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Abstract: Emerging technology regarding antimicrobial coatings contributes to fighting the challenge
of pathogenic bacterial biofilms in medical and agri-food environments. Stainless steel is a material
widely used in those fields since it has satisfying mechanical properties, but it, unfortunately, lacks
the required bio-functionality, rendering it vulnerable to bacterial adhesion and biofilm formation.
Therefore, this review aims to present the coatings developed by employing biocides grafted on
stainless steel. It also highlights antimicrobial peptides (AMPs)used to coat stainless steel, particularly
nisin, which is commonly accepted as a safe alternative to prevent pathogenic biofilm development.
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1. Introduction

In industrial and medical environments, bacteria adhere to accessible surfaces and can
grow and develop into a dense biofilm. Biofilm-associated infections in medical devices
and food equipment represent a serious public health burden and negatively impact the
proper functioning of the instrument, resulting in huge economical loss.

The biofilm is constructed of a complex consortium of microorganisms encased in
an extracellular polymeric matrix. Bacterial invasion of a substrate is a multi-stage phe-
nomenon that includes biological and physico-chemical factors. Biofilm growth can be
explained as a five-step process. The first step in biofilm formation is the adsorption of a
so-called conditional layer that consists mainly of complex exopolymeric substances, as
these substances are already present in the aqueous environment emitted by the microor-
ganisms. Secondly, if the conditions are favorable, a transformation from reversible to
irreversible adhesion occurs and extracellular polymers (EPS) are secreted by the bacteria;
then early development of the biofilm structure starts and the formed micro-colonies de-
velop into a mature biofilm. Finally, dispersion of the biofilm cells occurs in the neighboring
environment [1]. Many efforts have been made to control biofilm formation in the food
industry and hospitals, especially by actively cleaning and disinfecting surfaces. Yet, this
antimicrobial treatment can be compromised due to disinfectants failing to penetrate the
biofilm matrix that is attached to the surface, or bacterial resistance [2,3].

This paper focuses on the problematic pathogenic biofilm formation in the food and
medical industries. Several materials can be used in these fields, such as Teflon, PET,
titanium, or stainless steel. Each material has its own specificity, and the bacterial adhesion
rate can be different on each material, depending on its nature and surface properties.
For example, the adhesion rate of staphylococcal species on Teflon and stainless steel was
compared and the results showed that the majority of strains had a moderate adhesion
rate (< 20%) on stainless steel while a higher adhesion rate was observed on the Teflon
surface [4]. This paper will focus on stainless steel because it is widely used in medical
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and food applications [5,6]. This is mainly due to its relatively low cost, ease of fabrication,
good corrosion resistance, mechanical characteristics, and good biocompatibility. It is
estimated that nearly 60% of surgical implants [5] and about 85% of surgical instruments
used in the United States are made of stainless steel [7].

Different surface treatment strategies for the prevention of bacterial adhesion and
biofilm formation have been developed. Coatings incorporating antimicrobials have been
used under different conditions and their effectiveness depends on the nature of the sur-
face and the surrounding environment [8]. The state of the art of the main classes of
biocides grafted on stainless steel, including silver nanoparticles (AgNPs) [9], essential
oils (EOs) [10], light-activated antimicrobials [11], cationic molecules [12], antibiotics [13],
enzymes [14], and antimicrobial peptides (AMPs) [15], will be presented. Among these
methods, surface treatment using AMPs is a very promising way to reduce bacterial contam-
ination by killing adherent microorganisms. Special attention will be given to AMPs-based
coatings for their interesting properties such as low toxicity and safety [16]. Generally,
AMPs are significantly more effective than classical biocides. They present advantages over
conventional antibiotics, with a large spectrum of antibacterial, antifungal, and antiviral
properties [17,18]. They are also powerful with fast germ-killing capacity and low bacte-
ricidal concentration. They are even efficient on conventional antibiotic-resistant species
and also have synergistic effects with classical antibiotics to neutralize endotoxins [17,19].
Moreover, these AMPs are safe, have fewer or even zero toxic side effects, and do not easily
induce bacterial drug resistance compared to conventional biocides [20]. Special focus is
paid to nisin, a widely used bacteriocin and a healthy option to fight biofilm formation [21].
This bacteriocin is approved by the Joint Food and Agriculture Organization/World Health
Organization (FAO/WHO) as a safe food additive and is currently largely applied in
biomedical fields [22]. The advantages and disadvantages of each applied biocide will also
be given.

2. The Employment of Stainless Steel

In food manufacturing and hospitals, cleaning and disinfection are paramount. The
material and equipment selected upstream will affect the future care and disinfection
methods. In those fields, metals specifically can provide exceptional strength properties.
However, strength is not the only aspect to consider. The most adequate material needs to
be as inert and non-corrosive as possible.

Stainless steel is characterized by an addition of chromium of at least 10.5% of the
total composition. Chromium is very reactive to oxygen and immediately forms a strong
barrier on its outer surface. This barrier is highly resistant and protects internal structures
from additional corrosion [23]. Indeed, this stainless-steel alloy is one of the most largely
used materials in biomedical and food fields. This metal is selected for its mechanical
and chemical stability, biocompatibility, good corrosion resistance, low price, and non-
toxicity. It is mostly employed in medical sectors for orthopedic implants and prostheses,
cardiovascular valves and stents, and also for 3D printing of custom-made implants [24].
Moreover, in agri-food industries, stainless steel is selected since it does not affect the
food’s color or taste without contaminating it. It also provides amazing performance for
maintaining food safety by being effortlessly and efficiently washed and sterilized [25].

It is of importance to note that the major issue for researchers is to provide antibac-
terial and antiadhesive properties to implantable stainless steel. Moreover, it is difficult
to elaborate coatings with specific mechanical properties and an adequate antimicro-
bial/antiadhesive effect at the same time. That is why scientists have tried to modify
stainless-steel surfaces via multiple strategies and elaborate coatings with the employment
of several antimicrobial molecules.
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3. Antimicrobial Coatings on Stainless Steel Incorporating Biocides
3.1. Silver Nanoparticles Coated on Stainless Steel

Since ancient times, the most frequently used antibacterial heavy metal is silver. This
metal species fights bacteria by disrupting enzymatic activities, disabling the membrane
function, and damaging the DNA and oxidative stress [26]. Moreover, silver was demon-
strated to exhibit an excellent bacteriostatic and bactericidal effect towards several bacterial
species [27]. Different configurations of silver were used to develop the films. Ions, metallic
nanoparticles, and silver halide nanoparticles were integrated into Layer-by-Layer (LbL)
coatings on stainless steel and afterward released to kill bacteria. AgNPs have been ex-
tensively found to possess effective antimicrobial properties related to its oligodynamic
action and multiple modes of its biocidal action [28]. Silver-based nanoparticle mixed with
the cationic polymer poly(3,4-dihydroxy-L-phenylalanine)-co-poly(2-(methacryloxy)ethyl
trimethylammonium chloride) (DOPA) permitted the adhesion enhancement of the LbL
coating to a stainless-steel surface. The mixture formed an aqueous suspension with sta-
ble AgO and AgCl nanoparticles, which was gathered with the polyanion poly(styrene
sulfonate) (PSS) on a stainless-steel surface. Micelles were formed by the interaction be-
tween the positively charged DOPA and the negatively charged PSS. This LbL coating
imparted efficient antibacterial activity related to the silver ions released from the film,
against Escherichia coli strains [29,30]. Moreover, antimicrobial coatings were elaborated
by electrodeposition of Ag on stainless steel from an AgNOj3; aqueous solution. These
films were designed for a fracture repair implant and were harmless to human osteoblasts,
preventing in vivo bacterial infection. The coatings were challenged with Pseudomonas
aeruginosa, and 13-fold bacterial reduction was observed after 24 h [31]. Otherwise, Cowan
et al. [9] evaluated the antibacterial efficacy of stainless-steel coupons coated with a zeolite
matrix containing silver and zinc (AgION). These coatings showed antimicrobial behavior
against Gram-positive strains like Listeria monocytogenes and Staphylococcus aureus and
Gram-negative strains like Pseudomonas aeruginosa and Escherichia coli. In another study;
antibacterial coatings based on chitosan and bioglass particles were developed on stainless
steel using electrophoretic deposition (EPD). These coatings showed efficient antibacterial
activity against Staphylococcus aureus [32]. Moreover, stainless-steel coatings based on
AgNP thin layers, elaborated by the reduction of Tollen’s reagent, were developed using
formaldehyde radiofrequency plasma functionalization. These coatings’ antimicrobial
efficacy was tested and resulted in a 5-log reduction in Listeria monocytogenes populations
after 5 h of exposure [33].

Several studies concerning AgNPs toxicity reported that a safe range can be established
for the use of AgNPs in designing antimicrobial coatings [28]. However, despite silver’s
effective antibacterial activity, the toxic effect of AgNPs against the mammalian cells limited
their use [34]. Moreover, Sung et al. [35] outlined that constant exposure to AgNPs beyond
90 days caused inflammatory lesions that considerably weakened the lung function of rats.

3.2. Essential Oils Coated on Stainless Steel

Essential oils (EO) are natural compounds that are produced by plants with an antimi-
crobial effect for their protection against Gram-negative and Gram-positive bacteria, fungi,
viruses, and yeasts [36].

EOs have a variety of structures, and their mechanism of action against microor-
ganisms is not clearly understood. They can be bacteriostatic at a low concentration but
bactericidal at higher concentrations [37]. They are known to include hydrophilic and
hydrophobic interactions with cell membranes of targeted microorganisms. These inter-
actions cause the increased membrane permeability, leading to the loss of the cell’s vital
components such as ions and molecules and ATP production, and finally cell death [38].

The application of essential oils in the development of antimicrobial coatings on
stainless steel is aimed precisely at edible particularity. A study demonstrated the effective
antimicrobial activity of isoeugenol-coated stainless steel against Staphylococcus aureus,
Listeria monocytogenes, and Pseudomonas fluorescens. Indeed, the surface eliminated all



Coatings 2021, 11, 1216

4 of 14

viable cells from the coated stainless-steel surface [10]. Moreover, another research study
evaluated the bactericidal power of Mentha piperita essential oil-coated stainless steel. The
coating highlighted anti-adhesive behavior against Escherichia coli [39].

However, the native odor of EOs might be problematic to their applications to in-
dustrials since a consequent concentration of EOs is needed to achieve their antimicrobial
efficiency. Furthermore, the presence of EO on equipment used to process food could
adversely impact its sensory perception [40]. EOs are effective after migration from the
coating. Indeed, EO-coated material will lose its activity with time [41]. Moreover, EO
activity can be considerably reduced when exposed to high pH levels and high and low
temperatures. It is also diminished in the presence of lipids, proteins, oxygen, and polysac-
charides [42]. Furthermore, their non-stability, volatility, and immiscibility in water may
cause problems for their applications.

3.3. Light-Activated Antimicrobials Coated on Stainless Steel

Antimicrobial coatings can also be developed using light-activated antimicrobials
that are photo-activated compounds. These species might be organic and aromatic like
porphyrin, chlorophyll derivatives, or inorganic oxides like titanium dioxide (TiO,). The
antimicrobial activity becomes efficient when those compounds are exposed to light of
a specific wavelength. The reaction produces reactive oxygen species that interact with
the bacterial protective membranes and DNA and results in bacterial death [43,44]. These
species are regarded as bacteriostatic rather than bactericidal [45]. Regarding a stainless-
steel-coated substrate with those photo-activated compounds, a study involved grafting a
thin film of TiO,. This modified stainless steel showed efficient antibacterial activity against
bacillus pumilus [11]. Moreover, the frequently touched surfaces play an important role in
the spread of bacterial infections in hospitals. In research, nanostructured TiO, coatings
on stainless-steel surfaces were elaborated. They were made via chlorine chemistry and
elaborated to kill bacteria under visible light, via enhanced photocatalytic activity. These
coatings showed a greater than 3-log reduction in viable Escherichia coli after 4 h of visible
light exposure [46]. However, some of these antimicrobial coatings can only be activated
by UV light or by very-high-intensity light sources, which may be dangerous to human
health [47].

3.4. Cationic Molecules Coated on Stainless Steel

Cationic molecules have the ability to impart bactericidal activity while released from
an LbL film or when immobilized on the surface. They can be bacteriostatic when employed
at a lower rate than the minimum inhibitory concentration (MIC) and bactericidal when
used at a higher concentration than the MIC [48]. Bacteria will be killed once in contact with
these positively charged molecules. The antimicrobial properties of the cationic functional
groups stabilized on a surface persist more than the released ones [30]. In research, a type of
coating using a polycation has been generated to impart antifouling and antimicrobial prop-
erties on stainless-steel surfaces. Chitosan, a versatile hydrophilic polysaccharide, was used
for its large antimicrobial spectrum. The stainless-steel surface was grafted with chitosan
via polymer brushes based on poly (2-hydroxyethyl methacrylate) (PHEMA). The coating
was developed using the LbL process. Firstly, as an initiator, a layer of barnacle cement
(BC) holds the alkyl bromide, and an atom that transfers radical polymerization (ATRP) of
2-hydroxyethyl methacrylate was fixed to the surface. The hydroxyl groups of PHEMA
were then converted to carboxyl groups to link to chitosan. The coated surface reduced
bacterial adhesion and presented an antibacterial efficacy against Escherichia coli [12].

The main positively charged structure used for its bactericide power is quaternary
ammonium compounds (QACs) [49]. In a study, QACs were coated on silanized stainless-
steel substrates via the alkylation of immobilized ethylene diamine using cold plasma
techniques. The coated films showed bactericidal efficacy against Staphylococcus aureus and
Klebsiella pneumonia [50].
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In order to fight biofilm formation by preventing bacterial adhesion, highly hydropho-
bic coatings were elaborated by LbL assembly technology using fluorinated polyelec-
trolytes. Stainless steel was coated with 1% Nafion, a sulfonated tetrafluoroethylene-based
fluoropolymer-copolymer characterized with ionic properties. This ionomer has a large
number of sulfonate groups providing a negative surface charge. These coatings signif-
icantly reduced Escherichia coli adhesion thanks to electrostatic repulsion between the
negatively charged bacterial cells and film surface [51].

However, the extensive employment of these biocides in the food and healthcare
sectors constitutes a risk to patients and consumer’s health. Moreover, the extended use of
cationic antimicrobials in these fields caused the development of bacterial resistance [52].

3.5. Antibiotics Coated on Stainless Steel

In multiple studies concerning fighting bacterial contamination, antibiotics were incor-
porated in coatings and released from films to exert bactericidal effects. Those therapeutics
were used especially in favor of multifunctional biomedical coatings, as they can be bacte-
riostatic or bactericidal according to the drug type [53]. However, bacteria may develop
resistance to antibiotics over time. Furthermore, antibiotic-grafted surfaces are not suitable
for food industry employment [13,54,55]. However, in medical fields, antibiotic resistance
develops naturally via mutation, and new bacterial resistance mechanisms are growing
and disseminating worldwide, essentially owing to the overuse and/or misuse of antibi-
otics, as well as inconvenient infection prevention [56]. Antibiotic-resistant bacteria are
regarded as an arising global disease and constitute a major public health problem [57].
Analyses conducted by the European Centre for Disease Prevention and Control showed
that antimicrobial resistance remains an important threat to public health in Europe [58].
This is why researchers need to find another solution to fight against pathogens.

3.6. Enzymes Coated on Stainless Steel

Antimicrobial enzymes are ubiquitous in nature, participating meaningfully in the
defense mechanisms of organisms against bacterial infection and fungi. They are wall-
degrading enzymes that result in cell wall breakage and cell death [59]. They can be
bacteriostatic and bactericidal depending on the concentration employed [60]. Antimicro-
bial enzymes are also employed for bactericidal film development. For example, stainless
steel, pretreated with poly(ethylene imine) (PEI), was grafted with lysozyme and/or
poly(ethylene glycol). It showed antimicrobial activity against Listeria ivanovii and Micro-
coccus luteus [14]. Moreover, the efficiency of serine protease trypsin in preventing biofilm
formation was reported [61]. The trypsin-grafted bioactive coating developed on stainless
steel showed efficient antibacterial activity against Staphylococcus epidermidis biofilms [61].
Despite their effectiveness, the economic cost of enzyme extraction and purification before
use is very expensive [62].

4. Generalities on Antimicrobial Peptides

Multiple studies have aimed to develop stainless steel coated with biocides such as
antibiotics, heavy metals, and other new synthesized antimicrobial compounds. In fact,
the bacterial resistance and complexity of the biocide validation process and clinical phase
analyses compromise their application in the food industry and medical fields. In this
context, there is a pressing need to find alternative strategies for preventing microbial con-
tamination on surfaces. AMPs were highlighted as promising candidates for antimicrobial
surface elaboration due to their biocompatibility, low toxicity, and effectiveness [16]. AMPs
are amino acid sequences that constitute a key component of the innate immune system of
many types of species, such as animals, plants, insects, and microorganisms. The AMPs’
defense role grants them protection from invading microorganisms. Indeed, those protein-
like antibacterial agents are obtained by extraction from living organisms [63]. They have
an effective antimicrobial effect against a broad spectrum of microorganisms including
antibiotic-resistant planktonic bacteria and biofilms [15]. Those agents are mostly cationic
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amphipathic peptides that connect to specific constituents of the negatively charged bacte-
rial envelope via electrostatic interaction. Their commonly low molecular weight makes
them capable of being entrapped within the cell wall. This reaction results in disruption,
destabilization, and depolarization the bacterial plasma membrane conducting bacterial
deadly permeabilization, after the leakage of the essential biomolecules [19,52]. In order
to produce biocidal surfaces, AMPs can be linked covalently via their amine, hydroxyls,
carboxylic acid, and thiol groups, to materials currently used in medical and food fields.
There are several types of surfaces used for the antimicrobial coating procedure, such as
stainless steel [64], titanium [65], polystyrene [66], glass [67], magnetic nanoparticles [68],
and silicon [69]. More particularly, bacteriocins are AMPs that are ribosomally synthesized
by bacteria of a certain type of species, as a bacterial defense system. Bacteriocin target
cells are bacteria closely related to their producer strain, which stay unharmed thanks to
their specific immunity proteins [70]. Those proteinaceous toxins are either bactericidal
with or without cell lysis, or bacteriostatic inhibiting the growth of bacteria [71]. In many
food industries, bacteriocins are employed to avoid food spoilage and bacterial contami-
nation [72]. Easily degraded by proteolytic enzymes of the mammalian gastrointestinal
tract, bacteriocins are believed to be safe [73]. Indeed, they have a high prevalence in
nature and are established without an associated public health risk. Lactic acid bacteria
(LAB), generating bacteriocins, and bacteriocins are used as natural preservatives in food
industries [74]. Another efficient alternative for the medical and food sectors is the immo-
bilization of bacteriocins on surfaces, which improves antimicrobial activity and stability
of the equipment [75]. The most popular and most studied bacteriocin is nisin, a valuable
compound for food and healthcare fields [76].

5. Stainless-Steel Coatings Incorporating Antimicrobial Peptides

In a previous study, covalent grafting of Antimicrobial Peptides (AMPs) such as
magainin I and nisin was reported on a stainless-steel surface pre-coated with a chitosan
polymeric layer. The results showed that the modified stainless steel decreased the Listeria
ivanovii adhesion and underlined an efficient antibiofilm activity [6]. Another work using
the LbL technique showed that nisin can be incorporated into a cross-linked coating
with durable and strong antimicrobial power against Bacillus subtilis. The properties of
such coatings were optimized using successive immersions of the substrate. Firstly, a
solution of polycationic copolymer was strongly anchored to the surface, and secondly,
successive dipping of the surface was carried out in a solution a poly(methacrylamide)
bearing oxidized poly(3,4-dihydroxyphenylalanine) moieties and then in a solution of a
polymer bearing primary amines [77]. Moreover, a study investigated the covalent fixation
of the AMPs nisin, tritrpticin (Trp11), and 4K-C16, a tetrapeptide of lysine conjugated
with a C16 aliphatic acid. The immobilization reaction was performed via a reaction
between the amine groups on the peptides and the surface epoxy groups obtained by an
organic—polymeric interlayer deposited by RF-glow discharge plasma on stainless steel.
The modified stainless steel showed effective bactericidal power against Escherichia coli and
Bacillus subtilis [78]. In another study, aiming to develop an easily cleaned stainless-steel
surface, C. Vreuls et al. [79] elaborated multilayer coatings that included peptides with
antibacterial properties such as nisin, Trp11, 4K-C16, and anti-adhesive properties like
heparin and mucin. The antimicrobial behavior of the films was tested against Gram-
positive and Gram-negative strains. Moreover, the coated surfaces with antiadhesive
molecules showed a 95% effective reduction of S. epidermidis in comparison with uncoated
stainless steel. The multilayered coatings obtained by combining both types of compounds,
antibacterial and antiadhesive, demonstrated better cleanability. Indeed, the antiadhesive
effect inhibited the formation of a dead bacterial layer that could have decreased the
antibacterial efficacy by reducing the film’s exposure to cells. Furthermore, Cao et al. [80]
carried out research where polished stainless steel 304 was treated with dopamine as a
coupling agent, permitting strong binding ability with two types of synthetic peptides. The
peptide-modified stainless-steel surfaces showed antibacterial capacity and anti-biofilm
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power against Staphylococcus aureus, correlating with topography characteristics. A group of
researchers developed a two-step covalent bonding method, for the fixation of 1-Ethyl-3-(3-
dimethylaminopropyl)carbodiimide /N-Hydroxysuccinimide (EDC/NHS)-functionalized
nisin onto stainless steel, already coated with a stable polymerized aminosilica interlayer
by an organosilicon-based cold plasma coatings system. It highlighted that the modified
stainless steel acquired an effective antibacterial property that was demonstrated against
Bacillus subtilis 168. Indeed, almost four log10 reductions of Gram-positive cells were
reached in comparison with bare stainless steel [81]. The same researchers inverted a wet
chemical strategy by functionalizing a stainless-steel surface with vinyltrimethoxysilane,
maleic anhydride, and EDC/NHS. Nisin was then linked to the surface via an amide
bond formed between its NH, functional group and the EDC/NHS functionalized surface.
The surfaces showed effective antimicrobial power. Indeed, each of these immobilization
approaches would result in a different orientation of nisin that would affect the antibacterial
efficacy [82,83].

Friedlander et al. [84] carried out a study aiming to find a solution for biofilm contam-
ination on surfaces in dairy industries. Peptide-coated stainless steel was developed with
an antiadhesive effect towards Gram-negative Pseudomonas aeruginosa and Gram-positive
Bacillus licheniformis, preventing biofilm formation. In addition, the elaborated surfaces
did not impact the technological properties of dairy products. Another approach was
developed for stainless-steel 304L and titanium Ti-6Al-4V surfaces using an oxide coating
deposited using nanosecond pulsed laser technology. Different surface morphologies were
observed, namely a mudflat cracked surface on titanium but no cracks on the steel. The
two surfaces were nisin-infused and showed an active anti-microbial performance against
Listeria monocytogenes. Moreover, the nisin fixed on those surfaces reacted differently to the
release tests. Indeed, it was slowly liberated from the non-cracked SS surface and showed
no liberation from the Ti-6Al-4V surface due to its immobilization in the micro-cracks
created on the surface [85].

Recently, Cao et al. reported an operative pathway to manage marine biofouling on
the surface of SS that relies on the interactions between a derived AMP (M2-DA) and the
surface of SS. M2-DA was formulated by conjugating magainin II, a cationic amphipathic
antimicrobial peptide, and dopamine, which was then used to modify the surface of SS.
AFM, XPS, and contact angle measurements showed that M2-DA was successfully linked
to the substrate surface, while the morphology and wettability significantly changed after
the surface modification. The thickness and robustness of M2-DA on the coating were also
determined. Vibrio natriegens and Citrobacter farmeri adhesion test results demonstrated that
M2-DA-treated surfaces exhibit strong antibacterial behavior, and the bacterial adhesion
rate decreased by 99.79% and 99.33%, respectively [86].

Another valuable consideration is to characterize the adhesion and durability of each
type of surface coating prior to its use, regardless of the biocide used. Several storage and
sterilization procedures were tested for the preservation of the integrity and efficiency
of coated materials. Saini et al. (2016) showed that cellulose nanofibers treated using
non-covalently bonded Nisin exhibited very low bactericidal activity against strong and
resistant bacteria such as S. aureus after washing [87]. This means that non-covalent linkage
of AMPs to the surface weakens the antibacterial efficiency and the service life of the coating;
such findings corroborate those of Arakha et al. [88]. On the same wavelength, research
showed that if the AMP employed is linked covalently to the surface, the coating durability
will be affected positively [77]. For example, Espejo et al. (2019), Cao et al. (2020), and Qi
et al. (2011) adopted covalent bonding of Nisin on the surface material. The elaborated
coatings were demonstrated to be effective and have a good service life [85,86,89]. Dutz
et al. (2017) demonstrate that the storage period of protein-coated materials might be
extended by using optimized storing conditions (e.g., lower temperature, oxygen exclusion,
reduced humidity) and that damaging effects of the coated materials could be suppressed
using UV radiation for sterilization. Such studies suggest that the storage conditions
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and post-treatment of coated materials must be adapted and optimized for long-term use
applications [90].

6. Nisin Qualification

Nisin is an AMP that has been applied in about 50 countries over the past 40 years
for its bactericidal properties [91]. It was approved by the United States FDA (Food and
drug administration) as “generally recognized as safe”, or GRAS, for its application as
a safe additive and antimicrobial agent limiting pathogenic contamination during the
manufacturing chain in food industries [92]. Nisin was also confirmed by the EU as a safe
preservative and added to the list of food additives under the European number E 234 [93].

Nisin applications have been extended to biomedical fields since it can prevent the
growth of antibiotic-resistant bacterial strains [22]. There are six variants of nisin, whereby
nisin A is the originally isolated form of nisin, which is a cyclic polypeptide that consists
of 34 amino acids, and the other five natural variants, Z, F, Q, U, and U2, differ by up
to 10 amino acids in comparison with nisin A [94]. Nisin is a lantibiotic that belongs to
class I bacteriocins [95]. It is a ribosomally elaborated and post-translationally modified
lantibiotic, produced by Lactococcus species for the formation of nisin A, Z, F, and Q and
Streptococcus species for the formation of nisin U and U2 [22,94].

In fact, the post-translational shift is responsible for providing lantibiotics, including
nisin, with their biological activity [96]. Nisin is a positively charged polypeptide with
a 3500 Da molar mass presenting 34 amino acids allocated in hydrophilic residues at the
COOH-terminus and hydrophobic residues at the NH2-terminus [97,98].

It is distinguished by intramolecular rings established by the unusual thioether-
bridged amino acids called lanthionine, by 3-methyllanthionine, and it also holds other
uncommon dehydrated amino acids such as dehydrobutyrine (Dhb) and dehydroalanine
(Dha) [99].

Moreover, according to De Vuyst and Vandamme [100], the rare amino acids present in
its structure might be the reason for its thermo-stability and solubility in an acidic solution
and its particular activity against bacteria. Nisin stability is directly linked to its solubility
since nisin solutions are boilable in diluted hydrochloric acid at pH 2.5 or less without
losing its activity. However, while the stability of nisin remains constant after autoclaving
at an acidic pH close to 2, it gradually loses its activity as it increases to a basic pH.

7. Nisin Antimicrobial Properties and Mechanism of Action

Bacteriocins exert their antimicrobial activity mainly through interactions with the
cell wall of its targeted microorganism [101]. Nisin bactericidal powers are efficient at pico
to nanomolar concentrations relying on various mechanisms of action [102]. It interacts
with the cell membrane precursor lipid II, implicating the inhibition of bacterial cell wall
biosynthesis and pore formation in the membrane [103]. Nisin’s antibacterial mode of
action firstly involves the binding of its cationic COOH-terminus with the anionic lipids of
the bacterial cell wall via electrostatic interactions [104]. After nisin binds to the membrane,
its amphiphilic character allows its hydrophobic NH;-terminus to slide, parallel to the
membrane surface, into the lipidic membrane via hydrophobic interactions [105,106]. The
increased concentration of anionic lipids is crucial for an effective and deeper insertion of
the peptide into the lipidic part of the bacterial cell wall. Indeed, several studies indicated
that the ring structures and NHj;-terminus of nisin are relevant for its interaction with Lipid
II. The different susceptibilities of bacterial strains to nisin and their minimum inhibitory
concentration (MIC) ranges could be due to the differences in lipid II amounts between
several strains [104,107,108]. Thereafter, a trans-membrane pore is created by nisin-lipid
II complexes resulting in cytoplasmic membrane disruption and rapid efflux of essential
cellular components like amino acids, ATP, and ions, leading to cellular death [93,106].



Coatings 2021, 11, 1216

9of 14

8. Nisin Antimicrobial Spectrum and Applications

Nisin is a well-studied compound of the lantibiotic family, and it has high antimicrobial
activity against a broad range of Gram-positive bacteria while almost none against Gram-
negative strains. Nisin is bioactive against many foodborne pathogens such as Staphylococ-
cus aureus, Listeria monocytogenes, Clostridium botulinum, and Bacillus cereus [105]. Moreover,
several investigations have revealed that nisin can inhibit the growth of antibiotic-resistant
bacterial strains, such as Clostridium difficile, Streptococcus pneumoniae, methicillin-resistant
Staphylococcus aureus, and Enterococci [22]. However, some studies showed that nisin,
combined with other antimicrobials or bioengineered, has developed bactericidal potency
against both Gram-positive and Gram-negative species [99,109]. Indeed, there is an impor-
tant interest in employing nisin with another molecule to extend its target spectrum. A
study showed that nisin exposed to chelating compounds or freezing or sub-lethal heat
developed activity against Gram-negative bacteria [110]. The chelator EDTA damaged
the outer cell wall, exposing the Gram-negative bacteria to bacteriocins [111]. Otherwise,
bacterial strains can develop resistance to nisin by producing a nisin-destroying enzyme,
nisinase. Furthermore, physiological changes can occur in the bacterial membrane compo-
sition [112,113]. That is why it is important to optimize the use of bacteriocins rather than
exaggerate its use, in order to avoid bacterial adaptation [106].

The International Unit (IU) of nisin activity has been fixed as the activity encased
in 1 pg of this International Reference Preparation, which is equivalent to nisaplin, the
unique commercial nisin. Nisaplin is elaborated with activity standardized at the same
level of 1 x10° IU / g. Thus, 1 g of nisaplin has an activity of 106 IU, when 1 g of pure nisin
contains 40 x 10° TU. Bioactivity of 40 IU is consequently equal to 1 pug of pure nisin [100].
Nisin has found applications in cosmetics products as a natural antibacterial agent. A
study showed that nisin, when combined with other preservatives usually causing allergies
to consumers, enabled the use of smaller quantities of those chemicals [114]. It has also
been applied in veterinary and biomedicine fields for certain infections treatments [115].
Moreover, in food sectors, nisin was used as a preservative and for extending products’
shelf life [110,113]. Moreover, for advanced technologies, it was employed in antimicrobial
food packaging development [106]. Bacteriocins were largely employed in the food and
medical sectors for antimicrobial coatings preparation. Several studies were carried out to
set up innovative nisin-coated surfaces.

9. Conclusions

Antibacterial-treated stainless-steel surfaces are of everlasting relevance, but the re-
quirements for such coatings are more challenging in biomedical and food applications.
Preventing the formation of bacterial biofilms is a goal that researchers have attempted to
achieve. From an overall perspective, it is difficult to predict which type of coatings and
which molecules are most suitable for employment. This is determined by the surrounding
environment, the conditions, and whether their applicability is intended to be short-term
or long-term. It is also important to characterize the adhesion and service life of each
coating type before its employment, regardless of the biocide used. Such tests can give an
idea of the coated surface application, for disposable or long-term employment. AgNDPs,
EOs, light-activated antimicrobials, antibiotics, cationic molecules, and enzymes have been
grafted on SS surfaces in several studies to be tested against pathogenic bacteria. However,
the application and use of AMPs are of increasing importance. Indeed, AMPs are a diverse
class of natural compounds that are generated as the first line of defense by all multicellular
living entities. These peptides can display a broad range of activity to immediately destroy
bacteria, yeasts, fungi, and viruses. Grafting these natural molecules onto stainless steel is
a promising approach. However, it is important to try multi-strategies to control bacterial
contamination and eradicate microbiological risk in the food and medical sectors.
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