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ABSTRACT: Infection caused by orthopedic titanium implants,
which results in tissue damage, is a key factor in endosseous
implant failure. Given the seriousness of implant infections and the
limitations of antibiotic therapy, surface microstructures and
antimicrobial silver coatings have emerged as prominent research
areas and have displayed certain antimicrobial effects. Researchers
are now working to combine the two to produce more effective
antimicrobial surfaces. However, building robust and homogeneous
coatings on complex microstructured surfaces is a tough task due to
the limits of surface modification techniques. In this study, a novel
flexible electrode brush (silver brush) instead of a traditional hard
electrode was designed with electrical discharge machining, which
has the ability to adapt to complex groove interiors. The results showed that the use of flexible electrode brush allowed silver to be
deposited uniformly in titanium alloy microgrooves. On the surface of Ag-TC4, a uniformly covered deposit was visible, and it slowly
released silver ions into a liquid environment. In vitro bacterial assays showed that a Ag-TC4 microstructured surface reduced
bacterial adhesion and bacterial biofilm formation, and the antibacterial activity of Ag-TC4 against Staphylococcus aureus and
Escherichia coli was 99.68% ± 0.002 and 99.50% ± 0.007, respectively. This research could lay the groundwork for the study of
antimicrobial metal bound to microstructured surfaces and pave the way for future implant surface design.

1. INTRODUCTION
Bone illnesses and bone defects are seriously affecting people’s
health, and the number of bone implant cases has increased
greatly in recent years. Therefore, the research on biomedical
materials is extremely urgent.1 Biomedical materials are widely
used in orthopedics, plastic surgery, dentistry, cardiovascular
stents, medical devices, and so forth. They mainly include
natural derivatives,2 polymer organic materials,3 inorganic
materials and their composites,4 as well as metals. Among
them, metallic materials, especially titanium and its alloys, are
widely used in medical implants because of their low density,
good strength, high toughness, good corrosion resistance, and
low modulus of elasticity.5

However, titanium lacks antimicrobial properties, therefore,
bacteria are more likely to colonize the material surface.
Following colonization, the bacteria can grow to form a biofilm
that leads to subsequent implant infections and peritissue
inflammation.6,7 In fact, implant infections are one of the most
common and serious complications associated with the use of
biomaterials, accounting for 25.6% of all health care-associated
infections and often leading to implant failure, secondary
surgery, and serious or life-threatening patient health

problems.7 Antibiotic medication is the conventional clinical
treatment for implant infections, but it is poorly targeted,
potentially hepatotoxic and nephrotoxic, and more impor-
tantly, difficult to treat due to bacterial resistance, tolerance,
and persistence, as well as biofilm formation.8,9

Given the seriousness of implant infections and the
limitations of antibiotic therapy, there is an urgent need to
explore new strategies to prevent implant infections in addition
to the use of antibiotics. In recent years, the use of surface
micro- and nanomorphology or surface chemistry for the
improvement of the antimicrobial properties of implants has
attracted increasing interest.10,11 Some researchers have
worked on biomimetic micro- and nanostructures inspired by
natural antifouling surfaces,12 such as cicada wings,13 dragonfly
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wings,14 and gecko skin structures.15 The effect of material
surfaces on bacterial colonization appears to depend on the
size of surface structures, surface roughness, hydrophilicity,
hydrophobicity, and chemical composition of material surfaces,
as well as the interaction of bacteria with material surfaces.
Ge16 et al. studied submicron-sized arrays of silica periodic
columns and found that they could inhibit bacterial adhesion
and proliferation through spatially restricted size effects.
Jannesari17 et al. applied rGO/CuO2 nanocomposite as an
oxygen nanoshuttle applicable in controllable transfer of

O2NBs to battle against drug-resistant bacterial infections,
the combination of CuO2 (as a solid source of oxygen) and
rGO nanosheets effectively controlled and prolonged in situ
oxygen release, which provides a long-lasting antibacterial
effect. Akhavan and Ghaderi18 investigated the interaction
between chemically exfoliated graphene oxide (GO) nano-
sheets and Escherichia coli living mixed-acid fermentation with
an anaerobic condition at different exposure times and showed
that GO sheets could act as biocompatible sites for adsorption
and proliferation of the bacteria on their surface, while

Figure 1. Morphological and microstructural characterization of TC4 and Ag-TC4: (A) surface views and (B) XRD pattern of Ag-TC4 surface with
silver wire. XPS results: (C) full spectrum, (D) Ag 3d spectrum, and (E) Ti 2p spectrum. (F) Contact angle of TC4 and Ag-TC4 samples. (G)
Accumulation of released silver ions from Ag-TC4 samples immersed in deionized water. (Values are mean ± standard deviation, **represents P <
0.01, TC4 vs Ag-TC4, every result was obtained from three independent experiments).
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bacterially reduced GO sheets inhibited bacterial proliferation
on their surface.
Moreover, microstructures also play an important role in

inducing directional cell alignment and differentiation.19

Jayaraman20 et al. found that surfaces with microgrooves
promoted osteoblast adhesion, proliferation, and mineraliza-
tion of bone tissue better than the rough surface treated with
sandblasting and acid etching. Similarly, Li21 et al. found that
concentric microgrooved surface of polycaprolactone pro-
moted osteogenic differentiation of mMSCs, including
upregulation of early osteogenic marker genes by combining
photolithography with a fusion casting method to simulate the
concentric microgrooved structure of bones in a two-
dimensional environment.
In addition to the construction of micro/nanostructures,

materials can also be given antimicrobial properties by coating
or adding metals or alloys. Silver is known to be an effective
antimicrobial agent and plays an important role in improving
the antimicrobial properties of implants, effectively inhibiting
the growth of Gram-positive and -negative bacteria and the
formation of their biofilm.22 It has been shown that silver can
bind to multiple sites in bacterial cells at very low
concentration levels and inhibit bacterial growth.23 Kang24 et
al. found that the acid-etched Ti−Ag alloy had a better
antibacterial effect due to the release of high concentrations of
silver ions. Akhavan25 reported the Ag−TiO2/Ag/a-TiO2
nanocomposite thin film photocatalyst sensitive to the solar
light with an efficient storage of Ag nanoparticles both on the
film surface and at interface of the Ag−TiO2, and a-TiO2 thin
films was simply synthesized by sol−gel, the nanocomposite
facilitated the release of more silver ions and thus exhibited a
better antibacterial action.
Given that both surface microstructures and silver have

certain antibacterial properties, researchers have worked to
combine the two to produce more durable and stable
antibacterial surfaces. Jin26 et al. used GO thin film and silver
(Ag) nanoparticles to modify the Ti substrate surface by
electroplating and UV reduction methods. The results show
that the antimicrobial activity and relative adhesion rate of
GO−Ag−Ti are very prominent against Streptococcus mutans
and Porphyromonas gingivalis. Electroplating can make
antibacterial metal coating uniformly combined in the
microstructure surface, but titanium surface is often covered
with a dense, strong adhesion, tough thin oxide film (TiO2), so
it is difficult to plate metal on the surface of titanium alloy, and
even if it can be coated, the coating bond is often very poor.
Researchers have made many attempts to overcome this
challenge. Akhavan27 deposited a mesoporous TiO2 cap layer
on the grown Ag nanorods in order to protect the silver
coating and achieve effective control of silver ion release.
Similar to this, Park28 et al. fabricated mesoporous thin films
composed of TiO2 nanoparticles on the anodized titanium
implant surface for loading silver nanoparticles to achieve long-
lasting antibacterial efficacy. In addition, electrical discharge
machining (EDM) is also a promising method because the
EDM deposited layer is metallurgically bonded to the substrate
with high bond strength and does not flake easily. However,
traditional EDM often uses a hard electrode, and it has some
problems such as an uncontrollable discharge gap, an unstable
deposition transition process, and unevenly deposited material,
making its application in complex surface processing limited.29

Therefore, in order to solve the abovementioned problems
and to compensate for the defects of electroplating and

conventional EDM, we design a flexible brush electrode (silver
brush), which has the ability to adapt to complex groove
interiors in EDM. The use of the flexible brush electrode in
EDM allows the antimicrobial silver to be deposited uniformly
onto the titanium microgrooved surface in a metallurgical bond
that is strong and resistant to peeling.
In this study, Gram-positive Staphylococcus aureus (S. aureus)

and Gram-negative Escherichia coli, the most common
pathogens in implant-associated infections, were selected as
models to investigate the effects of a silver-coated micro-
grooved surface on bacterial adhesion, growth, and morphol-
ogy, as well as on bacterial biofilm formation and related gene
expression, providing a deeper theoretical basis for the
application of the modified microgrooves.

2. RESULTS AND DISCUSSION
2.1. Characterization of Samples. A sinusoidal micro-

grooved structure with a width (w) of 200 μm and a depth (h)
of 400 μm was obtained on the titanium alloy after wire EDM
(WEDM), where L (=10 mm) is the width of the samples
(Figure 7B,C). After EDM deposition, a uniform layer of
silver-white deposit was visible on the surface of the
microgrooves. The deposit was a thin layer retaining the
original morphology of the microgrooves, as shown in Figure
1A. Under high magnification, the rough deposits were of
different sizes, with some of the silver remelting and
aggregating into larger silver deposits during multiple discharge
processes.
Figure 1B shows the diffraction peak curve of the Ag-TC4

surface, compared with the standard curve of the silver wire,
and it was found that the two coincided at the silver diffraction
peak, indicating that the silver-white deposits on the surface of
the microgrooves contained silver. Thus far, we have
successfully constructed a silver-containing microgrooved
surface on titanium alloy substrates using the EDM technique.
Figure 1C depicts the results of the full spectrum scan

analysis of the surface of Ag-TC4 samples. The results show
that the samples’ surfaces comprise zinc (Zn), copper (Cu),
oxygen (O), titanium (Ti), silver (Ag), and carbon (C). Of
these, zinc and copper were introduced through the use of a
wire EDM system in the preparation of sinusoidal micro-
grooves, because the brass electrode wire utilized in the
production of the sinusoidal microgrooved surface consists of
copper and zinc. When the sample was exposed to air after
processing, it oxidized, allowing carbon and oxygen to be
detected. Figure 1D depicts the fine spectrum of Ag 3d. The
absorption energies of the Ag 3d3/2 and Ag 3d5/2 orbitals are
374 and 368 eV, respectively, which are compatible with the
absorption peak of the silver monomer. The results show that
after EDM deposition, the silver on the surface of the samples
is mainly in the form of monomers. Figure 1E shows the fine
spectrum of Ti 2p, which reveals that the titanium on the
surface of the samples is mainly in the form of TiO2 and a
small amount of metallic titanium.
The contact angles of TC4 and Ag-TC4 samples were

measured using a contact angle meter, and the results were
78.67 ± 1.08° and 34.45 ± 7.14°, respectively (Figure 1F),
indicating better wetting properties on the surface of the
samples after EDM silver deposition.
Much research has demonstrated that silver ions or silver

nanoparticles may destroy bacteria.30 It is generally accepted
that the antibacterial effect of Ag-containing coatings or alloys
is primarily due to the release of silver ions and that the
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amount of silver ions released is directly connected to the
bactericidal capabilities.31,32 After EDM silver deposition, the
surface of the microgrooves was covered with metallic silver,
which was hydrolyzed to produce and release silver ions when
coming into contact with the aqueous environment. In this
study, the release of silver ions from the microgrooved surface

for different immersion time in deionized water is shown in
Figure 1G. The release of silver ions appears to be time-
dependent. A sharp increase in silver ion concentration was
observed within the first four days, and then, its release slowed
down, and a plateau was reached in 2 weeks with a cumulative
concentration of 3.85 μg/L, a concentration level that is

Figure 2. SEM micrographs of S. aureus and E. coli on the surface of TC4 and Ag-TC4 samples.

Figure 3. Early bacterial adhesion: (A) SYTO9 fluorescent staining of E. coli and S. aureus adhering to TC4 and Ag-TC4 samples. (B) Schematic
illustration of the effect of a superhydrophobic surface on bacterial adhesion. (C) Schematic illustration of the effect of a moderately hydrophobic
surface on bacterial adhesion. (D) Schematic illustration of the effect of a hydrophilic surface on bacterial adhesion. (B−D were made by Figdraw).
Experiments were repeated three times, and each sample was observed in five random fields under the fluorescence microscope.
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capable of rendering an antimicrobial efficacy and is below
cytotoxic levels (3564 μg/L).33 There are many studies
showing that silver ions release can be related to many factors,
such as the responsive release of pH and GSH.34 Similar to
Kumar’s study,35 in this work, metallic silver was oxidized in
the aqueous medium to produce silver ions, so it was
speculated that the release of silver ions may be related to
the diffusion of the aqueous medium over the microgrooved
surface. Although the diffusion of silver ions in this way can
achieve a good antibacterial effect, there are still some inherent
limitations, such as nontargeted silver ion release and
biotoxicity due to accumulation. In fact, for both traditional
AgNPs and Ag-loaded materials, the release of silver ions is
difficult to control on demand.36 Therefore, the study of the
efficient and controlled release of silver ions is a promising
direction.
2.2. Observation of Bacterial Morphology. Scanning

electron microscopy (SEM) was used to observe the
morphologies and membrane integrity of S. aureus and E. coli
on the samples. The amount of S. aureus and E. coli adhering to
the TC4 microgrooved surface was obviously more than that
on the Ag-TC4 microgrooved surface. On the TC4 micro-
grooved surface, a large number of bacteria were attached,
whose morphology was rounded, and the bacterial membranes
were glossy and intact without obvious rupture. In contrast, on
Ag-TC4 samples, the number of bacteria was significantly
reduced, and the bacterial distribution was sparse. Meanwhile,
the bacteria cells became irregular and distorted due to the
disruption and lysis of bacterial membranes (Figure 2). These
results suggest that silver deposited on the surface, to some
extent, possessed the ability of impeding bacteria adhesion and
lysing cell membranes, additionally potential for improving the
antibacterial activities of Ti-based materials.
The effect of Ag-TC4 on bacterial morphology and

membranes may be related to the interaction between Ag+
and the cell walls. In the current study, the silver monomer
deposited by EDM continuously released Ag+ even after being
immersed for 14 days in deionized water. Most bacteria
suffered damage to cell walls and cell membranes or even lysis
due to the toxic effects of Ag+, as shown in Figure 2. This could
be a result of the released Ag+ interacting with cell walls and
binding to β-1/4 bonds of N-ace-tylglucosamine and N-
acetylMA of glycan strands, changing the conformation of the
polypeptide portion of bacterial cell walls and glycan strands
and thus causing damage to bacterial cell walls. Finally not only
the secondary structure of bacterial cell walls (α-helical
structure) but also the primary structure of cell walls was
changed.37 In addition, it has been demonstrated that bacteria
produce more reactive oxygen species (ROS) when they come
into contact with Ti−Ag samples that include a silver-rich
phase. In bacterial cells, ROS enhances oxidative stress, which
can disrupt the integrity of the cell membranes, leading to
protein leakage, and eventually result in bacterial death.32

However, titanium lacks antimicrobial properties, therefore,
bacteria are more likely to colonize the material’s surface.
Following colonization, the bacteria can grow to form a biofilm
that leads to subsequent implant infections and peritissue
inflammation.
2.3. Early Bacterial Adhesion. Bacterial adhesion to the

surface of implant materials is the first step in the development
of infection. During the implant treatment, bacteria from
intraoperative or host bloodstream dispersal can easily colonize
the implant surface. Following colonization, the bacteria can

grow to form a three-dimensional structure of bacterial biofilm,
which can then be dispersed by bacteria to proliferate at a
distant location, and the cycle repeats itself; finally, an
ecosystem of bacterial biofilm forms, leading to treatment
failure and becoming a difficult clinical problem. Therefore, it
is crucial to inhibit early bacterial adhesion to prevent implant
infection and inflammation.
To further investigate the early bacterial adhesion on various

surfaces, S. aureus and E. coli were stained with SYTO9.
Bacterial densities on each sample are shown in Figure 3A. A
large number of bacteria adhered to the TC4 samples, and the
amount of adhered bacteria decreased significantly after EDM
silver deposition on the microgrooves. This is consistent with
the results of the abovementioned observations of bacterial
morphology. The adherence of bacteria to material surfaces is
usually considered to involve physical or chemical factors, such
as surface morphology,38 hydrophobic interaction, van der
Waals forces, electrostatic interactions,39 roughness, wettabil-
ity,40 and antiadhesive chemical composition.41 After the EDM
process, the microgrooved surface was coated with a layer of
silver monomer that increased the roughness of the micro-
grooved surface, and the surface contact angle of the samples
decreased from 78.67 ± 1.08° to 34.45 ± 7.14° after EDM
silver deposition. Due to the great change in the wettability of
the samples’ surface, the hydrophilicity of the samples
increased. Because of their self-cleaning ability, superhydro-
phobic surfaces are frequently believed to resist bacterial
adhesion, whereas moderately hydrophobic surfaces (contact
angles close to 90°) exhibit the highest levels of bacterial
adhesion (Figure 3B,C). By studying how hydrophobic
surfaces affected lipopolysaccharide (LPS), a crucial compo-
nent of Gram-negative bacterial cell walls, Jiang42 et al.
discovered Gram-negative bacteria like E. coli were less likely to
adhere because of the strong mutual repulsion between the
hydrophobic LPS and the tightly hydrated layer formed by the
hydrophilic surface (Figure 3D). Conversely, as the hydro-
philicity decreased, the amount of LPS adsorbed on the surface
increased, encouraging bacterial adhesion. Similar to this, the
hydrated layer inhibits bacterial adhesion for Gram-positive
bacteria, such as S. aureus, whose cell walls are primarily
composed of peptidoglycan. As the hydrophilicity of the
surface increases, the hydrogen bonding force between the
peptidoglycan and the surface decreases, thus reducing
bacterial adhesion.43 In accordance with the abovementioned
findings, we speculate that an increase in the samples’ surface
hydrophilicity within a certain range might enhance their
resistance to bacterial adhesion.
2.4. Antimicrobial Activity. Although changing the

physical properties of a material surface might somewhat
lessen bacterial adherence, certain adherent bacteria can still
multiply and spread rapidly to form a biofilm, which, once
formed, severely limits the effect of antibiotics and makes
infection treatment more challenging. As a result, it is essential
to establish a second line of defense to kill the adherent
bacteria and prevent infection from occurring. In current
research on endosomal antimicrobial agents, the main
antimicrobial substances are various antibiotics, such as
gentamicin and ciprofloxacin, organic antimicrobial agents,
and metal ionic antimicrobial agents, such as silver, copper, and
zinc.44 As the most widely used antimicrobial agent, silver has
the advantages of a long-lasting and stable antimicrobial effect,
broad-spectrum antimicrobial activity against Gram-negative
and -positive bacteria, as well as some drug-resistant bacteria,
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low drug resistance, and good heat resistance, which makes it a
great candidate for endosomal antimicrobial applications.45 In
this study, silver was electrodeposited onto the titanium
microgrooves, and plate counting was used to assess the
modified microgrooves’ antibacterial efficacy. Figure 4A,B
show the bacterial colonies on TC4 and Ag-TC4 samples after
24 h incubation on LB agar plates. In contrast to the TC4
samples, which had a lot of bacterial growth, the Ag-TC4
samples showed very few or no growing colonies. The
antibacterial activity of Ag-TC4 against S. aureus and E. coli
was 99.68% ± 0.002 and 99.50% ± 0.007, respectively (Figure
4C,D).
It has been demonstrated that Ag+ has bacteriolytic and

damaging effects on bacterial cell walls in S. aureus and E. coli
and can cause the production of ROS such as O2−, H2O2,
+OH, and OH− in bacterial cell walls (Figure 4E). Additionally,
Ag+ has been shown to form Ag+ coordination complexes in

the double and triple hydrogen bonds of DNA base pairs,
which harm bacterial DNA.46 In the current study, the
extraordinarily potent antibacterial properties of the Ag-TC4
samples may be related to the damage that released Ag+ did to
bacterial cell walls.
2.5. Biofilm Live/Dead Staining. In infections associated

with the medical implant, biofilm-related infections are highly
resistant to host defenses and can inhibit host adaptive and
innate immune responses, often leading to severe inflammatory
responses that cause tissue damage and ultimately implant
failure.7 In addition, biofilms are highly resistant to antibiotic
treatment47 and recalcitrant to harsh environments, such as
ultraviolet (UV) radiation, extreme temperature, extreme pH,
high salinity, high pressure, and poor nutrients.48 Prevention of
bacterial biofilm formation is therefore one of the most active
areas of implant material research.

Figure 4. Antibacterial properties of TC4 and Ag-TC4 samples: (A,B) S. aureus and E. coli colonies on LB agar plates. (C,D) Antibacterial rate of S.
aureus and E. coli. (Values are mean ± standard deviation, *represents P < 0.05, TC4 vs Ag-TC4, and every result was obtained from three
independent experiments). (E) Schematic illustration of the principle of the antibacterial effect of Ag-TC4 (this diagram was made by Figdraw).
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The live/dead staining technique was used to identify the
biofilm formation on TC4 and Ag-TC4 samples. As shown in
Figure 5, it can be seen that the surface of TC4 displays a large
piece of green, indicating a large number of live bacteria and a
thick and dense biofilm. In contrast, the surface of Ag-TC4 is
mostly stained red or orange, indicating a large number of dead
bacteria and a loose biofilm. These results prove that the
presence of silver affects the formation and activity of bacterial
biofilms, and that the introduction of Ag+ on the surface of
titanium alloys by EDM can give titanium implants some
antibacterial and antibacterial biofilm effects.
A similar conclusion was reached by Nakajo49 et al., who

observed the formation of Streptococcus mutants and
Streptococcus distant biofilms on the surface of titanium−silver
alloys with different silver contents and concluded that the
amount of biofilm formation on Ti−20% Ag and Ti−25% Ag
alloys was significantly lower than that on pure titanium alloys,

but the silver ions in the alloys were not released under
physiological conditions due to the easy formation of a
titanium oxide layer on the surface of the alloys, so the
titanium−silver alloys did not have an antibacterial or
bactericidal effect in this study.
In our current research, silver was deposited on the surface

of the titanium microgrooved surface, and Ag+ was produced
from the metallic silver after hydrolysis and had a bactericidal
and antibiofilm effect. Probably because Ag+ on the surface
were not wrapped or covered by the alloy, they can approach
and penetrate the biofilm, and then disrupt the biofilm
structure and interact with key components of the biofilm,
such as polysaccharides, proteins, nucleic acids, and lipids,
through electrostatic, hydrophobic, hydrogen bonding, and van
der Waals interactions, which can impede the activity of the
biofilm.50

Figure 5. Fluorescence microscope images of Live/Dead staining: S. aureus (A) and E. coli (B) on the TC4 and Ag-TC4 surfaces. The viable cells
appeared green, while the nonviable cells appeared red. Experiments were repeated three times, and each sample was observed in five random fields
under the fluorescence microscope.

Figure 6. Expression of adhesion and biofilm-associated genes in S. aureus growing on the TC4 and Ag-TC4 surfaces: (A) FnbA. (B) Clf B. (C)
IcaA. (D) IcaD. (Values are mean ± standard deviation, *represents P < 0.05, **represents P < 0.01, TC4 vs Ag-TC4, and every result was
obtained from three independent experiments).
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2.6. qRT-PCR. We further investigated the bacteriostatic
efficacy of Ag-TC4 at the genetic level. The polysaccharide
intercellular adhesin (PIA), an important component of the
extracellular polymer of staphylococcal biofilms, plays an
important role in the formation of the S. aureus biofilm. The
primary genes encoding PIA are icaA, icaD, icaB, and icaC,
which are negatively regulated by the icaR gene.51 The
expression of the ica motif is influenced by environmental
conditions, with the product of icaA, an N-acetylaminogluco-
syltransferase, synthesizing PIA oligomers from UDP-N-
acetylaminoglucan, and the product of icaD providing optimal
efficiency for icaA. FnbA encodes a fibronectin-binding protein,
a key link between cells and their extracellular matrix, which
plays an important role in early bacterial adhesion. Clf B, an
MSCRAMM (microbial surface components recognizing
adhesive matrix molecules) family surface protein, has been
described as a fibrinogen-binding aggregation factor and is a
key determinant of S. aureus colonization.51 The results of real-
time fluorescence PCR on the expression of the above-
mentioned genes related to S. aureus adhesion and biofilm
production showed that Ag-TC4 inhibited the expression of
fnbA and Clf B, genes related to adhesion proteins, and icaA
and icaD, genes related to biofilm synthesis, which were
consistent with the results of live/dead fluorescence staining,
and it can be assumed that Ag-TC4’s antibiofilm effect is due
to the modulation of bacterial adhesion and biofilm-related
genes by the released Ag+. Thus, the technique of EDM silver
deposition is of some application in improving the antibacterial
properties of titanium endosomes (Figure 6).
The use of the flexible brush electrode in EDM allows the

construction of strong and homogeneous silver coatings on
complex microgrooved surfaces. Its comprehensive properties
in terms of resistance to bacterial adhesion, growth, and biofilm
formation are promising for biomedical implants, particularly
in orthopedics, dentistry, cardiovascular stents, and medical
devices, as well as promising applications in food and industrial
manufacturing due to its good antimicrobial properties.

3. CONCLUSIONS
The use of the flexible brush electrode in EDM enables silver
to be uniformly deposited on the surface of complex titanium
alloy microgrooves. The silver-containing microgrooved sur-
face has good wettability and continuously releases silver ions,
which inhibit the adhesion of S. aureus and E. coli on the
surface of the samples, and disrupt the morphology and growth
of the bacteria, and affect the formation of the S. aureus biofilm.
This research could lay the groundwork for the study of
antimicrobial metal bound to microstructured surfaces and
pave the way for future implant surface design.

4. MATERIALS AND METHODS
4.1. Sample Preparation and Characterization. In this

study, Ti6Al4V titanium alloy was used as the base material.
The chemical composition and material properties of Ti6Al4V
titanium alloy are shown in Tables 1 and 2 respectively.
Samples (10 × 10 × 1 mm) were cut using a WEDM system
(MV1200S, Mitsubishi Electric, Japan) to produce a sine wave-
microgrooved surface (named TC4 group), as shown in Figure
7A. Wire speed, tension, and working fluid flow were 10 m/
min, 3 N, and 11 L/min, respectively. Deionized water was
used as the working medium. The parameters associated with
sinusoidal microgrooves are shown in Figure 7B,C. The EDM

technique was then used to deposit silver on the microgrooved
surface as follows: a metal cold welding repair machine (Hz3k-
100A, Qixiong, China) was used as the power source, a silver
wire brush of 5 mm diameter prepared from 0.2 mm wire
diameter was used as the tool electrode, and the microgrooved
workpiece was connected to the negative electrode of the
power source at a voltage of 45 V, a pulse width of 50 μs, and a
frequency of 50 Hz. The silver brush was connected to the
positive terminal of the power supply, and the titanium
microgrooved workpiece was connected to the negative
terminal of the power supply and fed with 15 L/min argon
gas for 1 min (Figure 7D). The preparation process for silver-
containing microgrooves (named Ag-TC4 group) is shown in
Figure 7E.
A scanning electron microscope (TM3030, Hitachi, Japan)

and an X-ray diffractometer (D8 ADVANCE, Bruker,
Germany) were used to observe and analyze the morphology
and phase composition of the microgrooved surfaces. An X-ray
photoelectron spectrometer (EScalaba 25Xi, Thermo Fisher,
UK) was used to analyze the elemental species and the
chemical state of the materials on the surface of the samples.
The vacuum in the chamber was better than 5.0 × 10−10
mBar, and the X-ray source (Al target) has a beam spot of 650
μm and a voltage and current of 15 kV and 15 mA,
respectively. A contact angle tester (XG-CAM, XuanYiChuang-
Xi, China) was used to measure the contact angle of the
surface in terms of the wetting properties. All samples were
cleaned before the experiment using an ultrasonic cleaner,
autoclaved, and dried.
4.2. Ion Release. The samples were immersed in sterile

tubes containing 5 mL of deionized water for 1, 2, 4, 7, 11, and
14 days. The liquid samples were collected and then diluted 10
times. The silver ion concentrations were determined by
inductively coupled plasma atomic emission spectroscopy
(ICAP RQ, Thermo Fisher, USA).
4.3. Bacterial Strain Culture. S. aureus (sphere-shaped,

Gram-positive) and E. coli (rod-shaped, Gram-negative), which
are common pathogens for medical implant infections, were
involved in this study. Frozen S. aureus and E. coli strains were
streaked on an agar plate and incubated at 37 °C for a
minimum of 12 h. Bacterial colonies on the agar plate were
picked and inoculated in the Luria−Bertani (LB) liquid
medium (10 g tryptone, 5 g yeast extract, and 10 g sodium
chloride in 1000 mL distilled water, pH adjusted to 7.1,
autoclaved for 20 min). Bacterial growth is tracked by
measuring the optical density (OD) at 600 nm. Using the
bacteria at the exponential phase of growth ensures that the
bacteria remain in the same situation for subsequent
experiments. The initial bacterial colony-forming unit (cfu)

Table 1. Chemical Composition of Ti6Al4V

element content (%) element content (%)

Ti 88.1−91.1 Si <0.03
Al 5.5−6.8 N <0.05
V 3.5−4.5 C <0.01
Fe <0.3 H 0.0048
O <0.2

Table 2. Material Properties of Ti6Al4V

density
(kg/m3)

thermal conductivity
W/(m·k)

specific heat capacity
(J/kg·C)

melting point
(°C)

4510 7.955 582 3200

ACS Omega http://pubs.acs.org/journal/acsodf Article

https://doi.org/10.1021/acsomega.2c06253
ACS Omega 2022, 7, 47108−47119

47115

http://pubs.acs.org/journal/acsodf?ref=pdf
https://doi.org/10.1021/acsomega.2c06253?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as


density of the bacterial suspension can be calculated by
multiplying the OD600 value by 109 cfu/mL.
4.4. Bacterial Morphological Observation. A scanning

electron microscope was used to observe the detailed
morphologies of bacteria on the surface of the Ag-TC4 and
TC4 samples. The samples were plated in a 24-well plate and
subsequently immersed in an equivalent amount of bacterial
suspension (500 μL) at a concentration of 5 × 107 cfu/mL.

After 1 h incubation at 37 °C, the samples were gently rinsed
three times with phosphate-buffered solution (PBS) and then
fixed for 4 h at 4 °C with 2.5 percent glutaraldehyde solution.
The samples were dehydrated sequentially in a series of
ethanol solutions with concentration gradients of 50, 60, 70,
80, 90, 95, and 100 v/v percent and then air dried until the
anhydrous ethanol had evaporated before being observed with
a scanning electron microscope.

Figure 7. Samples processing methods and procedures: (A) schematic diagram for the preparation of microgrooves on the Ti6Al4V substrate using
the WEDM machine. (B,C) Parameters associated with sinusoidal microgrooves. (D) Schematic diagram of EDM silver deposition on the surface
of microgrooves. (E) Flow chart for the preparation of silver-containing microgrooves on the Ti6Al4V.

Figure 8. Schematic diagram of the process for testing the antimicrobial rate of samples by plate colony counting. (This diagram was made by
Figdraw.)
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4.5. Early Bacterial Adhesion. SYTO9 fluorescent dye
(L7012 LIVE/DEAD BacLight Bacterial Viability Kit, Thermo
Fisher, USA) was employed to stain the early adhered bacteria
on the samples’ surface. The samples were plated in a 24-well
plate and subsequently immersed in an equivalent amount of
bacterial suspension (500 μL) at a concentration of 5 × 107
cfu/mL. After 1 h incubation at 37 °C, the samples were gently
rinsed three times with distilled water to remove any bacteria
that had been poorly adherent and then incubated with
SYTO9 at 6.68 μM for 20 min under sheltered conditions.
Before the following characterization, the samples were gently
rinsed with distilled water and dried in the air at room
temperature. Live bacteria adhering to the surface of the
samples appear green under an inverted fluorescence micro-
scope (Axio Observer3, Zeiss, Germany).
4.6. Antibacterial Activity. The antimicrobial properties

of the samples were evaluated using the method of bacterial
counting (Figure 8). Briefly, the samples were placed in a 24-
well plate, and 15 μL of S. aureus and E. coli at a concentration
of 2 × 108 cfu/mL were added dropwise to the surface of the
samples. After 30 min incubation at 37 °C, the samples were
put into a sterilized centrifugal tube containing 3 mL of sterile
PBS. Subsequently, the centrifugal tube was placed in an
ultrasonic cleaner for 5 min to shake off the bacteria on the
surface of the samples. Afterward, the dissociated bacterial
suspension was collected and diluted 10 times with sterilized
PBS. Following that, the 15 μL of diluted bacterial suspension
were separately aspirated and uniformly coated on the LB agar
plates with a sterile glass coating bar. Finally, the agar plates
were inverted for 24 h at 37 °C in an incubator, and the
colonies that survived were counted the next day. The
antimicrobial rate of the samples was calculated using the
formula

= ×K (Nc Ns)/Nc 100%

where K is the antibacterial rate of the samples, and Nc and Ns
represent the number of colonies on the LB agar plates of the
TC4 and the Ag-TC4 samples, respectively.
4.7. Observation of Biofilm Staining. A LIVE/DEAD

BacLight Bacterial Viability Kit (L7012) was employed to stain
the biofilm on the TC4 and Ag-TC4 samples. Two nucleic acid
dyes are included in the kit: propidium iodide (PI), which
stains dead bacteria red, and SYTO9, which stains living
bacteria green. The samples were placed in 24-well plates with
1 mL of S. aureus and E. coli at a concentration of 2.2 × 108
cfu/mL. After being incubated for 10 h at 37 °C, the surface of
the samples was gently rinsed with distilled water three times
to get rid of any floating bacteria and then incubated with a 1
μL:1 μL:3 mL mixture of SYTO9, PI, and distilled water for 20
min at room temperature in the dark. Before the following
characterization, the samples were gently rinsed with distilled
water and dried in the air at room temperature. Live bacteria in
biofilms appear green, whereas damaged or dead bacteria
appear red under an inverted fluorescence microscope.
4.8. qRT-PCR. Based on the results of the abovementioned

studies on the antibacterial properties of Ag-TC4, we selected
S. aureus, which has a strong biofilm-forming capacity for
further studies on the antibacterial mechanism. The samples
were plated in a 24-well plate and subsequently immersed in an
equivalent amount of bacterial suspension (1 mL) at a
concentration of 2.2 × 108 cfu/mL. After 10 h incubation at
37 °C, the samples were put into a sterilized centrifugal tube
containing 3 mL of sterile PBS. Subsequently, the centrifugal

tube was placed in an ultrasonic cleaner for 5 min to shake off
the bacteria on the surface of the samples, after which the
bacterial suspension was centrifuged to collect the bacteria.
The RNA was extracted by using the trizol reagent, and a
NanoDrop2000 Ultra-micro spectrophotometer (Wilmington,
DE, USA) and agarose gel electrophoresis were used to
evaluate the purity and integrity of the total RNA. cDNA was
synthesized by using FastKing gDNA Dispelling RT SuperMix
(Tiangen, Beijing, China). Real-time polymerase chain
reaction (RT-PCR) was used to quantify the genes associated
with the biofilm of S. aureus, including icaA, icaD, fnbA, and
clf B by using the CFX96 Touch fluorescence quantitative PCR
detection system (Bio-Rad, Hercules, America). 16sRNA was
the housekeeping gene. All the primer sequences used in this
study are presented in Table 3. The mean cycle threshold (Ct)
of all target genes was normalized to the housekeeping gene
16sRNA, and the 2−ΔΔCt method was used to calculate mRNA
fold changes.

4.9. Statistical Analysis. SPSS 25.0 (SPSS, Inc, an IBM
Company, Chicago, IL, USA) was used to statistically analyze
the data, which were expressed as mean ± standard deviation
(SD); t-test analysis was used to evaluate the effect of EDM
silver deposition on bacterial adherent growth and biofilm
formation, and the difference was statistically significant at P <
0.05.
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