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ABSTRACT: The problem of antibiotic resistance is on the rise, with multidrug-resistant
strains emerging even to the last resort antibiotics. The drug discovery process is often
stalled by stringent cut-offs required for effective drug design. In such a scenario, it is
prudent to delve into the varying mechanisms of resistance to existing antibiotics and target
them to improve antibiotic efficacy. Nonantibiotic compounds called antibiotic adjuvants
which target bacterial resistance can be used in combination with obsolete drugs for an
improved therapeutic regime. The field of “antibiotic adjuvants” has gained significant
traction in recent years where mechanisms other than β-lactamase inhibition have been
explored. This review discusses the multitude of acquired and inherent resistance
mechanisms employed by bacteria to resist antibiotic action. The major focus of this
review is how to target these resistance mechanisms by the use of antibiotic adjuvants.
Different types of direct acting and indirect resistance breakers are discussed including
enzyme inhibitors, efflux pump inhibitors, inhibitors of teichoic acid synthesis, and other
cellular processes. The multifaceted class of membrane-targeting compounds with poly pharmacological effects and the potential of
host immune-modulating compounds have also been reviewed. We conclude with providing insights about the existing challenges
preventing clinical translation of different classes of adjuvants, especially membrane-perturbing compounds, and a framework about
the possible directions which can be pursued to fill this gap. Antibiotic−adjuvant combinatorial therapy indeed has immense
potential to be used as an upcoming orthogonal strategy to conventional antibiotic discovery.

1. INTRODUCTION
Infectious diseases are one of the greatest threats for public
health worldwide with extensive economic pressure on global
healthcare.1−3 Antimicrobial resistance (AMR) has further
worsened the existing problem. According to a recent report
on antimicrobial resistance, about 0.7 million deaths are caused
by AMR annually, and this number is expected to increase to
10 million by 2050.3 This would put a huge burden on the
global healthcare costs.3 Even after the development of the
Global Antimicrobial Resistance Surveillance System (GLASS)
in 2015, lower respiratory tract infections and diarrheal
infections constituted the top ten global causes of deaths in
2019, collectively leading to 4 million deaths.4 In 2020, high
levels of resistance in a number of serious bacterial infections
were observed worldwide. This was prevalent in many Gram-
negative pathogens.5 Among these, Acinetobacter baumannii,
Pseudomonas aeruginosa, and extended spectrum β-lactamase-
producing Enterobacteriaceae constitute critical priority
pathogens according to a priority list released by the World
Health Organization (WHO) in 2017.6 This implies that
bacterial resistance causes a significant burden to global
healthcare, and it is imperative to invest in multifaceted and
versatile strategies to target these resistant bacteria. In order to
achieve this, the mechanisms of action of antibiotics and

resistance development in bacteria (Figure 1) must be
understood in detail.

The search for new antibacterial compounds through various
screens and modifications of the existing antibiotic scaffolds
has led to the approval of a few new antibiotics in recent
years.7 Even though the number of antibiotics approved has
increased slightly over the last 5 years, it is still not enough to
combat the growing problem of antimicrobial resistance.
Identification of novel druggable targets and new classes of
antibacterial compounds through whole-cell-based phenotypic,
target-based, or genetic screens is a lengthy and economically
expensive process with many difficulties including the
rediscovery of existing compounds.8 Therefore, the scientific
community has started investing in rehabilitation and
repurposing of existing antibiotics and drugs through
“Combination therapy” of two or more chemical entities.
“Combination therapy” is inspired from the prescription of a
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“combination of drugs” which started as early as the 1950s
without much knowledge about mechanistic insights.8 The
antibiotic pipeline is quite leaky with many existing antibiotics
becoming obsolete due to the increasing mechanisms of
bacterial resistance. Moreover, there are quite a number of
approved drugs which can be repurposed to treat bacteria for
which they are not conventionally prescribed. We are aware of
the smart resistance mechanisms employed by bacteria to
various antibiotics. These inherent, acquired, or phenotypic
resistance elements can be targeted to increase the activity of
an existing drug against different species of bacteria.

It is wise to recycle the current antibiotic arsenal by targeting
specific mechanisms of resistance and overcoming them rather
than investing in random semisynthetic modifications of
existing drugs. The structural and mechanistic insight obtained
from physical combinations of compounds can then be utilized
to design rational semisynthetic modifications. This would lead
to a more streamlined approach toward antibiotic develop-
ment. In addition to the combinations of two active
compounds, another interesting class of combinations are
combinations comprising of an antibiotic and a nonantibiotic
molecule which just targets the mechanism of resistance to the
said antibiotic, indirect resistance elements, or nonessential
pathways which are important for resistance. Such a
combination would end the redundancy of an obsolete
antibiotic by making it useful to treat multidrug-resistant
strains of bacteria. An example of this is β-lactam/β-lactamase
inhibitor combinations which are clinically approved, and
many of them are in clinical trials. Looking at the success of
these combinations, it is pertinent to look at other mechanisms
of resistance which can be targeted by such compounds to
revive the efficacy of existing antibiotics. These compounds
with little or no antibiotic activity can be described as
“antibiotic adjuvants”. Antibiotic adjuvants can be judiciously
used with existing antibiotics by targeting active or passive
elements of resistance in bacteria.

This review is an attempt to assemble the known types of
antibiotic adjuvants and classify them on the basis of the

resistance element targeted. To begin with, this review talks
briefly about the various mechanisms of resistance seen in
bacteria which gives a background of the vast knowledge about
bacterial resistance that can be exploited to develop antibiotic
adjuvants (Figure 1). The subsequent sections discuss how
different mechanisms of resistance can be targeted using
antibiotic adjuvants to reinforce the efficacy of existing classes
of antibiotics. Different types of antibiotic adjuvants with
sufficient examples from every type have been focused upon.
Based on the understanding of existing adjuvants in clinics and
those under development, the review concludes with focused
directions which can be explored for accelerating the upcoming
research in the field of antibiotic adjuvants. As members of
only one type of adjuvants are currently approved, the gaps in
the development of other types of adjuvants are highlighted,
and directions to be undertaken to fill these gaps have been
discussed.

2. ACQUIRED MECHANISMS OF RESISTANCE IN
BACTERIA

Ever since the discovery of antibiotics, evolutionary strategies
to evade them have been employed by bacteria. These
strategies used by bacteria for evading antibiotic-mediated
toxic effects have significant diversity. We have attempted to
provide a short summary of some of the important examples of
resistance mechanisms in the following section.
2.1. Prevention of Access to the Target. 2.1.1. Reduced

Permeability. The antibacterial activity of antibiotics with
intracellular targets is strongly dependent on the ability of the
antibiotic to permeate through the cell envelope and reach its
target. In the case of Gram-positive bacteria, the cell membrane
has to be permeabilized. In Gram-negative bacteria, there is an
additional outer membrane which needs to be breached to
reach the periplasm and inner plasma membrane. It has been
observed that Gram-negative pathogens are intrinsically less
permeable to many antibiotics than Gram-positive species
because their outer membrane acts as a permeability barrier
(Figure 1).9 Antibiotics that are hydrophilic diffuse via

Figure 1. Mechanisms of resistance towards antibiotics. Created using BioRender.com.
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channel-like outer membrane porin proteins to cross the
membrane.10 Additionally, only those antibiotics which have a
smaller hydrated size than the porin channel can diffuse
through. This rules out large hydrophilic drugs such as the
glycopeptide vancomycin from porin-mediated transport,
explaining the inherent resistance of Gram-negative bacteria
to vancomycin.11

The channel-like porin proteins OmpF and OmpC, present
in the outer membrane of Escherichia coli, which are important
porins in most Enterobacteriaceae, are assumed to serve as
nonspecific channels, with no selectivity for antibiotic binding.
Therefore, porin downregulation or porin substitution with
more selective channels can reduce the antibiotic permeation
through the lipopolysaccharide (LPS)-containing outer mem-
brane. This porin downregulation has been reported as a
prevalent resistance mechanism in Gram-negative bacteria.12

Recent research has nevertheless demonstrated that reduction
in porin expression significantly contributes to resistance to
newer medications like carbapenems and cephalosporins
(along with the resistance mediated by enzymatic degrada-
tion), in Enterobacteriaceae. For instance, in Enterobacter-
iaceae, mutant porin alleles or reduced porin production can
result in clinically meaningful resistance to carbapenems even
in the absence of carbapenemase production.13 The fast
buildup of mutations in the porin genes, particularly in E. coli
and Enterobacter spp. following carbapenem treatment,
demonstrates the selection pressure that carbapenems exert
toward the emergence of mutations in porin and porin
regulatory genes. Additionally, clonal lineages that have led to
worldwide outbreaks of illness have been linked to Klebsiella
pneumoniae isolates that express porin variations.14

2.1.2. Increased Efflux. Bacterial efflux pumps play a
significant role in the inherent resistance of Gram-negative
bacterial pathogens to many of the medications commonly
employed to treat Gram-positive bacterial illnesses. They
actively transfer numerous medicines out of the cell. Efflux
pumps can confer significant degrees of resistance to previously
therapeutically effective antibiotics when they are overex-
pressed (Figure 1).15 The term “multidrug resistance” (MDR)
efflux pumps refers to efflux pumps that transport a variety of
structurally different substrates. Some efflux pumps, such as
Tet pumps, have a narrow substrate specificity. All bacteria
have MDR efflux pumps, which have been thoroughly
researched, and new pumps that export drugs are continuously
being described. These have included KexD (K. pneumoniae),
FuaABC (Stenotrophomonas maltophilia), MdeA (Streptococcus
mutans), and LmrS (Staphylococcus aureus) within the last two
years.15 All bacteria have several MDR efflux pump genes on
their chromosomes; however, some of these genes have been
mobilized or placed on plasmids that can move from one
bacterium to another.16 Recently, it was discovered that a
Citrobacter f reundii strain possessed an Inc.H1 plasmid bearing
the New Delhi metallo-β-lactamase 1 (NDM-1) gene as well as
the genes coding for the resistance nodulation division (RND)
type efflux pump.17 This is a concerning result since it
demonstrates how quickly other pathogenic bacteria could
acquire this resistance mechanism through transmission.

The most well-studied MDR efflux transporters are members
of the RND family, which is present in Gram-negative bacteria.
RND pumps have the ability to extrude various drugs out of
the cell to a clinically relevant extent and export a broad range
of substrates when overexpressed. Examples that have
undergone extensive research include P. aeruginosa MexB and

the AcrB efflux pump in E. coli. RND pumps, like AcrB, are
homotrimers that live in the inner membrane and form a
tripartite complex with an outer-membrane channel, like TolC
or OprM, and a periplasmic adaptor protein, like AcrA or
MexA.18 The knowledge of these efflux pumps’ structure and
operation has advanced significantly. Owing to the efforts of
scientists from diverse fields such as chemistry, microbiology,
molecular biology, and structural biology, the structure and
function of these efflux pumps are better understood.

The overexpression of many of these efflux pumps is of
considerable importance, as that can dictate the extent of
resistance to the antibiotic. Local regulators, which are
encoded along with the efflux-pump genes, and global
regulators, which have broader biological functions, regulate
the transcription of the genes that code for these efflux pumps.
Transcription factors from the AraC-XylS family are global
regulators. Due to the enhanced production of transcription
factors like MarA, RamA, SoxS, or Rob in Enterobacteriaceae,
there is a proportional enhancement in the extent of
production of efflux pumps along with repression of porin
proteins, effectively conferring multidrug resistance.19

2.2. Target Modification by Mutation. Most antibiotics
have high affinity specific bindings to certain target proteins,
preventing the protein’s usual activity. Resistance can be
conferred by altering the target’s structure in a way that
prevents effective antibiotic binding while preserving the
target’s ability to function normally (Figure 1). There are
frequently varying populations of pathogens present during an
infection, and if a point mutation conferring antibiotic
resistance arises, strains carrying this mutation may then be
selected and spread quickly. Usually, in the bacterial genome,
there are multiple copies of the genes that encode the targets of
some antibiotics; for instance, the 23S rRNA ribosomal
subunit of Gram-positive bacteria, which is encoded by
multiple, identical copies of its gene, is the target of linezolid.
In S. pneumoniae and S. aureus, the use of linezolid has selected
for resistance through mutation in one of these copies,
followed by high-frequency recombination between homolo-
gous alleles, which quickly produces a population weighted in
favor of carrying the mutant allele.20 What is more alarming is
that all of this has happened in a short span of time, with
antibiotic approval and clinical resistance being separated by
less than a decade.

Another illustration of the utilization of alternate enzymes
for carrying out the bacterial biosynthesis process is the
acquisition of a gene homologous to the antibiotic target
enzyme, as seen in methicillin-resistant S. aureus (MRSA),
where the staphylococcal cassette chromosome mec
(SCCmec) element is acquired to confer methicillin
resistance.21 This contains the mecA gene, which codes for
the protein PBP2a that is β-lactam insensitive and allows cell
wall biosynthesis to proceed despite the native PBP being
inhibited by the antibiotic. Different Staphylococcus species
have been found to contain a large number of SCCmec
elements, and there is proof that the mecA allele has been
transmitted numerous times.22 It was once believed that the
distinguishing feature of MRSA was the presence of an
SCCmec element containing mecA.23 Alternatively, by altering
target proteins and creating “mosaic” genes, transformation, or
the transfer of genetic material from the environment, can
confer antibiotic resistance. Penicillin resistance in S. pneumo-
niae, which is brought on by mosaic penicillin-binding protein
(pbp) genes encoding penicillin-insensitive enzymes, is the
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classic example of this. By recombining DNA from
Streptococcus mitis, a closely related bacterium, these mosaic
alleles were created. High levels of resistance to extended-
spectrum cephalosporins have also been associated with such
mosaicism in the PBP-encoding penA gene of Neisseria
gonorrhoeae.24 N. gonorrhoeae has emerged as a formidable
clinical challenge, owing to the emergence of pan-resistant
isolates, followed by a loss of efficacy of ceftriaxone (third-
generation cephalosporin). N. gonorrhoeae causes gonorrhea
which is the second most prevalent bacterial sexually
transmitted infection worldwide. This pathogen has evolved
into a true superbug and displayed a high level of resistance to
ceftriaxone, which is the last remaining option for the first-line
treatment.25 New antimicrobial strategies to target this
bacterium are urgently required.
2.3. Hydrolysis of Antibiotics. Since the first use of

antibiotics and the 1940 discovery of penicillinase (β-
lactamase), the enzyme-catalyzed modification of antibiotics
has been a significant mechanism of antibiotic resistance. Since
then, tens of thousands of enzymes have been discovered that
can break down and alter various classes of antibiotics,
including β-lactams, chloramphenicol, aminoglycosides, and
macrolides (Figure 1). Additionally, there are other groups of
enzymes that can break down various antibiotics that belong to
the same class. For instance, a wide variety of β-lactamases can
break down β-lactam antibiotics, including penicillins,
cephalosporins, clavams, carbapenems, and monobactams.26

The emergence of hydrolytic enzymes with modified activity
spectra reflects the effect of expanded antibiotic classes.
Extended-spectrum β-lactamases (ESBLs), which can hydro-
lyze oxyimino-cephalosporins, emerged after the early β-
lactamases, targeting first-generation β-lactams. K. pneumoniae,
E. coli, P. aeruginosa, and A. baumannii are examples of Gram-
negative bacteria that carry a variety of ESBLs and
carbapenemases, including imipenemases (IMP), Verona
integron encoded metallo β-lactamase (VIM), oxacillinases
(OXA), and NDM enzymes.27 This has serious implications in
the clinical treatment of severe infections. Increased rates of
resistance have been seen in some situations as a result of the
growth of resistant bacterial clones, whereas in other situations,
the spread of plasmids containing resistance genes has been
significant. Regardless of the mechanism, the consistent trait
has been the fast spread of various resistance elements, through
different bacterial species, in a relatively small period of time.

The CTX-M genes (encoding ESBLs, which have stronger
anti-cefotaxime activity than other oxyimino β-lactams) have
hundreds of variations. The most frequently isolated ESBLs
globally, particularly in isolates of cephalosporin-resistant K.
pneumoniae and E. coli, are the CTX-M14 and CTX-M15
enzymes. While CTX-M15-producing E. coli strains are widely
distributed among patients, K. pneumoniae isolates bearing the
enzyme are mostly a hospital-associated issue.28 Over the past
ten years, the clinical prescription of carbapenem antibiotics
has increased due to the rise in the number of bacteria
containing ESBL genes. As a result, there are currently more
clinical isolates containing β-lactamases with carbapenem-
hydrolyzing activity (known as carbapenemases). Members of
classes A, B, and D β-lactamases are the majority of
carbapenemases. The ability of these enzymes to inactivate a
variety of β-lactams, such as carbapenems and extended-
spectrum cephalosporins, is their defining characteristic.29

Many carbapenemases, despite being initially discovered on

the chromosomes of a single species, have now been described
in different species of Enterobacteriaceae.

The kpc and ndm genes serve as examples of the various
ways carbapenemases have propagated. Several Enterobacter-
iaceae have been characterized since KPC (a serine
carbapenemase) was initially discovered in K. pneumoniae in
1996.15 The kpc gene is plasmid-borne and connected to the
ST258 dominant clone of K. pneumoniae, which produces KPC
and is widespread throughout the world. There are several
variations of the kpc gene, distinguished by single-amino-acid
substitutions (albeit with similar hydrolytic activity); KPC2-
and KPC3-producing strains have led to outbreaks in the US,
Greece, the UK, and Israel. The NDM enzyme, one of the
most widely distributed carbapenemases, was initially discov-
ered in India in 2009 and is now present in many Gram-
negative bacteria, including A. baumannii, K. pneumoniae, and
E. coli.15 Except for aztreonam, NDM provides resistance to all
β-lactams. NDM-producing strains have been discovered in a
variety of species; the genes are both on the host chromosome
and on plasmids, and they can frequently switch between the
two.27 Epidemiological studies initially connected illnesses with
bacteria that carry NDM to the Middle East, the Balkan
republics, and the Indian subcontinent. However, according to
recent accounts, outbreaks have happened and persisted in
other parts of the world.

Apart from the above-mentioned ones, for certain antibiotics
such as fluoroquinolones, resistance is also observed due to
other factors which hamper binding to the target protein. For
cationic membrane-targeting antibiotics like colistin, resistance
can happen due to chemical modification of surface
components (such as LPS) of bacteria, resulting in a change
in overall charge from anionic to zwitterionic. Recent reports
also suggest that Gram-negative bacteria can tolerate many
membrane-active antimicrobials by overproduction of the
outer membrane vesicles. There are many such miscellaneous
mechanisms of resistance to different classes of antibiotics.
While this topic is not the focus of the review, the reader is
encouraged to refer to already published comprehensive
reviews and perspectives which cover this topic in its
entirety.15,18,30

3. ANTIBIOTIC ADJUVANTS
Multiple target engagement can be achieved in principle by the
“physical combination” of distinct compounds. Therapeutic
success has been attained in combination therapy for HIV,31

cancer,32 cardiovascular diseases,33 and also antibacterial
strategies. Combination therapy was developed soon after
the discovery of antibiotics, without having much knowledge
about the molecular mechanisms of action. By the mid-1950s,
>60 combinations were known (two-component or higher
order). Early combinations of antibiotics increased efficacy.
Examples include streptomycin and penicillin, trimethoprim,
and sulfonamides.34,35 The importance of combination therapy
to treat tuberculosis and leprosy was identified in the 1950s
and 1960s, respectively.36 Such combinations remain in use
today as they are backed by mechanistic and clinical data.
Antibiotic combinations are employed according to need and
experience in clinical settings. Synercid is an antibacterial agent
for intravenous administration which consists of quinupristin
and dalfopristin in the ratio of 30:70 (w/w).37,38 Apart from
these, empirical antibiotic combinations are common in clinical
practice.39
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When it comes to combination therapies involving a
nonantibiotic, β-lactam/β-lactamase combinations are the

only fixed-dose antibacterial drug combinations which are
approved. With respect to antibacterial therapies, the “adjuvant

Figure 2. Mechanisms by which different types of adjuvants can potentiate antibiotics. Created using BioRender.com.

Figure 3. Identifying potent antibiotic adjuvants. (A) Chequerboards to assess potentiating ability for potential antibiotic adjuvants. (B)
Isobologram to assess synergistic, additive, or antagonistic interactions between two compounds. (C) Parameters for assessing antibiotic adjuvants.
(B) is partially created using BioRender.com.
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therapy” holds promise, but currently it is narrowly explored.
Thus, it is imperative to reassess “antibacterial monotherapy”
and explore the use of nonantibiotic adjuvants to diminish the
emergence of antibiotic resistance. Hereafter, antibiotic
adjuvants (compounds that potentiate the activities of
antibiotics) will be focused upon.

Antibiotic adjuvants are defined as compounds which
potentiate the activity of existing antibiotics by minimizing
or directly blocking the mechanisms of resistance to them.40

The idea for antibiotic adjuvants comes from successful
combinations of two or more antibiotics (congruous
combinations) in clinic.8,41,42 These have been used empiri-
cally to achieve synergy, increase the spectrum of activity, and
overcome resistance. In contrast to the conventional antibiotic
combinations, antibiotic adjuvants exhibit no or little
antimicrobial activity alone. Based on the target profile of
antibiotic adjuvants, they can be broadly classified as direct,
indirect, and host-modulating resistance breakers. Antibiotic
adjuvants target different active and passive resistance
mechanisms in bacteria to potentiate antibiotics (Figure 2).
All these different types of resistance breakers are discussed in
the subsequent sections. Owing to the vast variety and number
of compounds reported for each class of adjuvants,
representative examples in each section have been discussed,
and corresponding references have been cited to get a more
detailed overview about each adjuvant. Chequerboard assays
and isobolograms are employed to identify the synergistic
potential of compounds as potent antibiotic adjuvants (Figure
3).8,43 Potentiation factors and fractional inhibitory concen-
tration indices (FICIs) which are used as parameters for
potentiation especially for membrane-perturbing and other
indirect resistance breakers have been specified, wherever
suitable, according to the availability of data (Figure 3).40,43,44

3.1. Direct Resistance Breakers. Direct resistance
breakers are an example of Class I adjuvants which work
with antibiotics on resistance-causing bacterial targets.40 These
adjuvants directly inhibit mechanisms of antibiotic resistance
like incapacitating enzymes, efflux pumps, or additional targets
which compensate for the original targets.40 β-lactamase
inhibitors, which inactivate β-lactamases, are the only clinically
approved adjuvants in current use.
3.1.1. Enzyme Inhibitors. Bacteria can harbor enzymes

which hydrolyze antibiotics and degrade them. Resistance to β-
lactam antibiotics, chloramphenicol, and aminoglycosides is
conferred due to this reason.45 β-lactams are rendered
ineffective due to their hydrolysis by β-lactamase enzymes.
These enzymes are classified as serine β-lactamases (contain a
serine residue for hydrolysis) and metallo β-lactamases, MBLs
(hydrolysis mediated by a metal ion like Zn2+). According to
the Ambler classification, β-lactamases can be classified into
classes A, B, C, and D.46−49 Serine β-lactamases belong to
classes A, C, and D. The enzymes TEM, SHV, CTX-M, and
KPC (Class A),50 the AmpC and the plasmid-encoded CMY-
type cephalosporinases (Class C),51 and the OXA enzymes
(oxacillinases, Class D) are examples of these.52 MBLs are
classified into three subclasses B1, B2, and B3 based on the
primary amino acid sequence. Subclass B1 includes clinically
relevant NDM-, IMP-, and VIM-type variants.26 More details
about these enzymes are given in the previous section.

β-lactamase inhibitors, based on a β-lactam or a non-β-
lactam core, are examples of direct-acting antibiotic adjuvants
which can inhibit the activity of the above-mentioned β-
lactamase enzymes. In 1976, scientists reported clavulanic acid

which inhibited the function of serine β-lactamases.53

Clavulanic acid (1) is a β-lactam-based inhibitor which binds
irreversibly to the serine β-lactamase enzyme and can be
classified as a suicide substrate.54 It was coupled with
amoxicillin and sold under the trade name Augmentin.
Augmentin was the first β-lactam antibiotic and β-lactamase
inhibitor combination clinically approved and prescribed
extensively. Even though clavulanic acid shows activity against
Class A and D β-lactamases, it lacks any activity against Class
A, C, and D carbapenemases.55 Thereafter, two more β-
lactamase inhibitors based on the β-lactam core, sulbactam (2)
and tazobactam (3), were discovered in the 1980s.56 However,
they also do not cover carbapenemases within their spectrum.
In 2015, avibactam (4), a diazabicyclooctane (DBO), was
approved by the US Food and Drug Administration (FDA) as
a potent inhibitor of many serine β-lactamases (Types A, C,
and D), however lacking activity against certain Class C and D
carbapenemases.57 Avycaz is the marketed combination of
avibactam with ceftazidime. A new cyclic boronate-containing
chemical scaffold approved by the FDA in 2017, vaborbactam
(5), possesses serine-β-lactamase inhibition.57 Vabomere is the
trade name of the combination of vaborbactam and
meropenem. A combination of imipenem/cilastatin with
relebactam (6) (DBO-based) was approved in 2019.58,59

Vaborbactam and relebactam also lack inhibition of Class D
carbapenemases. The DBOs and cyclic boronates discussed
above are reversible inhibitors of serine β-lactamases. As of
now, serine β-lactamase inhibitors are the only Class Ia
adjuvants from which clinical candidates have emerged. A list
of approved β-lactams and serine β-lactamase inhibitors is
given in Table 1. Other β-lactamase inhibitors, including those
in clinical development, are given in Table 2. DBOs like
durlobactam60 (7), zidebactam61 (8), nacubactam62 (9), and
ETX028263 (10) are in different phases of clinical trials
currently.64 All of these possess dual penicillin binding protein
(PBP)-inhibiting and β-lactamase-inhibiting activity and are
thus sometimes referred to as “β-lactam enhancers”. The
partner β-lactams for these DBOs, sulbactam, cefepime,
meropenem, and cefpodoxime, respectively, are potent PBP3
inhibitors resulting in bacterial cell filamentation. On the other
hand, the DBOs inhibit PBP2, thus resulting in the formation
of spheroplasts.61,63,65 Apart from these, VNRX-7145 (11), a
bicyclic boronate, is in early phase clinical trials in combination
with ceftibuten.66 It shows activity against Class A, C, and D
serine β-lactamases, including KPC and OXA-48 carbapene-
mases. VNRX-7145 and durlobactam exhibit inhibition of
serine β-lactamases, including carbapenemases as well. Apart
from these, Enmetazobactam67 (12), WCK-423468 (13), and
GT-055 (also referred to as LCB18−055)69,70 (14) which also
inhibit Class A and some Class D carbapenemases are also in
clinical and preclinical development.

The Zn2+-dependent metallo β-lactamase inhibitors (type B)
confer resistance to a multitude of β-lactams, including
penicillins, cephalosporins, and carbapenems.26 Taniborbactam
(15), a bicyclic boronic acid-containing molecule, is the first
pan-spectrum inhibitor of serine and metallo-β-lactamases to
enter clinical trials.71 Taniborbactam displayed IC50 values of
0.03−18 μM against KPC-2 (Class A), OXA-48 (Class D),
AmpC (Class C), and VIM-2 (Class B). Rescue of cefepime
activity by taniborbactam was observed in serine β-lactamase
containing E. coli, E. cloacae, K. pneumoniae, and K. oxytoca
with potentiation factors between 32- and 1024-fold. It also
rescued cefepime’s activity in bacterial strains of A. baumannii,
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K. pneumoniae, E. coli, E. cloacae, and P. aeruginosa harboring
VIM-1, VIM-2, VIM-4, or NDM-1 by a factor of 128-fold in
90% strains. The in vivo efficacy of cefepime and taniborbactam
was assessed in a neutropenic mouse lung infection model
against a CTX-M-14-producing strain of K. pneumoniae and in
the ascending urinary tract infection model against a CTX-M-
15-producing strain of E. coli.71 >4 log and >2 log reductions
were observed in the two in vivo models, respectively.
Taniborbactam-cefepime is in phase 3 clinical trials and is
being developed for complicated urinary tract infections,
hospital-acquired bacterial pneumonia, and ventilator-associ-
ated bacterial pneumonia.64 Another ultra-broad-spectrum
inhibitor in clinical trials is QPX7728/Xeruborbactam (16)
which has additional activity against diverse Class D
carbapenemases from Acinetobacter and IMP which is lacked
by taniborbactam.72 QPX7728 was tested in combination with
two carbapenems, three cephalosporins, and a monobactam
against carbapenem-resistant strains of K. pneumoniae in a
mouse thigh infection model.73 In the best cases, a 1.5−2 log
reduction in bacterial burden was observed for the
combination of QPX7728 given with various β-lactam
antibiotics.

There are several other candidates in the literature which
inhibit β-lactamases (Figure 4).64,74 A vancomycin derivative,
Dipi-van (17), developed by our group, was able to act as a
New-Delhi metallo-β-lactamase-1 (NDM-1) inhibitor and
resensitized NDM-1-producing K. pneumoniae and E. coli to
meropenem (potentiation factor ∼8−66-fold).75 Dipi-van, in
combination with meropenem, showed efficacy in a murine
sepsis infection model of NDM-producing K. pneumoniae. A
3−4 log reduction in bacterial burden was observed in the
liver, spleen, lungs, and kidney. Aspergillomarasmine A (18) (a
fungal natural product) was able to rescue the antibiotic
activity of meropenem against metallo-β-lactamase-expressing
strains and exhibited efficacy in murine models.76 It showed
good inhibition of MBLs like NDM-1 and VIM-2 (FICIs < 0.1
for 16 clinical carbapenem-resistant Enterobacteriaceae). The
combination therapy ensured >95% survival at 5 days following
lethal infection with NDM-1-positive K. pneumoniae. Both
these inhibitors (17 and 18) sequester the Zn2+ which is an
important cofactor in the functioning of MBLs like NDM. L-
Captopril, an approved ACE inhibitor for the treatment of
hypertension, was also shown to have MBL-inhibition
properties.77 However, the D-Captopril (19) was shown to
be 25 times more potent in inhibiting NDM-1.77 Its thiol
moiety intercalates between the two Zn2+ ions, displacing the
water molecule, thus competitively inhibiting NDM-1.78

Hydrogen bonding between the carboxylic acid of the ligand
and the Asn220 residue of NDM-1 further strengthens the
binding. This finding has led to the synthesis of several thiol
and carboxylic acid containing derivatives for inhibiting
MBLs.26,79−84 In addition to this, several covalent inhibitors
of MBLs like ebselen (20) were identified.85 Ebselen forms a
hydrogen bond with the Cys208 side chain, thereby disrupting
the coordination of the second Zn2+ and removing it from the
active site. Ebselen reduced the MICs of ampicillin and
meropenem by 16- and 128-fold, respectively, against NDM-1-
producing E. coli strains. Structural optimization of ebselen has
led to better covalent inhibitors of MBLs.86 Cyclic boronates
(21) have also been discovered with potent inhibition of MBLs
and SBLs (potentiation factors = 4−64 with meropenem
against SBL- and MBL-producing strains ofE. coli and K.
pneumoniae).87 They achieve this by mimicking the tetrahedralT
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Table 2. β-lactamase Inhibitors (Approved and in Clinical Development)
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intermediate common to both types of β-lactamases. They also

inhibit the nonessential PBP5. Readers are directed to the

following reviews for relevant information on β-lactamase

inhibitors.26,57,64

Apart from the many approved, clinical, and preclinical
candidates of β-lactamases, other enzyme inhibitors are also
included in the category of direct acting adjuvants.40

Aminoglycosides are rendered ineffective in bacteria by
inactivating enzymes like acetyltransferases, aminoglycoside

Table 2. continued

Figure 4. β-lactamase inhibitors (17−21) and inhibitors of aminoglycoside-inactivating enzymes (22−25).
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kinases (APHs), and adenylyltransferases as well as ribosome
methylation.88 Inhibitors of aminoglycoside-inactivating en-
zymes and ribosome methyl transferases are known, but they
have shown little efficacy in animal models.89−94 Of huge
interest are pyrazolopyrimidines (22) (human Src and PI3
kinases) which inhibit APH(3′)-I, an aminoglycoside kinase in
a way different than the binding in human kinases, thus
offering selectivity.91 Tropolones (23) inhibit adenylyltrans-
ferases,95,96 and some positively charged peptides target both
APHs and acetyltransferases.97 6-Furanylquinazolines (24)
were identified using an antibiotic resistance platform (ARP)
and were shown to potentiate gentamicin by the inhibition of
aminoglycoside 2-O nucleodyltransferase 2″-Ia.98 Wortmannin
irreversibly inhibits aminoglycoside kinase AAC (6′)-APH
(2″) (25).99

Moreover, inhibitors of enzymes involved in resistance to β-
lactam antibiotics have been shown to synergistically interact
with β-lactam antibiotics via a cooperative effect. Oxadiazoles
are a non-β-lactam class of compounds which inhibit the
PBP2a in MRSA.100,101 ND-421 from this class of compounds
was investigated for its synergy with β-lactams. It exhibited
FICI values of 0.31 and 0.37 with oxacillin at subinhibitory
concentrations.102 Breaking the cooperation between PBP2a
and PBP2, which is essential for resistance to β-lactams in
MRSA, is the basis of this synergy. In a neutropenic mice thigh
infection model of MRSA, the combination of ND-421 and
oxacillin exhibited a 1.6 log reduction in bacterial burden as
compared to the vehicle control. The combination was
superior in reducing the bacterial burden relative to the
individual treatment groups of oxacillin and ND-421.

A quinazolinone, (E)-3-(3-carboxyphenyl)-2-(4-cyanostyryl)
quinazolin-4(3H)-one, was found to be active against MRSA
by binding to the allosteric site of PBP2a.103 At subinhibitory
concentrations, another quinazolinone obtained after a detailed
structure−activity relationship was shown to synergize with
piperacillin-tazobactam against MRSA.104 At 0.5 X MIC of

piperacillin-tazobactam and 0.25 X MIC of the quinazolinone,
>3 log reduction was observed in MRSA. In a murine
neutropenic thigh infection model of MRSA, the triple
combination of tazobactam-piperacillin and quinazolinone
exhibited a 2.12 log reduction in bacterial burden as compared
to the vehicle control, a 1.34 log reduction compared to the
quinazolinone, and a 1.1 log reduction compared to
tazobactam-piperacillin. The proposed mechanism of action
indicated that the binding of the quinazolinone to the allosteric
site of PBP2a triggers the opening of the active site, which then
becomes accessible for binding by piperacillin. X-ray crystallo-
graphic studies and other in vitro experiments proved this.
Furthermore, the inhibition of PBP1 by the quinazolinone
compliments the inhibition of PBP2 by piperacillin. Moreover,
tazobactam protects piperacillin from hydrolysis by serine β-
lactamases produced in MRSA.

Enzyme inhibitors are the only adjuvants which are clinically
approved. However, this is also limited to serine β-lactamase
inhibitors. With a number of metallo-β-lactamase- and broad
spectrum β-lactamase inhibitors in clinical trials, there is hope
that more of such enzyme inhibitors will be on the market.
However, adjuvants inhibiting other enzymes can be explored
more for an all-round success of enzyme inhibitors as antibiotic
adjuvants.
3.1.2. Direct Acting Efflux Pump Inhibitors. Apart from

inactivating enzymes, antibiotic efflux is another target for the
search of Class Ia adjuvants. A boost of intrinsic efflux activity
can occur in bacteria due to the overexpression, asymmetric
accumulation, or mutation of genes encoding energy-depend-
ent membrane transporters.105 Under stress conditions,
antibiotic efflux can be the most prevalent resistance
mechanism in bacteria. As mentioned previously, six families
of efflux have been identified in bacteria comprising the ATP-
dependent ABC family and the secondary active transporters,
the major facilitator superfamily (MFS), the multidrug and
toxin extrusion (MATE) family, the small multidrug resistance

Figure 5. Direct-acting efflux pump inhibitors.
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(SMR) family, the resistance-nodulation-cell division (RND)
superfamily, and the proteobacterial antimicrobial compound
efflux (PACE) family.105,106 The secondary active transporters
are powered by electrochemical energy generated from
transmembrane ion gradients. Efflux pumps in bacteria have
diverse biological roles, one of which is evading antibiotic
action by extruding it out of the cell. The detailed types,
structures, and functions of various efflux pumps can be
referred to in the “mechanisms of resistance” section and
various other reviews.105,107−111 In this section, we will cover
the direct acting efflux pump inhibitors which can compet-
itively bind to efflux pumps, inhibiting the binding efficiency of
various natural substrates and antibiotics, thus resulting in
inhibition of efflux machinery. The functioning of the five
families of the secondary active efflux pumps can also be
inhibited by disturbing the transmembrane ion gradients in
cells, thus affecting the electrochemical energy associated with
them, which is represented as a sum of the transmembrane
electrical gradient (ΔΨ) and proton chemical gradient (ΔpH).
These two components together constitute the proton-motive
force in bacteria which has a value of around −130 to −230
mV, depending on the bacterial species.112 Perturbation of
either of the components can inhibit the functioning of efflux
pumps.113 However, this strategy of efflux inhibition is
discussed in the section pertaining to membrane-targeting
compounds. In this section, direct inhibitors of efflux pumps,
constituting Class Ia of antibiotic adjuvants will be
discussed.114,115

The inner-membrane-spanning MFS and tripartite RND
efflux systems, which span the inner cell membrane, the
periplasm, and the LPS-containing outer membrane in Gram-
negative bacteria, are the prominently observed antibiotic
resistance factors in clinic.116 Various compounds have been
identified through screens as direct acting inhibitors of efflux
pumps (Figure 5). Natural products like reserpine (26) and
flavonoid 5′-methoxyhydnocarpin D74 (27) act as inhibitors
of the S. aureus MFS NorA which confers resistance to
hydrophilic fluoroquinolones like norfloxacin and ciprofloxacin
(Figure 5).117,118 5′-Methoxyhydnocarpin D74 reduced the
MIC of norfloxacin from 1 μg/mL to 0.25 μg/mL against S.
aureus. Celecoxib (28) and its synthetic derivatives also inhibit
the S. aureus MFS NorA.119,120 Celecoxib is a cyclooxygenase-2
inhibitor which potentiated various antibiotics like ampicillin,
kanamycin, chloramphenicol, and ciprofloxacin by increasing
the accumulation of drugs in MRSA. RND-mediated efflux is a
major contributor of efflux in Gram-negative bacteria. The
structurally well-characterized AcrAB−TolC system from E.
coli has been the focus of this.105 In the clinic, MexAB−OprM
and MexXY−OprM of P. aeruginosa and AdeABC of A.
baumannii are major contributors in multidrug resistance.
Inhibitors of AcrB (analogous to MexB, MexY, and AdeB)
have been reported in the literature. Peptide analogues such as
PAβN121 (29), small molecules such as aryl-piperazines122

(30), and pyranopyridines (example: MBX2319)123 (31) have
been reported to inhibit the activity of cytoplasmic AcrAB
efflux pumps, primarily by inhibiting AcrB (Figure 5). PAβN
(29) decreased the MIC of fluoroquinolones against P.
aeruginosa (potentiation factor of 8-fold observed in the case
of levofloxacin) by a factor of 32−64-fold in strains with
overexpressing efflux pumps.121 PAβN also reduced the
frequency of resistance development to levofloxacin in P.
aeruginosa. 1-(1-Naphthylmethyl)-piperazine (30) is an
arylpiperazine which reversed drug resistance to multiple

drugs like levofloxacin, linezolid, and ethidium bromide by a
factor of 4−16-fold, in clinical isolates of E. coli.122 MBX2319
(31) inhibited the RND efflux pumps of Enterobacteriaceae
and decreased the MICs of ciprofloxacin, levofloxacin, and
piperacillin in E. coli AB1157 by 2-, 4-, and 8-fold,
respectively.124 As there are multiple substrate channels and
efflux mechanisms, this was not able to achieve universal
inhibition of efflux. Other components of this complex efflux
system like the periplasmic protein AcrA can also be targeted
to ensure better specificity and off-target effects, as an
alternative to targeting AcrB.125 Alkylamino quinolones126

(32) and naphthamides127 (33) have been shown to potentiate
multiple classes of antibiotics by direct inhibition of RND
efflux pumps. An alkylamino quinolone (32) potentiated
chloramphenicol, tetracycline, norfloxacin, and cefepime by a
factor of 2−16-fold against multiple strains of Enterobacter
aerogenes. 4-Isopentyloxy-2-naphthamide (33) exhibited the
best FICI of 0.25 with erythromycin and chloramphenicol
against E. coli.

The hope for universal blockaders of efflux is far from the
achievable limits, primarily because of multiple substrate
channels, efflux mechanisms, structural diversity across species,
and toxicity due to lack of specificity. Also, some of the efflux
pumps are not yet properly known and characterized. The
current research targets the well-characterized and studied
effux systems which are also of clinical relevance. To date, MP-
601 (34) (Figure 5) is the only documented inhibitor of efflux
pumps which is administered as an aerosol in patients with
ventilator-associated pneumonia or cystic fibrosis.115,128

3.2. Indirect Resistance Breakers. Resistance to anti-
biotics in bacteria can be because of an intrinsic genetic
association, physiological factors, or through the presence of
nonspecific treatment evasion mechanisms. These include a
number of interdependent factors which are important for the
elements of resistance in bacteria. Other than the actual
elements of resistance, these factors can be potential targets for
developing adjuvants. Antibiotic activity can be resuscitated by
identifying nonevident synergies in the vast nonessential gene
space through this approach.8 Identifying such adjuvants
requires cell-based screens for antibiotic potentiation followed
by elucidating the mechanism of potentiation. Several teichoic
acid synthesis inhibitors have shown synergy with β-lactam
antibiotics against MRSA which is covered in a subsequent
section. Another example of these types of adjuvants is
membrane-targeting compounds which can have multifaceted
effects like inhibition of efflux machinery and permeabilizing
the bacterial membrane for the entry of antibiotics. These
types of adjuvants are covered in detail. These Class Ib
adjuvants can be broadly classified into inhibitors interfering
with certain auxiliary enzymes/components which are
important for the functioning of resistance elements and
membrane-targeting compounds which can affect membrane-
associated resistance elements like the permeability barrier and
efflux. Different categories of such adjuvants are discussed in
the subsequent sections.
3.2.1. Teichoic Acid Biosynthesis Inhibitors and Inter-

actors. Wall teichoic acids (WTAs) are an integral component
of the Gram-positive bacterial cell wall. Wall teichoic acids play
a major role in cell division processes, host colonization, and
coordination of peptidoglycan synthesis and are also major
players in rendering β-lactam resistance in methicillin-resistant
S. aureus.129 WTAs in S. aureus are comprised of repeating
units of 1−5 linked ribitol-5-phosphate units decorated with
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N-acetyl glucosamine units and D-alanine. They are covalently
linked to the 6′-hydroxyl of N-acetylmuramic acid residues of
peptidoglycan by a linker unit containing (glycerolphosphate)-
N-acetylmannosamine-β (1−4)-N-acetylglucosamine. WTA
synthesis is encoded by various essential (late-stage) and
nonessential (early-stage) biosynthetic genes which can be
referred to in various reviews and articles.129−132 The WTA
precursor is assembled in the cytoplasm using the C55-
undecaprenyl lipid carrier. The TarO enzyme catalyzes the first
step of this biosynthesis by adding N-acetyl glucosamine to
C55-phosphate to form C55-PP-GlcNAc. The membrane-bound
protein TarG flips the WTA precursor to the outer face of the
cytoplasmic membrane. Cells lacking WTA have inefficient cell
division and have reduced virulence. Synthetic viable mutants
of S. aureus have provided a platform for identification of
pathway-specific WTA biosynthesis inhibitors.

In MRSA, resistance to β-lactams is in part due to the
presence of a horizontally acquired penicillin-binding protein
(PBP), PBP2a.133−135 The PBP2a cannot be inactivated by β-
lactam antibiotics. WTA acts as a scaffold for the correct
functioning of PBP2a. The conjugation of β-O-GlcNAc to the
WTA backbone catalyzed by the enzyme TarS is important for
PBP2a function. Furthermore, the WTA polymer acts as a
spatiotemporal signal for the correct localization of PBP4
(required for final transpeptidation steps of peptidoglycan) in
the divisome assembly at the septum. PBP2a overcompensates
for the inefficient function of PBP2, which is inhibited in the
presence of β-lactam antibiotics. However, seeing the
importance of WTA for the proper functioning of PBP2a
and PBP4, WTA biosynthesis inhibitors can be used
synergistically with β-lactam antibiotics against MRSA (Figure
6).129,132,136,137 An example of this is tunicamycin (35), which
is an inhibitor of TarO, the first enzyme for WTA biosynthesis.
The MIC of oxacillin was reduced to 0.4 μg/mL from 25 μg/
mL in the presence of 0.08 μg/mL of tunicamycin.138

Triclopidine (36) is an antiplatelet drug which inhibits the

TarO enzyme. The potentiation of cefuroxime was observed in
the presence of triclopidine against various hospital-acquired
MRSA isolates with FICI as low as 0.040. The combination
was effective in a Galleria mellonella model of community
acquired (CA)-MRSA infection.113

An antagonism screen for molecules suppressing the activity
of Targocil (TarG inhibitor) identified Clomiphene (37),139

which is an essential gene in the synthesis of wall teichoic
acids. This hinted at the inhibition of early-stage WTA
synthesis. Clomiphene, however weakly active (MIC = 16 μg/
mL), potentiated β-lactam antibiotics against MRSA. Mecha-
nistic investigation revealed undecaprenyl diphosphate syn-
thase as the target which catalyzes the synthesis of C55 lipid,
essential for both WTA and peptidoglycan synthesis.140 The
enzyme catalyzes the condensation of isopentenyl diphosphate
(IPP) with allylic pyrophosphates. Clomiphene (37) potenti-
ated the activity of most β-lactams including penicillins and
cephalosporins to MRSA (FICI = 0.3−0.5). It also showed
good synergy with bacitracin (FICI = 0.375) which inhibits the
dephosphorylation of undecaprenyl diphosphate.

A phenotypic screening strategy involving chemical
suppression of the inhibitory consequences of late-stage wall
teichoic acid biosynthesis resulted in the discovery of tarocin A
(oxazolidinone, 38) and tarocin B (benzimidazole, 39).137 The
essential gene paradox was employed in this report to identify
early-stage WTA biosynthesis inhibitors which would suppress
the inhibitory activity of the late-stage TarG inhibitor, L-638.
The two tarocins exhibited an MIC of >200 μM against MRSA
COL and exhibited less toxicity (IC50 > 100 μM) against HeLa
cells. The tarocins potentiated the activity of imipenem and
dicloxacillin against clinical isolates of MRSA and methicillin-
resistant Staphylococcus epidermidis (MRSE) (FICI ≤ 0.5).
Whole genome sequencing of resistant mutants and bio-
chemical and genetic target engagement studies revealed TarO
as the target of these adjuvants, in a way that is different from
tunicamycin. An acceptable frequency of spontaneous

Figure 6. Teichoic acid biosynthesis inhibitors/interactors.

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

https://doi.org/10.1021/acsomega.3c00312
ACS Omega 2023, 8, 10757−10783

10768

https://pubs.acs.org/doi/10.1021/acsomega.3c00312?fig=fig6&ref=pdf
https://pubs.acs.org/doi/10.1021/acsomega.3c00312?fig=fig6&ref=pdf
https://pubs.acs.org/doi/10.1021/acsomega.3c00312?fig=fig6&ref=pdf
https://pubs.acs.org/doi/10.1021/acsomega.3c00312?fig=fig6&ref=pdf
http://pubs.acs.org/journal/acsodf?ref=pdf
https://doi.org/10.1021/acsomega.3c00312?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as


resistance was obtained with the combination of dicloxacillin
and tarocins. The combination of tarocin with dicloxacillin
exhibited an ∼2.6 log reduction in bacterial burden in a murine
systemic infection model of MRSA.

A branched polyethylenimine (40) also restored MRSA’s
susceptibility to various β-lactam antibiotics at subinhibitory
concentrations (MIC = 4−32 μg/mL).141 FICIs of 0.188−0.75
were observed with the β-lactam antibiotics. It is known to
electrostatically interact with the WTAs which leads to an
increase in size of the bacterial cells with abnormal septa
formation. It is thought that this interaction leads to
mislocalization of the cell wall biosynthesis proteins (PBP2,
PBP2a, PBP4) during cell division, which makes the bacteria
sensitive to the action of β-lactam antibiotics.

Apart from the wall teichoic acid synthesis inhibitors
discussed here, the biosynthetic pathways of other membrane
components like lipoteichoic acid can also serve as good
potential targets. Unlike wall teichoic acids, which are
dispensable to cellular survival, lipoteichoic acids play a key
role in the bacterial cell division process, and inhibition of its
synthesis can impair the cell division machinery.142 By the
employment of synthetic lethality networks and differential
growth screens, two lipoteichoic acid (LTA) synthesis
inhibitors (41 and 42) were identified which inhibit the
glycosyltransferase, UgtP, involved in the assembly of an LTA
glycolipid anchor.143 These inhibitors restored activity to
oxacillin in resistant strains of MRSA. Another study modeled
the binding of an inhibitor 1771-bound LtaS structure and
used this model for virtual screening of new molecular scaffolds
for LtaS inhibition.144 One of the molecules identified in the
process (compound 8) displayed strong binding to one of the
transiently open cryptic pockets near the active site of the
enzyme. An optimized analogue, compound 9, exhibiting a
change in nature of synthesized LTA, reduced the minimum
inhibitory concentration of methicillin and carbenicillin against

MRSA by 16- and 32-fold, respectively. It also displayed 4-fold
reduction in the MIC of colistin in the MRSA strain.

Synthetic lethal networks in bacteria have been exploited for
the development of teichoic acid inhibitors, particularly for
potentiating β-lactam antibiotics against MRSA. A detailed
structure−activity relationship of the existing scaffolds and
further preclinical studies for the best compounds should be
performed in the future. Moreover, other synthetic lethal
networks can be discovered with the help of genome-wide and
differential growth screens.
3.2.2. Inhibitors of Enzymes Involved in Other Cellular

Processes. The search for antibiotic potentiators or adjuvants
has also progressed significantly through broad library screens
of different molecules with an antibiotic for their potentiation
ability. In one such screen, combinations of the amino-
coumarin antibiotic novobiocin were found (having minimal
inherent activity against Gram-negative bacteria), with a library
of 30,000 small compounds against E. coli BW25113.145 Four
nonobvious synergistic combinations that overcome the
inherent resistance of Gram-negative bacteria to novobiocin
were discovered through this screening process. It was
discovered that A22 (43, Figure 7) inhibits MreB activity.
The bacterial cytoskeleton contains an actin-like protein, which
is of great interest because it serves as a scaffold for important
cell wall assembly proteins, which are necessary for cell
development and division. When MreB was inhibited, both E.
coli and P. aeruginosa developed round cells as a phenotype,
accumulated more ethidium bromide, and responded synerg-
istically to novobiocin and rifampin. This study put forth the
hypothesis that cytoskeleton proteins and/or peptidoglycans
could directly or indirectly disrupt cell shape. Gram-negative
bacteria’s machinery for influx and efflux is altered by
biosynthesis, enabling the accumulation of harmful antibiotics
that were previously excluded. This offers a compelling
orthogonal strategy for the creation of novel anti-Gram-

Figure 7. Adjuvants targeting other cellular processes of bacteria.
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negative treatments that make use of current antibiotics and a
developing knowledge of microbial physiology.

As discussed in an earlier section, inhibition of teichoic acid
synthesis or transport can also sensitize β-lactams to resistant
MRSA. With this background, small molecular inhibitors of
cell envelope component synthesis which can potentiate the β-
lactam antibiotic imipinem were identified through a library
screen.146 One of the best potentiators had a steroid-like core
structure, and it was called murgocil (44, Figure 7). This
molecule is a highly selective inhibitor of a MurG enzyme
which is known to convert lipid I to lipid II. Murgocil
treatment can inhibit lipid II synthesis in vitro and shows
overall reduced PG synthesis in drug-treated cells. While the
initial screening was performed on the basis of potentiation
ability, murgocil itself has significant antibacterial activity
against S. aureus. It however potentiates the β-lactam at much
lower concentrations. It was also found that the enzyme
activity inhibition is very selective to MurG of S. aureus only.
The enzyme isolated from other Gram-positive bacteria such as
S. epidermidis and Bacillus spp. or Gram-negative bacteria such
as E. coli and K. pneumoniae, etc., which has minor amino acid
changes, is not inhibited by murgocil. More importantly, the
researchers highlighted that murgocil had a significantly high
rate of spontaneous resistance (10−7 at 4× MIC) as compared
to standard antibiotics (10−8 or lower), highlighting the need
for further structure−activity studies to yield better analogues.

The MurJ enzyme is responsible for flipping the lipid II from
the inner face of the cell membrane to the outer face where
transglycosylation and transpeptidation take place. The activity
by this flippase acts as a signal for recruitment of PBPs to the
divisome. The N-acylated linear heptapeptide antibiotic
humimycin A improved the activity of β-lactam antibiotics
against MRSA.147 It was synthesized on the basis of
bioinformatic predictions derived from secondary metabolite
gene clusters found in the human microbiome. An SAR
campaign revealed a derivative of humimycin A known as
humimycin 17S (45, Figure 7) which showed better
potentiating profiles of β-lactams against MRSA and also
better activity against both MRSA and VRE. Importantly, the
combination of carbenicillin (carboxypenicillin) and humimy-
cin 17S did not lead to any detectable resistance.

Moreover, two related compounds, DMPI (46) and CDFI
(47), containing an indole ring potentiated the activity of β-
lactams against MRSA (Figure 7).148 Mechanism of action
(MOA) profiling and resistance mapping revealed that these
agents target the uncharacterized gene SAV1754 which is
important for peptidoglycan synthesis. The SAV1754 protein
has structural similarity with MurJ which suggests that it might
play a role in acting as a flippase to translocate cell wall
precursors to the periplasmic space.

FtsZ is a key protein responsible for the formation of a Z-
ring at the mid cell during cell division. The formation of a Z-
ring further regulates the spatial and temporal localization of
various cell division proteins like PBPs to the septum. TXA707
(48), an FtsZ-targeting compound, exhibited synergy with
multiple β-lactam antibiotics against MRSA (Figure 7).
Different β-lactams with enhanced binding to PBP2 such as
cefdinir, imipenem, ceftriaxone, cefotaxime, ertapenem,
ticarcillin, and oxacillin (0.08 × MIC), result in >4 log
reduction in bacterial burden when combined with TXA707
(0.5 × MIC). Fluorescence microscopy studies revealed that
TXA707 causes a mislocalization of key PBPs away from the
septum to nonproductive peripheral sites. As the cooperative

action of PBPs, especially PBP2 and PBP2a, is essential for the
β-lactam resistance seen in MRSA, mislocalization of these
proteins during septum formation is the reason for
sensitization of MRSA to β-lactam antibiotics.

The interaction between lytic transglycosylases (LTs) and
PBPs is crucial for the bacterial cell wall remodeling.149

Inhibition of PBPs by β-lactams, if accompanied by inhibition
of LTs, can lead to dysfunctional septum formation. This leads
to the formation of a bulge near the septal area, before lysis of
the bacterium. An independent study demonstrated that
Bulgecin A (an inhibitor of lytic transglycosylase) potentiated
the antibacterial activity of third-generation cephalosporin
ceftazidime. In a following study, the group also demonstrated
the ability of bulgecins to potentiate β-lactams in P. aeruginosa.
Bulgecins induced bulging near the septum in the presence of
the antibiotic. The study identified three LTs (Slt, MltD, and
MltG) from the bunch present in P. aeruginosa to be involved
in β-lactam-induced bulge formation.150

Researchers have also tried to explore other bacterial
signaling pathways as targets for antibiotics. One such study
identified a penicillin-binding protein and serine/threonine
kinase-associated (PASTA) kinase, which have been indicated
for their role in cell wall homeostasis, virulence, biofilm
formation, germination, and metabolism.151 It was incidentally
observed that a PASTA-kinase-deficient mutant displayed
enhanced sensitivity to β-lactams. A study reported that the
utilization of protein kinase inhibitors reverses the MRSA
phenotype and restores the susceptibility to β-lactam anti-
biotics.

Another study identified a cinnamamide which consistently
reduced the MIC of ofloxacin by 2-fold and did not possess
any activity of its own.152 This molecule was taken further for
detailed structure−activity relationship studies, and quite
remarkably, seven cinnamamide analogues were identified
which could potentiate oxacillin by 64−128-fold against
different strains of MRSA. However, the target of these
adjuvants is yet unidentified.

Various proteins important in cell division and cell wall
assembly have been identified as targets which can be coupled
with an antibiotic target to result in potent combinations to
combat multidrug-resistant bacteria. More phenotypic screens
should be conducted to identify other proteins which can be
targeted for the same purpose. Moreover, the best adjuvants
should be explored further vis-a-vis design improvement and
preclinical studies.
3.2.3. Membrane-Targeting Compounds. A number of

membrane-targeting strategies to overcome antimicrobial
resistance can be found in the literature.153−162 Membrane-
targeting compounds can also be used as Class Ib antibiotic
adjuvants. These compounds circumvent passive resistance
mechanisms like the permeability barrier in Gram-negative
bacteria and functioning of broad-specificity efflux pumps.40

These compounds are inspired from antimicrobial peptides
(AMP) and synthetic mimics of AMPs. Various membrane-
active compounds, even possessing some antibacterial
activities, have been employed at subinhibitory concentrations
in combination with different classes of antibiotics.

Colistin- and polymyxin-derived analogues have been used
in combination with antibiotics targeting Gram-positive
bacteria like vancomycin and teicoplanin to repurpose them
against Gram-negative pathogens.11,163−166 PMBN (49),
derived from polymyxin B, is one of the very first compounds
with no inherent antimicrobial activity which depicted the
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potentiation of hydrophobic antibiotics (Figure 8).164,167

Other truncated derivatives of polymyxin B like DAPB (50),
PMBO (51), and PMBH (52) are also known to show
synergistic activity with Gram-positive antibiotics (Figure
8).165,168 More recently, SPR741 (53), another PMBN
analogue, has passed the Phase I clinical trials (Figure 8).164

Atomic force microscopy studies revealed that SPR741 works
by causing substantial outer-membrane disorder.169 This
potentiator improved the efficacy of various hydrophobic
antibiotics like fusidic acid, clarithromycin, retapamulin,
erythromycin, and rifampicin.170 The MICs of antibiotics
were reduced 32- to 8,000-fold against E. coli and K.
pneumoniae in the presence of SPR741. It has shown synergy
with antibiotics in mice infection models.171

Various antimicrobial peptides, cationic and cyclic lip-
opeptides, and antimicrobial peptide mimics have exhibited
synergy with different classes of antibiotics.172,173 Peptides
derived from cathelicidins, lactoferrin, thrombin, histatins,
other natural AMPs as well as rationally designed peptides have
shown potentiation of antibiotics like vancomycin, erythromy-
cin, azithromycin, rifampicin, novobiocin, fusidic acid, etc.
against Gram-negative bacteria by perturbing their outer
membrane owing to interaction with lipopolysaccharide
present in the outer membrane.172 For example, a short linear
antimicrobial peptide, SLAP-S25 (54, Figure 8), however
decently active on its own (MIC = 1−64 μg/mL) against a
panel of Gram-positive and Gram-negative bacteria, potenti-
ated antibiotics from different classes like colistin, cefepime,
ofloxacin, tetracycline, rifampicin, and vancomycin, against
MDR Gram-negative pathogens.174 Potentiation factors
ranging from 8- to 1024-fold were observed in a combination
of antibiotics with ≤4 μg/mL of SLAP-S25 (54, Figure 8)
against various Gram-negative bacterial strains. The mecha-
nism of potentiation was LPS and PG binding in the outer and
cytoplasmic membrane, respectively. The synergistic efficacy of

the combination of SLAP-S25 and colistin was observed in
three animal models infected with E. coli B2.

Various cationic lipopeptides have also been shown to
potentiate the activity of antibiotics against Gram-negative
bacteria.172 Synthetic paenipeptins potentiated the activity of
clarithromycin and rifampicin in in vivo models of polymyxin-
resistant E. coli.175,176 Dilipid ultrashort cationic lipopeptides
(dUSCLs), bearing lysine-rich tetrapeptides and lipopeptides
at the N-terminal, improved the activity of various antibiotics
against Gram-negative bacteria by permeabilizing the outer
membrane and disrupting antibiotic efflux.177 Ultrashort
tetrabasic peptides were also reported by the same group.178

Moreover, peptidomimetics like dilipid ultrashort tetrabasic
peptidomimetics (dUSTBPs) consisting of three L-arginine
units and an eight-carbon-long dilipid potentiated novobiocin
and rifampicin against multidrug-resistant P. aeruginosa, A.
baumannii, and Enterobacteriaceae species.179 Oligo-acyl-
lysines (OAKs) have also shown potentiation of the Gram-
positive antibiotic rifampicin against Gram-negative bacte-
ria.180−182

Screening platforms have also been employed to identify
antibiotic adjuvants which can target the membrane and thus
potentiate antibiotics. A vancomycin antagonism screening
platform at low temperature identified pentamidine (55, Figure
9), an antiprotozoal drug, as an effective membrane-targeting
compound by its interaction with the lipopolysaccharide in the
outer membrane of Gram-negative bacteria.183 Synergy with
Gram-positive antibiotics was observed. Specifically, novobio-
cin was potentiated by pentamidine against the colistin-
resistant strain of A. baumannii. With rifampicin, an FICI of
0.25 was shown against E. coli. Efficacy in an in vivo model of
systemic colistin-resistant A. baumannii infection was also
tested. A combination of pentamidine (10 mg/kg) and
novobiocin (50 mg/kg) led to a significant reduction in
bacterial burden in the spleen. Moreover, an extensive SAR

Figure 8. Membrane-targeting polymyxin-derived and other peptides.
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analysis with various bisamidine derivatives with varying linker
motifs and geometry of the amidine groups yielded derivatives
(56, 57, and 58) with better synergistic activity than
pentamidine (Figure 9).184 It was found that the length,
rigidity, and hydrophobicity of the linker play an important
role in the synergistic activity. The presence of an aromatic
group in the linker led to better synergy but slightly more
percentage of hemolysis than pentamidine. The best
derivatives exhibited FICIs in the range between ≤0.094 and
≤0.250 with erythromycin and rifampicin against E. coli.

Moreover, a more recent study identified a better analogue of
pentamidine named P35 (59).185 P35 showed less off-target
toxicity than pentamidine vis-a-̀vis reduced mammalian cell
toxicity and hERG trafficking inhibition (Figure 9). P35
exhibited an FICI of 0.094 with novobiocin against A.
baumannii in comparison to a value of 0.25 shown by
pentamidine. P35 also outperformed pentamidine in a murine
systemic infection model of A. baumannii showing ∼3 log
reduction in bacterial load in blood. Another screening of 158
FDA approved compounds for potentiation of doxycycline

Figure 9. Small and macromolecular membrane-perturbing adjuvants.
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against E. coli yielded metformin (60) as a suitable antibiotic
adjuvant for tetracycline antibiotics.186 It depicted good
potentiation of doxycycline against MDR S. aureus, E. faecalis,
E. coli, and S. enteritidis (best FICI = 0.078) (Figure 9). The
mechanism of action was outer-membrane permeabilization,
proton motive force reduction, lower transcript levels of efflux
pump related genes like tetA, reduced ATP production, and
subsequent increased accumulation of the antibiotic in
bacterial cells. It also alleviated the immune response generated
by LPS by reducing the production of pro-inflammatory
cytokines and interferons like TNF-α, IL-8, IL-1β, and IFN-γ.
Good potentiation of doxycycline was also observed in in vivo
murine and Galleria melonella models. Another high-
throughput screening for vancomycin antagonism at low
temperature identified liproxstatin-1 (61) and MAC-0568743
(62) as potentiators of antibiotics like novobiocin, linezolid,
erythromycin, and rifampicin against Gram-negative bacteria
(Figure 9).187 These molecules were shown to interact with
LPS and specifically disrupt the outer membrane, while
showing minimal interaction with the inner membrane.
Another high-throughput screen led to the discovery of
azaindoles which potentiate rifampicin and novobiocin against
Gram-negative pathogens by a factor of 100−1000-fold.188

Loperamide (imodium) (63) was discovered as a
potentiator of tetracycline antibiotics in a screen (Figure
9).189 Loperamide decreased the membrane potential (ΔΨ),
contributing to the overall proton motive force. To ensure
ATP homeostasis, the ΔpH component across the inner
membrane is modulated, thereby facilitating more uptake of
the tetracycline antibiotics. This helps in overcoming acquired
or intrinsic resistance to tetracycline antibiotics.

Membrane-perturbing adjuvants can also show inhibition of
ATP synthase. Venturicidin A (64) is a natural product
isolated from soil actinomycetes which is an inhibitor of ATP
synthase (Figure 9).190 It potentiates gentamicin against
multidrug-resistant clinical isolates of Staphylococcus (includ-
ing MRSA), Enterococcus, and Pseudomonas aeruginosa. It
uncouples ATP synthesis from electron transport by blocking
proton flow through ATP synthase. This results in an elevated
extracellular proton gradient and a rise in gentamicin uptake.
FIC indices of 0.125−0.64 were observed with gentamicin in
the best cases. However, the adjuvant had a low EC50 value of
31 μg/mL against HEK cells but was tolerated intra-
peritoneally up to 400 mg/kg.

Various membrane-active macromolecules in our group have
been employed at subinhibitory concentrations to result in the
potentiation of antibiotics.191−194 A membrane-active macro-
molecule, Qn-prAP (65, Figure 9), potentiated tetracycline
antibiotics toward New Delhi metallo-β-lactamase-1 (NDM-
1)-producing E. coli and K. pneumoniae strains by a
potentiation factor of >80−1250-fold. Preliminary in vivo
studies revealed good toxicity profiles, and significant bacterial
reduction in the murine thigh infection model of E. coli was
observed by a combination of doxycycline and Qn-prAP. No
resistance to the combination of minocycline and Qn-prAP
was observed in E. coli.192 A different macromolecule of the
same class of QCybuAP (66) disrupted mature biofilms of E.
coli and A. baumannii in combination with erythromycin. A
considerable reduction in bacterial burden was observed in a
burn-wound infection of A. baumannii by the combination of
QCybuAP (66, Figure 9) with antibiotics like rifampicin and
erythromycin.194 Similarly, ACP-1 (67, Figure 9) restored the
activity of rifampicin against multidrug-resistant strains of

Gram-negative bacteria.193 More importantly, this combination
exhibited good activity against preformed biofilms of P.
aeruginosa and E. coli. The compound also exhibited good in
vivo toxicity profiles for both topical and systemic admin-
istration. Another macromolecule, ACM-AHex (68, Figure 9),
potentiated tetracycline by 4−128-fold against Gram-negative
bacteria.195

Over the years, derivatives of polyamines have shown good
potentiation ability.172,196,197 For example, our efforts led to
the development of D-LANA-14 (69) which is a synthetic
cationic lipopeptide-based small molecule which shows good
activity against Gram-positive bacteria but high MIC values
against Gram-negative bacteria (Figure 9).198 This compound
was used at subinhibitory concentrations in combination with
obsolete antibiotics, rifampicin and tetracycline, to combat
Gram-negative superbugs. The mechanism of potentiation was
found to be outer-membrane permeabilization and membrane
depolarization. FIC indices of 0.19−0.75 were observed with
rifampicin and tetracycline against A. baumannii and P.
aeruginosa including carbapenem-resistant isolates. A combi-
nation of D-LANA-14 (40 mg/kg) and rifampicin (40 mg/kg)
showed a 4.9 log and 4 log reduction in A. baumannii and P.
aeruginosa viability, respectively, in a burn-wound infection
model.

The problem with using subinhibitory concentrations of
membrane-active compounds to potentiate antibiotics is that
they often show mammalian cell toxicity. This can lead to
unwanted off-target effects which might hinder the clinical
translation of these compounds. Structural and mechanistic
insights with proper correlation are highly important for
understanding the intricate details of membrane-targeting
adjuvants. In a recent report, our group identified that weak
membrane perturbation is enough to potentiate various classes
of antibiotics against Gram-negative bacteria. These weak
membrane-perturbing adjuvants caused minimum levels of
outer-membrane permeabilization and membrane depolariza-
tion in bacteria which also led to the inhibition of efflux
machinery.199 The presence of cyclic hydrophobicity as
opposed to acyclic hydrophobicity in the design was
considered to be superior to result in high potentiation (up
to 4096-fold), minimal activity (>512 μg/mL), and minimal
toxicity (HC50 > 1024 μg/mL, EC50 > 512 μg/mL).199 Up to
4096-fold potentiation of multiple classes of antibiotics like
tetracyclines, vancomycin, rifampicin, fusidic acid, erythromy-
cin, and chloramphenicol toward critical Gram-negative
superbugs, including carbapenemase-producing strains, was
observed. The best adjuvant, NAda (70), showed broad-
spectrum potentiation of multiple antibiotics against MDR
strains of A. baumannii, P. aeruginosa, E. coli, and K. pneumoniae
(Figure 9).199

The existing library of membrane-perturbing compounds
which potentiate antibiotics is huge but is limited by the
associated off-target effects which are not even explored for
many compounds. For successful translation of such adjuvants
in the clinic, extensive preclinical studies like that done in the
case of pentamidine analogues and SPR741 are required.
Moreover, the identification of structural features important for
an optimum level of membrane perturbation and negligible
cytotoxicity, like that done by our group in the case of a
norspermidine backbone, and SAR studies like that done in the
case of norspermidine-based adjuvants and pentamidine
analogues are required for the translation of membrane-
perturbing adjuvants. Preclinical studies are of high impor-
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tance. Examples of SAR and preclinical studies undertaken for
norspermidine derivatives and pentamidine analogues are
given in Figure 10. These studies are indispensable for better
translation of such adjuvants in clinics. The compounds
identified through high-throughput screens and natural
product isolation can also be exposed to such rational
approaches to yield the best possible adjuvant from a particular
scaffold.
3.3. Adjuvants Targeting Host Processes. The

effectiveness of antibiotics within infected organisms can be
increased by taking advantage of a variety of host defense
mechanisms. For instance, antibiotics and antimicrobial
peptides have been shown to work well together and can
even increase antibiotic activity in difficult-to-treat biofilms.200

These peptides offer a wide range of strengths in relation to
powerful antimicrobial activity or Class Ib as well as Class II
adjuvant properties. These immunomodulatory peptides affect
the host immune system in a variety of ways, including
suppressing inflammation to prevent an infection from
triggering an excessive immune response that results in sepsis
and inducing host-cell-based antimicrobial activities like
increased phagocytosis.

However, there are very few reports of such peptides being
used as adjuvants in combination with antibiotics. One report
has demonstrated the efficacy of a host-tissue factor pathway

inhibitor 2 (TPFI-2)-derived EDC34 (71, Figure 11) peptide
against complicated infections of E. coli and P. aeruginosa, when
used in combination with the cephalosporin ceftazidime.201

This peptide itself does possess some activity. However, it has
a strong immunomodulatory effect and can reduce the
excessive inflammatory response emerging due to bacterial
endotoxin LPS, which has been validated in a murine model. In
a sepsis model of P. aeruginosa, only the peptide did not rescue
mice. However, ceftazidime and peptide combination therapy
was successful in reducing mortality. There was a significant
reduction in pathogen-induced clotting in the combination
treated group, as compared to the only antibiotic group. At the
same time, this peptide was found to enhance the formation of
a host antimicrobial anaphylatoxin C3a, both in vitro and in
vivo, which was further responsible for increased bacterial
clearance. The study has comprehensively explored host-
modulating effects of this host-derived peptide. A similar effect
can be anticipated for various host-defense peptides, and
further exploration of moderately active peptides as antibiotic
adjuvants has the potential to yield a strong therapeutic
regimen for severe bacterial infections, including sepsis.

Another tactic is to use small molecules to specifically target
elements of innate immunity. In a screening of microbial
natural product extracts, the natural product streptazolin (72,
Figure 11) was found to be capable of promoting macrophage

Figure 10. Examples of indispensable SAR and preclinical studies undertaken for membrane-targeting compounds. (A) Correlation of the extent of
membrane perturbation in norspermidine derivatives with varying structural moieties. (B) Correlation of activity and toxicity with varying structural
moieties present in norspermidine derivatives. (C) Correlation of potentiation ability with the structure of norspermidine derivatives. (D) Scatter
plot of compound synergy (FICI) with novobiocin against A. baumannii and lipophilicity (c log P) for pentamidine analogues. (E) Scatter plot of
FICI and cytotoxicity for pentamidine analogues. (F) Pharmacokinetic analysis of the two best pentamidine analogues. (G) Microelectrode array
(MEA) traces after exposure to different treatments to assess the beat period and field potential duration due to hERG trafficking inhibition.
Figures adapted with permission from refs 199 (A to C) and 185 (D to G) from ACS Publications. Copyright ACS Publications 2022.
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killing of Streptococcus pneumoniae.202 Through the phospha-
tidylinositide signaling pathway, streptazolin stimulates nuclear
factor-B production and simultaneously releases anti-infective
cytokines. This strategy opens up a previously untapped
landscape of targets that may support drug combination
strategies to control infection by combining antibiotics like
immunomodulatory peptides. On the other hand, receiving
antibiotics may alter the metabolism of the host, which may
reduce the effectiveness of the antibiotics or negatively impact
immune cell function. Finally, altering a pathogen’s growth
environment, such as limiting its access to nutrients, can
drastically change how sensitive it is to antibiotics.203 As a
result, therapeutic adjuvants that modify the host micro-
environment may become available in the future.

It is evident through these examples that host modulation
can serve as a powerful tool to enhance the efficacy of the
existing antibiotic arsenal. However, significant effort is needed
to explore this approach in greater detail. Multipronged
strategies, including chemical and genetic screens, will have to
be used to identify host-modulating Class II adjuvants. Further,
there is a significant need to validate the superiority of the
combination and understand the effects of the adjuvant on the
host in much more detail.

4. CONCLUSIONS
Antibiotic−adjuvant combination therapy is one of the prime
approaches to tackle antimicrobial resistance. It has seen a
surge of research over the past decade with new types of
adjuvants being developed. The success of combination
therapy is evident, given the significant number of approved
antibiotic−adjuvant combination therapies, particularly for β-
lactamase-bearing bacteria. Through this concise review, we
have attempted to summarize the established and emerging
facets of antibiotic−adjuvant combination therapy. Current

research has demonstrated that adjuvant therapy can be
directed to tackle various mechanisms of resistance to
antibiotics in bacteria. We have discussed in this review the
various types of antibiotic adjuvants through which resistance
towards existing antibiotics can be overcome. They include
direct resistance breakers, indirect resistance breakers, as well
as host-modulating agents. To date, direct resistance breakers,
particularly β-lactamase inhibitors, have been the most
successful class of adjuvants, with many of them being
approved for clinical applications. Concurrently, ongoing
efforts to address the lacunae of approved adjuvants are also
yielding success with new candidates emerging in clinical trials.
Along with this class, membrane-perturbing small and
macromolecular adjuvants are also being investigated and
exploited for broad-spectrum potentiation.

In addition to these two well-explored strategies, new
research is also producing other targets for developing
adjuvants to tackle antimicrobial resistance. We have also
discussed the important advances in this, including adjuvants
which inhibit teichoic acid synthesis or nonessential steps of
various bacterial metabolic processes, as well as host-
modulating adjuvants. After a thorough overview of the state
of research in the field, in the next section, we provide
important directions for future researchers to pursue.
4.1. Future Perspective. As mentioned earlier, adjuvant

therapy has started to attract significant interest in the past
decade. Medicinal chemists have attempted to exploit three
major strategies to tackle increasing antimicrobial resistance,
namely, development of new drugs, semisynthetic derivatiza-
tion of existing antibiotics, and combination therapy with
antibiotic adjuvants. Combination therapy is emerging as a key
strategy, with particular focus on rehabilitation as well as
repurposing of various obsolete and redundant antibiotics.
Though this has seen significant preclinical success, currently

Figure 11. Adjuvants which modulate host response.
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the approved list of antibiotic−adjuvant combinations includes
only one type of direct resistance breakers, the β-lactamase
inhibitors. No other combination from different classes has
been approved yet. A few candidates like SPR741, a
membrane-targeting adjuvant, is in clinical trials, and certain
compounds like pentamidine analogues have also seen
preclinical development. However, for the combined success
of new classes of antibiotic adjuvants, it is pertinent to relook
at the existing approaches from new directions.

There is significant merit in developing broad-spectrum
adjuvants which can repurpose or potentiate multiple classes of
antibiotics against different bacterial pathogens. This can be
achieved by targeting the most significant mechanisms of
resistance, such as antibiotic efflux and reduced permeability.
Toward this end, we have described in the earlier sections the
development of weakly membrane-perturbing small molecules
as optimum membrane perturbers, with no inherent
antibacterial activity or toxicity. Our group has demonstrated
that the inclusion of aromatic and cyclic aliphatic hydrophobic
groups, in place of long aliphatic chains, can introduce this
weak membrane-perturbing property in the design (Figure 10).
This has helped us achieve nonactive and nontoxic broad-
spectrum adjuvants. A similar SAR approach has also been
followed for pentamidine analogues to arrive at the best design
(Figure 10). Similar studies need to be explored for other
promising designs for further development. Nontoxic and
nonactive adjuvants are the need of the hour as they would
ensure better biocompatibility and less chance of resistance
development in bacteria. Once SAR and basic chemistry help
to identify better designs, these systems can be taken forward
for preclinical studies. Currently, only a few membrane-
perturbing adjuvants are being studied at the in vivo level.
Preclinical studies like pharmacokinetics, pharmacodynamics,
efficacy in different infection models, including systemic
infections, plasma protein binding, and detailed toxicology
studies are essential for these adjuvants. Pharmacokinetics and
biodistribution studies are important to be conducted for a

physical combination of antibiotics and adjuvants to ensure
sufficient bioavailability of the two individual components at
the infection site at different time points. Drug delivery systems
can also be designed in the future to deliver both the
components together.

Moreover, detailed mechanistic studies are required for
different classes like membrane-targeting adjuvants as well as
efflux pump inhibitors to understand and rule out any off-
target effects, if present. As membrane-targeting adjuvants have
the potential to be developed as multitarget adjuvants, their
interaction with host factors should also be investigated. The
effect of such adjuvants on the global transcriptome and long-
term effects on the genome, including resistance development,
should be thoroughly examined.

The two most prominent classes of adjuvants currently
under development are membrane-perturbing compounds and
β-lactamase inhibitors of the direct-resistance breakers class.
However, due to the efforts of various groups, newer classes of
adjuvants such as molecules inhibiting teichoic acid synthesis
or cell cytoskeleton assembly have been identified. Much of
this work has been achieved through chemical library screening
and further development of hits. Through such screens, a few
molecular scaffolds have been identified. While much of this
work was conceptualized and reported in the past few years,
upcoming research needs to make optimum use of the existing
scaffolds. Researchers need to devote effort to performing
detailed structure−activity relationship studies for the
identified scaffolds to further improve the molecular design.
Given the nascent stage of these reports, a detailed SAR and in-
depth mechanistic studies would strongly accelerate the
development of this new class of adjuvants. Additionally,
genetic and target-based screens should be concurrently
conducted to identify new nonessential targets for further
development.

Along with pathogen-targeting adjuvants, many host cell
process-inhibiting adjuvants have been identified through
screens, and then their targets have been validated. The

Figure 12. Directions to be explored for indirect resistance breakers, especially membrane-targeting adjuvants. Activity against bacterial biofilms,
metabolically repressed bacteria, immunomodulatory functions, quorum sensing inhibition, and activity against intracellular infections can be
explored for antibiotic adjuvants. Created using BioRender.com.
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currently identified sets of inhibitors of such cellular processes
highlight the strong potential of alternate targets. Hence, new
research can look at the pathways of the host as a whole. Steps
which are central to the pathway can be used to develop high-
throughput assays for screening. This can help in identifying
even more potent adjuvants which can then be developed
through detailed SAR for the design. As mentioned earlier,
host-modulating properties of other classes of adjuvants should
also be investigated which can result in the development of
multifactorial adjuvants.

The effect of antibiotics on the adjuvant also needs to be
investigated. Most of the studies use representative antibiotic
candidates from different classes. However, recent literature
indicates that the potentiation activity of adjuvants depends
strongly on the antibiotic. This can be either due to the better
inherent interaction of the antibiotic with bacteria or due to
some antibiotic−adjuvant cooperative interaction. These
observations must be given significant importance and
investigated further. Different antibiotic classes and multiple
antibiotics from the same class should be investigated for one
set of adjuvants to understand the mechanisms of action and
the role of physicochemical properties of the antibiotics for
synergistic combinations. This has recently been studied for
pentamidine−antibiotic combinations.204

Antibiotic−adjuvant combinations should also be inves-
tigated against complicated forms of infection, such as bacterial
biofilms, metabolically repressed bacterial subpopulations such
as stationary phases or persister bacteria, and intracellular
infections. This would enable its applicability in real clinical
scenarios. This would also warrant a close look at the exact
mechanism of such combinatorial activity and effects of
adjuvants on bacterial virulence and quorum sensing. We have
mentioned in earlier sections that some adjuvants can also
possess moonlighting functions, apart from antibiotic poten-
tiation. Particularly for small molecular membrane targeting
adjuvants and also other indirect resistance breakers additional
effects such as immunomodulation, induction/inhibition of
autophagy, quorum sensing and virulence, effect on intra-
cellular pathogens, etc. would be a good avenue to explore
(Figure 12). There is literature on quorum sensing inhibition
and antivirulence compounds.205 These compounds should be
employed in combination with antibiotics to check their
improved efficacy in in vivo, in cellulo, and organoid infection
models.

Collectively speaking, there is immense potential for
commercialization of combination therapy. The research
ecosystem has risen robustly and come up with novel ways
of rehabilitation for existing antibiotics. However, efforts need
to be undertaken to take such compounds to the preclinical
and clinical development stage. We believe that there is a
promising pool of compounds in the literature which can be
developed as antibiotic adjuvants. A better understanding of
different aspects of the adjuvant therapy at the design,
biochemical, genetic, and preclinical stage can surely give a
new dimension to this upcoming field and warrant its success
in the future.
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