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The intestinal barrier, consisting of the vascular endothelium, epithelial cell lining, and
mucus layer, covers a surface of about 400 m2. The integrity of the gut wall is
sustained by transcellular proteins forming tight junctions between the epithelial cells.
Protected by three layers of mucin, the gut wall forms a non-permeable barrier,
keeping digestive enzymes and microorganisms within the luminal space, separate
from the blood stream. Microorganisms colonizing the gut may produce bacteriocins
in an attempt to outcompete pathogens. Production of bacteriocins in a harsh and
complex environment such as the gastro-intestinal tract (GIT) may be below minimal
inhibitory concentration (MIC) levels. At such low levels, the stability of bacteriocins may
be compromised. Despite this, most bacteria in the gut have the ability to produce
bacteriocins, distributed throughout the GIT. With most antimicrobial studies being
performed in vitro, we know little about the migration of bacteriocins across epithelial
barriers. The behavior of bacteriocins in the GIT is studied ex vivo, using models, flow
cells, or membranes resembling the gut wall. Furthermore, little is known about the
effect bacteriocins have on the immune system. It is generally believed that the peptides
will be destroyed by macrophages once they cross the gut wall. Studies done on the
survival of neurotherapeutic peptides and their crossing of the brain—-blood barrier, along
with other studies on small peptides intravenously injected, may provide some answers.
In this review, the stability of bacteriocins in the GIT, their effect on gut epithelial cells,
and their ability to cross epithelial cells are discussed. These are important questions
to address in the light of recent papers advocating the use of bacteriocins as possible
alternatives to, or used in combination with, antibiotics.
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INTRODUCTION

Bacteriocins are ribosomally synthesized peptides with antibacterial activity (Cavera et al., 2015).
Bacteriocins can be post-translationally modified (PTM) or non-modified and are grouped
into different classes (Cotter et al., 2005; Heng et al., 2006; Arnison et al., 2013; Alvarez-
Sieiro et al., 2016). For example, lantibiotics are modified bacteriocins and are grouped in class
I, they are membrane-active peptides with thioether-containing amino acids lanthionine and
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B-methyllanthionine. According to the classification scheme
proposed by Heng et al. (2006), class I is subdivided into
three types of lantibiotics (types A-C). Linear lantibiotics
were classified as type A, globular lantibiotics as type B, and
multi-component lantibiotics, requiring two or more modified
peptides for bioactivity as type C. Subsequent classification
schemes for class I have been updated, including changes to
the classification of lantibiotics and inclusion of other PTM
bacteriocins (Arnison et al., 2013; Alvarez-Sieiro et al., 2016).
An extensive review by Arnison et al. (2013) expanded on
the nomenclature and classification of modified bacteriocins
with the proposed recommendations changing and expanding
on previous classification schemes. For example, lanthipeptides
(including lantibiotics) are separated into four classes based on
modification machinery and using this classification system for
lanthipeptides each class can further be grouped based on amino
acid sequences of the modified peptides (Cotter et al., 2005;
Arnison et al., 2013; Van Staden, 2015). Additionally, the review
by Arnison et al. (2013) also expands on the classification and
nomenclature of non-lantibiotic/lanthipeptidemodified peptides.
As reviewed by Alvarez-Sieiro et al. (2016), the unmodified,
membrane active, heat stable bacteriocins are grouped in class
II, with four subclasses based on structural differences and
their mode of action. Anti-listeria, pediocin-like peptides, are
grouped in subclass Ila and bacteriocins that require two or
more peptides for activity in subclass IIb. Leaderless bacteriocins,
without an N-terminal leader peptide, are grouped in class IIc
and unmodified bacteriocins that are not pediocin-like or multi-
component bacteriocins are grouped in subclass IId. Large heat
liable bacteriocins are grouped in class III, subdivided into IIla
(bacteriolysins) and IIIb (non-lytic proteins).

Classification schemes for bacteriocins are constantly evolving
to accommodate the increase in complexity and diversity of these
peptides. Furthermore, with increased understanding of how
bacteriocins function and identification of novel bacteriocins the
systems in place to group them will need to adapt and change
accordingly.

Most antimicrobial peptides are positively charged and smaller
than 10 kDa (with the exception of the class III bacteriocins).
Their small size, charge, and variation in hydrophobic and
hydrophilic properties allow them to adhere to microbial cells
and penetrate phospholipid membranes (Izadpanah and Gallo,
2005). Bacteriocins adhere to target organisms via “docking
molecules.” Lipid II, for example, serves as the docking
molecule for several lantibiotics (mostly nisin-like). Mannose
phosphotransferase proteins IIC/D serves as docking molecule
for class Ila bacteriocins (Diep et al., 2007). The mode of action
is either pore formation, thus destabilizing the proton motive
force, or inhibition of DNA-, RNA-, and protein-synthesis (Nishie
et al.,, 2012; Cotter et al.,, 2013). Some bacteriocins exhibit a
much broader spectrum of activity and may extend beyond the
borders of bacteria to include protozoa, yeast, fungi, viruses, and
eukaryotic cells (e.g., cancer cells and spermatozoa; Reddy et al.,
2004; Drider et al., 2016; Chikindas et al., 2017).

In their natural environment, bacteria produce bacteriocins
to compete against other bacteria for nutrients. Complex
environments with changes in growth conditions, nutrients, pH,

water activity (Aw), and temperatures will have an effect on
bacterial cell numbers, their metabolic activity, and bacteriocin
production. In the gastro-intestinal tract (GIT), changes in food
particles and fluctuation in spices, additives, salts, bile, digestive
enzymes, etc., may have a negative impact on cell growth and
bacteriocin production. Once secreted by the producer cells, the
activity of bacteriocins may be affected by their ability to adhere
to food particles and diffuse through the digesta, but also their
stability at different pH values, resistance to digestive enzymes
and proteolytic enzymes, and chemical interactions with particles
and microbial cells in the GIT. On the other hand, an increase
in salt or EDTA levels may increase the sensitivity of Gram-
negative bacteria to bacteriocins (Dykes and Hastings, 1998;
Bouttefroy and Milliere, 2000; Vignolo et al., 2000). It is thus
extremely difficult to visualize the functioning of bacteriocins in
the GIT. The production of nisin A, for example, is regulated by
a protein pheromone, via a two-component signal transduction
system similar to quorum-sensing systems. In a fermentor, the
addition of nisin to a culture stimulates the expression of nisin.
This may very well be the situation in the GIT. An increase
in bacteriocin levels, e.g., when adhered to lipids in the mucus
layer, may have an effect on the expression of genes encoding
bacteriocin production. These are intriguing questions and need
to be studied, as it may affect the levels at which bacteriocins
accumulate in the GIT. If concentrated in localized areas of the
GIT, bacteriocins may cross the epithelial barrier easier.

A recent study, conducted by Drissi et al. (2015), explored
the role bacteriocins may have in the GIT. In a genome
mining project, the authors retrieved 641 genomes (307
whole genomes and 334 draft genomes) from microorganisms
in the human gut. The genomes represented 199 bacterial
genera, including Lactobacillus, Streptococcus, Clostridium, and
Bacillus. A bidirectional protein BLAST, compared to bacteriocin
sequences listed in the BUR database, revealed that 317 of
the genomes encoded putative bacteriocins of classes I (44%),
II (38.6%), and III (17.3%). This supports the hypothesis
that bacteriocins are widespread across the GIT. Of the 317
putative bacteriocins, 175 were from Firmicutes (which includes
LAB), 79 from Proteobacteria, 34 from Bacteroidetes, and 25
from Actinobacteria. The high number of bacteriocins being
(hypothetically) produced by Proteobacteria may explain why
they are so persistent and virulent. The study also suggested that
bacteriocins produced by gut bacteria are generally smaller in
size and differ in amino acid composition compared to most
other bacteriocins. Furthermore, these (putative) bacteriocins
contained less aspartic acid, leucine, arginine, and glutamic
acid, but more lysine and methionine. Based on their a-helical
structure, charge, and hydrophobicity, they possibly have a
broad spectrum of antimicrobial activity (Dathe and Wieprecht,
1999; Giangaspero et al,, 2001; Zelezetsky and Tossi, 2006).
Considering these findings, the bacteriocins produced by gut
bacteria, especially Firmicutes and Proteobacteria, may render
them a competitive advantage over other bacteria in the GIT
(Schuijt et al, 2013). Drissi et al. (2015) speculated that
bacteriocins in the GIT may have low levels of antimicrobial
activity and may thus not have such a drastic effect on microbial
populations. This makes sense, as it supports the existence of
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a large variation of gut bacteria, thus a balanced population. If
bacteriocins play a lesser role in population dynamics, they may
have a greater role to play in quorum sensing, or possibly in host
immune modulation.

FROM FOOD PRESERVATIVES TO
INFECTION FIGHTERS

A few decades ago most research groups studied bacteriocins
of LAB for their food preservation properties (Cotter et al.,
2005). Since most LAB have generally regarded as safe (GRAS)
status, their bacteriocins are regarded safe by the US Food
and Drug Administration (Chen and Hoover, 2003; Montville
and Chikindas, 2013). However, despite all the research on
bacteriocins, only a few have been approved as food preservatives.
Of these, the lantibiotic nisin, produced by Lactococcus lactis
subsp. lactis, is the best studied and is used to preserve a number
of foods, mostly dairy products and canned vegetables (Johnson
et al., 2017). Bacteriocins produced by Pediococcus acidilactici
have also been added to fresh milk to prevent the growth of
Listeria spp. (Johnson et al., 2017). Several bacteriocinogenic
LAB have been used as starter cultures, e.g., the fermentation
of sausages and cheese (e.g., P. acidilactici and Lactobacillus
plantarum) and vacuum-packed beef, e.g., Leuconostoc gelidum
(Johnson et al., 2017).

During the last decade, an increasing number of papers
were published suggesting that bacteriocins may be used in
the prevention or treatment of bacterial infections (Table 1).
However, despite these evidences, only nisin has been approved
for use in oral/topical use. Other peptide antibiotics approved
for clinical use include gramicidin, daptomycin, vancomycin,
and polymyxin, which are non-ribosomally synthesized and
thus not classified as bacteriocins. The diversity of bacteriocin-
producing bacteria and the wealth of literature supporting the
efficacy of bacteriocins in vivo render them ideal candidates
for treatment of bacterial infections. The development of
bacteriocins for clinical applications is, however, hampered
by production costs, stability/solubility issues, and possible
cytotoxic effects. These shortcomings can be overcome.
Nisin and lacticin 3147, for instance, can be produced cost
effectively at large scale with optimization of fermentation
techniques and the use of heterologous expression systems.
Companies such as Novacta Biosystems and Oragenics are
developing large-scale fermentation and recovery processes for
lantibiotics. Another company spearheading the development of
lanthipeptides is LanthioPharma that focus on the discovery and
development of lanthipeptide-based drugs for various clinical
(other than antimicrobial) applications. By using lanthipeptides,
LanthioPharma are developing novel peptides, and incorporating
lanthionines into existing peptides (e.g., apelin), that are more
stable and resistant to protease degradation. Bacteriocins can also
be delivered via bacteriocin-producing bacteria. Two strains are
being commercialized for their ability to produce bacteriocins
(BLIS K12™ and BLIS M18™). Many probiotic formulations
contain strains that produce bacteriocins; however, they are not
marketed as such. Probiotic bacteria may serve as a method of

delivering bacteriocins to the GIT, in that the cells protect the
peptides against acids and proteases in the stomach (Marteau
and Shanahan, 2003).

The mode of action of bacteriocins is remarkably different
from conventional antibiotics and the machinery used by
pathogens to develop resistance should be different. With this
in mind, bacteriocins may be considered as “new age infection
fighters.”

THE NEED FOR ALTERNATIVE
ANTIMICROBIALS

The discovery of penicillin in 1928 by Alexander Fleming
was a life-changing event in the history of medicine
(Tan and Tatsumura, 2015). However, the first report of
pathogenic Staphylococcus aureus strains resistant to penicillin
was published in the early 1940s (Chambers and Deleo, 2009).
This urged scientists to search for alternative antibiotics and
sulfonamides that were described in 1935. More than 20 classes of
antibiotics were described between 1940 and 1962 (Coates et al.,
2002; Powers, 2004), referred to as the “golden age” of antibiotics.
Looking back, it seems as if everyone was at peace with the
antibiotics on the market. No new classes of antibiotics were
developed between 1968 and 1998. In fact, the few antibiotics
developed up to 1960 had to suffice in curing all types of bacterial
infections for the next 50 years (Coates et al., 2011). In hindsight,
this was an unreasonable expectation, keeping in mind the rate at
which antibiotics develop resistance (Bax et al., 1998). Infections
caused by Gram-negative bacteria are becoming increasingly
difficult to treat, as many strains produce metallo-p-lactamase
that neutralize carbapenems (Kumarasamy et al., 2010). With
the current rate at which bacteria develop resistance, we may
need more than 20 new classes of antibiotics to last the next 50
years, i.e., treat infections up to 2060. Nowadays, most of the
deaths caused by S. aureus are due to methicillin-resistant strains
(MRSA; Klein et al., 2007).

Clostridium difficile may be added to the list of most feared
pathogens, the so-called ESKAPE group (Enterococcus faecium,
S. aureus, Klebsiella pneumoniae, Acinetobacter baumanii,
Pseudomonas aeruginosa, and Enterobacter species). Infections
caused by C. difficile increased dramatically over the last
decade, especially in patients with irritable bowel disease (IBD;
Nguyen et al., 2008). Severe cases of CDI are treated with oral
metronidazole (250-500 mg four times a day for 10-14 days), or
oral vancomycin (125-500 mg four times a day for 10-14 days).
Metronidazole is often administered intravenously, in doses of
500 mg four times daily (Persky and Brandt, 2000). Although
metronidazole is the antibiotic of choice, failure rates of 22-38%
have been reported and many strains have developed resistance
(Miller et al., 2010, 2011).

The alarming rate at which strains become resistant is
understandable, considering that antibiotics are among the most
commonly prescribed drugs (Centers for Disease Control and
Prevention [CDC], 2013). As many as 50% of the prescribed
antibiotics are either not required, or are not effective in
treating the infection. Despite this, doctors continue to prescribe
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TABLE 1 | Examples of bacteriocins with bioactivity and their potential applications.

Bacteriocin Producer strain Tested Bioactivity Potential Applications References
Nisin Lactococcus lactis In vitro Antimicrobial agent Skin infections, GIT Howell et al., 1993; Aranha et al.,
In vivo Anticancer agent infections, respiratory tract 2004; Bartoloni et al., 2004; De
TCH Immune modulation infections, immune Kwaadsteniet et al., 2009; Begde
modulation, gingivitis, etal., 2011; Van Staden et al.,
prosthetic implant 2011, 2012, 2015; Joo et al., 2012;
infections, cancer Campion et al., 2013; Heunis et al.,
treatment, wound healing 2013; Kindrachuk et al., 2013;
Kamarajan et al., 2015; Van
Staden, 2015
Gallidermin/ S. gallinarum/ In vitro Antimicrobial agent Skin infections, prosthetic Bonelli et al., 2006; Kindrachuk
epidermin S. epidermidis TCH implant infections et al., 2013; Bengtsson et al., 2018
Mersacidin Bacillus amyloliquefaciens In vitro Antimicrobial agent Skin infections Chatterjee et al., 1992; Kruszewska
In vivo et al., 2004
TCH
Duramycin Streptomyces In vitro Antimicrobial agent Atherosclerosis treatment, Mérki et al., 1991; lIwamoto et al.,
cinnamoneus In vivo Immune modulation cystic fibrosis treatment, 2007; Oliynyk et al., 2010; Zhao,
lon channel immune modulation 2011; Audi et al., 2012; Hasim
modulation et al., 2018
Lacticin 3147 Lactococcus lactis In vitro Antimicrobial agent Skin infections, GIT Gardiner et al., 2007; Rea et al.,
In vivo infections, mycobacterial 2007; Piper et al., 2009, 2012;
infections Carroll et al., 2010
Peptide ST4SA Enterococcus mundtii In vitro Antimicrobial agent GIT infections Knoetze et al., 2008; Dreyer, 2018;
In vivo Van Zyl, 2018
TCH
Plantaricin 423 Lactobacillus plantarum In vitro Antimicrobial agent GIT infections van Reenen et al., 1998; Dreyer,
In vivo 2018; Van zyl, 2018
TCH
Piscicolin 126 Carnobacterium piscicola In vitro Antimicrobial agent GIT infections Jack et al., 1996; Ingham et al.,
In vivo 2003
Pediocin PA-1 Pediococcus acidilactici In vitro Antimicrobial agent GIT infections Cintas et al., 1998; Dabour et al.,
In vivo 2009
Divercin V41 Carnobacterium divergens In vitro Antimicrobial agent GIT infections Rihakova et al., 2009, 2010
In vivo
Bac Abp118 Lactobacillus salivarius In vitro Antimicrobial agent GIT infections Flynn et al., 2002; Corr et al., 2007;
In vivo Riboulet-Bisson et al., 2012
Plantaricin A Lactobacillus plantarum In vitro Antimicrobial agent Cancer treatment, immune Hauge et al., 1998; Sand et al.,

TCH Anticancer agent Cell
migration/proliferation

2010, 2013; Pinto et al., 2011;
Marzani et al., 2012

modulation, wound healing

Immune modulation

#Tissue culture.

antibiotics. In the United States, more than five prescriptions
are written each year for every six patients (Truter, 2015).
This leads to the natural selection of bacteria resistant to
not one, but several antibiotics (Thomsen, 2016). Genes
encoding resistance to antibiotics is shared among pathogens,
often across species borders, through horizontal gene transfer.
The World Health Organization (WHO) has already declared
antibiotic resistance a global crisis, worse than the AIDS
epidemic. Antimicrobial resistance to tuberculosis, hospital
acquired infections, and common bacterial diseases is increasing
mortality rates drastically. At least two million individuals in
the United States contract serious antibiotic-resistant bacterial
infections each year (O'Neill, 2014). Approximately 23,000
people die each year due to infections caused by antibiotic-
resistant bacteria.

The peptide antibiotic vancomycin remains one of the most
successful in the treatment of infections caused by Gram-positive

bacteria. The reason is that vancomycin resistance would require
changes in multiple steps in the peptidoglycan pathway. Similar
to vancomycin, lanthipeptides such as nisin also targets a cell
wall component, in this case lipid II. The antibacterial activity of
antibiotics may be increased by combined use with a combination
of bacteriocins (Bastos et al., 2015; Cavera et al.,, 2015). The
most effective would be bacteriocins with different modes of
action, preferably from different classes, to rule out the possibility
of strains developing cross resistance (resistance to more than
one bacteriocin). Further research is required to bioengineer
bacteriocins with unique target sites and different modes of
activity.

Similar to antibiotics, strains treated with bacteriocins
may develop resistance (Arthur et al, 2014; Bastos et al,
2015). Mechanisms involved in bacteriocin resistance are either
acquired or innate (Collins et al., 2012; Bastos et al., 2015). Innate
resistance may develop by mimicking the bacteriocin-producing
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strain’s immunity system, degrading the bacteriocin, or adapting
to changes in the bacterial cell-envelope and growth conditions
(Bastos et al.,, 2015). Immunity mimicking is caused by non-
bacteriocin-producing strains with genes homologous to the
immunity genes of bacteriocin-producing strains. Expression of
the homologous genes confers protection against the bacteriocin.
Certain bacteria produce enzymes that degrade bacteriocins,
e.g., nisinase produced by Bacillus cereus and Paenibacillus
polymyxa (Jarvis, 1967). Mutations in genes coding for proteins
involved cell wall structure lead to changes in cell surface charge,
preventing the bacteriocin from binding to the cell. Stationary
phase cells of Listeria monocytogenes 412 were more resistant
to nisin and pediocin than cells in their exponential phase
(Jydegaard et al., 2000). This is attributed to the fact that cells
in stationary phase are more adaptable to stress conditions such
as high or low osmotic concentrations, acidic conditions, and
heat shock (Hu and Coates, 2012). Unlike innate resistance, the
properties associated with acquired resistance are only found in
certain strains of a species (Bastos et al., 2015). The mechanisms
responsible for resistance vary greatly among strains and species.
Acquired resistance results from gene mutations or horizontal
gene transfer via transformation, conjugation, or transduction
(Collins et al., 2012), altering the cell wall, cell membrane,
receptors, and transport systems.

It is evident that we need novel antimicrobial compounds
to treat bacterial infections. Oxazolidinone (linezolid by Pfizer)
and cyclic lipopeptide (daptomycin by Cubist), with activity
against Gram-positive bacteria, including MRSA, are two of the
most recent antibiotics released into the market (Coates et al.,
2011). There may be a number of yet to be published antibiotics
that are currently in preclinical development, but the overall
conclusion is that we are heading for a disaster if antibiotics with
broader antimicrobial activity are not developed in the next few
years. The rate at which novel antibiotics are being developed
is just not sufficient to control bacterial infections. We need to
focus our efforts in developing antibiotics that target complex
bacterial systems, such as cell membranes. Bacteriocins may be
an alternative to antibiotics.

STRUCTURE OF THE GUT-BLOOD
BARRIER

The GBB is an intricate system, consisting of multiple layers
(Figure 1). It plays an important role in maintaining homeostasis
between the blood stream and GIT, and regulates the absorption
of water, electrolytes, and nutrients from the gut lumen (Kelly
et al., 2015). The intestinal barrier also serves as a protective
barrier by preventing pathogenic microorganisms and luminal
toxins from entering the blood stream (Farhadi et al., 2003). The
mucus layer (consisting of large, highly glycosylated proteins),
covering the epithelium, protects villi from physical friction
caused by luminal content, and contact with toxins and
bacteria (Farhadi et al., 2003). It forms an important diffusion
barrier, restricting the movement of molecules and pathogens.
Disruption of the intestinal mucus layer, or suppression of mucus
production, may lead to hyper permeability.

The epithelial layer is a single layer of epithelial cells that line
the gut lumen and are connected by desmosomes, tight junctions
(TJs) and adherens junctions (AJs). TJs and AJs use transcellular
proteins to connect to the actin cytoskeleton. The cytoskeleton is
crucial for paracellular transport. The TJs are distributed across
the gastro-intestinal membrane and the number of proteins
varies between the small intestine, large intestine, villi, and
crypts. The TJs control water and ion permeability, and the
absorption of proteins and bacterial antigens. Intestinal epithelial
cells (IECs) play an important role in the absorption of nutrients.
The epithelium mediates selective permeability by transcellular
and paracellular pathways. Lipophilic and small hydrophilic
molecules pass through the barrier transcellularly, while larger
hydrophilic molecules pass the barrier paracellularly. During
transcellular permeability, solutes are transported through the
epithelial cells. This is regulated by selective transporters for
amino acids, short chain fatty acids, electrolytes, and sugars.
During paracellular permeability, solutes are transported in
spaces between epithelial cells. This is regulated by intercellular
complexes present at the apical-lateral membrane junction.
Amino acids and vitamins are transferred by means of active
transport.

Nutrients, bacteria, and molecules that transverse the IEC
to gain access to the blood stream first need to cross the
vascular endothelium. Endothelial cells (ECs) line the interior
surface of blood vessels and lymphatic vessels and form the
endothelium (Michiels, 2003). ECs that make up the endothelium
are connected to each other by TJs, AJs, and gap junctions.
The endothelium is extremely important as it forms a selective
barrier for the movement of molecules between blood and
tissue. The existence of an additional barrier known as the
gut-vascular barrier (GVB) that restricts the size and type
of molecules translocating across the ECs has also been
proposed (Spadoni et al, 2015). To evaluate the presence
of this barrier, mice were injected with different molecular
sizes of fluorescein isothiocyanate (FITC)-dextran and examined
the intestine for any dye leakage. A molecule of 4 kDa had
the ability to move through the endothelial barrier, whereas
a molecule of 70 kDa could not. However, infection with
Salmonella typhimurium could disrupt the GVB, resulting in
translocation of the 70 kDa FITC-dextran (Spadoni et al,
2015).

Disruption of the epithelial and/or endothelial (GVB
included) layers results in permeability of these selective barriers,
which in-turn can lead to dysbiosis and subsequent disease states
(e.g., irritable bowel syndrome and celiac disease). It is therefore
crucial to maintain the integrity of the intestinal barrier, which
prevents the crossing of microbes through the gut-blood barrier
(GBB). However, the large body of literature in support of a gut
microbiota-host interaction suggests that even in the absence of
pathological increases in permeability of the barrier, some degree
of permeability exist that allows for GBB crossing of microbial
secretory products and/or metabolites — of which bacteriocins
may form part. Before reviewing the relevant evidence specific to
bacteriocins, it is relevant to consider how microbiota in general
interacts with the GBB. In this context, there are two main topics
to consider: first, how the microbiota enhances GBB integrity
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and second, how microbiota achieves signaling to modulate host
health from within the gut as well as across the GBB.

THE EFFECT OF GUT MICROBIOTA ON
GBB INTEGRITY

Over the past few years, the importance of gut microbiota in
health and disease has caught significant attention. The manner
in which microbiota interacts with the GBB and affect its
permeability may have far reaching effects and may even lead
to dysbiosis. To minimize the risk of disease, it is important
to maintain a healthy gut microbiota. Furthermore, infections
targeting the GIT can cause dysbiosis in the microbiota which
is further exacerbated by the use of antibiotics. Additionally,
inflammation of the GIT can also result in dysbiosis of
this complex system (Butto and Haller, 2016). Maintaining
homeostasis within the GIT is of utmost importance as
disturbances in the natural microbiota and intestinal barrier

has been associated with several diseases such as such as IBD,
diabetes, Alzheimer’s and stress related behaviors (Foster and
McVey Neufeld, 2013; Simrén et al., 2013, Konstantinov et al.,
2008; Jiang et al., 2017; Li et al., 2017).

Several examples of probiotic bacteria modulating the
immune system and improving the GBB have been reported.
Probiotic strains of Bifidobacterium, Lactobacillus, and
Streptococcus used in a post-infectious IBD model, suppressed
the expression of pro-inflammatory cytokines IL-6 and IL-
17, and stimulated the expression of TJ proteins (claudin-1
and occluding), leading to enhanced barrier stability (Wang
and Kasper, 2014). Lactobacillus rhamnosus GG decreased
inflammation in an IL-10 receptor-dependent manner in an
immature murine colon (Mirpuri et al., 2012). The increase
in expression of the IL-10 receptor was also associated
with reductions in TNF-a and MIP-2, both of which are
pro-inflammatory. Bifidobacterium decreased production of
IL-6 and TNFa in Caco-2 monolayers stimulated with LPS.
Bifidobacterium also suppressed the expression of zonulin,
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responsible for dismantling T7Js. This modulated the permeability
of epithelium cells in Caco-2 monolayers, while upregulating the
expression of occluding, claudin-2 and ZO-1 (Ling et al., 2016).
The stabilizing effect Bifidobacterium has on Caco-2 monolayers
can be translated to the in vivo environment of the gut (Ling
et al., 2016). Probiotic Streptococcus and Lactobacillus strains
reversed the negative effects observed with epithelial cell lines
caused by entero-invasive Escherichia coli (Resta-Lenert and
Barrett, 2003). Probiotic strains of Lactobacillus acidophilus and
Streptococcus thermophilus increased trans-epithelial resistance
with pre-treated monolayers and protected the cells from
damage caused by E. coli. Probiotic administration was also
associated with phosphorylation of cytoskeletal (actin and
actinin) and TJ proteins (ZO-1 and occludin), providing stability
to TJs. Furthermore, Lactobacillus species are also capable of
stabilizing AJs through the increased expression of E-cadherin,
as well as strengthening the E-cadherin/B-catenin complex
through enhanced phosphorylation of B-catenin (Hummel et al.,
2012). These studies and others illustrated how probiotics can
modulate the host immune system and reduce inflammation.
Enhancement of AJs and TJs maintains the intestinal barrier,
providing protection against damage and preserving the integrity
of the GBB.

Extracellular proteins secreted by Bifidobacterium breve C50
interacted with TLR-2 on the surface of immature DCs and
induced a number of functional and physiological changes.
Some of the effects included prolonged survival of DCs,
earlier maturation of DCs, and an increase in IL-10 and
IL-12 production (Hoarau et al, 2008). Proteins secreted
by probiotic lactobacilli are involved in maintenance of the
mucosal barrier, mainly through MAPK-dependent mechanisms
(Schlee et al., 2008). Proteinaceous compounds secreted by
L. acidophilus PZ 1138, Lactobacillus fermentum PZ 1162, and
Lactobacillus paracasei subsp. paracasei LMG P-17806 stimulated
the production of b-defensin 2 (hBD2) in human epithelial
cells. The signal of these proteins was transduced to the nucleus
through the MAPKs ERK, p38, and c-Jun terminal kinase (JNK).
Synthesis of hBD2 increased through modulation of nuclear
factor kB (NF-kB) and the activator protein 1 (AP-1). This
resulted in increased IL-8 production (Schlee et al., 2008).
Two from L. rhamnosus GG (NPSRQERR and PDENK) were
antimicrobial toward E. coli EAEC 042, Salmonella enterica
serovar Typhimurium and S. aureus (Lu et al., 2009).

Probiotic strains of Bifidobacterium, Lactobacillus, and
Streptococcus suppressed the expression of pro-inflammatory
cytokines IL-6 and IL-7, and stimulated the expression of TJ
proteins, leading to enhanced barrier stability. L. rhamnosus GG
interacted with intestinal cells and maintained the integrity of the
GBB (Bajaj et al., 2015). Several Lactobacillus spp. induce gene-
regulation pathways that lead to upregulation of IL-1f, resulting
in the transcription of genes involved in B-cell maturation
and lymphogenesis, which contributes toward enhanced barrier
stability and function. L. plantarum regulated human epithelial
T] proteins in vivo and conferred protective effects against
chemically induced disruption of the epithelial barrier in an
in vitro model (Karczewski et al, 2010). Administration of
L. plantarum into the duodenum of healthy human volunteers

significantly increased ZO-1 and occludin in the vicinity of TJ
structures (Karczewski et al., 2010). These results suggest that
administration of L. plantarum can enhance the stability of TJ
complexes in humans and may attenuate their disruption by
cytokines, toxins, and pathogens.

The serine protease inhibitor (serpin) produced by
Bifidobacterium longum subsp. longum NCC2705 interact
directly with the host factors (Ivanov et al., 2006). Extracellular
serpin is also produced by other bifidobacterial species, including
B. breve, Bifidobacterium dentium, and B. longum subsp. infantis.
Serpin inhibits pancreatic and neutrophil elastases (Ivanov et al.,
2006). Neutrophils are recruited in the intestinal mucosa from
the blood vessels by means of the secretion of inflammatory
cytokines. Serpin produced by bifidobacterian act on enzymes
directly involved in the inflammatory response and might thus
mediate some of the anti-inflammatory effects reported for
bifidobacteria (Ivanov et al., 2006).

Proteinaceous compounds secreted by probiotic strains of
L. plantarum, L. acidophilus, Lactobacillus casei, and Lactobacillus
delbrueckii subsp. bulgaricus stimulated the expression of
the muc2 gene and increased the production of mucin by
murine colonic epithelial cells (Caballero-Franco et al., 2007).
Extracellular proteins produced by L. rhamnosus GG increased
production of the heat-shock proteins HSP25 and HSP72 in
murine colon cells (Tao et al., 2006). Protein p40, produced by
L. rhamnosus GG, is homologous to an uncharacterized surface
antigen of L. casei ATCC 334 (gi| 116493594) and protein p75 to a
cell wall-associated hydrolase of strain ATCC 334 (gi| 116493849;
Yan et al., 2007). Both these proteins induced the proliferation
of murine colonic epithelial cells and reduced injuries to colonic
cells caused by tumor necrosis factor alpha (TNF-a; Yan et al,
2007). Proteins p40 and p75 inhibited TNF-a-induced apoptosis
in the KSRI2/2 MCE cell line (Yan et al., 2007) and attenuated the
TER decrease induced by hydrogen peroxide. Concluded from
these results, proteins p40 and p75 play an important role in cell
proliferation, apoptosis, and maintenance of the mucosal barrier.

EVIDENCE IN SUPPORT OF
BACTERIOCINS CROSSING THE GBB

Little is known about the cellular receptors responsible for
the recognition of extracellular proteins (thus also bacteriocins)
secreted by gut microbiota (Asong et al., 2009). Bacterial flagellins
are recognized by Toll-like receptor 5 (TLR-5) and by the
ICE protease-activating factor (IPAF; Gewirtz, 2006; Ren et al.,
2006). A particular TLR may recognize more than one type of
molecule, as in the case of TLR-2 recognizing different glycolipids
and lipoproteins (Yan et al., 2007). The C-type lectin receptor
(CLR) DC-specific ICAM-3-grabbing non-integrin (DC-SIGN)
may be involved in the recognition of extracellular components
produced by probiotic bacteria (Konstantinov et al., 2008). The
CLRs on the surface of immune cells, such as dendritic cells (DCs)
and macrophages, recognize carbohydrate patterns and thus also
glycoproteins (Benz and Schmidt, 2002). Glycolipids produced by
lactobacilli are recognized by intestinal receptors (Iwamori et al.,
2009).
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Bacteriocin gene clusters are widespread in the genomes of
intestinal bacteria (Drissi et al., 2015). Several studies have shown
that bacteriocins are produced in the GIT and protect the host
against infection (Bron et al., 2004; Corr et al., 2007; Van Zyl,
2018). It is likely that bacteriocins interact with epithelial cells
in the GIT and even cross the GBB. Support for this comes
from studies conducted by Spadoni et al. (2015). The authors
showed that molecules of 4 kDa can cross the GVB. Most
bacteriocins are smaller than 7 kDa, suggesting that they are
small enough to cross the GVB. Other properties, such as charge,
hydrophobicity, and affinity to IECs and ECs also have to be taken
into account. A recent study has shown that bacteriocins can
indeed transverse epithelial (Caco-2) and endothelial (HUVECs)
monolayers (Dreyer, 2018). Nisin A (3.35 kDa), plantaricin
423 (3.93 kDa), and bacST4SA (4.29 kDa), labeled with NHS-
fluorescein, crossed the epithelial and ECs without changing the
integrity of the monolayers or having a toxin effect (Dreyer,
2018). Although the exact mechanism for crossing IECs and
ECs was not examined, this study (albeit in vitro) provides
evidence that bacteriocins can cross the GBB. Crossing of these
peptides without eliciting a cytotoxic reaction suggests that they
were transported paracellular. However, migration of cationic
peptides via transcytosis (i.e., transcellular) cannot be ruled
out and it may be the way larger bacteriocins cross the GBB.
Transcytosis has been demonstrated for cell-penetrating peptides
and bacterial toxins (e.g., botulinum toxin and cholera toxin).
While bacteriocins have not been shown to cross the GBB
they have been used in studies where intravenous injections
resulted in treatment of intraperitoneal/subcutaneous infections
(Goldstein et al., 1998; Castiglione et al., 2007; Jabés et al., 2011).
Although this is different from the GBB, it supports the idea that
bacteriocins are capable of crossing endothelial barriers.

Irrespective of the method bacteriocins may transverse
the GBB, other challenges must also be overcome. Intestinal
conditions are not favorable for long-term bacteriocin survival,
with proteases and the mucus layer being the two most significant
barriers. The mucus layer is capable of binding peptides; however,
continuous production of bacteriocins may result in saturation,
with some of the peptides reaching the GBB. Another possibility
is bacteriocin production near the GBB, minimizing contact with
the mucus layer. Proteases can also degrade bacteriocins before
they reach the GBB. This may also be overcome by continuous
production of bacteriocins by cells colonized close to the GBB.
Of all sections in the GIT, bacteriocins are more likely to survive
conditions in the colon where protease levels are lower.

Based on the few studies thus far reported, bacteriocins
(maybe only a select few) do have the ability to cross the GBB.
However, more research is required to determine when and how
bacteriocins cross epithelial cells. Research should focus on the
mechanisms bacteriocins use to migrate over IECs and ECs and
whether specific receptors are involved. Furthermore, this should
be translated into the complex in vivo environment of the GIT,
keeping in mind that gut epithelial cells is not the only barrier.
Once in the blood stream, bacteriocins may cross the blood-brain
barrier. Little is known about the effect bacteriocins have once
they cross these barriers.

POTENTIAL EFFECTS OF
BACTERIOCINS ACROSS THE GBB

Although bacteriocins are generally non-toxic and considered
safe, exceptions do exist, e.g., cytolysin produced by enterococci,
which has wide-spread cytotoxic activity (Cox et al., 2005).
In most cases, cytotoxicity has only been noted at levels
much higher than the minimal inhibitory concentration (MIC)
required to inhibit food spoiling microorganisms (Lohans and
Vederas, 2012). A crude extract of antimicrobial peptides isolated
from L. plantarum LR/14 delayed the life cycle of Drosophila
melanogaster when administered at 10 mg/mL (Gupta et al,
2014). The antimicrobial peptide P40, produced by Bacillus
licheniformis P40, was cytotoxic to VERO cells when tested
in vitro (Vaucher et al, 2010). A few bacteriocins displayed
activity against sperm and tumor cells (Reddy et al, 2004).
This is not that surprising, as bacteriocins may adhere to other
negatively charged molecules or non-bacterial lipophilic surfaces.
In a physiological environment this may cause a decrease
in bio-availability. Bacteriocins can bind to blood cells and
plasma proteins (Van Heel et al., 2011; Dreyer, 2018). Size and
biochemical properties of peptides administered orally may also
influence uptake and stability in the GIT (Cavera et al., 2015).

Bacteriocins are membrane active cationic peptides, and
may thus also have an effect on mammalian cell membranes.
Cinnamycin and duramycin bind phosphatidylethanolamine
(PE), a substrate for phospholipase A2 and involved in
inflammatory responses (e.g., vascular inflammation). The
sequestering of PE by cinnamycin and duramycin may thus
result in immune modulation through the indirect inactivation
of phospholipase A2. Furthermore, by binding PE, the peptides
may be deposited in cellular membranes, thereby potentially
changing biophysical membrane properties. These changes can
lead to altered ion channel functioning. In the case of duramycin,
this characteristic is exploited for the potential treatment of
cystic fibrosis. Minimal cytotoxic effects of bacteriocins against
human cell lines have been reported (Murinda et al., 2003;
Sand et al.,, 2010; Begde et al., 2011; Kindrachuk et al., 2013;
Dreyer, 2018). Given the concentration of bacteriocin required
to induce significant cytotoxicity, these levels would most likely
not be present as a result of bacteriocins crossing the GBB.
This, however, does not discount the possibility of bacteriocins
accumulating in organs such as the liver and causing membrane
damage.

If permeability is severely changed, gut microbiota may enter
the blood stream and cause bacteremia. Certain pathogens can
disrupt intracellular junctions by interacting with cell receptors.
Enteric pathogens often gain access to the body by altering the
structure and function of TJs to increase permeability of the
barrier via the secretion of proteases, which can cleave TJ proteins
or by altering the cytoskeleton (Berkes et al., 2003). Inflammatory
cytokines such as TNFa and IFNy, which are induced during
infection and in IBD, increase intestinal permeability in general,
although single inflammatory models yielded different results
(Corridoni et al., 2012). Probiotics and commensal microbiota
can reverse such inflammatory dysfunctions in human IECs.
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This is done by improving barrier functions or by inhibition of
pathogen adherence (Resta-Lenert and Barrett, 2006; Moorthy
et al., 2009; Qin et al., 2009; Anderson et al., 2010). Synergistic
effects between sIgA and probiotics have been published (Mathias
etal., 2010).

The lantibiotics gallidermin, Pep5, and nisin induce the release
of multiple chemokines at levels similar to that of the human
cationic antimicrobial peptide LL-37, with nisin seemingly able
to activate multiple signaling pathways, including ERK/MAPK,
PKC, and PKA (Kindrachuk et al., 2013). Nisin administered
prophylactically to mice confers protection to mice challenged
with Gram-positive (S. aureus) and Gram-negative (S. enterica
and E. coli) bacteria. This is significant keeping in mind that
nisin is ineffective against Gram-negative bacteria, suggesting
that nisins’ interaction with the host’s immune response provides
a selective advantage. At high concentrations, nisin activates
neutrophils, resulting in formation of neutrophil extracellular
traps (Begde et al, 2011). Neutrophil extracellular traps are
known for trapping and killing bacteria (Zawrotniak and Rapala-
Kozik, 2013). Furthermore, loci harboring genes involved in
bacteriocin production and secretion modulate the immune
response of dendritic and peripheral blood mononuclear cells
(Meijerink et al., 2010; van Hemert et al., 2010). By enhancing the
hosts’ immune system, bacteriocins indirectly provide protection
against infectious microbial agents. These effects are not that
surprising as host cationic defense peptides also have immune
modulatory effects.

Several studies have shown that some bacteriocins have
anticancer properties (Kaur and Kaur, 2015). Bacteriocins

have a higher affinity for cancer cells due to the general
negative charge of cancer cells. Treatment of head and neck
squamous cell carcinoma (HNSCC) cells with nisin induced
DNA fragmentation and apoptosis on three different cancer cell
lines (Joo et al., 2012; Kamarajan et al., 2015). Apoptosis in
NHSCC cells, caused by nisin, is associated with calcium influx
and upregulation of CHACI (cation transport regulator and
apoptosis mediator; Joo et al., 2012). In another study, the size
of tumors in mice with oral cancer was reduced when treated
with nisin (Joo et al., 2012). The authors concluded that the
selective action of nisin was due to structural differences in
the composition of the plasma membranes between HNSCC
cells and primary keratinocytes. The class IIc human defensins-
like bacteriocin, laterosporulin 10, displays cytotoxic effects
against several cell lines and causes necrotic and apoptotic
cell death at high and low concentrations, respectively. At
high concentrations (10 wM), more than 95% of normal
prostate epithelial cells remained viable, whereas 80% of
cancer cells lost their viability. As with cytotoxicity against
normal cells, the concentrations used to be effective against
cancerous cells may be higher than the levels crossing the
GBB. However, the higher affinity for cancerous cells may
result in bacteriocins targeting these cells. Immune priming by
bacteriocins may also assist in the elimination of cancer cells.
The possibility of bacteriocins crossing the GBB is intriguing
and from the literature, it is clear that they are capable of
effecting the host if they do cross (Figure 2). However, if
they do cross and if they exert an effect requires further
investigation.
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CONCLUSION

The abundance and diversity of bacteriocins make them ideal
candidates for use in the treatment and prevention of infections.
In addition to high natural diversity, the bio-engineering
of bacteriocins and improvements in production processes
allow us to tailor bacteriocins so that they fit specific needs.
Non-antimicrobial properties of bacteriocins, such as immune
modulation, also introduce new applications. The most pertinent
question to answer is to what extent these bacteriocins are able
to cross the GBB to achieve these beneficial effects systemically.
Approval by medical control councils for using a newly developed
drug is a slow and tedious process and involves a number of
safety tests and clinical trials. Natural antimicrobial peptides
and bacteriocins adhere to the same rules and regulations. To
establish the safety of bacteriocins, a number of tests will have
to be conducted. These include cytotoxicity studies incorporating

REFERENCES

Alvarez-Sieiro, P., Montalbdn-Lopez, M., Mu, D., and Kuipers, O. (2016).
Bacteriocins of lactic acid bacteria: extending the family. Appl. Microbiol.
Biotechnol. 7,2939-2951. doi: 10.1007/s00253-016-7343-9

Anderson, R. C., Cookson, A. L., McNabb, W. C,, Park, Z., McCann, M. ., Kelly,
W.J.,, etal. (2010). Lactobacillus plantarum MB452 enhances the function of the
intestinal barrier by increasing the expression levels of genes involved in tight
junction formation. BMC Microbiol. 10:316. doi: 10.1186/1471-2180-10-316

Aranha, C., Gupta, S., and Reddy, K. V. R. (2004). Contraceptive efficacy of
antimicrobial peptide nisin: in vitro and in vivo studies. Contraception 69,
333-338. doi: 10.1016/j.contraception.2003.11.002

Arnison, P. G, Bibb, M. J., Bierbaum, G., Bowers, A. A., Bugni, T. S., Bulaj, G.,
et al. (2013). Ribosomally synthesized and post- translationally modified
peptide natural products: overview and recommendations for a universal
nomenclature. Nat. Prod. Rep. 30, 108-160. doi: 10.1039/c2np20085f

Arthur, T. D., Cavera, V. L., and Chikindas, M. L. (2014). On bacteriocin delivery
systems and potential applications. Future Microbiol. 9, 235-248. doi: 10.2217/
fmb.13.148

Asong, J., Wolfert, M. A., Maiti, K. K., Miller, D., and Boons, G. J. (2009).
Binding and cellular activation studies reveal that Toll-like receptor 2
can differentially recognize peptidoglycan from Gram-positive and Gram-
negative bacteria. J. Biol. Chem. 284, 8643-8653. doi: 10.1074/jbc.M8066
33200

Audi, S., Li, Z., Capacete, J., Liu, Y., Fang, W., Shu, L., et al. (2012). Understanding
the in vivo uptake kinetics of a phosphatidylethanolamine-binding agent
(99m)Tc-Duramycin. Nucl. Med. Biol. 39, 821-825. doi: 10.1016/j.nucmedbio.
2012.02.004

Bajaj, B. K., Claes, I. J. J., and Lebeer, S. (2015). Functional mechanisms of
probiotics. J. Microbiol. Biotechnol. Food Sci. 4, 321-327. doi: 10.15414/jmbfs.
2015.4.4.321-327

Bartoloni, A., Mantella, A., Goldstein, B. P, Dei, R, Benedetti, M.,
Sbaragli, S., et al. (2004). In vitro activity of nisin against clinical isolates
of Clostridium difficile. J. Chemother. 16, 119-121. doi: 10.1179/joc.2004.16.
2.119

Bastos, M., Coelho, M., and Santos, O. (2015). Resistance to bacteriocins produced
by Gram-positive bacteria. Microbiology 161, 683-700. doi: 10.1099/mic.0.
082289-0

Bax, R. P., Anderson, R., Crew, J., Fletcher, P., Johnson, T., Kaplan, E., et al. (1998).
Antibiotic resistance — what can we do? Nat. Med. 4, 545-546.

Begde, D., Bundale, S., Mashitha, P., Rudra, J., Nashikkar, N., and Upadhyay, A.
(2011). Immunomodulatory efficacy of nisin-a bacterial lantibiotic peptide.
J. Pept. Sci. 17, 438-444. doi: 10.1002/psc.1341

Bengtsson, T., Lonn, J., Khalaf, H., and Palm, E. (2018). The lantibiotic
gallidermin acts bactericidal against Staphylococcus —epidermidis and
Staphylococcus aureus and antagonizes the bacteria-induced proinflammatory

eukaryotic cell lines, the ability to induce apoptosis, inhibit
cellular growth, alter metabolic functions, and lyze red blood cells
(hemolytic activity). Further tests may include the development
of resistance to antimicrobial activity at therapeutic levels,
effect on the hosts immune system, and the development of
allergies.

AUTHOR CONTRIBUTIONS

All authors contributed equally to the manuscript.

FUNDING

ADS received a post-doctoral fellowship from the Claude Leon
Foundation (South Africa).

responses in dermal fibroblasts. Microbiologyopen doi: 10.1002/mbo3.606
[Epub ahead of print].

Benz, I, and Schmidt, M. A. (2002). Never say never again: protein glycosylation
in pathogenic bacteria. Mol. Microbiol. 45, 267-276. doi: 10.1046/j.1365-2958.
2002.03030.x

Berkes, J., Viswanathan, V. K., Savkovic, S. D., and Hecht, G. (2003). Intestinal
epithelial responses to enteric pathogens: effects on the tight junction barrier,
ion transport, and inflammation. Gut 52, 439-451. doi: 10.1136/gut.52.
3.439

Bonelli, R. R., Schneider, T., Sahl, H. G., and Wiedemann, I. (2006). Insights into
in vivo activities of lantibiotics from gallidermin and epidermin mode-of-action
studies. Antimicrob. Agents Chemother. 50, 1449-1457. doi: 10.1128/AAC.50.4.
1449-1457.2006

Bouttefroy, A., and Milliere, J.-B. (2000). Nisin—curvaticin 13 combinations for
avoiding the regrowth of bacteriocin resistant cells of Listeria monocytogenes
ATCC 15313. Int. ]. Food Microbiol. 62, 65-75. doi: 10.1016/S0168-1605(00)
00372-X

Bron, P. A., Grangette, C., Mercenier, A., de Vos, W. M., and Kleerebezem, M.
(2004). Identification of Lactobacillus plantarum genes that are induced in the
gastrointestinal tract of mice. J. Bacteriol. 186, 5721-5729. doi: 10.1128/JB.186.
17.5721-5729.2004

Butto, L., and Haller, D. (2016). Dysbiosis in intestinal inflammation: Cause or
consequence. Int. J. Med. Microbiol. 306, 302-309. doi: 10.1016/j.ijmm.201
6.02.010

Caballero-Franco, C., Keller, K., De Simone, C., and Chadee, K. (2007). The VSL#3
probiotic formula induces mucin gene expression and secretion in colonic
epithelial cells. Am. J. Physiol. Gastrointest. Liver Physiol. 292, G315-G322.
doi: 10.1152/ajpgi.00265.2006

Campion, A., Casey, P. G., Field, D., Cotter, P. D., Hill, C, and Ross,
R. P. (2013). In vivo activity of nisin A and nisin V against Listeria
monocytogenes in mice. BMC Microbiol. 13:23. doi: 10.1186/1471-218
0-13-23

Carroll, J., Draper, L. A., O’Connor, P. M., Coffey, A., Hill, C, Ross, R. P.,
et al. (2010). Comparison of the activities of the lantibiotics nisin and lacticin
3147 against clinically significant mycobacteria. Int. J. Antimicrob. Agents 36,
132-136. doi: 10.1016/j.ijantimicag.2010.03.029

Castiglione, F., Cavaletti, L., Losi, D., Lazzarini, A., Carrano, L., Feroggio, M., et al.
(2007). A novel lantibiotic acting on bacterial cell wall synthesis produced by
the uncommon actinomycete Planomonospora sp. Biochemistry 46, 5884-5895.
doi: 10.1021/bi700131x

Cavera, V. L., Arthur, T. D., Kashtanov, D., and Chikindas, M. L. (2015).
Bacteriocins and their position in the next wave of conventional antibiotics. Int.
J. Antimicrob. Agents 46, 494-501. doi: 10.1016/j.ijantimicag.2015.07.011

Centers for Disease Control and Prevention [CDC] (2013). Antibiotic Resistance
Threats in the United States. Available at http://www.cdc.gov/drugresistance/
threat-report-2013/index.html [accessed March 27, 2014].

Frontiers in Microbiology | www.frontiersin.org

September 2018 | Volume 9 | Article 2297


https://doi.org/10.1007/s00253-016-7343-9
https://doi.org/10.1186/1471-2180-10-316
https://doi.org/10.1016/j.contraception.2003.11.002
https://doi.org/10.1039/c2np20085f
https://doi.org/10.2217/fmb.13.148
https://doi.org/10.2217/fmb.13.148
https://doi.org/10.1074/jbc.M806633200
https://doi.org/10.1074/jbc.M806633200
https://doi.org/10.1016/j.nucmedbio.2012.02.004
https://doi.org/10.1016/j.nucmedbio.2012.02.004
https://doi.org/10.15414/jmbfs.2015.4.4.321-327
https://doi.org/10.15414/jmbfs.2015.4.4.321-327
https://doi.org/10.1179/joc.2004.16.2.119
https://doi.org/10.1179/joc.2004.16.2.119
https://doi.org/10.1099/mic.0.082289-0
https://doi.org/10.1099/mic.0.082289-0
https://doi.org/10.1002/psc.1341
https://doi.org/10.1002/mbo3.606
https://doi.org/10.1046/j.1365-2958.2002.03030.x
https://doi.org/10.1046/j.1365-2958.2002.03030.x
https://doi.org/10.1136/gut.52.3.439
https://doi.org/10.1136/gut.52.3.439
https://doi.org/10.1128/AAC.50.4.1449-1457.2006
https://doi.org/10.1128/AAC.50.4.1449-1457.2006
https://doi.org/10.1016/S0168-1605(00)00372-X
https://doi.org/10.1016/S0168-1605(00)00372-X
https://doi.org/10.1128/JB.186.17.5721-5729.2004
https://doi.org/10.1128/JB.186.17.5721-5729.2004
https://doi.org/10.1016/j.ijmm.2016.02.010
https://doi.org/10.1016/j.ijmm.2016.02.010
https://doi.org/10.1152/ajpgi.00265.2006
https://doi.org/10.1186/1471-2180-13-23
https://doi.org/10.1186/1471-2180-13-23
https://doi.org/10.1016/j.ijantimicag.2010.03.029
https://doi.org/10.1021/bi700131x
https://doi.org/10.1016/j.ijantimicag.2015.07.011
http://www.cdc.gov/drugresistance/threat-report-2013/index.html
http://www.cdc.gov/drugresistance/threat-report-2013/index.html
https://www.frontiersin.org/journals/microbiology/
https://www.frontiersin.org/
https://www.frontiersin.org/journals/microbiology#articles

Dicks et al.

Bacteriocins and the Gut-Blood Barrier?

Chambers, H. F., and Deleo, F. R. (2009). Resistance of Staphylococcus aureus
to penicillin and methicillin. Nat. Rev. Microbiol. 7, 629-641. doi: 10.1038/
nrmicro2200

Chatterjee, S., Chatterjee, D. K., Jani, R. H., Blumbach, J., Ganguli, B. N,
Klesel, N., et al. (1992). Mersacidin, a new antibiotic from Bacillus. In vitro and
in vivo antibacterial activity. J. Antibiot. 45, 839-845. doi: 10.7164/antibiotics.
45.839

Chen, H., and Hoover, D. G. (2003). Bacteriocins and their food applications.
Compr. Rev. Food Sci. Food Saf. 2, 82-100. doi: 10.1111/j.1541-4337.2003.
tb00016.x

Chikindas, M., Weeks, R., Drider, D., Chistyakov, V., and Dicks, L. M. T. (2017).
Functions and emerging applications of bacteriocins. Curr. Opin. Biotechnol.
49, 23-28. doi: 10.1016/j.copbio.2017.07.011

Cintas, L., Casaus, P., Ferndndez, M., and Herndndez, P. (1998). Comparative
antimicrobial activity of enterocin L50, pediocin PA-1, nisin A and lactocin
S against spoilage and foodborne pathogenic bacteria. Food Microbiol. 15,
289-298. doi: 10.1006/fmic.1997.0160

Coates, A., Hu, Y., Bax, R, and Page, C. (2002). The future challenges facing the
development of new antimicrobial drugs. Nat. Rev. Drug Discov. 1, 895-910.
doi: 10.1038/nrd940

Coates, A. R. M., Halls, G., and Hu, Y. (2011). Novel classes of antibiotics or more
of the same? Br. J. Pharmacol. 163, 184-194. doi: 10.1111/j.1476-5381.2011.
01250.x

Collins, B., Guinane, C. M., Cotter, P. D., Hill, C., and Ross, P. (2012). Assessing
the contributions of the Lia$ histidine kinase to the innate resistance of Listeria
monocytogenes to nisin, cephalosporins, and disinfectants. Appl. Environ.
Microbiol. 78, 2923-2929. doi: 10.1128/ AEM.07402-11

Corr, S., Li, Y., Riedel, C. U., O’Toole, P. W., Hill, C,, and Gahan, C. G. M.
(2007). Bacteriocin production as a mechanism for the anti-infective activity of
Lactobacillus salivarius UCC118. Proc. Natl. Aacd. Sci. U.S.A. 104, 7617-7621.
doi: 10.1073/pnas.0700440104

Corridoni, D., Pastorelli, L., Mattioli, B., Locovei, S., Ishikawa, D., Arseneau, K. O.,
et al. (2012). Probiotic bacteria regulate intestinal epithelial permeability in
experimental ileitis by a TNF-dependent mechanism. PLoS One 7:e42067. doi:
10.1371/journal.pone.0042067

Cotter, P. D, Hill, C., and Ross, R. P. (2005). Bacteriocins: developing innate
immunity for food. Nat. Rev. Microbiol. 3,777-788. doi: 10.1038/nrmicro1273

Cotter, P. D., Ross, R. P., and Hill, C. (2013). Bacteriocins - a viable alternative to
antibiotics? Nat. Rev. Microbiol. 11, 95-105. doi: 10.1038/nrmicro2937

Cox, C. R,, Coburn, P. S., and Gilmore, M. S. (2005). Enterococcal cytolysin: a
novel two component peptide system that serves as a bacterial defense against
eukaryotic and prokaryotic cells. Curr. Protein Pept. Sci. 6, 77-84. doi: 10.2174/
1389203053027557

Dabour, N., Zihler, A., Kheadr, E., Lacroix, C., and Fliss, 1. (2009). In vivo study on
the effectiveness of pediocin PA-1 and Pediococcus acidilactici UL5 at inhibiting
Listeria monocytogenes. Int. J. Food Microbiol. 133, 225-233. doi: 10.1016/].
ijfoodmicro.2009.05.005

Dathe, M., and Wieprecht, T. (1999). Structural features of helical antimicrobial
peptides: their potential to modulate activity on model membranes and
biological cells. Biochim. Biophys. Acta 1462, 71-87. doi: 10.1016/S0005-
2736(99)00201- 1

De Kwaadsteniet, M., Ten Doeschate, K. T., and Dicks, L. M. T. (2009). Nisin
F in the treatment of respiratory tract infections caused by Staphylococcus
aureus. Lett. Appl. Microbiol. 48, 65-70. doi: 10.1111/§.1472-765X.2008.02
488.x

Diep, D., Skaugen, M., Salehian, Z., Holo, H., and Nes, 1. (2007). Common
mechanisms of target cell recognition and immunity for class II bacteriocins.
Proc. Natl. Acad. Sci. U.S.A. 104, 2384-2389. doi: 10.1073/pnas.0608775104

Dreyer, L. (2018). The Ability of Antimicrobial Peptides to Migrate Across the
Gastrointestinal Epithelial and Vascular Endothelial Barriers. M.Sc. thesis,
Stellenbosch University, Stellenbosch.

Drider, D., Bendali, F., Naghmouchi, K., and Chikindas, M. (2016). Bacteriocins:
not only antimicrobial agents. Probiotics Antimicrob. Proteins 8, 177-182. doi:
10.1007/s12602-016-9223-0

Drissi, F., Buffet, S., Raoult, D., and Merhej, V. (2015). Common occurrence of
antibacterial agents in human intestinal microbiota. Front. Microbiol. 6:441.
doi: 10.3389/fmicb.2015.00441

Dykes, G. A., and Hastings, J. W. (1998). Fitness costs associated with class ITa
bacteriocin resistance in Listeria monocytogenes B73. Lett. Appl. Microbiol. 26,
5-8. doi: 10.1046/j.1472-765X.1998.00255.x

Farhadi, A., Banan, A., Fields, J., and Keshavarzian, A. (2003). Intestinal barrier:
an interface between health and disease. . Gastroenterol. Hepatol. 18, 479-497.
doi: 10.1046/j.1440-1746.2003.03032.x

Flynn, S., van Sinderen, D., Thornton, G. M., Holo, H., Nes, I. F., and Collins, J. K.
(2002). Characterization of the genetic locus responsible for the production of
Abp-118, a novel bacteriocin produced by the probiotic bacterium Lactobacillus
salivarius subsp. salivarius UCC118. Microbiology 148, 973-984.

Foster, J. A., and McVey Neufeld, K.-A. (2013). Gut-brain axis: how the
microbiome influences anxiety and depression. Trends Neurosci. 36, 305-312.
doi: 10.1016/j.tins.2013.01.005

Gardiner, G. E., Rea, M. C,, O’Riordan, B., O’Connor, P., Morgan, S. M., Lawlor,
P. G, et al. (2007). Fate of the two-component lantibiotic lacticin 3147 in the
gastrointestinal tract. Appl. Environ. Microbiol. 73, 7103-7109. doi: 10.1128/
AEM.01117-07

Gewirtz, A. T. (2006). Flag in the crossroads: flagellin modulates innate and
adaptive immunity. Curr. Opin. Gastroenterol. 22, 8-12. doi: 10.1097/01.mog.
0000194791.59337.28

Giangaspero, A., Sandri, L., and Tossi, A. (2001). Amphipathic alpha helical
antimicrobial peptides. Eur. J. Biochem. 268, 5589-5600. doi: 10.1046/j.1432-
1033.2001.02494.x

Goldstein, B. P., Wei, J., Greenberg, K., and Novick, R. (1998). Activity of nisin
against Streptococcus pneumoniae, in vitro, and in a mouse infection model.
J. Antimicrob. Chemother. 42, 277-278. doi: 10.1093/jac/42.2.277

Grasset, E., Puel, A., Charpentier, J., Collet, X., Christensen, J., Terce, F., et al.
(2017). A specific gut microbiota dysbiosis of type 2 diabetic mice induces GLP-
1 resistance through an enteric NO-dependent and gut-brain axis mechanism.
Cell Metab. 25, 1075-1090. doi: 10.1016/j.cmet.2017.04.013

Gupta, R., Sarkar, S., and Srivastava, S. (2014). In vivo toxicity assessment of
antimicrobial peptides (AMPs LR14) derived from Lactobacillus plantarum
strain LR/14 in Drosophila melanogaster. Probiotics Antimicrob. Proteins 6,
59-67. doi: 10.1007/s12602-013-9154-y

Hasim, S., Allison, D., Mendez, B., Farmer, A., Pelletier, D., Retterer, S., et al. (2018).
Elucidating duramycin’s bacterial selectivity and mode of action on the bacterial
cell envelope. Front. Microbiol. 9:219. doi: 10.3389/fmicb.2018.00219

Hauge, H. H., Mantzilas, D., Moll, G. N., Konings, W. N., Driessen, A. J., Eijsink,
V. G, et al. (1998). Plantaricin A is an amphiphilic alpha-helical bacteriocin-
like pheromone which exerts antimicrobial and pheromone activities through
different mechanisms. Biochemistry 37, 16026-16032. doi: 10.1021/bi98
1532

Heng, N., Wescombe, P., Burton, J., Jack, R., and Tagg, J. (2006). “The diversity of
bacteriocins in gram-positive bacteria,” in Bacteriocins: Ecology and Evolution,
eds M. Riley and M. Chavan (Berlin: Springer), 45-92.

Heunis, T. D. J., Smith, C., and Dicks, L. M. T. (2013). Evaluation of a nisin-
eluting nanofiber scaffold to treat Staphylococcus aureus-induced skin infections
in mice. Antimicrob. Agents Chemother. 57, 3928-3935. doi: 10.1128/AAC.
00622-13

Hoarau, C., Martin, L., Faugaret, D., Baron, C., Dauba, A., AubertJacquin, C., et al.
(2008). Supernatant from Bifidobacterium differentially modulates transduction
signaling pathways for biological functions of human dendritic cells. PLoS One
3:€2753. doi: 10.1371/journal.pone.0002753

Howell, T., Fiorellini, J., Blackburn, P., Projan, S., de la Harpe, J., and Williams,
R. C. (1993). The effect of a mouthrinse based on nisin, a bacteriocin, on
developing plaque and gingivitis in beagle dogs. J. Clin. Periodontol. 20, 335-
339. doi: 10.1111/j.1600-051X.1993.tb00369.x

Hu, Y., and Coates, A. (2012). “Non multiplying bacteria are profoundly tolerant
to antibiotics,” in Antibiotic Resistance, ed. A. R. M. Coats (Berlin: Springer),
99-119.

Hummel, S., Veltman, K., Cichon, C., Sonnenbron, U., and Schmidt, M. (2012).
Differential targeting of the E-Cadherin/p-Catenin complex by gram-positive
probiotic lactobacilli improves epithelial barrier function. Appl. Environ.
Microbiol. 78, 1140-1147. doi: 10.1128/ AEM.06983-11

Ingham, A., Ford, M., Moore, R. J., and Tizard, M. (2003). The bacteriocin
piscicolin 126 retains antilisterial activity in vivo. J. Antimicrob. Chemother. 51,
1365-1371. doi: 10.1093/jac/dkg229

Frontiers in Microbiology | www.frontiersin.org

September 2018 | Volume 9 | Article 2297


https://doi.org/10.1038/nrmicro2200
https://doi.org/10.1038/nrmicro2200
https://doi.org/10.7164/antibiotics.45.839
https://doi.org/10.7164/antibiotics.45.839
https://doi.org/10.1111/j.1541-4337.2003.tb00016.x
https://doi.org/10.1111/j.1541-4337.2003.tb00016.x
https://doi.org/10.1016/j.copbio.2017.07.011
https://doi.org/10.1006/fmic.1997.0160
https://doi.org/10.1038/nrd940
https://doi.org/10.1111/j.1476-5381.2011.01250.x
https://doi.org/10.1111/j.1476-5381.2011.01250.x
https://doi.org/10.1128/AEM.07402-11
https://doi.org/10.1073/pnas.0700440104
https://doi.org/10.1371/journal.pone.0042067
https://doi.org/10.1371/journal.pone.0042067
https://doi.org/10.1038/nrmicro1273
https://doi.org/10.1038/nrmicro2937
https://doi.org/10.2174/1389203053027557
https://doi.org/10.2174/1389203053027557
https://doi.org/10.1016/j.ijfoodmicro.2009.05.005
https://doi.org/10.1016/j.ijfoodmicro.2009.05.005
https://doi.org/10.1016/S0005-2736(99)00201-1
https://doi.org/10.1016/S0005-2736(99)00201-1
https://doi.org/10.1111/j.1472-765X.2008.02488.x
https://doi.org/10.1111/j.1472-765X.2008.02488.x
https://doi.org/10.1073/pnas.0608775104
https://doi.org/10.1007/s12602-016-9223-0
https://doi.org/10.1007/s12602-016-9223-0
https://doi.org/10.3389/fmicb.2015.00441
https://doi.org/10.1046/j.1472-765X.1998.00255.x
https://doi.org/10.1046/j.1440-1746.2003.03032.x
https://doi.org/10.1016/j.tins.2013.01.005
https://doi.org/10.1128/AEM.01117-07
https://doi.org/10.1128/AEM.01117-07
https://doi.org/10.1097/01.mog.0000194791.59337.28
https://doi.org/10.1097/01.mog.0000194791.59337.28
https://doi.org/10.1046/j.1432-1033.2001.02494.x
https://doi.org/10.1046/j.1432-1033.2001.02494.x
https://doi.org/10.1093/jac/42.2.277
https://doi.org/10.1016/j.cmet.2017.04.013
https://doi.org/10.1007/s12602-013-9154-y
https://doi.org/10.3389/fmicb.2018.00219
https://doi.org/10.1021/bi981532j
https://doi.org/10.1021/bi981532j
https://doi.org/10.1128/AAC.00622-13
https://doi.org/10.1128/AAC.00622-13
https://doi.org/10.1371/journal.pone.0002753
https://doi.org/10.1111/j.1600-051X.1993.tb00369.x
https://doi.org/10.1128/AEM.06983-11
https://doi.org/10.1093/jac/dkg229
https://www.frontiersin.org/journals/microbiology/
https://www.frontiersin.org/
https://www.frontiersin.org/journals/microbiology#articles

Dicks et al.

Bacteriocins and the Gut-Blood Barrier?

Ivanov, D., Emonet, C,, Foata, F., Affolter, M., Delley, M., Fisseha, M., et al. (2006).
A serpin from the gut bacterium Bifidobacterium longum inhibits eukaryotic
elastase-like serine proteases. J. Biol. Chem. 281, 17246-17252. doi: 10.1074/jbc.
M601678200

Iwamori, M., Shibagaki, T., Nakata, Y., Adachi, S., and Nomura, T. (2009).
Distribution of receptor glycolipids for lactobacilli in murine digestive tract and
production of antibodies cross-reactive with them by immunization of rabbits
with lactobacilli. J. Biochem. 146, 185-191. doi: 10.1093/jb/mvp058

Iwamoto, K., Hayakawa, T., Murate, M., Makino, A., Ito, K., Fujisawa, T., et al.
(2007). Curvature-dependent recognition of ethanolamine phospholipids by
duramycin and cinnamycin. Biophys. J. 93, 1608-1619. doi: 10.1529/biophys;.
106.101584

Izadpanah, A., and Gallo, R. L. (2005). Antimicrobial peptides. J. Acad. Dermatol.
52, 381-390. doi: 10.1016/j.jaad.2004.08.026

Jabés, D., Brunati, C., Candiani, G., Riva, S., Romand, G., and Donadio, S. (2011).
Efficacy of the new lantibiotic NAI-107 in experimental infections induced by
multidrug-resistant Gram-positive pathogens. Antimicrob. Agents Chemother.
55, 1671-1676. doi: 10.1128/AAC.01288-10

Jack, R., Wan, J., Gordon, J., Harmark, K., Davidson, B., Hillier, A. J., et al. (1996).
Characterization of the chemical and antimicrobial properties of piscicolin
126, a bacteriocin produced by Carnobacterium piscicola JG126. Appl. Environ.
Microbiol. 62, 2897-2903.

Jarvis, B. (1967). Resistance to nisin and production of nisin-inactivating enzymes
by several Bacillus species. J. Gen. Microbiol. 47, 33-48. doi: 10.1099/00221287-
47-1-33

Jiang, C., Li, G., Huang, P., Liu, Z., and Zhao, B. (2017). The gut microbiota and
alzheimer’s disease. J. Alzheimers Dis. 58, 1-15. doi: 10.3233/JAD-161141

Johnson, E. M., Jung, Y.-G,, Jin, Y.-Y., Jayabalan, R., Yang, S. H., and Suh, J. W.
(2017). Bacteriocins as food preservatives: challenges and emerging horizons.
Crit. Rev. Food Sci. Nutr. doi: 10.1080/10408398.2017.1340870 [Epub ahead of
print].

Joo, N. E., Ritchie, K., Kamarajan, P., Miao, D., and Kapila, Y. (2012).
Nisin, an apoptogenic bacteriocin and food preservative, attenuates HNSCC
tumorigenesis via CHACL. Cancer Med. 1, 295-305. doi: 10.1002/cam4.35

Jydegaard, A., Gravesen, A., and Knochel, S. (2000). Growth condition-related
response of Listeria monocytogenes 412 to bacteriocin inactivation. Lett. Appl.
Microbiol. 31, 68-72. doi: 10.1046/j.1472-765x.2000.00768 x

Kamarajan, P., Hayami, T., Matte, B., Liu, Y., Danciu, T., Ramamoorthy, A., et al.
(2015). Nisin ZP, a bacteriocin and food preservative, inhibits head and neck
cancer tumorigenesis and prolongs survival. PLoS One 10:¢0131008. doi: 10.
1371/journal.pone.0131008

Karczewski, J., Troost, F. J., Konings, 1., Dekker, J., Kleerebezem, M., Brummer,
R. J., et al. (2010). Regulation of human epithelial tight junction proteins by
Lactobacillus plantarum in vivo and protective effects on the epithelial barrier.
Am. ]. Physiol. Gastrointest. Liver Physiol. 298, G851-G859. doi: 10.1152/ajpgi.
00327.2009

Kaur, S., and Kaur, S. (2015). Bacteriocins as potential anticancer agents. Front.
Pharmacol. 6:272. doi: 10.3389/fphar.2015.00272

Kelly, J. R, Kennedy, P. J., Cryan, J. F,, Dinan, T. G., Clarke, G., and Hyland, N.
(2015). Breaking down the barriers: the gut microbiome, intestinal permeability
and stress-related psychiatric disorders. Front. Cell. Neurosci. 9:392. doi: 10.
3389/fncel.2015.00392

Kindrachuk, J., Jenssen, H., Elliott, M., Nijnik, A., Magrangeas-Janot, L.,
Pasupuleti, M., et al. (2013). Manipulation of innate immunity by a bacterial
secreted peptide: lantibiotic nisin Z is selectively immunomodulatory. Innate
Immun. 19, 315-327. doi: 10.1177/1753425912461456

Klein, E., Smith, D. L., and Laxminarayan, R. (2007). Hospitalizations and deaths
caused by methicillin-resistant Staphylococcus aureus, United States, 1999-
2005. Emerg. Infect. Dis. 13, 1840-1846. doi: 10.3201/eid1312.070629

Knoetze, H., Todorov, S. D., and Dicks, L. M. T. (2008). A class IIa peptide
from Enterococcus mundtii inhibits bacteria associated with otitis media. Int.
J. Antimicrob. Agents 31, 228-234. doi: 10.1016/j.jjantimicag.2007.10.010

Konstantinov, S. R., Smidt, H., de Vos, W. M., Bruijns, S. C. M., Singh, S. K,
Valence, F., et al. (2008). S layer protein A of Lactobacillus acidophilus NCFM
regulates immature dendritic cell and T cell functions. Proc. Nati. Acad. Sci.
U.S.A. 105, 19474-19479. doi: 10.1073/pnas.0810305105

Kruszewska, D., Sahl, H. G., Bierbaum, G., Pag, U, Hynes, S. O., and
Ljungh, A. (2004). Mersacidin eradicates methicillin-resistant Staphylococcus

aureus (MRSA) in a mouse rhinitis model. J. Antimicrob. Chemother. 54,
648-653. doi: 10.1093/jac/dkh387

Kumarasamy, K. K., Toleman, M. A, Walsh, T. R, Bagaria, J., Butt, F,
Balakrishnan, R., et al. (2010). Emergence of a new antibiotic resistance
mechanism in India, Pakistan, and the UK: a molecular, biological and
epidemiological study. Lancet Infect. Dis. 10, 597-602. doi: 10.1016/S1473-
3099(10)70143-2

Li, Q, Han, Y., Dy, A, and Hagerman, R. (2017). The gut microbiota and autism
spectrum disorders. Front. Cell. Neurosci. 11:120. doi: 10.3389/fncel.2017.00120

Ling, X., Linglong, P., Weixia, D., and Hong, W. (2016). Protective effects
of bifidobacterium on intestinal barrier function in LPS-induced enterocyte
barrier injury of Caco-2 monolayers and in a rat NEC model. PLoS One
11:¢0161635. doi: 10.1371/journal.pone.0161635

Lohans, C. T., and Vederas, J. C. (2012). Development of class ITa bacteriocins as
therapeutic agents. Int. J. Microbiol. 2012:386410. doi: 10.1155/2012/386410

Lu, R., Fasano, S., Madayiputhiya, N., Morin, N. P., Nataro, J., and Fasano, A.
(2009). Isolation, identification, and characterization of small bioactive peptides
from Lactobacillus GG conditional media that exert both anti-Gram-negative
and Gram-positive bactericidal activity. J. Pediatr. Gastroenterol. Nutr. 49,
23-30. doi: 10.1097/MPG.0b013e3181924d1e

Mirki, F., Hénni, E., Fredenhagen, A., and van Oostrum, J. (1991). Mode of
action of the lanthionine-containing peptide antibiotics duramycin, duramycin
B and C, and cinnamycin as indirect inhibitors of phospholipase A2. Biochem.
Pharmacol. 42, 2027-2035. doi: 10.1016/0006-2952(91)90604-4

Marteau, P., and Shanahan, F. (2003). Basic aspects and pharmacology of
probiotics: an overview of pharmacokinetics, mechanisms of action and side-
effects. Best Pract. Res. Clin. Gastroenterol. 17, 725-740.

Marzani, B., Pinto, D., Minervini, F., Calasso, M., Di Cagno, R., Giuliani, G.,
et al. (2012). The antimicrobial peptide pheromone Plantaricin A increases
antioxidant defenses of human keratinocytes and modulates the expression
of filaggrin, involucrin, B-defensin 2 and tumor necrosis factor-o genes. Exp.
Dermatol. 21, 665-671. doi: 10.1111/j.1600-0625.2012.01538.x

Mathias, A., Duc, M., Favre, L., Benyacoub, J., Blum, S., and Corthésy, B. (2010).
Potentiation of polarized intestinal Caco-2 cell responsiveness to probiotics
complexed with secretory IgA. J. Biol. Chem. 285, 33906-33913. doi: 10.1074/
jbc.M110.135111

Meijerink, M., van Hemert, S., Taverne, N., Wels, M., de Vos, P., Bron, P.,
et al. (2010). Identification of genetic loci in Lactobacillus plantarum
that modulate the immune response of dendritic cells using comparative
genome hybridization. PLoS Omne 5:¢10632. doi: 10.1371/journal.pone.
0010632

Michiels, C. (2003). Endothelial cell functions. J. Cell. Physiol. 196, 430-443. doi:
10.1002/jcp.10333

Miller, C. B., Chen, L., Sexton, D., and Anderson, D. (2011). Comparison of the
burdens of hospital-onset, healthcare facility-associated Clostridium difficile
infection and of healthcare-associated infection due to methicillin-resistant
Staphylococcus aureus in community hospitals. Infect. Control Hosp. Epidemiol.
32, 387-390. doi: 10.1086/659156

Miller, C. B., Dellon, E., Isaacs, K., and Gangarosa, L. (2010). Fecal bacteriotherapy
via colonoscopy as rescue therapy for refractory and recurrent Clostridium
difficile-associated diarrhea. Am. J. Gastroenterol. 5:S323.

Mirpuri, J., Sotnikov, I, Myers, L., Denning, T., Yarovinsky, F., Parkos, C.,
et al. (2012). Lactobacillus rhamnosus (LGG) regulates IL-10 signaling
in the developing murine colon through upregulation of the IL-
10R2 receptor subunit. PLoS One 7:¢51955. doi: 10.1371/journal.pone.
0051955

Montville, T., and Chikindas, M. (2013). “Biological control of foodborne bacteria,”
in Food Microbiology, eds M. Doyle and R. Buchanan (Washington, DC: ASM
Press).

Moorthy, G., Murali, M. R., and Devaraj, S. N. (2009). Lactobacilli facilitate
maintenance of intestinal membrane integrity during Shigella dysenteriae
1 infection in rats. Nutrition 25, 350-358. doi: 10.1016/j.nut.2008.
09.004

Murinda, S., Rashid, K., and Roberts, R. (2003). In vitro assessment of the
cytotoxicity of Nisin, Pediocin, and selected Colicins on simian Virus 40-
transfected human colon and Vero monkey kidney cells with trypan blue
staining viability assays. J. Food Prot. 66, 847-853. doi: 10.4315/0362-028X-66.
5.847

Frontiers in Microbiology | www.frontiersin.org

September 2018 | Volume 9 | Article 2297


https://doi.org/10.1074/jbc.M601678200
https://doi.org/10.1074/jbc.M601678200
https://doi.org/10.1093/jb/mvp058
https://doi.org/10.1529/biophysj.106.101584
https://doi.org/10.1529/biophysj.106.101584
https://doi.org/10.1016/j.jaad.2004.08.026
https://doi.org/10.1128/AAC.01288-10
https://doi.org/10.1099/00221287-47-1-33
https://doi.org/10.1099/00221287-47-1-33
https://doi.org/10.3233/JAD-161141
https://doi.org/10.1080/10408398.2017.1340870
https://doi.org/10.1002/cam4.35
https://doi.org/10.1046/j.1472-765x.2000.00768.x
https://doi.org/10.1371/journal.pone.0131008
https://doi.org/10.1371/journal.pone.0131008
https://doi.org/10.1152/ajpgi.00327.2009
https://doi.org/10.1152/ajpgi.00327.2009
https://doi.org/10.3389/fphar.2015.00272
https://doi.org/10.3389/fncel.2015.00392
https://doi.org/10.3389/fncel.2015.00392
https://doi.org/10.1177/1753425912461456
https://doi.org/10.3201/eid1312.070629
https://doi.org/10.1016/j.ijantimicag.2007.10.010
https://doi.org/10.1073/pnas.0810305105
https://doi.org/10.1093/jac/dkh387
https://doi.org/10.1016/S1473-3099(10)70143-2
https://doi.org/10.1016/S1473-3099(10)70143-2
https://doi.org/10.3389/fncel.2017.00120
https://doi.org/10.1371/journal.pone.0161635
https://doi.org/10.1155/2012/386410
https://doi.org/10.1097/MPG.0b013e3181924d1e
https://doi.org/10.1016/0006-2952(91)90604-4
https://doi.org/10.1111/j.1600-0625.2012.01538.x
https://doi.org/10.1074/jbc.M110.135111
https://doi.org/10.1074/jbc.M110.135111
https://doi.org/10.1371/journal.pone.0010632
https://doi.org/10.1371/journal.pone.0010632
https://doi.org/10.1002/jcp.10333
https://doi.org/10.1002/jcp.10333
https://doi.org/10.1086/659156
https://doi.org/10.1371/journal.pone.0051955
https://doi.org/10.1371/journal.pone.0051955
https://doi.org/10.1016/j.nut.2008.09.004
https://doi.org/10.1016/j.nut.2008.09.004
https://doi.org/10.4315/0362-028X-66.5.847
https://doi.org/10.4315/0362-028X-66.5.847
https://www.frontiersin.org/journals/microbiology/
https://www.frontiersin.org/
https://www.frontiersin.org/journals/microbiology#articles

Dicks et al.

Bacteriocins and the Gut-Blood Barrier?

Nguyen, G. C., Kaplan, G. G., Harris, M. L., and Brant, S. R. (2008). A national
survey of the prevalence and impact of Clostridium difficile infection among
hospitalized inflammatory bowel disease patients. Am. J. Gastroenterol. 103,
1443-1450. doi: 10.1111/.1572-0241.2007.01780.x

Nishie, M., Nagao, J.-I, and Sonomoto, K. (2012). Antibacterial peptides
“bacteriocins”: an overview of their diverse characteristics and applications.
Biocontrol. Sci. 17, 1-16. doi: 10.4265/bio.17.1

Oliynyk, I., Varelogianni, G., Roomans, G. M., and Johannesson, M. (2010). Effect
of duramycin on chloride transport and intracellular calcium concentration
in cystic fibrosis and non-cystic fibrosis epithelia. APMIS 118, 982-990. doi:
10.1111/§.1600-0463.2010.02680.x

O’Neill, J. (2014). Antimicrobial Resistance: Tackling a Crisis for the Health and
Wealth of Nations. Available at: http://www.jpiamr.eu/wp-content/uploads/
2014/12/ AMR-Review- Paper- Tackling-a- crisis- for- the- health-and- wealth-
of-nations_1-2.pdf

Persky, S. E., and Brandt, L. J. (2000). Treatment of recurrent Clostridium difficile-
associated diarrhea by administration of donated stool directly through a
colonoscope. Am. J. Gastroenterol. 95, 3283-3285.

Pinto, D., Marzani, B., Minervini, F., Calasso, M., Giuliani, G., Gobbetti, M.,
et al. (2011). Plantaricin A synthesized by Lactobacillus plantarum induces
in vitro proliferation and migration of human keratinocytes and increases the
expression of TGF-p1, FGF7, VEGF-A and IL-8 genes. Peptides 32, 1815-1824.
doi: 10.1016/j.peptides.2011.07.004

Piper, C., Casey, P. G., Hill, C,, Cotter, P. D., and Ross, R. P. (2012). The lantibiotic
lacticin 3147 prevents systemic spread of Staphylococcus aureus in a murine
infection model. Int. J. Microbiol. 2012:806230. doi: 10.1155/2012/806230

Piper, C., Draper, L. A., Cotter, P. D., Ross, R. P., and Hill, C. (2009). A comparison
of the activities of lacticin 3147 and nisin against drug-resistant Staphylococcus
aureus and Enterococcus species. ]. Antimicrob. Chemother. 64, 546-551. doi:
10.1093/jac/dkp221

Powers, J. H. (2004). Antimicrobial drug development - the past, the present,
and the future. Clin. Microbiol. Infect. 4, 23-31. doi: 10.1111/j.1465-0691.2004.
1007.x

Qin, H., Zhang, Z., Hang, X, and Jiang, Y. (2009). L. plantarum prevents
Enteroinvasive Escherichia coli-induced tight junction proteins changes
in intestinal epithelial cells. BMC Microbiol. 9:63. doi: 10.1186/1471-218
0-9-63

Rea, M. C,, Clayton, E., O’Connor, P. M., Shanahan, F., Kiely, B., Ross, R. P,,
etal. (2007). Antimicrobial activity of lacticin 3,147 against clinical Clostridium
difficile strains. J. Med. Microbiol. 56, 940-946. doi: 10.1099/jmm.0.47085-0

Reddy, K. V., Aranha, C., Gupta, S. M., and Yedery, R. D. (2004). Evaluation of
antimicrobial peptide nisin as a safe vaginal contraceptive agent in rabbits:
in vitro and in vivo studies. Reproduction 128, 117-126. doi: 10.1530/rep.1.
00028

Ren, T., Zamboni, D. S., Roy, C. R,, Dietrich, W. F., and Vance, R. E. (2006).
Flagellin-deficient Legionella mutants evade caspase-1- and Naip5-mediated
macrophage immunity. PLoS Pathog. 2:¢18. doi: 10.1371/journal.ppat.0020018

Resta-Lenert, S., and Barrett, K. E. (2006). Probiotics and commensals reverse
TNF-a- and IFN-y-induced dysfunction in human intestinal epithelial cells.
Gastroenterology 130, 731-746. doi: 10.1053/j.gastro.2005.12.015

Resta-Lenert, S., and Barrett, K. E. (2003). Live probiotics protect intestinal
epithelial cells from the effects of infection with Enteroinvasive Escherichia coli
(EIEC). Gut 25, 988-997. doi: 10.1136/gut.52.7.988

Riboulet-Bisson, E., Sturme, M. H., Jeffery, I. B., O’'Donnell, M. M., Neville, B. A,,
Forde, B. M., et al. (2012). Effect of Lactobacillus salivarius bacteriocin Abp118
on the mouse and pig intestinal microbiota. PLoS One 7:¢31113. doi: 10.1371/
journal.pone.0031113

Rihakova, J., Cappelier, J. M., Hue, 1., Demnerova, K., Fédérighi, M., Prévost, H.,
et al. (2010). In vivo activities of recombinant divercin V41 and its structural
variants against Listeria monocytogenes. Antimicrob. Agents Chemother. 54,
563-564. doi: 10.1128/AAC.00765-09

Rihakova, J., Petit, V., Demnerova, K., Prévost, H., Rebuffat, S., and Drider, D.
(2009). Insights into structure-activity relationships in the C-terminal region
of divercin v41, a class ITa bacteriocin with high-level antilisterial activity. Appl.
Environ. Microbiol. 75, 1811-1819. doi: 10.1128/AEM.02266-08

Sand, S., Nissen-Meyer, J., Sand, O., and Haug, T. (2013). Plantaricin A, a cationic
peptide produced by Lactobacillus plantarum, permeabilizes eukaryotic cell
membranes by a mechanism dependent on negative surface charge linked to

glycosylated membrane proteins. Biochim. Biophys. Acta 1828, 249-259. doi:
10.1016/j.bbamem.2012.11.001

Sand, S., Oppegird, C., Ohara, S., Iijima, T., Naderi, S., Blomhoff, H., et al. (2010).
Plantaricin A, a peptide pheromone produced by Lactobacillus plantarum,
permeabilizes the cell membrane of both normal and cancerous lymphocytes
and neuronal cells. Peptides 31, 1237-1244. doi: 10.1016/j.peptides.2010.
04.010

Schlee, M., Harder, J., Koten, B., Stange, E. F., Wehkamp, J., and Fellermann, K.
(2008). Probiotic lactobacilli and VSL#3 induce enterocyte beta-defensin 2.
Clin. Exp. Immunol. 151, 528-535. doi: 10.1111/j.1365-2249.2007.03587.x

Schuijt, T. J., van der Poll, T., de Vos, W. M., and Wiersinga, W. J. (2013). The
intestinal microbiota and host immune interactions in the critically ill. Trends
Microbiol. 21, 221-229. doi: 10.1016/j.tim.2013.02.001

Simrén, M., Barbara, G., Flint, H., Spiegel, B., Spiller, R., Vanner, S., et al. (2013).
Intestinal microbiota in functional bowel disorders: a Rome foundation report.
Gut 32, 159-176. doi: 10.1136/gutjnl-2012-302167

Spadoni, I, Zagato, E., Bertocchi, A., Paolinelli, R, Hot, E., Sabatino, A. D., et al.
(2015). A gut-vascular barrier controls the systemic dissemination of bacteria.
Science 350, 830-835. doi: 10.1126/science.aad0135

Tan, S. Y., and Tatsumura, Y. (2015). Alexander Fleming (1881-1955): discoverer
of penicillin. Singapore Med. ]. 56, 366-367. doi: 10.11622/smed;j.2015105

Tao, Y., Drabik, K. A., Waypa, T. S., Musch, M. W., Alverdy, J. C., Schneewind, O.,
et al. (2006). Soluble factors from Lactobacillus GG activate MAPKs and induce
cytoprotective heat shock proteins in intestinal epithelial cells. Am. J. Physiol.
Cell Physiol. 290, C1018-C1030. doi: 10.1152/ajpcell.00131.2005

Thomsen, T. T. (2016). Peptide Antibiotics for ESKAPE Pathogens: Past, Present and
Future Perspectives of Antimicrobial Peptides for the Treatment of Serious Gram-
Negative and Gram-Positive Infections. Copenhagen: University of Copenhagen.

Truter, I. (2015). Antimicrobial prescribing in South Africa using a large pharmacy
database: a drug utilisation study. J. Infect. Dis. 30, 52-56.

Van Heel, A., Montalban-Lopez, M., and Kuipers, O. (2011). Evaluating the
feasibility of lantibiotics as an alternative therapy against bacterial infections
in humans. Expert Opin. Drug Metabol. Toxicol. 7, 675-680. doi: 10.1517/
17425255.2011.573478

van Hemert, S., Meijerink, M., Molenaar, D., Bron, P., de Vos, P., Kleerebezem, M.,
et al. (2010). Identification of Lactobacillus plantarum genes modulating
the cytokine response of human peripheral blood mononuclear cells. BMC
Microbiol. 10:293. doi: 10.1186/1471-2180-10-293

van Reenen, C. A., Dicks, L. M. T., and Chikindas, M. L. (1998). Isolation,
purification and partial characterization of plantaricin 423, a bacteriocin
produced by Lactobacillus plantarum. J. Appl. Microbiol. 84, 1131-1137. doi:
10.1046/j.1365-2672.1998.00451.x

Van Staden, A. D. (2015). In vitro and In Vivo Characterization of Amyloliquecidin,
a Novel Two-Component Lantibiotic Produced by Bacillus Amyloliquefaciens.
Ph.D. thesis, Stellenbosch University, Stellenbosch.

Van Staden, A. D., Brand, A. M., and Dicks, L. M. T. (2012). Nisin F-loaded
brushite bone cement prevented the growth of Staphylococcus aureus
in vivo. J. Appl. Microbiol. 112, 831-840. doi: 10.1111/j.1365-2672.2012.
05241.x

Van Staden, A. D., Brand, A. M., Endo, A., and Dicks, L. M. (2011). Nisin
E intraperitoneally injected, may have a stabilizing effect on the bacterial
population in the gastro-intestinal tract, as determined in a preliminary study
with mice as model. Lett. Appl. Microbiol. 53, 198-201. doi: 10.1111/j.1472-
765X.2011.03091.x

Van Staden, A. D., Heunis, T., Smith, C.,, Deane, S., and Dicks, L. M. T.
(2015). Efficacy of lantibiotic treatment of Staphylococcus aureus-induced skin
infections, monitored by in vivo bioluminescent imaging. Antimicrob. Agents
Chemother. 60, 3948-3955. doi: 10.1128/AAC.02938- 15

Van Zyl, W. (2018). Gastrointestinal Persistence of the Probiotic Bacteria
Lactobacillus plantarum 423 and Enterococcus mundtii ST4SA, and Their Anti-
listerial Activity. Ph.D. Dissertation, Stellenbosch University, Stellenbosch.

Vaucher, R., Teixeira, M., and Brandelli, A. (2010). Investigation of the cytotoxicity
of antimicrobial peptide P40 on eukaryotic cells. Curr. Microbiol. 60, 1-5. doi:
10.1007/500284-009-9490-z

Vignolo, G., Palacios, J., Farzas, M. E., Sesma, F., Schillinger, U., Holzapfel, W.,
et al. (2000). Combined effect of bacteriocins on the survival of various Listeria
species in broth and meat system. Curr. Microbiol. 41, 410-416. doi: 10.1007/
5002840010159

Frontiers in Microbiology | www.frontiersin.org

September 2018 | Volume 9 | Article 2297


https://doi.org/10.1111/j.1572-0241.2007.01780.x
https://doi.org/10.4265/bio.17.1
https://doi.org/10.1111/j.1600-0463.2010.02680.x
https://doi.org/10.1111/j.1600-0463.2010.02680.x
http://www.jpiamr.eu/wp-content/uploads/2014/12/AMR-Review-Paper-Tackling-a-crisis-for-the-health-and-wealth-of-nations_1-2.pdf
http://www.jpiamr.eu/wp-content/uploads/2014/12/AMR-Review-Paper-Tackling-a-crisis-for-the-health-and-wealth-of-nations_1-2.pdf
http://www.jpiamr.eu/wp-content/uploads/2014/12/AMR-Review-Paper-Tackling-a-crisis-for-the-health-and-wealth-of-nations_1-2.pdf
https://doi.org/10.1016/j.peptides.2011.07.004
https://doi.org/10.1155/2012/806230
https://doi.org/10.1093/jac/dkp221
https://doi.org/10.1093/jac/dkp221
https://doi.org/10.1111/j.1465-0691.2004.1007.x
https://doi.org/10.1111/j.1465-0691.2004.1007.x
https://doi.org/10.1186/1471-2180-9-63
https://doi.org/10.1186/1471-2180-9-63
https://doi.org/10.1099/jmm.0.47085-0
https://doi.org/10.1530/rep.1.00028
https://doi.org/10.1530/rep.1.00028
https://doi.org/10.1371/journal.ppat.0020018
https://doi.org/10.1053/j.gastro.2005.12.015
https://doi.org/10.1136/gut.52.7.988
https://doi.org/10.1371/journal.pone.0031113
https://doi.org/10.1371/journal.pone.0031113
https://doi.org/10.1128/AAC.00765-09
https://doi.org/10.1128/AEM.02266-08
https://doi.org/10.1016/j.bbamem.2012.11.001
https://doi.org/10.1016/j.bbamem.2012.11.001
https://doi.org/10.1016/j.peptides.2010.04.010
https://doi.org/10.1016/j.peptides.2010.04.010
https://doi.org/10.1111/j.1365-2249.2007.03587.x
https://doi.org/10.1016/j.tim.2013.02.001
https://doi.org/10.1136/gutjnl-2012-302167
https://doi.org/10.1126/science.aad0135
https://doi.org/10.11622/smedj.2015105
https://doi.org/10.1152/ajpcell.00131.2005
https://doi.org/10.1517/17425255.2011.573478
https://doi.org/10.1517/17425255.2011.573478
https://doi.org/10.1186/1471-2180-10-293
https://doi.org/10.1046/j.1365-2672.1998.00451.x
https://doi.org/10.1046/j.1365-2672.1998.00451.x
https://doi.org/10.1111/j.1365-2672.2012.05241.x
https://doi.org/10.1111/j.1365-2672.2012.05241.x
https://doi.org/10.1111/j.1472-765X.2011.03091.x
https://doi.org/10.1111/j.1472-765X.2011.03091.x
https://doi.org/10.1128/AAC.02938-15
https://doi.org/10.1007/s00284-009-9490-z
https://doi.org/10.1007/s00284-009-9490-z
https://doi.org/10.1007/s002840010159
https://doi.org/10.1007/s002840010159
https://www.frontiersin.org/journals/microbiology/
https://www.frontiersin.org/
https://www.frontiersin.org/journals/microbiology#articles

Dicks et al.

Bacteriocins and the Gut-Blood Barrier?

Wang, Y., and Kasper, L. H. (2014). The role of microbiome in central nervous
system disorders. Brain Behav. Immun. 38, 1-12. doi: 10.1016/j.bbi.2013.
12.015

Yan, F., Cao, H., Cover, T. L., Whitehead, R., Washington, M. K., and Polk,
D. B. (2007). Soluble proteins produced by probiotic bacteria regulate intestinal
epithelial cell survival and growth. Gastroenterology 132, 562-575. doi: 10.1053/
j.gastro.2006.11.022

Zawrotniak, M., and Rapala-Kozik, M. (2013). Neutrophil extracellular
traps (NETs)- formation and implications. Acta Biochim. Pol. 60,
277-284.

Zelezetsky, 1., and Tossi, A. (2006). Alpha-helical antimicrobial peptides—
using a sequence template to guide structure-activity relationship studies.
Biochim. Biophys. Acta 1758, 1436-1449. doi: 10.1016/j.bbamem.2006.
03.021

Zhao, M. (2011). Lantibiotics as probes for phosphatidylethanolamine. Amino
Acids 41, 1071-1079. doi: 10.1007/s00726-009-0386-9

Conflict of Interest Statement: The authors declare that the research was
conducted in the absence of any commercial or financial relationships that could
be construed as a potential conflict of interest.

Copyright © 2018 Dicks, Dreyet, Smith and van Staden. This is an open-access article
distributed under the terms of the Creative Commons Attribution License (CC BY).
The use, distribution or reproduction in other forums is permitted, provided the
original author(s) and the copyright owner(s) are credited and that the original
publication in this journal is cited, in accordance with accepted academic practice.
No use, distribution or reproduction is permitted which does not comply with these
terms.

Frontiers in Microbiology | www.frontiersin.org

14 September 2018 | Volume 9 | Article 2297


https://doi.org/10.1016/j.bbi.2013.12.015
https://doi.org/10.1016/j.bbi.2013.12.015
https://doi.org/10.1053/j.gastro.2006.11.022
https://doi.org/10.1053/j.gastro.2006.11.022
https://doi.org/10.1016/j.bbamem.2006.03.021
https://doi.org/10.1016/j.bbamem.2006.03.021
https://doi.org/10.1007/s00726-009-0386-9
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
https://www.frontiersin.org/journals/microbiology/
https://www.frontiersin.org/
https://www.frontiersin.org/journals/microbiology#articles

	A Review: The Fate of Bacteriocins in the Human Gastro-Intestinal Tract: Do They Cross the Gut–Blood Barrier?
	Introduction
	From Food Preservatives to Infection Fighters
	The Need for Alternative Antimicrobials
	Structure of the Gut-Blood Barrier
	The Effect of Gut Microbiota on Gbb Integrity
	Evidence in Support of Bacteriocins Crossing the Gbb
	Potential Effects of Bacteriocins Across the Gbb
	Conclusion
	Author Contributions
	Funding
	References


