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Abstract
Infectious diseases are the leading causes of death worldwide. The development of efficient and
low cost prophylactics to prevent pathogenic infection is given high priority in the twenty-first
century. Commensal bacteria are largely seen as harmless and can survive symbiotically (in many
cases) in niches throughout the human body. Advances in genetic engineering and understanding
of pathogenesis have revealed many potential strategies to develop engineered bacteria for
prophylaxis purposes: including live vaccines and anti-infective agents. In this review we discuss
recent advances and potentialities of prophylaxis with engineered bacteria.

Introduction
Over the past 10 years, there has been an increased emphasis on understanding the important
relationship between human-associated microbial communities and the development of
disease. The great variability in microbiota populating a single human is derived from a
complex product of biological processes, environmental factors and socio-cultural practices.
Human-associated microbiomes have been massively characterized through the Human
Microbiome Project (HMP) [1–3] by the National Institutes of health and International
Human Microbiome Consortium (IHMC). The advancement of metagenomics [4,5] and
high-throughput sequencing technologies has expanded the repository of taxonomic and
functional human microbiome data. With the increase in available information about which
bacterial strains exist cooperatively with humans, there has been interest in harnessing
commensal strains to combat potentially pathogenic ones. Commensal bacteria s status as
“tolerated” by the host provides an opportunity to prevent infection at the bacterial level [6]
without removing helpful strains from the system [7].
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Features of commensal bacteria
There are trillions of commensal bacterial cells, which outnumber human cells by a factor of
10 [8• •]. Most commensal bacteria live at the mucosal surface of the gastrointestinal,
urogenital, oral and respiratory tract (Figure 1). The greatest numbers are found in the
digestive tract. They interact with host metabolism, produce metabolites for host physiology
and facilitate immune system development. In particular, they act as the first line of defense
against most pathogenic infections [9]. In order to populate their niche continually,
commensal bacteria must adhere (usually to mucosal surfaces) and outcompete other
organisms for available nutrients [10].

Advantages of using commensal bacteria as delivery systems
Their ability to colonize the same mucosal surfaces targeted by pathogens has led to
research exploring the use of commensal bacteria as delivery systems for various
compounds aimed at lowering the risk of infection. Commensals are resistant to gastric and
bile acid toxicity, hence they can survive and bypass primary host defenses[11,12].
Introduction of engineered commensal bacteria under circumstances in which they normally
colonize would allow them to take up residence within the host and provide longer term
protection [9,10]. Some commensal strains (including several lactobacillus subspecies) are
generally regarded as safe (GRAS) by the Food and Drug Administration (FDA) and fulfill
the criteria of presumed safety developed by European Food Safety Authority [12 ]. With
advancements in molecular biology that make transformation of many commensal strains
simple and inexpensive combined with genomic profiles that make them well-characterized,
the library of potential recombinant approaches using commensal bacteria has grown
tremendously over the last 5 years [12 ]. An example can be seen in expression systems that
incorporate different antibody fragments into the attB site of lactobacillus strains, making
the expression of these fragments in vivo routine [13]. There have been a number of detailed
reviews focusing on the field of using recombinant lactic acid bacteria (LAB) as mucosal
biotherapeutic agents [11,14–16]. The aim of this review is to update this information and
expand the topic area to include other strains of bacteria being used as prophylactics against
infection or colonization.

Engineering strategies targeting bacterial infection
Interfering with the regulation of virulence expression

To adapt to different hosts and environments, many pathogenic bacteria sense signals from
their own species, other bacteria or surrounding environments and respond by regulating
genes to activate virulence traits. Some extra cellular signals that accumulate when colony
density is high mediate colony-wide coordinated behavior known as quorum sensing (QS)
[17]. QS systems have been implicated in several virulence control pathways, thus making
interruption of QS pathways an attractive target for disease prevention. This strategy carries
the added benefit of targeting signaling networks of bacteria rather than their viability,
which may reduce antibiotic resistance.

A recent application of this principle was demonstrated by engineering a commensal
Escherichia coli strain to inhibit virulence of Vibrio cholerae, the causative pathogen for the
diarrheal disease cholera [18• •]. V. cholerae cells can sense their population density by
releasing cholera autoinducer (CAI-1) and autoinducer 2 (AI-2) that accumulate in the
population as it grows in the upper intestine. At high cell density, V. cholerae detect high
concentrations of CAI-1 and AI-2 that lead to repression of virulence factors. To prevent
cholerae infection, an E. coli strain naturally producing AI-2 was engineered to express
CAI-1 and evaluated in an infant mouse model fed with V. cholerae (Figure 2). Treatment of
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mice with engineered E. coli significantly decreased V. cholerae colonization in the intestine
and effectively prevented disease, without killing the invading organism. In another study, a
“nanofactory” composed of multifunctional molecules was engineered to target the QS
networks of bacteria [19]. The nanofactory comprises two major modules: an antibody that
selectively target bacteria and bind to their cell surfaces, and a fusion protein synthesizing
the universal bacterial signal AI-2 when bound to the targeted bacterium. This devise
provides a highly precise way to interfere with QS systems in pathogens such as V. cholerae
and Bacillus cereus.

Bacteriocin producing system
In other work that took advantage of a pathogens QS system, commensal E. coli was
engineered to detect signals from a pathogen and to produce an antimicrobial peptide, a
bacteriocin, upon detection [20• •]. Specifically, Pseudomonas aeruginosa has a LasI/LasR
system: LasI produces 3-oxo-C12 homoserine lactone (HSL) to activate LasR that leads to
the expression of virulence factors. Based on this QS mechanism, Saeidi et al. engineered an
E. coli strain with three vital components targeting P. aeruginosa: a sensing device
expressing LasR to detect 3-oxo-HSL, a synthesis device encoding the bacteriocin pyocin S5
under control of the luxR promoter, and a discharge device encoding E7 lysis protein to
release pyocin S5. When P. aeruginosa was co-cultured with the engineered E. coli at a ratio
of 1:4, their growth and biofilm formation was inhibited by 99% and 90%, respectively,
demonstrating the utility of harnessing bacterial sensing and producing capabilities against
pathogens.

Targeting toxins or adhesions
Bacterial adhesion, toxin formation or secretion systems can be potential targets for
therapeutics as they are all equally important for establishing infection [21]. Paton et al.
have engineered E. coli strains producing chimeric surface lipopolysaccharides that are
capable of neutralizing, on contact, shiga-toxin secreted by pathogenic E. coli or cholera
toxin secreted by V. cholerae in vivo [22,23]. Probiotic lactic acid bacteria (LAB) have been
engineered to secrete either pathogenic adhesion proteins or flagellin in order to
competitively inhibit adhesion of pathogens such as Listeria monocytogenes or Salmonella
enterica [24,25]. These studies aimed to engineer commensal bacteria to outcompete for
valuable surface space in the host s intestine, forcing pathogens to pass through the
gastrointestinal tract without detrimental effects. Although in vitro tests showed promising
results, equipping probiotic strains with the ability to strongly adhere to epithelium may
impose the risk of causing an enteric inflammatory responses [26].

Antigen development
Attenuated pathogens or LAB have been engineered to function as vaccine delivery vehicles
against pathogens including Yersinia pseudotuberculosis [27], Salmonella Typhimurium
[28,29], and Pneumococcal nasopharyngeal [30,31]. One particular study by Mohamadzadeh
et al. showed that a recombinant LAB vaccine could be as effective as a traditional injected
vaccine in an animal model [32•]. In this study, oral administration of mice with
Lactobacillus acidophilus secreting dendritic cell-targeted antigens afforded equal protection
against lethal Bacillus anthracis as traditional antigens injected with alum. By enhancing the
expression of this antigen in L. gasseri, 100% protection of mice against anthrax was
achieved [33]. These studies demonstrated great potential to apply LAB vaccines in a more
clinically relevant setting.
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Engineering strategies targeting virus infection
Target on virus-host fusion site

Prophylactic engineered bacteria have been used to colonize the urogenital tract and secret
therapeutic agents that target specific viruses [34]. Most recently, Lactobacillus jensenii was
engineered by Lageneur et al [35• •] to secrete cyanovirin-N (CV-N) and tested in a
repetitive vaginal simian HIV-challenged Chinese rhesus macaque model [36]. This strain
colonized the lower vaginal tract for up to 6 weeks and produced CV-N in situ without
observable inflammatory responses compared to the controls. The infection rate was reduced
by 62.9% in the monkeys colonized by L. jensenii when compared to the control population
[35]. An important aspect of this approach was the use of L. jensenii, which naturally
colonizes the vaginal wall of human women and may therefore be more effective in humans
than it was in monkeys. It should be noted that there are differences between simian and
human HIV; however, this approach still holds promise in that changes to L. jensenii (that
could include modified CV-N) would be relatively simple to engineer provided they were
needed or available.

It is sometimes necessary or advantageous to design vaccines against heterologous viral
challenge. RANTES ( Regulated upon Activation, Normal T-cell Expressed, and Secreted)
and C1C5 RANTES belong to members of chemokines that recognize HIV-1 receptor
protein, such as CCR5 [37•]. When co-cultured with CD4+ T cells and macrophages,
engineered L. jensenii synthesizing both RANTES and C1C5 RANTES minimized infection
by different clades of HIV strains. While RANTES was effective in co-culture models, it is
expected that its degradation in vivo would limit its efficacy. Recombinant Caulobacter
crescentus was also shown to neutralize HIV infection, in this case by surface displaying
antibody proteins that block the fusion between HIV and its host [38,39].

Antigen development—Lei and coworkers developed a recombinant Lactococcuslactis-
hemagglutinin (HA) vaccine against influenza H5N1 in the form of edible enteric-coated
mini capsules. 5/5 mice that were fed with capsule-secreted-HA were found to survive after
14 days [40]. Furthermore, the same group engineered L. lactis by combining recombinant
avian influenza virus HA1 and adjuvant cholera toxin subunit-B. Elevated levels of IgG,
IFN gamma and fecal IgA were observed after 10 days and 100% protection was provided to
mice treated with HA1 and CTB after a lethal H5N1 virus challenge [41].

Challenges and future perspectives
That recombinant commensal bacterial prevention of disease is in its infancy can be seen by
the relatively low number of preclinical studies in animal models reported in the literature
[42]. It is clear that there are several challenges to overcome before this approach is more
commonplace. First, an engineered bacterial strain needs to be introduced into its host
without compromising the activity and integrity of either the bacteria or the host. Optimally,
the prophylactic system will be engineered to only target infectious agents, and it can be re-
introduced or eliminated as needed. However, the complex nature of commensal microbial
communities in the human body makes it very difficult to predict long term behavior of
engineered cells [43]. Their ability to occupy a niche at an effective density is as important
as their engineered functionality. In addition, it is possible that the prophylactic system
might produce other signals that may impair microbial homeostasis within host, possibly
resulting in unintended shifts in enteric ecology. Furthermore, there is a risk of horizontal
gene transfer between both bacteria in the intestine and between bacteria and intestinal
epithelial cells. Biocontainment strategies should be developed to reduce dissemination of
recombinant strains into the environment [44]. Lastly, it is unclear that whether these
therapeutic systems will engender any evolutionary pressure on the target pathogens in the
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long run. In order to address such challenges, greater understanding of the complex
relationships between host, symbiotic microbes, and invading pathogens is needed.
Continued insight into bacterial pathogenesis in humans will provide potential targets for
new antimicrobial agents [45,46]. Rational design of therapeutics might possibly benefit
from progress in synthetic biology, which aims to facilitate construction of more
complicated, clinically applicable circuits in commensal bacteria [47,48].

Conclusion
Currently there is a compelling need to develop new therapeutics against infectious disease
due to pathogenic resistance to antibiotics and a lack of efficacious vaccines. The advantage
of using commensal bacteria to address these problems lies mainly in their protected niche
within the human body. An important step towards utilizing the advantages afforded by
commensal bacteria is the demonstration of their protective efficacy in animal models
(Table 1). Engineered therapeutic and prophylactic commensal bacteria have great potential
to be a clinical reality in the near future.
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Highlights

• Advantages of using commensal bacteria as delivery systems.

• Different strategies were used to engineer commensal bacteria to target bacterial
or viral infection through inhibiting virulence expression, producing
bacteriocins, neutralizing toxins, preventing adhesion, blocking fusion sites, and
enhancing the immune response of host cells.

• Current challenges and its future perspectives were also discussed.

Goh et al. Page 9

Curr Opin Biotechnol. Author manuscript; available in PMC 2013 December 01.

$w
aterm

ark-text
$w

aterm
ark-text

$w
aterm

ark-text



Figure 1.
Body sights sampled by the Human Microbiome Project. Engineered commensal bacteria
are typically targeted to the respiratory system, gastrointestinal tract and urogenital tract
(yellow box).
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Figure 2.
(A) Schematic diagram of how commensal bacteria can be used to speed up infection cycles
of V.cholerae. At low cell density, V.cholerae secrete cholera toxin (CT) and toxin
coregulated pilus (TCP), which facilitate host ionic imbalance and V. cholerae attachment to
host epithelia (red cells), respectively. At high cell density, high concentration of cholerae
autoinducer-1 (CAI-1) and autoinducer-2 (AI-2) are present within the colonization site. The
virulence genes are turned off by the QS circuit and VC discontinue expressing CT and
TCP. V. cholerae detaches and leaves the infected host through the massive efflux of fluid.
(B) Engineered commensal bacteria can serve as a prophylactic against cholera by
expressing the V. cholerae autoinducers. Excess CAI-1 and AI-2 imitate the high cell
density scenario and signal invading V. cholerae to leave the gut before causing damage to
the host cells.
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