/SS samples were heat-treated, the effect of delamination decreased,
nonetheless, the coating/substrate interface was clearly distinct (Figure 8b). This indicated
that the heat treatment temperature of 400 °C was insufficient to create a metallic bond
between Cu coating and the SS substrate.

In the as-deposited state, Cu/Al-AD generated a thicker coating since the Al5005
substrate is relatively softer (typical hardness of 100 HV) than the Cu powder particles.
Therefore, it is easier to deposit Cu coating on softer A15005 substrates compared to the
harder SS304 substrates. This is evident from the extremely well bonded Cu/ Al coating
interface as seen in Figure 8c, which becomes an anchor for the subsequent layers to build
upon, thereby generating thicker coating and increased deposition efficiency.

Cold spray coatings generally have a rough surface compared to wrought samples,
which was evident in this study as well (Figure 9a). Bulk Cu exhibited lowest surface
roughness. The surface roughness of the as-deposited samples (Cu/SS-AD and Cu/Al-AD)
was almost similar, however, higher than bulk Cu samples, whereas Cu/SS-HT samples
showed the higher roughness.

The microstructures of the samples are shown in Figure 10. Bulk Cu exhibited the
largest grain size compared to the cold sprayed samples (Figure 10a). This can be attributed
to the thermomechanical treatment experienced by the wrought Cu billets during process-
ing, which allows recrystallization and considerable grain growth. On the contrary, the
as-deposited Cu coatings (Cu/SS-AD and Cu/Al-AD) exhibited extremely deformed pow-
der particles (Figure 10b,d) which was the result of intense dynamic deposition pressures
occurring during the cold spray process. Owing to the deformed and strain-hardened pow-
der particles formed during the cold spray deposition, the as-deposited samples exhibited
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the highest hardness, as shown in Figure 9b. However, when Cu/SS-AD samples were
subjected to annealing at a temperature significantly higher than the recrystallization tem-
perature of Cu (~200 °C), the microstructure transformed from deformed powder particles
to heavily recrystallized grains (Figure 10c), resulting in decreased hardness compared to
as-deposited samples (Figure 9b).

Recrystallized

7 RS
grains within e
S copper -
particle

Figure 10. SEM images showing the microstructures of (a) bulk Cu, and near-surface coatings of (b) Cu/SS-AD, (c) Cu/SS-

HT, and (d) Cu/AI-AD.

4. Discussion
4.1. Effect of Cu Ionic Species on Antibacterial Efficacy

Figure 11 shows the effect of copper oxide content on the inactivation time of both
S. aureus and E. coli bacterial cells. The high concentration of Cu(0) (Cu(0) ions are exhibited
by metallic copper, in the absence of copper oxides) ionic species in bulk and as-deposited
conditions (Figure 7) resulted in considerably high antibacterial efficacy wherein both types
of bacterial cells were inactivated within 30 min of exposure to these surfaces, as reported
in Table 4. Conversely, the annealing of Cu/SS-AD resulted in the formation of CupO (Cu(I)
ionic species) and CuO (Cu(Il) ionic species) oxides on the surface of Cu/SS-HT, with a
total oxide content of about 37% (Figure 7). Both bacterial cells when exposed to Cu/SS-HT
surfaces did not inactivate completely even after 60 min exposure time (Figure 11a). This
strongly indicates that the lower concentrations of Cu(0) in the Cu/SS-HT coatings, along
with the presence of Cu(I) and Cu(Il) ionic species, results in reduced bacteria-killing ability.

It is well understood that copper has very good antibacterial properties against a
variety of bacteria wherein the Cu ions react with lipid causing peroxides of membrane
phospholipids resulting in the loss of membrane integrity and bacterial cell death [40,41].
Bacterial cells exposed to Cu surfaces in buffer were killed in hours, whereas the microbes
were inactivated within minutes when exposed to dry Cu surfaces [36,42,43]. This is due to
the fact that the efficacy of Cu(I) ions is slightly lower than Cu(0) ions, as has been reported
by several studies [11,12,14,44].

In this study, it was found that the presence of Cu(Il) ions further exacerbated the
bacterial killing properties of the copper coatings. Similar results were observed by
Mazurkow et al. [45]. To explain this phenomenon, schematic representations are de-
picted in Figure 11b,c, which shows that in the case of as-deposited Cu coatings, the Cu(0)
ions readily bind with both types of bacterial cells. However, in the presence of copper
oxides which release Cu(I) and/or Cu(Il) ions, there are competing effects between the
various Cu ions. Cu(I) and Cu(Il) ions have a lesser influence on damaging the bacterial cell
membranes [41,45], whereas a lower concentration of Cu(0) leads to reduced interaction
of Cu ions with the bacterial cells. Therefore, it is evident that the presence of copper
oxides (either in the form of Cu,O or CuO) is deleterious to the antibacterial property of
Cu coatings.
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4.2. Effect of Cu Coating Properties on Antibacterial Efficacy

The effect of different Cu coating properties, including porosity, thickness, hardness,
and surface roughness on the inactivation capability of the bacterial cells (both S. aureus
and E. coli) was analyzed and presented in Figure 12. The Cu/SS-HT surface did not
completely inactivate both bacterial cell types after an exposure of 60 min and the reasons
for this occurrence have been explained in Section 4.1. Moreover, the Cu/Al-AD surface
immediately inactivated S. aureus cells (i.e., at 0-time interval of exposure). The probable
explanation for this result is discussed in Section 4.3. Therefore, these data points were
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considered ‘outliers” in Figure 12. Although there are limited data, generic trends between
these parameters could be examined.
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Figure 12. Effect of coating properties, (a) porosity, (b) thickness, (c) hardness, and (d) surface roughness, on the inactivation

times for E. coli and S. aureus bacteria.

From Figure 12, the following trends can be noted distinctly:

1. The inactivation time for both bacterial cells increased with an increase in coating
porosity, coating hardness, and surface roughness of the coatings.

2. The inactivation time for both bacterial cells decreased with an increase in coat-
ing thickness.

As expected, the increase in coating porosity resulted in a decrease in the release
of Cu ions, thereby resulting in reduced antibacterial efficacy. Contrarily, the increase
in coating thickness induced a higher release of Cu ions, thereby resulting in increased
antibacterial efficacy.

With regards to the hardness of the coating and its influence on antibacterial efficacy,
several research studies [16,18,46,47] have demonstrated that copper particles with a
higher hardness level corresponded to a high dislocation density which increased the
diffusion of copper ion and therefore, increased the microbial killing efficiency. However,
in this study it was found that, although the as-deposited coatings had higher hardness
values (130-140 HV) due to severe powder particle deformations during the cold spray
process, they exhibited lower bacterial inactivation capability, contrary to the published
observations. Since there are other factors or coating properties that also affect the bacterial
efficacy, it is highly likely that the effect of hardness is considerably less than the others.

An increase in inactivation time for rougher surfaces is expected, due to the fact that
finer surface induces more extensive bacteria-surface contact for copper ionization [47] that
reacts and damages bacterial cell membrane, leading to complete bacteria inactivation [7].
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4.3. Effect of Galvanic Coupling Due to Different Coating/Substrate Configurations

Cu/AI-AD exhibited the highest anti-S. aureus efficacy compared to those in other
conditions; wherein complete bacteria-killing took place at the 0-min time point, indicating
immediate inactivation upon S. aureus adhering to the copper coating surface (Figure 3).
However, when E. coli was exposed to Cu/Al-AD coating surface, it took about 30 min
to inactivate these bacterial cells, in which case the Cu/SS-AD coating surface performed
better to curb the microbial activity. This is contrary to the results previously observed
by Jing et al. [48], where the inactivation time for E. coli was shorter than S. aureus when
exposed to porous Cu materials. Therefore, these discrepancies can be directly related to
the differences in the intrinsic characteristics of the individual type of bacterial cells and
their interaction with various Cu materials/coatings.

It is well known that E. coli is a Gram-negative bacterium with a thin peptidoglycan
cell wall and an additional outer membrane, while S. aureus is a Gram-positive bacterium
with a thicker cell wall made of many layers of peptidoglycan [49]. As observed in Figure 4,
E. coli bacterial cells have a rod-shaped morphology whereas S. aureus bacterial cells have a
cocci-shaped morphology and are often present as grape-like clusters. E. coli is commonly
associated with urinary tract infections and bacteremia, whereas S. aureus causes several
infections, including those of skin and bone, as well pneumonia [50].

In this study copper was coated on two different materials, one being stainless steel
and the other aluminum. This induces galvanic coupling effect which occurs between two
dissimilar metals in contact with each other under electrolytic conditions, wherein one
metal corrodes/reacts preferentially than the other metal. The steady-state potential which
is defined as negative to a saturated calomel half-cell of metal and alloys listed in a galvanic
series based on potential measurements in flowing seawater at 25 °C, was referred [51].
The steady-state potential of stainless steel (300 series), copper, and aluminum are 0.08,
0.36, and 0.79 V, respectively [51]. Therefore, the galvanic potential difference between
copper and stainless steel (Cu/SS) is 0.28 V, and that of copper and aluminum (Cu/Al) is
—0.43 V. Cu/SS having a positive galvanic potential reacts better with Gram-negative E. coli
bacterial cells, inactivating them in 15 min. However, when the E. coli cells were exposed
to copper coating surface on Cu/Al samples (which has a negative galvanic potential),
they were inactivated in 30 min, longer than that of the Cu/SS surface. Likewise, when
Gram-positive S. aureus cells were exposed to negative galvanic potential Cu/Al samples,
they were inactivated relatively very fast (0-min time point), and when exposed to positive
galvanic potential Cu/SS sample surface, they took 30 min to be inactivated completely.

The experimental results from this study suggest that there is a strong correlation
between the type of bacteria and the galvanic potential of the copper/substrate bimetallic
surfaces. This has been schematically shown in Figure 13. In the case of bulk copper which
is in positive steady-state potential, there are more Cu ions released. In this environment,
these Cu ions react more aggressively with Gram-negative E. coli bacterial cells rather than
Gram-positive S. aureus bacterial cells. Therefore, the inactivation time for E. coli on bulk
copper was 0-min time point and that of S. aureus was 15 min. Many other studies also
confirmed better antibacterial response from different copper coatings on Gram-negative
bacterial cells [52].



Materials 2021, 14, 6744 16 of 20
| Bulk Copper | ] Copper Coatings ‘
More Cu ions Less Cu ions More Cu ions
e ® ® LR
0% 009% s 2° ¢ e e 0°% ()
Positive Positive COppCT o Negative O Q o
Canren steady- Galvanic Galvanic
PP state ' Substrate | L Substrate | - Peotential Positive Cu
Potential ions
| Effect of amount of Cu ions on bacterial efficacy | @
G- bacterial cells with Cu ions in a G- bacterial cells with Cu ions in ,
positive potential environment a negative potential environment

Gram-negative

—, (Gl
SOW 9 %)%% bacterial cells

Shorter Longer Longer
Inactivation Time Inactivation Time Inactivation Time
@ %o
G+ bacterial cells with Cu ions in a G+ bacterial cells with Cu ions in .
positive potential environment a negative potential environment Gram-positive

(G+) S. aurues
bacterial cells

QO Q @)
B TR S L Ll

Shorter
Inactivation Time

Longer Shorter
Inactivation Time Inactivation Time

Figure 13. (a) Effect of the form of copper and copper/substrate on the amount of Cu ions, and (b) Effect of amount of Cu

ions on bacterial efficacy.

In the case of copper coatings, there are significantly less Cu ions released by the
coating surface when it forms a positive galvanic couple with the substrate material, as
opposed to the higher amount of Cu ions with a negative galvanic couple between the
copper coating and the substrate [45]. When there are less Cu ions present, it results in more
time for bacterial inactivation, irrespective of the type of bacteria. Therefore, Cu/SS-AD
exhibited an inactivation time of 15 min and 30 min for E. coli and S. aureus, respectively.

For a Cu/substrate bimetallic configuration with negative galvanic potential, there is
a higher amount of Cu ions. However, in this environment, the Cu ions react aggressively
with Gram-positive S. aureus bacterial cells rather than Gram-negative E. coli bacterial cells.
Therefore, the inactivation time for S. aureus on Cu/Al-AD sample surface was 0-min time
point and that of E. coli was 30 min.

Gottenbos et al. [53] reported that both types of bacterial cells adhered rapidly to the
positively-charged contact surfaces, but once attached the Gram-negative bacteria did not
proliferate. In contrast, both types of bacterial cells adhered very slowly to the negatively-
charged surfaces; however, once bound, exhibited rapid growth in the number of cells. The
authors concluded that the positively-charged contact surfaces exerted an antimicrobial
effect only on Gram-negative bacterial cells. This is in line with the observations made
in this study. A positive galvanic potential of the copper coated surface leads to good
antibacterial efficacy against Gram-negative E. coli bacteria, and negative galvanic potential
of the copper coated surface results in rapid inactivation of Gram-positive S. aureus bacteria.

Based on this information, it is possible to design high-contact components with
suitable coatings that respond in an expected manner to several generic microbial cells.
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4.4. Bacteria Killing Mechanisms

The exact bactericidal mechanism on the various copper surfaces could not be de-
termined through the results obtained in this study. However, it was evident that the
presence of Cu ions from various surfaces significantly affected the appearance of both
types of bacterial cells (E. coli and S. aureus), resulting in abnormal shapes, stained cells,
disrupted cell membranes, and release of cell debris, as shown in Figure 6. One of the
possible mechanisms suggested for killing bacterial cells in contact with the metallic copper
surface was that the dissolved copper ions cause cell damage and/or rupture of the cell
membrane [1,7]. This explains the effect shown on the bacterial cells in Figure 6.

5. Future Works

In this study, the antibacterial responses of copper coatings in both as-deposited and
heat-treated states were investigated. The results show that these cold-sprayed copper
coatings have good antibacterial efficacy in the as-deposited state. However, in most
applications, it is a norm that the coatings are subjected to post heat treatment for generating
enhanced mechanical properties. Therefore, further studies need to be carried out to
improve the antibacterial performance of heat-treated copper coatings.

From this study, it was found that there is a very complex relationship between vari-
ous coating properties such as porosity, hardness, surface roughness, and microstructural
phases on the antibacterial efficacy. However, further exploration is needed to compre-
hensively determine the impact of each of these coating properties on the bacterial killing
property of the copper coatings.

In future studies, it would be interesting to see the effect of increasing the attachment
time (i.e., t > 15 min) on bacterial cell morphology and undertake live/dead cell staining,
which will provide further information on the degree of reduction of viable bacterial cells
attached to the surface of different copper samples. The interaction of the bacterial cells
with various copper coatings should be recorded in-situ real-time. Moreover, only one type
of bacterial assay was used in this study. Additional testing with different types of assays
is required for a comprehensive understanding of the antibacterial efficacy of cold-sprayed
copper coatings.

Lastly, it is well known that the properties of copper coatings degrade over a period of
time due to exposure to various environmental factors resulting in oxidation and/or wear.
Further investigations are required to determine whether the antibacterial performance
of copper coatings deteriorates over time and possibly explore strategies to develop long-
lasting copper coatings.

6. Conclusions

Copper is well known for its antimicrobial property. It can kill different types of
bacteria and viruses upon contact. In this study, the antibacterial responses of copper
coatings produced using a cold-spray process, an advanced rapid manufacturing and
coating process, was studied, and the results were compared with bulk copper counterparts.
The copper coatings were cold-sprayed onto stainless steel (55304) and aluminum (A15005)
substrate plates. E. coli and S. aureus bacterial cells were exposed to these samples and their
inactivation times were recorded. The results were analyzed and studied in correspondence
with other coating properties such as thickness, porosity, hardness, roughness, and heat
treatment. The main conclusions that can be drawn from this study are:

The copper coatings in the as-deposited state inactivated both types of bacterial cells
under 30 min exposure. However, when the samples were heat-treated, both E. coli and
S. aureus were not completely killed even after 60 min exposure to the copper-coated surfaces.

1. It was found that there was a presence of copper oxides (Cup;O and CuO) on the
surface of heat-treated samples. This resulted in reduced antibacterial efficacy due
to the presence of Cu(I) and Cu(ll) ions and lower concentrations of Cu(0)—metallic
copper ions.
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2. There was an insignificant difference in the bacterial cell morphology (shape and
dimensions) of both E. coli and S. aureus exposed to different types of copper samples.
Moreover, both bacterial cells showed signs of damage resulting in abnormal shapes,
stained cells, disrupted cell membranes, and release of cell debris when seen under
an SEM.

3. The inactivation time for both E. coli and S. aureus appeared to increase with an
increase in coating porosity, hardness, and surface roughness, but decrease with an
increase in thickness of copper material.

4. Cuions from bulk copper surface react more aggressively towards the Gram-negative
E. coli bacterial cells than Gram-positive S. aureus cells, inactivating E. coli faster
than S. aureus. However, in the case of bimetallic galvanic coupling with a negative
potential, such as Cu/ Al coating/substrate configuration, it is possible that the Cu
ions react more aggressively towards Gram-positive S. aureus resulting in shorter
inactivation time compared to E. coli.

5. Copper coating/substrate configuration with a positive galvanic coupling potential
(i.e., Cu/SS in this study) could yield less Cu ions compared to bulk copper samples
which resulted in higher inactivation time for both types of bacterial cells.

6.  Different coating/substrate galvanic coupling configurations respond differently to
different types of bacteria. Therefore, it is possible to tailor coating properties based
on various factors such as galvanic coupling, post heat treatment, coating porosity,
thickness, etc. to render them effective towards targeted bacteria.

Author Contributions: Conceptualization, N.H., R A.RR., E.P. and S.P; methodology, N.H. and
R.ARR; software, N.-H. and R.A.R.R;; validation, N.H., S.H.T. and M.A J.; formal analysis, N.H.,
S.H.T. and M.A ].; investigation, N.H., S H.T. and M.A J.; resources, E.P. and S.P.; data curation, N.H.,
S.H.T.,, M.AJ. and R.A.R.R.; writing—original draft preparation, N.H., S.H.T. and M.A.].; writing—
review and editing, R.A.RR,, E.P. and S.P; supervision, E.P. and S.P.; project administration, S.P.;
funding acquisition, S.P. All authors have read and agreed to the published version of the manuscript.

Funding: This research project was also supported by the DMTC Limited (Australia). The paper
has been written in line with the intellectual property rights granted to research partners from the
original DMTC project.

Institutional Review Board Statement: Not applicable.
Informed Consent Statement: Not applicable.

Acknowledgments: The authors would like to acknowledge the Victorian Government Future Indus-
tries Sector Growth program, along with the industry, SPEE3D, in acquiring LIGHTSPEE3D equipment.

Conflicts of Interest: The authors declare no conflict of interest.

References

1. Grass, G.; Rensing, C.; Solioz, M. Metallic copper as an antimicrobial surface. Appl. Environ. Microbiol. 2011, 77, 1541-1547.
[CrossRef] [PubMed]

2. Borkow, G. Using copper to fight microorganisms. Curr. Chem. Biol. 2012, 6, 93-103. [CrossRef]

3. Noyce, J.O.; Michels, H.; Keevil, C.W. Inactivation of influenza a virus on copper versus stainless steel surfaces. Appl. Environ.
Microbiol. 2007, 73, 2748-2750. [CrossRef] [PubMed]

4.  Warnes, S.L,; Little, Z.R.; Keevil, C.W. Human Coronavirus 229E remains infectious on common touch surface materials. mBio
2015, 6, €01697-15. [CrossRef] [PubMed]

5.  van Doremalen, N.; Bushmaker, T.; Morris, D.H.; Holbrook, M.G.; Gamble, A.; Williamson, B.N.; Tamin, A.; Harcourt, J.L.;
Thornburg, N.J.; Gerber, S.I; et al. Aerosol and surface stability of SARS-CoV-2 as compared with SARS-CoV-1. N. Engl. ]. Med.
2020, 382, 1564-1567. [CrossRef]

6. Hutasoit, N.; Kennedy, B.; Hamilton, S.; Luttick, A.; Rashid, R.A.R.; Palanisamy, S. SARS-CoV-2 (COVID-19) inactivation
capability of copper-coated touch surface fabricated by cold-spray technology. Manuf. Lett. 2020, 25, 93-97. [CrossRef] [PubMed]

7. Vincent, M.; Duval, R.; Hartemann, P.; Engels-Deutsch, M. Contact killing and antimicrobial properties of copper. J. Appl.
Microbiol. 2018, 124, 1032-1046. [CrossRef]

8. Molteni, C.; Abicht, H.; Solioz, M. Killing of bacteria by copper surfaces involves dissolved copper. Appl. Environ. Microbiol. 2010,

76,4099-4101. [CrossRef]


http://doi.org/10.1128/AEM.02766-10
http://www.ncbi.nlm.nih.gov/pubmed/21193661
http://doi.org/10.2174/187231312801254723
http://doi.org/10.1128/AEM.01139-06
http://www.ncbi.nlm.nih.gov/pubmed/17259354
http://doi.org/10.1128/mBio.01697-15
http://www.ncbi.nlm.nih.gov/pubmed/26556276
http://doi.org/10.1056/NEJMc2004973
http://doi.org/10.1016/j.mfglet.2020.08.007
http://www.ncbi.nlm.nih.gov/pubmed/32904558
http://doi.org/10.1111/jam.13681
http://doi.org/10.1128/AEM.00424-10

Materials 2021, 14, 6744 19 of 20

10.

11.

12.

13.

14.

15.

16.
17.

18.

19.

20.
21.

22.

23.

24.

25.

26.
27.

28.
29.

30.

31.

32.

33.
34.

35.

36.

37.

Hans, M.; Erbe, A.; Mathews, S.; Chen, Y.; Solioz, M.; Miicklich, F. Role of copper oxides in contact killing of bacteria. Langmuir
2013, 29, 16160-16166. [CrossRef]

Luo, J.; Hein, C.; Ghanbaja, ].; Pierson, J.-F.; Miicklich, F. Bacteria accumulate copper ions and inhibit oxide formation on copper
surface during antibacterial efficiency test. Micron 2019, 127, 102759. [CrossRef]

Hassan, I.A.; Parkin, I.P.; Nair, S.P.; Carmalt, C.J. Antimicrobial activity of copper and copper(i) oxide thin films deposited via
aerosol-assisted CVD. J. Mater. Chem. B 2014, 2, 2855-2860. [CrossRef]

Sunada, K.; Minoshima, M.; Hashimoto, K. Highly efficient antiviral and antibacterial activities of solid-state cuprous compounds.
J. Hazard. Mater. 2012, 235, 265-270. [CrossRef]

Meghana, S.; Kabra, P.; Chakraborty, S.; Padmavathy, N. Understanding the pathway of antibacterial activity of copper oxide
nanoparticles. RSC Adv. 2015, 5, 12293-12299. [CrossRef]

Kocaman, A.; Keles, O. Antibacterial efficacy of wire arc sprayed copper coatings against various pathogens. J. Therm. Spray
Technol. 2019, 28, 504-513. [CrossRef]

Sharifahmadian, O.; Salimijazi, H.; Fathi, M.; Mostaghimi, J.; Pershin, L. Relationship between surface properties and antibacterial
behavior of wire arc spray copper coatings. Surf. Coat. Technol. 2013, 233, 74-79. [CrossRef]

Champagne, V.; Sundberg, K.; Helfritch, D. Kinetically deposited copper antimicrobial surfaces. Coatings 2019, 9, 257. [CrossRef]
Santo, C.E.; Lam, E.W.; Elowsky, C.G.; Quaranta, D.; Domaille, D.W.; Chang, C.J.; Grass, G. Bacterial killing by dry metallic
copper surfaces. Appl. Environ. Microbiol. 2011, 77, 794-802. [CrossRef]

Champagne, V.K,; Helfritch, D.J. A demonstration of the antimicrobial effectiveness of various copper surfaces. J. Biol. Eng. 2013,
7, 8. [CrossRef]

Miiller, D.W.; Lolein, S.; Terriac, E.; Brix, K.; Siems, K.; Moeller, R.; Kautenburger, R.; Miicklich, F. Increasing antibacterial
efficiency of Cu surfaces by targeted surface functionalization via ultrashort pulsed direct laser interference patterning. Adv.
Mater. Interfaces 2021, 8, 2001656. [CrossRef]

Davis, ].R. Metals Handbook, Desk Edition, 2nd ed.; ASM International: Washington, DC, USA, 1998.

Ueda, M.; Yokota, T.; Honda, M.; Lim, P.N.; Osaka, N.; Makita, M.; Nishikawa, Y.; Kasuga, T.; Aizawa, M. Regulating size of silver
nanoparticles on calcium carbonate via ultrasonic spray for effective antibacterial efficacy and sustained release. Mater. Sci. Eng.
C 2021, 125, 112083. [CrossRef] [PubMed]

Yang, T.-Y.; Hsieh, Y.-J.; Lu, P-L.; Lin, L.; Wang, L.-C.; Wang, H.-Y.; Tsai, T.-H.; Shih, C.-].; Tseng, S.-P. In vitro and in vivo
assessments of inspired Ag/80S bioactive nanocomposites against carbapenem-resistant Klebsiella pneumoniae. Mater. Sci. Eng.
C 2021, 125, 112093. [CrossRef]

An, S.; Joshi, B.; Yarin, A.L.; Swihart, M.T.; Yoon, S.S. Supersonic cold spraying for energy and environmental applications:
One-step scalable coating technology for advanced micro- and nanotextured materials. Adv. Mater. 2020, 32, €1905028. [CrossRef]
Hou, W.; Oheil, M.; Shen, Z.; Shen, Y.; Jahed, H.; Gerlich, A. Enhanced strength and ductility in dissimilar friction stir butt welded
Al/Cu joints by addition of a cold-spray Ni interlayer. J. Manuf. Process. 2020, 60, 573-577. [CrossRef]

Assadi, H.; Gértner, F; Stoltenhoff, T.; Kreye, H. Bonding mechanism in cold gas spraying. Acta Mater. 2003, 51, 4379-4394.
[CrossRef]

Assadi, H.; Kreye, H.; Gértner, F.; Klassen, T. Cold spraying—A materials perspective. Acta Mater. 2016, 116, 382—407. [CrossRef]
Schmidt, T.; Gaertner, F; Assadi, H.; Kreye, H. Development of a generalized parameter window for cold spray deposition. Acta
Mater. 2006, 54, 729-742. [CrossRef]

Joshi, A.; James, S. Molecular dynamics simulation study of cold spray process. . Manuf. Process. 2018, 33, 136-143. [CrossRef]
Yin, S.; Cavaliere, P; Aldwell, B.; Jenkins, R.; Liao, H.; Li, W.; Lupoi, R. Cold spray additive manufacturing and repair:
Fundamentals and applications. Addit. Manuf. 2018, 21, 628-650. [CrossRef]

Hutasoit, N.; Rashid, R.A.R.; Palanisamy, S.; Duguid, A. Effect of build orientation and post-build heat treatment on the
mechanical properties of cold spray additively manufactured copper parts. Int. |. Adv. Manuf. Technol. 2020, 110, 1-17. [CrossRef]
Hutasoit, N.; Javed, M.A.; Rashid, R.A.R.; Wade, S.; Palanisamy, S. Effects of build orientation and heat treatment on microstruc-
ture, mechanical and corrosion properties of Al6061 aluminium parts built by cold spray additive manufacturing process. Int. |.
Mech. Sci. 2021, 204, 106526. [CrossRef]

Mimura, K.; Lim, J.-W.; Isshiki, M.; Zhu, Y.; Jiang, Q. Brief review of oxidation kinetics of copper at 350 °C to 1050 °C. Met. Mater.
Trans. A 2006, 37, 1231-1237. [CrossRef]

Zhu, Y.; Mimura, K.; Isshiki, M. Oxidation mechanism of copper at 623-1073 K. Mater. Trans. 2002, 43, 2173-2176. [CrossRef]
ASTM E2197-17el. Standard Quantitative Disk Carrier Test Method for Determining Bactericidal, Virucidal, Fungicidal, Mycobactericidal,
and Sporicidal Activities of Chemicals; ASTM International: West Conshohocken, PA, USA, 2017.

United States Environmental Protection Agency. Interim Method for Evaluating the Efficacy of Antimicrobial Surface Coatings; Office
of Pesticide Programs: Washington, DC, USA, 2020.

Santo, C.E.; Morais, P.V.; Grass, G. Isolation and characterization of bacteria resistant to metallic copper surfaces. Appl. Environ.
Microbiol. 2010, 76, 1341-1348. [CrossRef] [PubMed]

Warnes, S.L.; Caves, V.; Keevil, C. Mechanism of copper surface toxicity in Escherichia coli O157:H7 and Salmonella involves
immediate membrane depolarization followed by slower rate of DNA destruction which differs from that observed for Gram-
positive bacteria. Environ. Microbiol. 2011, 14, 1730-1743. [CrossRef]


http://doi.org/10.1021/la404091z
http://doi.org/10.1016/j.micron.2019.102759
http://doi.org/10.1039/C4TB00196F
http://doi.org/10.1016/j.jhazmat.2012.07.052
http://doi.org/10.1039/C4RA12163E
http://doi.org/10.1007/s11666-018-0824-x
http://doi.org/10.1016/j.surfcoat.2013.01.060
http://doi.org/10.3390/coatings9040257
http://doi.org/10.1128/AEM.01599-10
http://doi.org/10.1186/1754-1611-7-8
http://doi.org/10.1002/admi.202001656
http://doi.org/10.1016/j.msec.2021.112083
http://www.ncbi.nlm.nih.gov/pubmed/33965099
http://doi.org/10.1016/j.msec.2021.112093
http://doi.org/10.1002/adma.201905028
http://doi.org/10.1016/j.jmapro.2020.10.059
http://doi.org/10.1016/S1359-6454(03)00274-X
http://doi.org/10.1016/j.actamat.2016.06.034
http://doi.org/10.1016/j.actamat.2005.10.005
http://doi.org/10.1016/j.jmapro.2018.05.005
http://doi.org/10.1016/j.addma.2018.04.017
http://doi.org/10.1007/s00170-020-06010-5
http://doi.org/10.1016/j.ijmecsci.2021.106526
http://doi.org/10.1007/s11661-006-1074-y
http://doi.org/10.2320/matertrans.43.2173
http://doi.org/10.1128/AEM.01952-09
http://www.ncbi.nlm.nih.gov/pubmed/20048058
http://doi.org/10.1111/j.1462-2920.2011.02677.x

Materials 2021, 14, 6744 20 of 20

38.

39.

40.

41.

42.

43.

44.

45.

46.

47.

48.

49.

50.

51.

52.

53.

Zahiri, S.H.; Fraser, D.; Gulizia, S.; Jahedi, M. Effect of processing conditions on porosity formation in cold gas dynamic spraying
of copper. J. Therm. Spray Technol. 2006, 15, 422-430. [CrossRef]

Phani, P.S.; Rao, D.S.; Joshi, S.; Sundararajan, G. Effect of process parameters and heat treatments on properties of cold sprayed
copper coatings. . Therm. Spray Technol. 2007, 16, 425-434. [CrossRef]

Hong, R.; Kang, T.Y.; Michels, C.A.; Gadura, N. Membrane Lipid peroxidation in copper alloy-mediated contact killing of
Escherichia coli. Appl. Environ. Microbiol. 2012, 78, 1776-1784. [CrossRef]

Dupont, C.L.; Grass, G.; Rensing, C. Copper toxicity and the origin of bacterial resistance—new insights and applications.
Metallomics 2011, 3, 1109-1118. [CrossRef]

Noyece, J.; Michels, H.; Keevil, C. Potential use of copper surfaces to reduce survival of epidemic meticillin-resistant Staphylococcus
aureus in the healthcare environment. . Hosp. Infect. 2006, 63, 289-297. [CrossRef]

Santo, C.E.; Taudte, N.; Nies, D.H.; Grass, G. Contribution of copper ion resistance to survival of Escherichia coli on metallic
copper surfaces. Appl. Environ. Microbiol. 2008, 74, 977-986. [CrossRef]

Elguindi, J.; Moffitt, S.; Hasman, H.; Andrade, C.; Raghavan, S.; Rensing, C. Metallic copper corrosion rates, moisture content, and
growth medium influence survival of copper ion-resistant bacteria. Appl. Microbiol. Biotechnol. 2010, 89, 1963-1970. [CrossRef]
Mazurkow, J.M.; Yiizbasi, N.S.; Domagala, K.W,; Pfeiffer, S.; Kata, D.; Graule, T. Nano-sized copper (oxide) on alumina granules
for water filtration: Effect of copper oxidation state on virus removal performance. Environ. Sci. Technol. 2020, 54, 1214-1222.
[CrossRef]

Sundberg, K.; Walde, C.; Sousa, B.; Mohanty, S.; Lee, ].-H.; Champagne, V.; Sisson, R.; Danielle, C. Microstructural characterization
of conventional and nanomaterial copper cold spray coatings. . Biotechnol. Biomater. 2020, 10.

Sundberg, K.; Wang, Y.; Mishra, B.; Carl, A.; Grimm, R.; Te, A.; Lozeau, L.; Sisson, R.; Cote, D. The effect of corrosion on
conventional and nanomaterial copper cold spray surfaces for antimicrobial applications. Biomed. J. Sci. Tech. Res. 2019, 22,
16753-16763. [CrossRef]

Jing, H.; Yu, Z.; Li, L. Antibacterial properties and corrosion resistance of Cu and Ag/Cu porous materials. ]. Biomed. Mater. Res.
Part. A 2008, 87A, 33-37. [CrossRef] [PubMed]

Silhavy, T.].; Kahne, D.; Walker, S. The bacterial cell envelope. Cold Spring Harb. Perspect. Biol. 2010, 2, a000414. [CrossRef]
Maruthapandi, M.; Saravanan, A.; Das, P; Natan, M.; Jacobi, G.; Banin, E.; Luong, ] H.T.; Gedanken, A. Antimicrobial activities of
Zn-doped CuO microparticles decorated on polydopamine against sensitive and antibiotic-resistant bacteria. ACS Appl. Polym.
Mater. 2020, 2, 5878-5888. [CrossRef]

Ahmad, Z. Principles of corrosion engineering and corrosion control. In Principles of Corrosion Engineering and Corrosion Control;
Elsevier: Amsterdam, The Netherlands, 2006; pp. 438—478.

Ghosh, M; Roy, A.; Ghosh, A.; Kumar, H.; Saha, G. Antibacterial and antimicrobial coatings on metal substrates by cold spray
technique: Present and future perspectives. In Green Approaches in Medicinal Chemistry for Sustainable Drug Design; Elsevier:
Amsterdam, The Netherlands, 2020; pp. 15-45.

Gottenbos, B.; Grijpma, D.W.; Van Der Mei, H.C.; Feijen, J.; Busscher, H.]. Antimicrobial effects of positively charged surfaces on
adhering Gram-positive and Gram-negative bacteria. J. Antimicrob. Chemother. 2001, 48, 7-13. [CrossRef]


http://doi.org/10.1361/105996306X124437
http://doi.org/10.1007/s11666-007-9048-1
http://doi.org/10.1128/AEM.07068-11
http://doi.org/10.1039/c1mt00107h
http://doi.org/10.1016/j.jhin.2005.12.008
http://doi.org/10.1128/AEM.01938-07
http://doi.org/10.1007/s00253-010-2980-x
http://doi.org/10.1021/acs.est.9b05211
http://doi.org/10.26717/BJSTR.2019.22.003768
http://doi.org/10.1002/jbm.a.31688
http://www.ncbi.nlm.nih.gov/pubmed/18080302
http://doi.org/10.1101/cshperspect.a000414
http://doi.org/10.1021/acsapm.0c01104
http://doi.org/10.1093/jac/48.1.7

	Introduction 
	Materials and Methods 
	Materials 
	Cold Spray Coatings 
	Material Characterization 
	Antibacterial Tests 
	Bacteria Attachment Tests 

	Results 
	Antibacterial Testing 
	Bacterial Attachment Testing 
	Copper Coating and Bulk Copper Characterization 

	Discussion 
	Effect of Cu Ionic Species on Antibacterial Efficacy 
	Effect of Cu Coating Properties on Antibacterial Efficacy 
	Effect of Galvanic Coupling Due to Different Coating/Substrate Configurations 
	Bacteria Killing Mechanisms 

	Future Works 
	Conclusions 
	References

