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Bacterial infections caused by ’‘superbugs’ are increasing globally, and conventional antibiotics are
becoming less effective against these bacteria, such that we risk entering a post-antibiotic era. In recent
years, antimicrobial peptides (AMPs) have gained significant attention for their clinical potential as a
new class of antibiotics to combat antimicrobial resistance. In this review, we discuss several facets of
AMPs including their diversity, physicochemical properties, mechanisms of action, and effects of
environmental factors on these features. This review outlines various chemical synthetic strategies that
Received 30th November 2020 have been applied to develop novel AMPs, including chemical modifications of existing peptides, semi-
synthesis, and computer-aided design. We will also highlight novel AMP structures, including hybrids,
antimicrobial dendrimers and polypeptides, peptidomimetics, and AMP—-drug conjugates and consider

DOI: 10.1039/d0cs00729¢

Open Access Article. Published on 27 May 2021. Downloaded on 3/7/2026 1:40:00 PM.

Thisarticleislicensed under a Creative Commons Attribution 3.0 Unported Licence.

(cc)

rsc.li/chem-soc-rev

1 A brief history of antibiotics and the
current state of play

Antibiotics are chemicals which either kill or prevent the
growth of microbes. The word ‘antibiotic’ means ‘anti-life’,
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recent developments in their chemical synthesis.

however it has become somewhat synonymous with antibacterial
agents." Today the term antimicrobial is often used in place of
antibiotic to emphasise the inclusion of antiviral, antifungal
and antiparasitic agents, although both terms can be used
interchangeably and will be used as such throughout. When
appropriate, the specific terms, e.g. antibacterial, antifungal,
will be used. Most of the antimicrobial research has focussed
on antibacterial agents and therefore much of the discussion
presented here will focus on this subclass. However, we direct
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Table 1 An overview of the major classes of antibiotics, with key examples, targets, and sources. Adapted from Brown and Wright**

Class Example Target Source
Sulfonamides Sulfanilamide Folate synthesis Synthetic
Fluoroquinolones Ciprofloxacin DNA topoisomerases Synthetic
B-Lactams Ceftazidime Cell wall synthesis Natural product
Oxazolidinones Linezolid Protein synthesis Synthetic
Aminoglycosides Neomycin Protein synthesis Natural product
Glycopeptides Vancomycin Cell wall synthesis Natural product
Polymyxins Polymyxin B Bacterial cell membrane Natural product
Cyclic lipopeptides Daptomycin Bacterial cell membrane Natural product
Tetracyclines Tetracycline Protein synthesis Natural product

the reader to Section 16 for a dedicated discussion of other
subclasses.

Humankind has employed antimicrobials for millennia with
documented examples of herbs, honey, and mouldy bread being
used in ancient Egypt, China, and Rome to treat infections.?
While developing dyes for bacterial stains in the early 20th
century, Paul Ehrlich observed that some compounds displayed
an antibacterial effect. This inspired the search for a ‘magic
bullet’ - a drug which would selectively kill disease-causing
organisms while sparing the human patient. This search
culminated in the discovery of arsphenamine in 1909: the first
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synthetic antimicrobial agent.? Marketed as ‘Salvarsan’ in 1910,
arsphenamine was the first effective treatment for syphilis,
which had been one of the largest public health burdens
in the 16th through 19th centuries. Sir Alexander Fleming’s
serendipitous discovery of penicillin G in 1928 was the next
significant milestone in the history of drug discovery. The
translation of Fleming’s research into an extremely effective,
mass-produced medicine saved thousands of lives, leading
to penicillin being known as ‘the wonder drug’. This break-
through triggered a race to develop similarly effective antimi-
crobials and has ultimately led to the drug discovery landscape
we see today.* In 2019, the WHO published the 21st Essential
Medicines List which includes over 40 antimicrobials.® These
drugs can be sourced directly from nature; synthesised from
simple building blocks in a laboratory; or a combination of the
two whereby a complex molecule is sourced from nature and
then further synthetically modified (semi-synthesis). Some of
the major classes of antibiotics, which have been reviewed
extensively elsewhere, are listed in Table 1.’

Despite increasingly sophisticated approaches to antimicro-
bial discovery and development, these drugs have several
common limitations. Among the most restrictive is poor bio-
availability, which necessitates regular and high dosing in
order to maintain a sufficient concentration of drug at the site
of infection.® Another major issue is systemic toxicity, which
is inherent for some classes of antibiotics. For example,
nephro- and neuro-toxicity limit the clinical use of polymyxins,

David Spring is currently Prof-
essor of Chemistry and Chemical
Biology at the University of
Cambridge within the Chemistry
Department. He received his
DPhil (1998) at Oxford Univer-
sity under Sir Jack Baldwin. He
then worked as a Wellcome Trust
Postdoctoral Fellow at Harvard
University with Stuart Schreiber
(1999-2001), after which he
Joined the faculty at the Univer-
sity of Cambridge. His research
programme is focused on the use
of chemistry to explore biology.

David R. Spring

Chem. Soc. Rev, 2021, 50, 7820-7880 | 7821


http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d0cs00729c

Open Access Article. Published on 27 May 2021. Downloaded on 3/7/2026 1:40:00 PM.

Thisarticleislicensed under a Creative Commons Attribution 3.0 Unported Licence.

(cc)

Chem Soc Rev

the last-resort drugs for Pseudomonas aeruginosa infections.”
The US Food and Drug Administration (FDA) have also recently
updated their guidance for the use of fluoroquinolone anti-
biotics due to the possibility of life-threatening side effects in
patients with low blood sugar.® Broad-spectrum antibiotics,
which are able to kill multiple species of microorganism, enable
the rapid treatment of undiagnosed infections. However, over-
reliance on these ‘catch-all’ therapeutics has become increasingly
recognised as a significant contributor to the growing antimicro-
bial resistance (AMR) crisis. Furthermore, since the targets of
these antibiotics are conserved among multiple species, they risk
harming non-pathogenic organisms of the microbiome. This
can result in significant side effects, particularly for patients with
additional health conditions.>® Narrow-spectrum or ‘precision’
antibiotics can mitigate these risks by enabling individual species
to be selectively targeted, but reliable, time-consuming, and costly
diagnostic tests are required to determine a suitable drug for
treatment."”

In this review, we aim to provide a broad introduction to
antimicrobial peptides (AMPs) from the perspective of chemical
synthesis, which we believe has not been adequately addressed
in the current literature. For this reason, we have adopted a
broad definition of an AMP, which will be outlined in Section 3.
This review is not comprehensive of all AMPs and instead aims
to cover the most interesting synthetic landscape. Where relevant,
we direct the reader towards other insightful reviews already
available in the literature.

2 Bacterial survival mechanisms
2.1 Bacterial resistance

AMR is a serious global threat to human, animal, and environ-
mental health. In terms of human health, its effects are being
felt acutely in the fields of surgery, transplantation, and infec-
tion treatment.'” There are several key factors contributing to
the increasing spread of AMR among microbe populations.
Among the most significant is the excessive usage of broad-
spectrum antimicrobial products. For example, excessive anti-
microbials have been added to animal feed as a preventive
measure in farming. In humans, it is due to the dispensing
of antibiotics, which are widely available without medical
prescriptions in certain countries."® Increased international
travel, poor sanitation and hygiene, and the release of non-
metabolised antibiotics into the environment through manure
and faeces are also contributing factors.***®

A particularly concerning facet of AMR is multidrug resis-
tance (MDR), which is defined as acquired non-susceptibility to
at least one drug in three or more antimicrobial classes.'”®
Microorganisms displaying MDR are typically placed in one of
two categories. The first category comprises pathogens that
belong to the same genera and species as normal human
commensal flora, but have acquired antibiotic resistant genes
and are more virulent.'® Methicillin-resistant Staphylococcus
aureus (MRSA), vancomycin-resistant enterococci (VRE), and
drug-resistant Escherichia coli (E. coli) are examples of this class.
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The second category, known as ‘opportunistic pathogens’, are
environmental bacteria that only display pathogenicity in an
immunocompromised host. Pseudomonas aeruginosa, Stenotro-
phomonas maltophilia, Acinetobacter baumannii, and Burkholderia
cepacia belong to this class."® In 2017, the WHO identified
Pseudomonas spp., Acinetobacter spp., and Enterobacteriaceae as
the three groups of pathogens with the most critical need for
new antibiotics. These pathogens were identified as displaying
widespread MDR and posing a threat to hospitals, nursing
homes, and to patients who require devices such as ventilators
and catheters. These bacteria have become resistant to numerous
conventional antibiotics, including carbapenems and third gene-
ration cephalosporins, which are currently the best antibiotics for
treating MDR bacteria. Fig. 1 shows some examples of antibiotics
that could be affected by different bacterial mechanisms of
resistance, based on the review from Sriramulu.'®

2.2 Bacterial tolerance and persistence

There are numerous bacterial survival mechanisms that have
led to diverse nomenclature, which has been summarised by
Mathias and co-workers.?® Here, we would like to draw atten-
tion to two modes of action other than bacterial resistance,
which are known as tolerance and persistence. These terms
describe two phenomena in which many conventional anti-
biotics fail to exhibit antibacterial effects, leading to increased
bacterial survival.*'>*

Bacteria that are tolerant can survive in the presence of
antibiotics whose concentration is above the minimum. These
bacteria cannot multiply in the presence of the antibiotic and
arise without undergoing genetic change. However, they are
killed at slower rates than resistant bacteria.*"*

Persistent bacteria have similar characteristics to tolerant
bacteria. However, persistence concerns only a subpopulation
of bacteria exposed to the antibiotic. In other words, if 100% of
the population are persistent, they are tolerant. Persister cells
are absent in exponentially growing cells. They can be found
when the bacteria are under various forms of stress, for
example in a stationary-phase culture (about 1%) and in
biofilms.>*>®

Due to their metabolically dormant state, persister cells are
not sensitive to conventional antibiotics such as fluoroquino-
lones, aminoglycosides, and B-lactams, which are effective
against actively growing cells. Effective antibacterial com-
pounds must enter the persister cells without utilising bacterial
machinery, which is likely to be inactive due to the dormant
state.>® For an in-depth understanding of bacterial survival
mechanisms and their evolution in the presence of antibiotics,
we direct the reader to the recent reviews by Mathias and co-
workers and Hardt and co-workers.”**"

Within the current arsenal of antibiotics, only a limited
number of structural classes and targets are represented, with
little evidence of any anticipated change in the current drug
pipeline. Since 2000, only six new classes of antibiotics have
been brought to market, and although several of these drugs
have novel mechanisms of action, they only target Gram-
positive bacteria.*>*° Four out of the six ESKAPE pathogens,

This journal is © The Royal Society of Chemistry 2021
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Fig. 1 Scheme of possible bacterial mechanisms of resistance. Some examples of antibiotics affected by different mechanisms of resistance are shown
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recognised for their concerning levels of MDR and virulence,
are Gram-negative. This is a niche that current therapies are
failing to fill.>' The term ‘ESKAPE’ comprises six highly virulent
and antibiotic resistant bacterial pathogens: Enterococcus
faecium, Staphylococcus aureus, Klebsiella pneumoniae, Acineto-
bacter baumannii, Pseudomonas aeruginosa, and Enterobacter
spp. For the future of human healthcare, it is imperative that
new drugs are developed that are capable of overcoming the
challenges posed by Gram-negative bacteria, and that can
perturb the development of MDR.%>?

Numerous organisations and government entities are united
in calling for increased investment in antibiotic discovery. Aside
from traditional small-molecule drugs, recommendations have
been made for the investigation of non-traditional and alternative
therapies, focussing on different bacterial targets and more
unusual molecular architectures.”»** The UK Government
Review on AMR specifically highlights AMPs as promising
alternative therapeutics that merit investment and research.>*
Likewise, recent studies have revealed that AMPs form a class of
antibiotics that have low propensity to develop resistance.** ™’

3 Antimicrobial peptide classification
and the antimicrobial peptide database

AMPs, many of which are also referred to as host defence
peptides (HDPs), are a numerous and varied group of mole-
cules. For the purposes of this review, we will adopt a broad
definition of AMPs, considering them to be peptides composed
of predominantly o-amino acids that display antimicrobial
activity, or that facilitate the antimicrobial activity of other

This journal is © The Royal Society of Chemistry 2021

compounds e.g. peptide efflux pump inhibitors. This means
that they need not function by membrane disruption, which is
classically considered a defining feature of many AMPs.*®?°
We also consider that AMPs can be anywhere from two to 100
residues in length, can be charged or uncharged, and can be
made by cellular machinery, fully synthetic, or a combination of
the two. They can also be adorned with various modifications
(e.g. lipid chains, PEG chains, sugars), meaning that anionic/
neutral peptides and glycopeptides can be included in this
discussion, despite the fact such compounds are not often
considered as AMPs elsewhere in the literature.*°** While the
peptide-derived B-lactam antibiotics are AMPs by this definition,
they will not be considered in this review. Furthermore, our
definition means that some AMPs discussed (e.g. vancomycin,
polymyxins) are not the ‘alternative therapeutics’ highlighted as
requiring further investigation by the UK Government Review on
AMR and are actually some of the most well-established clinical
antibiotics.***> However, by using this broad definition of AMPs,
we can showcase the diversity of peptide structures that exhibit
antimicrobial activity and discuss the variety of methods reported
in the literature for their chemical synthesis.

Numerous databases exist for documenting AMPs, and the
antimicrobial peptide database (APD) is one such example
which was originally created as a response to growing interest
in AMPs as therapeutic agents against MDR pathogens.*® The
database is dedicated to the ‘glossary, nomenclature, classification,
information search, prediction, design, and statistics of AMPs
and beyond’, with data having been collected manually from
PubMed, the PDB, Google, and Swiss-Prot. Since its creation in
2003, the database continues to be updated and expanded
by the Wang laboratory and is currently in its third iteration:

Chem. Soc. Rev., 2021, 50, 7820-7880 | 7823
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the APD3.°™*® It is far from the only database of AMPs, but it is
one of the most general in its scope, and therefore falls closest
in-line with what we wish to highlight in this review. We direct
the reader to a list of other AMP databases on the APD website
should they wish to find more.

Typically, four criteria are followed to register a peptide in
the APD3: (1) it must be from a natural source; (2) antimicrobial
activity must be demonstrated (MIC < 100 mM or < 100 mg ml ™%
(3) the amino acid (aa) sequence of the mature peptide must
have been elucidated, at least partially; and (4) the peptide must
contain fewer than 100 aa residues. However, approximately
2.5% of the entries are synthetic peptides of interest, and since
October 2012 the database also includes some small yet impor-
tant antimicrobial proteins (>100 aa). As of July 2020, there
were 3217 AMPs in the database with entries from all six
kingdoms of life (Fig. 2A).*° The database is designed to reduce
redundancy, and so the same AMP from different species will
share an entry, as will synthetic fragments of natural AMPs and
the peptide from which they are derived.’® The APD3 has been
used to describe two different structural classification systems,
the first of which focusses on the presence of a-helix and/or
B-sheet secondary structure elements. Using this a-helix/B-sheet
system, AMPs are classified into four families: o, B, off, and
non-of. AMPs in the o-family contain an o-helix as the main
structural element, whereas those in the B-family contain at
least a pair of B-strands. af-Structures have a mixture of both
elements and non-af structures have neither. The percentage
of AMPs in the database belonging to each of these four

A Protists B
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Synthetic

.08 82.25%

Bacteria
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B
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structural classes can be found in Fig. 2B, with the majority
belonging to the o-family (459, 67.2%). This classification
system relies on knowledge of AMP 3D structure, which is
provided either by solution NMR or X-ray diffraction studies.
Of the 3217 entries in the APD, only 683 (21.2%) have a reported
3D structure and so can be classified by their a-helix/B-sheet
content.

To account for the AMPs in the APD3 that do not have a
reported 3D structure (78.8%), Wang proposed a universal
classification system (UCS) based on the covalent bonding
patterns of polypeptide chains (Fig. 2D).”>' The classification
system has four classes, the first of which, UCLL (LL = linear),
includes all linear peptides where, if chemical modifications
are present, they are confined to individual aa. This is in
contrast to the second class, UCSS (SS = side chain-side chain),
in which all peptides have at least one chemical bond between
different aa side chains, regardless of whether those aa are part
of the same peptide backbone. The third class, UCSB (SB = side
chain-backbone), contains peptides with a bond between the
side chain of one residue and the backbone of another residue.
The final class, UCBB (BB = backbone-backbone), comprises all
those peptides that are cyclised head-to-tail. Several of these
classes can be further sub-divided based on the number of
polypeptide chains present and the nature of linkages present.
We direct the reader to Wang’s original outline of this UCS for
further discussion.”® Using the UCS, a significantly greater
proportion of entries in the APD3 have been classified by their
structure (2381, 74.0%) (Fig. 2C). Most of these entries fall into

ucss
35,1.5%

of
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ucss
0
UeLL 1,137, 47.8%

a
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D
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Fig. 2 (A) Sources of the 3217 antimicrobial peptides in the APD3 database as of July 2020. (B and C) Structural classes of AMPs in the APD3 as of July

2020 using the a-helix/B-sheet system and using the universal classification system (UCS). Only those AMPs with the reported structural data necessary
for classification have been included. (D) Classification of AMPs based on connection patterns of the polypeptide chain.®* An example linkage is used for
class Il and class lll. The exact chemical nature of the linkage can vary. R is an aa side chain.
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the first class, UCLL (1002, 42.1%), or the second class, UCSS
(1137, 47.8%).

Although the UCS can be applied universally, it does not
emphasise all important structural features. For example, in
the UCS lasso peptides fall into the category UCSB, indicating
that they contain a side chain to backbone connection. However,
this classification does not indicate their most interesting struc-
tural feature: the ring formed by the side chain-backbone con-
nection is threaded by the resulting ‘tail’. It is this threading that
affords the eponymous ‘lasso’-like structure that is responsible
for many of their interesting properties.”> Nor does a classifica-
tion of UCSS distinguish between the lantibiotic nisin, which has
an extended structure, and the lantibiotic cinnamycin, which is
globular. From a chemical synthesis perspective, these lasso
peptides and lantibiotics are some of the most interesting and
challenging natural peptide structures to realise.>® Despite this
challenge, they are attractive therapeutic scaffolds due to their
high stability, which is a consequence of their complicated
topologies.>*>> Using either the UCS or a-helix/B-sheet systems,
these interesting and important structural properties may easily
be overlooked. However, given the extremely diverse structures of
AMPs, no classification system can effectively highlight all key
structural features while remaining broad in scope. While these
two classification systems have been discussed in the context of
AMPs, they can equally be applied to peptides in general.
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Contributing to the diversity of AMPs are the numerous post-
translational modifications (PTMs) which they can undergo.
PTMs play important structural and functional roles and so the
APD3 enables the user to search for AMPs with 23 types of PTM.
The number of AMPs in the APD3 containing these modifications
is shown in Fig. 3A.>°

One of the most common PTMs in the database is C-terminal
amidation, which can be critical for antimicrobial activity.””
Amidation raises the net charge of a peptide by +1 through
neutralisation of the C-terminal carboxylate that would other-
wise be present. In addition, amidation can alter the helicity of
the AMP.>® For the synthetic AMP modelin-5, both amidated
and un-amidated analogues can bind to lipid bilayers, but upon
binding, helix formation is only induced in the amidated
analogue.®® However, while amidation can improve antimicro-
bial activity, for some AMPs little difference is observed with
or without amidation.®® In contrast to amidation, N-terminal
acetylation is uncommon in natural AMPs, despite being used
frequently in synthetic AMPs. This could again be related to net
charge, as acetylation masks the positive charge afforded by a
free N-terminal o-amino group at physiological pH.

In addition to antimicrobial activity, AMPs display a range of
other functions and so the APD has been continuously updated
to reflect these properties. In its current format, the APD3 offers
25 searchable peptide activities which are listed in Fig. 3B along
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(A) AMPs with post-translational modifications reported in the APD3 as of July 2020. This data was collected from the APD3 by searching in the

‘chemical modification’ box with each of the 23 search terms corresponding to the modification, as outlined by Wang.>! (B) The number of AMPs in each
of the 25 searchable peptide functions reported in the APD3 as of August 2020. Physicochemical properties of AMPs in the APD3 as of July 2020: aa
length (C), net charge (D), and hydrophobicity (E).
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with the number of peptides known to display each of those
properties. Another means of AMP classification is by their
physicochemical properties. This is an important source of
information for designing synthetic AMPs and for drawing
correlations between these properties and proposed mechan-
isms of action.

4 Physicochemical properties of AMPs

The lengths of peptides in the APD3 range from 2 to 183 aa
residues, with an average length of 33.27 residues (Fig. 3C). The
upper limit is however arbitrary and is purely defined by the
scope of peptides collected in the database. There are two AMPs
in the database that are two residues in length, gageotetrin A
and peptide F3, both of which are post-translationally modified
with lipidation and biphosphonation respectively. The shortest
AMPs in the database to show antimicrobial activity without
PTM are five residues long, several of which are from the anti-
bacterial vermipeptide family. However, these are the extremes
and most AMPs (88.5%) in the database are between 11 and 60
residues in length.

AMPs are typically cationic at neutral pH which can help
to direct them to negatively charged bacterial membranes by
electrostatic attraction (See Section 6.1).°" However, there are
still many examples of neutral and anionic AMPs. The APD3
currently reports 195 AMPs with a negative net charge, 188 with
a net charge of zero, and 2834 with a positive net charge
(Fig. 3D). The breadth of known net charges is impressive with
the ‘most anionic’ AMP, chrombacin, having a —12 net charge,
while the ‘most cationic’ AMPs, sheep cathelicidin OaBac11
and fish histone-derived Oncorhyncin II, have a +30 net charge.
The overwhelming majority of AMPs though (96.2%) have a net
charge of between -5 and +10, with an average net charge of
+3.33. Unlike some other databases, the APD3 takes the effect
of chemical modification on net charge into account.>® For
example, the net charge of AMPs that are amidated at the
C-terminus is increased by +1.

The range of hydrophobicities of AMPs in the database
is also broad with examples at both extremes (Fig. 3E). For
example, baceridin (WaiVIL, cyclic) is composed exclusively of
hydrophobic residues, therefore displaying 100% hydrophobicity.
Gramicidin A (CHO-VGAIAVWWWIWIWIW-NH(CH,),0H) and B
(CHO-VGAIAVWWWIFIWIW-NH(CH,),0H) also display notably
high hydrophobicity at 93%. Most AMPs in the APD3 (98.6%)
have a hydrophobicity of between 10 and 80%, with the peak of
the distribution located between 40 and 50%. At the other end
of the spectrum, sheep anionic peptide contains no hydro-
phobic residues at all. Throughout this review, note that 1- and
p-amino acids are assigned uppercase and lowercase letters,
respectively (i.e. “V” for 1-val, and “1” for p-Leu).

Using the APD3, it is also easy to investigate the average
length and net charge of AMPs with respect to their universal
structural class (Table 2). The two properties do not directly
correlate and while the average length follows the sequence
UCSS1a > UCBB > UCSS1b > UCLL > UCSB, the order for
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Table 2 Number, average length, and net charge of AMPs from each of
the universal structural classes in the APD3 as of July 2020

UCLL UCSSta UCSS1b UCSB  UCBB
Number of AMPs 1002 1065 72 35 207
Average length 24.77 40.06 27.68 17.37 29.77
Average net charge 2.75 4.18 1.65 0.03 1.10

average net charge is UCSS1la > UCLL > UCSS1b > UCBB >
UCSB. UCSS1a peptides have a side chain-to-side chain disulfide
bond, whereas for UCSS1b peptides it is a thioether bond. It is
also interesting to consider the different aa compositions of each
of these structural classes and we direct the reader to a review by
Mishra and Wang in 2012 that addresses this issue.®” Together,
these observations facilitate the prediction of AMP activity for a
given sequence and furthermore, and help to inform the design
of new AMPs.

The conclusions drawn here about key physicochemical
properties of AMPs map closely to those previously drawn by
Wang and co-workers in 2015, despite an additional 598 AMPs
having been added to the database (a 23% increase). This
suggests that the boundaries and distribution of the properties
described provide a solid framework to guide our understand-
ing of this diverse range of molecules (typical length: 11 to 60
residues; charge: +1 to +5; hydrophobicity: 30% to 70%). How-
ever, the number of natural AMPs is likely in the range of
millions, and so the database is far from a fully representative
sample. Nonetheless, it is an extremely useful tool and will
continue to increase in utility as the number of entries grows.>°

5 Influence of environmental factors
on AMPs

5.1 Effect of salt concentration on AMPs

It has been widely reported that many AMPs display lower
activity in environments of high salt concentration, including
clavanins, tachyplesin, histatins and defensins.®* ¢ This is of
particular therapeutic relevance for cystic fibrosis (CF) patients,
who are at risk from opportunistic pathogens like P. aeruginosa,
and who often suffer from chronic infections in the pulmonary
mucus, which typically has an elevated salt concentration. The
Cl™ concentration of trachea and main stem bronchi airway
surface liquid (ASL) of CF patients has been measured at
around 129 and 170 mM respectively (compared to 84 and
85 mM for normal ASL).®” In CF patients, it has been demon-
strated that the activity of AMPs is much lower in the ASL of CF
patients compared to normal ASL.®”®® As many AMPs have
been shown to be salt-sensitive in vitro (that is, they display
lower activity in higher salt concentrations), it is believed that
this could be the reason for their lack of efficacy in CF
patients.®®

Many membrane-disrupting AMPs adopt an o-helical,
amphipathic structure to exert their antibacterial activity.
A peptide helix features multiple backbone hydrogen bonds
between the carbonyl oxygen and amide NH of consecutive
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helical turns, and these interactions can vary depending on the
local environment, such as ionic strength and pH. There is also
evidence that the local ionic strength does not just affect the
structure of the peptide but can also interfere with the peptide-
lipid interactions. Larson and Kandasamy used molecular
dynamics (MD) simulations to study the effect of salt concen-
tration on the interaction of AMP magainin and palmitoyloleoyl-
phosphatidylcholine bilayers and found that the interactions
between the peptide and lipids were stronger at lower salt
concentrations.”’

Various strategies have been employed to increase the
activity of AMPs in the presence of high salt concentrations,
including many of the synthetic modifications that will be
discussed in this review. These approaches have been used
for natural and de novo-designed AMPs, and examples of both
will be given in this section.

The simplest approach is to modify the aa sequence of a
natural AMP. However, this has been found to have mixed
results. Mor and co-workers developed truncated analogues of
frog-derived peptide dermaseptin S$4 (sequence H-ALWMTLLK
KVLKAAAKAALNAVLVGANA-NH,) and investigated their activi-
ties against E. coli under different incubation conditions.”
It was found that a shortened 14-mer analogue with a Met-Lys
substitution (sequence H-ALWKTLLKKVLKAA-NH,) lost activity
as the concentration of NaCl was increased, whereas a longer
28-mer analogue did not. Hancock and co-workers investigated
analogues of a hybrid peptide of insect cecropin and bee
melittin (sequence H-KWKLFKKIGIGAVLKVLTTGLPALIS-NH,)
which differed in hydrophobicity and net positive charge. It was
observed that the activity of these analogues against P. aeruginosa
was unaffected under higher NaCl concentrations.”” Aside from
modifying existing AMPs, de novo designed AMPs can be salt
resistant.”>”* For example, Mietzner and co-workers developed
de novo designed amphipathic AMPs comprised of Val and Arg
residues, which differed in length and the position and number
of Trp residues.”® In general, the inclusion of several Trp
residues rendered the peptides insensitive to the presence of
150 mM NaCl when the activities were measured against
P. aeruginosa and S. aureus.

Moving away from simple aa substitutions and towards the
production of antimicrobial peptidomimetics (AMPMs, see
Section 14), it has been shown that altering the stereochemistry
of aa residues can improve salt sensitivity.”> Similarly, the
replacement of natural aa with bulky, unnatural aa has the
same effect. Cheng and co-workers demonstrated the success of
this approach with P113, a peptide derived from AMP histatin 5.
The authors replaced Trp and His residues with B-naphthyl-
alanine and B-(4,4’-biphenyl)alanine residues, and these aa
replacements recovered the normal antimicrobial activity
against bacteria including E. coli, P. aeruginosa and S. aureus.”®
The same group applied this strategy to Pac-525, a short Trp-
rich AMP (sequence Ac-KWRRWVRWI-NH,), and produced an
AMPM where all of the aa were the D stereoisomer, and the Trp
residues were replaced with p-B-naphthylalanines. This AMPM
retained antifungal activity against multiple fungal species even
at high salt concentrations.”””®
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Lehrer and co-workers identified that two intramolecular
disulfide bonds present in protegrin PG-1 were necessary to
maintain antibacterial activity in the presence of 100 mM
NaClL.”® Under the same conditions, a linear analogue displayed
negligible bactericidal activity. Therefore, an obvious strategy to
confer salt resistance is to macrocyclise linear AMPs. Doing just
this, Yang and co-workers produced constrained analogues of
tachyplesin, which contains an intramolecular disulfide bond.
The constrained analogue displayed a -sheet secondary structure,
and retained broad spectrum activity in both high and low salt
concentrations.®* Other, more drastic structural changes can be
performed, for example dimerisation. Shin and co-workers
investigated two different strategies for dimerising a model
cationic AMP, either via the side chain of a Lys residue, or via
disulfide bond formation.?8! For the disulfide-linked dimers,
analogues where the Cys residue was placed at either the N- or
C-terminus (sequences (H-CKLKKLWKKLLK-NH,), and (H-KLKKL
WKKLLKC-NH,), respectively) were resistant to 150 mM NacCl.
Unlike the monomer, the Lys-linked dimer (sequence (H-KLKK
LWKKLLK)2K-NH,) retained activity in the presence of 150 mM
NaCl against a range of Gram-negative and Gram-positive
bacteria. The authors hypothesised that this resistance is due
to the multimeric oligomerisation of the dimeric peptides
under high salt concentration.®?

For many peptides, the antimicrobial activity is dependent
on their helical content. Kim and co-workers found that the
helical contents of a model peptide [RLLR]; (sequence =
H-RLLRRLLRRLLRRLLRRLLR-NH,) and magainin II were greatly
diminished in the presence of 200 mM NaCl, which was accom-
panied by a loss in antimicrobial and antifungal activity.*> The
authors incorporated helix-stabilising sequences at the N- and
C-termini of the peptides, (sequence: H-APKAMRLLRRLLRLQ
KKGI-NH,), which resulted in capped [RLLR]s and magainin II
maintaining helicity in the high salt environment, and losing no
activity against both Gram-positive and Gram-negative bacteria, as
well as fungi.

Most literature reports on the effect of salt concentrations on
AMPs focus on NaCl, as it is of high clinical relevance for CF. It has
been shown that increasing the concentration of divalent cations
(zn**, Ca*" and Mg®") can increase the antimicrobial activity of
AMPs such as kappacin and DCD-1L (see Section 6.1); however,
there are conflicting reports as to the whether these cations are
present in significantly higher concentrations in CF patients.®*™®”

From the examples given here, it is clear that a wide range of
structural modifications can be successful in reducing the salt
sensitivity of AMPs; however, the current information is highly
specific for each peptide in question and the target bacteria.
More in-depth mechanistic information is required to explain
why AMPs lose activity in high salt environments, which would
help to develop over-arching design guidelines for future AMP
therapeutics, and could identify novel structural modifications
that have not yet been applied to AMP design.

5.2 Influence of pH on the biological activity of AMPs

In addition to salt sensitivity, the biological activity of AMPs
is also influenced by the environmental pH. Phoenix and
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co-workers have summarised the potential of pH-dependent
AMPs derived from natural sources as therapeutic agents.®®
Generally, the activity of AMPs can vary depending on the
therapeutic site, the pH of which will not necessarily be at
physiological pH (pH 7.4). As such, it will affect the AMP’s
physicochemical properties, and therefore potentially its
mechanism of action. For example, sites of local inflammation,
such an abscess, are characterised by an acidic milieu due to a
local increase of lactic acid and fatty acid by-products from
bacterial metabolism.***° The skin is another environment
where acidity (pH 4-6) plays a critical role in inhibiting bacterial
growth and promoting would healing.”"*>

Changes in the environmental pH can affect the interaction
between AMPs and bacterial membranes by altering protona-
tion states of the AMP’s functional groups. pH can also affect
the nature of the bacterial surface itself, which will affect
peptide binding.”® Most studies that investigate the effect of
pH on AMP activity focus on a pH range from 5.5 to 7.5.°%%°
It has been noted that histidine-rich peptides typically exhibit
better antimicrobial activity at low pH due to the increase in net
positive charge in acidic condition.’® At physiological pH, most
histidine (pK, 6.5) would be present as the neutral species.
However, at a low pH, much more histidine would be present as
the positively charge protonated species, which can enhance the
ability of AMPs to interact with anionic bacterial membranes.®*%%%*
PpH is also known to impact the activity of anionic peptides,
with acidic conditions increasing the overall positive charge.®**”
By testing the antimicrobial activity over a wider range of pH
values (pH 4-9), a study from Wimley and co-workers showed that
AMPs generally exhibit a linear decrease in antimicrobial activity
against Gram-negative bacteria (E. coli and P. aeruginosa) with
increasing pH. In contrast, the same study observed the opposite
trend for the Gram-positive bacterium S. aureus, where high pH
led to increased antimicrobial potency.’® This effect was attri-
buted to the different protonation states of native charged
molecules in the peptidoglycan of Gram-positive bacteria at
higher pH, in which case, the charged molecules did not
interfere with the diffusion of the AMPs across the peptidogly-
can layer to reach the bacterial inner membrane.”® Another
study by Welsh and co-workers demonstrated that the antibac-
terial activity of B-defensin-3 and LL-37 was impaired against
S. aureus and P. aeruginosa in acidic pH and reduced the
synergistic activity that is typically observed when these AMPs
are used in combination. Instead, B-defensin-3 and LL-37
displayed better antibacterial activity against S. aureus at basic
PpH, where both peptides are less positively charged which may
facilitate the insertion into the membranes.”

Nevertheless, the effect of pH on the antimicrobial activity of
AMPs is strongly dependent on the AMP sequence as well as its
mechanism of action and the bacterial cell wall composition.
Modulating environmental pH to influence the protonation
states of AMPs and charged molecules in microbial cell walls/
membranes can have direct influence on the initial binding of a
membrane disruptive AMP, which is critical for its activity.
As such, pH modulation of AMPs can be considered as a
strategy to combat common resistance mechanisms, and increase
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the potency of AMPs.**°*'% However, such a strategy might be
carried out only in topical applications.”®

6 AMP mechanisms of action

An understanding of the mechanisms of action of AMPs is
essential in order to make informed decisions when designing
new AMP therapeutics. Multiple studies have highlighted two
overarching mechanisms of action: membrane disruption and
immunomodulation. However, this does not imply that other
mechanisms of action are not employed by AMPs. For example,
the glycopeptide vancomycin primarily acts by inhibiting the
polymerisation and cross-linking of the cell wall peptidoglycan
instead of disrupting bacterial cell membranes.'*

6.1 Membrane disruption

AMPs whose mechanism of action involves membrane disrup-
tion typically rely on the different compositions of host and
pathogen membranes to impart selectivity. The surface of
mammalian cells is mainly composed of neutrally charged
phospholipids such as sphingolipids or phosphatidylcholine
(Fig. 4)."° On the other hand, a significant fraction of bacterial
membranes consists of negatively charged phospholipids such
as phosphatidylserine (PS), phosphatidylglycerol (PG), and
cardiolipin.’® In addition, the peptidoglycan cell wall that
surrounds the cell membrane of Gram-positive bacteria con-
tains significant quantities of negatively charged teichoic acid,
while the outer leaflet of the outer membrane of Gram-negative
bacteria is largely composed of negatively charged lipopolysac-
charide (LPS).'***°® Mammalian cell membranes also contain
negatively charged phospholipids like PS, but they are mostly
located in the cytosolic leaflet of the bilayer.'®* In some cancer cell
lines, membrane regulation is lost, resulting in an increased
presence of negative phospholipids on the cell surface.” In these
cases, some AMPs are able to selectively target the cancer cells
over normal mammalian cells, illustrating the importance of
membrane composition for AMP selectivity.'"”® Unlike bacterial
membranes, mammalian membranes also contain the uncharged
steroid cholesterol, which reduces their fluidity. This decreased
fluidity has been implicated in reducing the membrane rearran-
gement often caused by AMPs."® The overall negative charge of
bacterial outer surfaces is likely responsible for the cationic nature
of most AMPs, which have evolved as a defence mechanism
against bacteria. The resulting electrostatic attraction facilitates
initial peptide binding."'* It has been shown that decreasing the
positive charge of an AMP below a certain threshold can signifi-
cantly lower its activity."'" However, while increasing the positive
charge typically leads to improved antimicrobial activity, too high
a charge leads to an increase in off-target toxicity. The increased
charge density is thought to enhance the interaction between
water and the AMPs, stabilising the hydrophilic surface of trans-
membrane pores formed by AMPs after the initial binding event.
However, many AMPs are anionic, in which case electrostatic
attraction to a negatively charged membrane does not seem like
a viable mechanism at first sight. An example of such peptide
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Fig. 4 Different components of cellular envelopes. The charge of the different structures is highlighted, with negatively charged groups being shown in
blue and positively charged groups in red. Phospholipid building blocks are found in cell membranes of mammals and bacteria: the surface of bacterial
membranes contains a higher proportion of anionic phospholipids like phosphatidylglycerol, phosphatidylserine or cardiolipin, but it also contains neutral
phosphatidylethanolamine. Mammalian cells contain a higher proportion of neutral phospholipids like phosphatidylcholine or sphingolipids. In addition
to the cell membrane, bacteria have a cell wall consisting of peptidoglycan, which is mostly neutral. The cell wall of Gram-positive bacteria consists of a
thick layer of peptidoglycan, which also contains teichoic acid with negatively charged phosphate units. Gram-negative bacteria have a thinner layer of

peptidoglycan for their cell wall, which is protected by additional outer

phospholipid bilayer. The surface of this outer membrane is covered with

lipopolysaccharides (LPS). LPS consist of a chain of saccharide units, which are anchored to the membrane by the lipid A subunit. Saccharides in the core
and O-antigen parts of LPS, as well as saccharides and fatty acids of lipid A, vary between different strains of bacteria, hence the structures shown are only

a representative sample.

is DCD-1L.°” Despite its overall negative charge of —2, it has
been proposed that only its positively-charged N-terminus is
involved in initial membrane interaction. In addition, divalent
cations such as Zn**, Ca®*, or Mg”" were found to improve anti-
microbial activity, possibly through stabilisation of membrane-
spanning DCD-1L oligomers, or by forming a salt bridge between
the anionic peptide and anionic phospholipids. Other reported
mechanisms for anionic AMPs rely on their hydrophobicity or the
presence of positive phospholipids to facilitate the membrane
interaction.™* Some anionic AMPs bypass membrane attachment
and are taken up by cells via transporter proteins, such as microcin
J25 using the outer membrane protein FhuA.'"

The majority of AMPs are also amphipathic in nature, with an
average hydrophobicity of 50% (see Section 4). Amphipathicity,

This journal is © The Royal Society of Chemistry 2021

and the distribution of polar and hydrophobic residues (often
described by hydrophobic moment and polar angle), are then
responsible for interactions between the peptide and the
membrane after the peptide adheres to the membrane
surface."'*'"” As is the case with the net charge, the hydrophobicity
of an AMP must strike a balance. Increasing the hydrophobicity of
an AMP has been shown to improve its antimicrobial activity.*®
However, given that both bacterial and mammalian membranes
share a hydrophobic core, increased AMP hydrophobicity also
results in decreased selectivity for bacterial cells, often leading to
haemolysis. A high hydrophobic content can also result in reduced
antimicrobial activity due to the formation of AMP aggregates.'®

While the initial interaction between an AMP and the
bacterial membrane often relies on the charge of the AMP,
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some AMPs are known to bind to a particular component of the
membrane. For example, both nisin and mutacin bind to lipid
II, a precursor of peptidoglycan, while daptomycin interacts
with membrane PG."77'*® Whether it is due to charge or an
interaction with a particular membrane component, the pep-
tides are brought from solution to the surface of bacteria. -
Helical AMPs are typically unstructured in solution and only
adopt their secondary structure upon interaction with the
membrane. In contrast, AMPs with B-sheet structures are often
already folded in solution as they typically have stabilising
disulfide bridges.'™* As the peptide-to-lipid ratio on the cell
surface increases, the AMPs can bring about disruptive struc-
tural changes in the membrane through interaction with phos-
pholipid heads on the membrane surface. When a threshold
concentration is reached, insertion of the peptides into the
hydrophobic parts of the membrane typically occurs.'*°

Once an AMP has bound to the membrane, there are three
major mechanisms by which it may exert its membrane-
disruptive activity: barrel-stave, toroidal or carpet (Fig. 5). In
the “barrel-stave’’ model, when the threshold concentration of
the (often ao-helical) peptide is reached, a bundle forms and
inserts into the membrane as a pore (Fig. 5A, i). The peptides,
acting as “staves”, are oriented so that polar residues face the
inside of the pore, and the hydrophobic residues the outside,
while maintaining lateral interactions between individual
peptides.'®"'**> The “toroidal’” model is similar to the ‘barrel-
stave’ model in that a pore is formed, but instead of spanning
across the membrane the peptides induce local thinning and
curvature in the membrane resulting in membrane disruption
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(Fig. 54, ii)."*"'** Finally, in the “carpet” model, the peptides
cover the membrane surface (Fig. 54, iii), disrupting its integ-
rity and ultimately causing the membrane to disperse into
particles that are sequestered by the AMPs.">* This later phase
is sometimes also referred to as the ‘detergent’ model
(Fig. 54, iv).

In addition, there are a number of less frequently encoun-
tered mechanisms of action related to membrane disruption.
For some AMPs it has been suggested that when a threshold
concentration is reached, the peptides insert into the
membrane as aggregates (Fig. 5A, v). These aggregates are leaky
and can serve as a transient structure to facilitate the transloca-
tion of the peptide across the membrane to reach an intracel-
lular target."'® There are also studies showing that some AMPs
do not permeabilise the membrane and only cross it to reach
their primary intracellular target, such as buforin II which
binds to DNA."?® However, at high concentrations most
membrane-binding peptides are expected to cause membrane
leakage, including buforin I1.'**"%®

An ‘electroporation’ model has also been described in which
the charge of the peptides accumulated on the outer surface
creates a sufficiently high electric potential difference that pore
formation occurs (Fig. 5A, vi). Unlike other models, these pores
are not lined with the peptides.'*® Some AMPs have also been
shown to alter the distribution of the phospholipids in the
membrane, which on its own can bring about the desired
effects (Fig. 5A, vii). Clustering of certain phospholipids can:
change the local curvature of the membrane; cause a phase
separation; make those phospholipids unavailable for other
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(A) Different membrane disruption mechanisms displayed by AMPs. The membrane is shown in pale grey with negatively charged phospholipids

highlighted in green. The amphipathic nature of peptides is demonstrated by the double colouring of the helices: blue represents the surface with
positively charged residues and red the surface with hydrophobic ones. (i) In the barrel-stave model peptides form a pore spanning the membrane. (i) In
the toroidal model peptides cause local membrane curvature resulting in membrane disruption. (iii) Peptides may cover the surface of the membrane
(carpet model). As the peptide to lipid ratio increases, this can lead to membrane dispersal (detergent model, iv). (v) Peptides may form leaky aggregates in
the membrane (aggregate model). (vi) In the electroporation model, peptide accumulation on the membrane surface causes an electric potential build-
up resulting in a membrane disruption. (vii) Phospholipid clustering can change the morphology of the membrane. (B) Roles of AMPs in modulating the
immune system. NETs: neutrophil extracellular traps, LPS: lipopolysaccharide, PRRs: pattern recognition receptors.
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interactions; or alter the membrane thickness.®"**” This list is
not exhaustive and other mechanisms are possible, though
rare.'”® Furthermore, it is likely that in many cases AMPs actually
employ several mechanisms of action simultaneously.**

Various methods have been used to study the mechanisms
of action of AMPs, both with live cells and artificial membranes
or vesicles. Microscopy with labelled peptides has played a key
role in identifying their location and effect on membranes.
In addition, the folding of AMPs can be monitored by circular
dichroism spectroscopy; the interaction of the peptide aa with
lipids can be identified by NMR; and lipid ordering and mass of
membranes can be measured by dual polarisation interfero-
metry."**'?® Other methods of investigating AMP mechanisms
of action include, but are not limited to: measurement of a
voltage across the membrane; X-ray crystallography and diffraction;
neutron diffraction; and membrane vesicle permeabilisation.
Finally, computational methods, such as MD or Monte Carlo
simulations, are heavily employed.'*12130

The means by which membrane disruption results in cell
death can vary. Membrane disruption ultimately results in
dissipation of vital chemical gradients, such as that of protons
or metal ions."*® The change in ion gradients can result in an
influx of water into the cell due to osmotic pressure resulting in
swelling and eventually bursting."** Non membrane-disrupting
peptides usually interfere with essential intracellular pathways."*°
AMPs may also act synergistically with other antibiotics by either
reducing the barrier to cell entry, thereby facilitating the anti-
biotic reaching its intracellular target (e.g a combination of
colistin with rifampicin), or by acting on an additional target
(e.g. a combination of daptomycin with ampicillin)."*'

One appealing element of the tendency for AMPs to cause
membrane disruption is that they may be better suited than
conventional antibiotics to kill not only metabolically active
bacterial cells, but also slow growing and dormant persister
cells that are present in significant numbers in biofilm archi-
tectures (see Section 2.2).

6.2 Immunomodulatory activity

In addition to the direct killing of microorganisms through
membrane disruption or inhibition of vital intracellular pro-
cesses, many AMPs are also able to interact with the host
immune system to modulate its inflammatory responses. In
order to respond to an infection, the body recognises molecules
that are not associated with human cells. These molecular
markers are referred to as pathogen-associated molecular pat-
terns (PAMPs) and danger-associated molecular patterns
(DAMPs). The first category includes molecules derived from
microorganisms and the second is associated with damaged or
stressed human cells. PAMPs and DAMPs are typically detected
by receptors known as pattern-recognition receptors (PRRs)
from various cells of the innate immune system. Upon detec-
tion of PAMPs/DAMPs by PRRs, various signalling pathways are
activated leading to an inflammatory response. During inflam-
mation, blood vessel dilation and increased blood flow to the
site of infection/damage enable phagocytic white blood
cells (neutrophils, macrophages etc.) and components of the
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complement system to swarm the area and combat invading
pathogens and/or begin the process of repair.** The response
is usually immediate, nonspecific, and tightly controlled.
Intracellular signalling during an inflammatory response is
highly complex and involves multiple signalling pathways
that ultimately lead to activation of the adaptive immune
response.'*”"** Once the infection has been resolved, inflam-
mation decreases and the number of circulating white blood
cells returns to basal level.**

In some instances, the body induces an unusually severe
inflammatory response to an infection, which can lead to
systemic inflammatory conditions such as sepsis. Infection
leading to sepsis remains a serious problem in hospitals and
is currently one of the biggest health problems world-wide."**
In severe cases, sepsis causes a dangerous drop in blood
pressure, known as ‘“septic shock’”, which can quickly result
in multiple organ failure and death. Mortality rates from septic
shock are close to 30-50% in a hospital setting.’*® Sepsis is
often caused by lipopolysaccharide (LPS), also known as endo-
toxin, from Gram-negative bacteria, and lipoproteins (LPs) from
Gram-positive bacteria. The bacteria that are most frequently
isolated from patients with sepsis include S. aureus, S. pneumoniae,
E. coli, and P. aeruginosa.">*"*® One of the main challenges in
fighting sepsis is developing a drug that can efficiently kill bacteria
without releasing the inflammation-inducing toxins LPS and LP."*’
Indeed, studies have shown that treatment with conventional
antibiotics can worsen the release of endotoxins from the bacteria
into the blood system."**'* For a discussion of the bacterial toxins
involved in sepsis, we refer the reader to the review by Girish
Ramachandran."*

AMPs are a key component of the innate immune system in
multicellular organisms with the ability to elicit anti-
inflammatory and immunostimulatory effects. For example,
considerable effort has shown that several natural AMPs are
able to neutralise LPS-induced inflammation in both in vitro
and in vivo models of sepsis.>” AMPs are also able to directly
recruit antigen-presenting cells (e.g. monocytes and macro-
phages) to the site of infection or indirectly via the induction
of chemokines. Furthermore, they can suppress the expression
of pro-inflammatory cytokines; enhance phagocytosis and pro-
inflammatory responses to nucleic acids; induce the expression
of anti-inflammatory cytokines; influence the differentiation of
dendritic cells and the polarisation of T cells; and promote
wound healing (Fig. 5B)."** Defensins and cathelicidins are
currently the most extensively explored mammalian AMPs and
their immunomodulatory activity has been recently summarised
by Davidson and co-workers.'*?

The family of cyclic lipopeptide polymyxins are well known
for their ability to modulate inflammatory cytokines by directly
binding LPS, thereby neutralising its ability to activate PRRs."**
The positively charged 2,4-diaminobutyric acid (Dab) residues
of polymyxins are able to interact with the negatively charged
phosphate group of the lipid A component of LPS."*> However,
being cationic is not a prerequisite for effective LPS binding
as the cecropin D-like peptide (Gm1), an analogue of the
negatively charged AMP cecropin, is also able to bind LPS.
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Gm1 shows promise as a template for further studies in peptide-
based drug development of antisepsis compounds.'**™

Polymyxins are last-resort antibiotics due to their significant
nephro- and neurotoxicity. To overcome this toxicity, Perego
and co-workers have developed a blood endotoxin removal
cartridge in which polymyxin B (PMB) is adsorbed onto poly-
styrene fibres to form an extracorporeal direct hemoperfusion
device known as Toraymyxin™. Briefly, this device is bound to a
machine that draws the blood out of the patient’s vein, which
then flows through the cartridge and is purified by adsorption
of the endotoxins to the immobilised PMB. The machine
subsequently delivers the purified blood back to the patient.***'*
This therapy has been used for the treatment of sepsis in Japan and
Europe and has significantly reduced mortality in patients with
severe sepsis and septic shock.'*”™*° Further details on polymyxins
and their structure are provided in Section 8.

One of the most challenging aspects of developing immu-
nomodulatory peptides as therapeutics is deciphering the
interaction between the peptides and the immune system.
Up to now, many studies have focused on identifying natural
peptides and their variants as antibacterial agents, as well as
anti-endotoxin drugs, the results of which have been summarised
by Lohner and co-workers, and Kidric and co-workers."*”'>° These
reviews describe many peptides and proteins with LPS-binding
properties that are relevant for the research of AMPs, such as
cationic antimicrobial proteins from human and rabbit neutrophil
leukocytes (CAP37 and CAP18); lipopolysaccharide-binding protein
(LBP); bactericidal-permeability increasing protein (BPI); Limulus
anti-LPS factor from the Atlantic horseshoe crab, Limulus
polyphemus (LALF); and lactoferrin (LF), the mammalian iron-
binding glycoprotein.'*”*°

Many experimental drug therapies to treat sepsis have failed
clinical trials and critical care physicians are currently lacking
drugs specifically approved for the treatment of sepsis.
Although talactoferrin o, a recombinant form of the human
lactoferrin protein, has failed clinical trials, antimicrobial pep-
tides and proteins show a lot of promise in this area because
they confer bactericidal and/or immunomodulatory effects,
which may also pave the way for combination therapies
of different AMPs, with anti-inflammatory or bactericidal
effects.’*»31713% while initial studies have been performed
with the classic natural AMP families, we believe an area of
growth for AMP research is to fully elucidate their immunomo-
dulatory activity such that they may be successfully employed
for the treatment of sepsis.

7 Bacterial resistance to AMPs

While AMR has already been discussed (see Section 2), here we
will highlight bacterial resistance mechanisms of particular
relevance to AMPs, a topic which has also been reviewed
elsewhere.">'>> These mechanisms include (but are not limited
to): surface remodelling, the production of AMP-sequestering
proteins, capsule synthesis, biofilm formation, the expression of
efflux pumps and the co-opting of AMP function.
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7.1 Surface remodelling

The majority of AMPs function by binding to and compromis-
ing bacterial membranes. As such, a key resistance mechanism
for bacteria is to chemically and structurally alter the perme-
ability and fluidity of their membranes to prevent interaction
with AMPs. Bacterial strains displaying resistance towards
polymyxins, cathelicidins, and defensins have all been shown
to have altered membrane lipid compositions and reduced
levels of particular membrane proteins and ions.>® This
process of membrane alteration is referred to as surface
remodelling.

For cationic AMPs, interaction with the target membrane is
driven by electrostatic attraction to the negatively charged
bacterial surface. To prevent this attraction, some Gram-
negative bacteria acquire chromosomally-encoded resistance
genes that reduce the overall negative charge of their outer
membrane."'>'*® For example, polymyxin B-resistant V. cholerae,
P. aeruginosa, S. enterica, and A. baumannii have been shown
to modify lipid A, part of the key Gram-negative OM component
LPS, with phosphoethanolamine or 4-amino-4-deoxy-L-arabinose
residues, reducing its negative charge (Fig. 6A)."”"*® These
modifications confer resistance to many cationic AMPs, including
polymyxin B, and occur primarily due to regulatory complexes
such as PmrAB and PhoPQ, which alter gene expression in
response to environmental changes.'**'**! For an in-depth
discussion of LPS modifications we direct the reader towards an
excellent review by Hankins and co-workers.'®” In the case of
polymyxin B, it has also been found that resistance can be
plasmid-mediated in Gram-negative bacteria.'*® Indeed, poly-
myxin resistance was reported in 2016 in E. coli SHP45 as a result
of the plasmid-mediated mobilised colistin resistance-1 (mcr-1)
gene, which adds phosphoethanolamine to lipid A (Fig. 6A).>"'%
Since 2016, the gene has been detected in several bacterial species
and new mcr variants have been identified.'®*"’* Membrane
alterations have also been observed in Gram-positive strains, for
example, modification of the membrane lipid PG of S. aureus with
a Lys residue, which is proposed to reduce the overall negative
charge (Fig. 6B).

Some bacterial species evade AMP activity by modifying their
cell walls in addition to, or instead of, their membranes. For
example, cell wall thickening has been observed in Gram-
positive S. aureus and Gram-negative E. coli.'’> The cell wall
of Gram-positive bacteria is negatively charged due to the large
quantity of teichoic acid present, which is covalently linked to
peptidoglycan.’”® A variety of modifications can be made to
teichoic acid, including esterification of the p-alanine residues
(Fig. 6C)."”7 In this instance, it has been suggested that the
primary function of these p-alanine substitutions is to increase
the cell-wall density, rather than to reduce overall net charge."”®

7.2 AMP-Degrading and sequestering proteins

Many pathogenic bacteria produce cytosolic and/or extra-
cellular proteases, which hydrolyse and inactivate AMPs. This
is often an inherent resistance mechanism and there are
several studies linking the level of bacterial protease expression
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Fig. 6 Various modifications that can occur to bacterial membrane and cell wall components that confer resistance towards AMPs: (A) modification of
lipid A with phosphoethanolamine or 4-amino-4-deoxy-L-arabinose. (B) Modification of lipids with cationic residues (e.g. Lys). (C) b-Alanine esterification
of teichoic acid residues. Negatively charged groups highlighted in blue, positively charged groups highlighted in red.

to the level of susceptibility to AMPs.'*® Linear AMPs are often
more prone to hydrolysis than macrocyclic AMPs due to the
relative accessibility of the peptide backbone in the linear
conformation.'”**%°

As an alternative to degradation strategies, some bacteria
produce non-proteolytic AMP-sequestering proteins, which bind
to AMPs and render them inactive, for example, staphylokinase
produced by S. aureus.'®* P. aeruginosa has been observed
to secrete a virulence factor, LasA, which causes shedding of
a cell-surface heparan sulfate proteoglycan, syndecan-1."8* It is
believed that syndecan-1 can neutralise cationic AMPs such as
cathelicidins.

7.3 Capsule synthesis

Some pathogenic bacteria, including P. aeruginosa, can produce
an anionic polysaccharide capsule that surrounds the cell.'®®
The capsule is thought to limit access of AMPs to the outer
membrane, firstly by providing a physical barrier between the
two."®* Secondly, capsule polysaccharides can bind to and
sequester AMPs via electrostatic interactions.'®* It has been
shown that AMPs can modulate capsule expression in K
pneumoniae: the presence of polymyxin B and lactoferrin corre-
lated with a higher quantity of capsule polysaccharide bound to
the cell surface.'®

7.4 Biofilm formation

Biofilms are a key mechanism by which bacteria can evade
antibiotic activity. A biofilm consists of bacterial communities
attached to a surface, and embedded in an extracellular matrix
composed of lipids, DNA, polysaccharides, and proteins, which
can have a large impact on cell-to-cell interactions and bacterial
virulence."? Biofilms are able to impart AMP resistance, likely
due to the inability of the AMP to penetrate the biofilm matrix,
in a similar manner to a capsule."® Polysaccharides in the
biofilm matrix are thought to bind to and sequester penetra-
ting AMPs."®® A more putative mechanism of biofilm-induced

This journal is © The Royal Society of Chemistry 2021

resistance involves the presence of persister cells with a specific
MDR phenotype within the biofilm.'8”-'%8

The response of bacterial biofilms to AMPs depends on the
concentration, structure, and composition of the AMP."** For
example, sub-inhibitory concentrations of both polymyxin B
and E (colistin) can induce biofilm formation, whereas some
cationic AMPs have been reported to prevent biofilm formation
or disrupt pre-formed biofilms."#**

7.5 Membrane transport systems/efflux pumps

Even if an AMP can evade these resistance mechanisms and
reach the bacterial membrane or cytoplasm, it can then be
removed from the cell by membrane transport systems (or
efflux pumps). Some efflux pumps are able to export multiple
AMPs, for example, the energy-dependent MtrC-MtrD-MtrE
efflux pump found in Neisseria gonorrhoeae and meningitidis
is known to efflux the AMPs PG-1, PC-8, LL-37, and TP-1.'
Conversely, in S. aureus the gacA gene encodes for a proton motive
force-dependent efflux pump which seems to only confer resis-
tance towards one peptide, tPMP-1; however the exact nature of
this resistance is yet to be fully elucidated.®® In addition to
expressing efflux pumps that can export non-endogenous AMPs,
bacteria typically express efflux pumps capable of exporting AMPs
produced intracellularly as part of their own defence strategy, in
order to avoid their harmful effects."*

In a different strategy, Mason and co-workers observed that
nontypeable Haemophilus influenzae actively imports AMPs
such as cathelicidins and defensins via the multifunctional
Sap import system.'”® Once in the cytosol, the AMPs are
degraded by cytosolic proteases. The authors hypothesised
that the Sap import system reduces the AMP concentration at
the membrane and periplasmic space, thereby preventing
membrane disruption.

7.6 Co-opting AMP function

A particularly unusual mechanism of AMP resistance is dis-
played by Shigella flexneri, which exploits the properties of
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cationic AMPs and uses them to invade host cells.**®

S. flexneri
infect the host’s epithelial cells, and adhesion between the
bacterial and mammalian cells is necessary for successful
invasion. As the cell surfaces of both the host epithelial cells
and the bacteria contain anionic components, the bacteria
employ cationic AMPs released by the host to facilitate adhe-
sion. This example of bacteria not just evading AMP activity
but repurposing them to promote virulence highlights how
resourceful and adaptive these organisms can be.

The field of AMPs is relatively young and so investigations
into the mechanisms of bacterial resistance towards these
antimicrobial agents are largely preliminary or inconclusive.
Further studies must be performed, particularly on pathogens
of high relevance to human health, so that these resistance
mechanisms may be understood and overcome. Often, bacterial
resistance to AMPs is overlooked in discussions of AMPs as
promising antimicrobial therapeutics, likely due to their under-
representation in the clinic. However, as therapeutic AMPs are
developed, it is vital that more is understood about resistance
mechanisms so that the mistakes that have led to the current
AMR crisis can be avoided. Beyond ensuring appropriate prescri-
bing and usage of AMPs, chemical synthesis and bioengineering
will play important roles in altering these compounds to reduce
their susceptibility to the mechanisms of resistance outlined here.

8 (Non)ribosomally-synthesised AMPs
and the current clinical landscape

Nature has elegantly evolved several cellular machineries cap-
able of producing peptides and proteins with precise control
over their sequence, length, stereochemistry and topology.
Many AMPs belong to the large family of gene-encoded
ribosomally-synthesised peptides (RPs), which are produced
by nearly all forms of life including animals, bacteria, fungi,
plants, and insects."* For an in-depth discussion of
ribosomally-synthesised AMPs, we refer the reader to a review
from Abraham and co-workers, who considered these AMPs in
five classes, such as cationic peptides enriched in a particular
aa (e.g. proline, arginine, tryptophan, phenylalanine, or glycine);
linear cationic o-helical peptides without cysteine residues;
anionic peptides rich in glutamic acid and aspartic acid;
anionic and cationic peptides containing cysteine residues;
and neutral peptides."”” All ribosomally-synthesised AMPs
share common features. Often, they are derived from relatively
short precursor peptide sequences and are translated as
inactive pro-peptides, requiring at least one proteolytic step
for their activity (e.g. cathelicidins and defensins). Different
proteases can generate various peptide lengths and enable access
to diverse antimicrobial and immunomodulatory properties.
As such, the presence of appropriate proteases, as well as their
expression levels, are important factors for regulating the
function of the AMPs."”®?°% In bacteria, the genes encoding
pro-peptides are often clustered with genes that encode pro-
teins involved in modifying the pro-peptides, as well as those
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that impart the host with resistance against the generated AMP,
and those that are responsible for its secretion.**?

Once translation has occurred at the ribosome, some peptides
undergo further PTMs, sometimes referred to as “post-ribosomal
peptide synthesis” (PRPS). These ribosomally-synthesised and
post-translationally modified peptides, or RiPPs, are becoming
increasingly recognised as an untapped source of antimicrobial
drugs.>**°® They contain a “leader peptide” that is appended to
the N-terminus of the precursor peptide (in rare cases to the
C-terminus, in which case it is known as the “follower peptide”).
The leader peptide is known to play many roles including the
recruitment of the PTM enzymes, identification of the proteolysis
sites, and peptide export.”*”**® Typical PTMs can include (but
are not limited to): the formation of complex knotted topologies
(e.g lasso peptides, cyclotides); the formation of thioether bridges
(e.g lanthipeptides, sactipeptides); and the formation of backbone
heterocyclic moieties (e.g. linear azole peptides, thiopeptides).
These modifications provide access to regions of chemical space
that are not explored by RPs, as well as imparting high stability to
both chemical and metabolic degradation, making RiPPs attrac-
tive peptide drugs.

Despite the appeal of ribosomally-synthesised AMPs, to the
best of our knowledge none have been brought to market for
therapeutic applications, although some are currently undergoing
clinical trials. Nevertheless, a few AMPs have been successfully
used in other applications such as in agriculture and the food
industry. For example, the prototypical lanthipeptide, nisin, has
been used as a preservative in food for over 40 years.'*"*%*

In contrast to RPs and RiPPs, there is a very clinically
significant subset of nonribosomally-synthesised peptides
(NRPs), which are synthesised without the need for ribosomes
and messenger RNAs. This nonribosomal synthesis is achieved
by multienzyme machineries, known as nonribosomal peptide
synthetases, which are able to incorporate non-proteinogenic
aa, such as p-aa, as well being able to perform modifi-
cations such as cyclisation, glycosylation, hydroxylation, and
acylation.>*>?'° To date, NRPs have been predominantly used
as systemic and topical antibacterials, followed by antitumour
agents, antifungals and animal feed additives, and represent
more than 20 marketed drugs.” It is noteworthy that many
AMPs, including RiPPs and NRPs, are not limited to acting as
anti-infectious agents. They display a wide array of biological
activites, such as inhibition of nucleotide/protein synthesis,
metal ion chelation, cell membrane permeation, cell apoptosis
regulation, cytokine release modulation, or acting as sidero-
phores.207’210_214

Although some of these NRPs are key players in the clinic
(e.g. vancomycin), there are still very few AMPs that are cur-
rently undergoing preclinical studies or clinical trials, approved
by the FDA, or undergoing commercial development.'®”*'?
Fig. 7 and Table 3 show a non-exhaustive list of marketed
peptide-based antibiotics: gramicidin D, polymyxin B/colistin
(polymyxin E), bacitracin, daptomycin, vancomycin, oritavan-
cin, dalbavancin, telavancin, and teicoplanin.**®*"”

Gramicidin D was initially isolated by Dubos in 1939
from the soil bacterium Bacillus brevis and was identified as a
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mixture of three different analogues (gramicidin A, B, and C) peptides, which are synthesised non-ribosomally by multi-
that differed by one aa. The gramicidins are 15-mer linear enzyme complexes and consist of a mixture of - and p-aa.
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Spectrum of

Active agent Structure activity Mechanism of action Source Marketed
Gramicidin D Linear peptide Antibacterial Forms ion-channels to increase membrane Bacillus brevis 1952
(mixture of peptide permeability
gramicidin A, B,
and C)
Bacitracin Cyclic peptide Antibacterial Prevents the transfer of mucopeptides into  Bacillus subtilis ~ 1948
against Gram- the cell wall, resulting in the inhibition of  and Bacillus
positive bacteria  cell wall formation licheniformis
Colistin Cyclic lipopeptide Antibacterial Binds to LPS at the outer membrane and  Paenibacillus 1958
(polymyxin E) interacts with inner membrane polymyxa
var. colistinus
Polymyxin B Cyclic lipopeptide Antibacterial Binds to LPS at the outer membrane and  Bacillus 1952
interact with inner membrane polymyxa
Vancomycin Tricyclic glycopeptide Antibacterial Inhibits synthesis of the bacterial cell wall ~Amycolatopsis 1955
containing vancosamine against Gram- (peptidoglycan) orientalis
and glucose positive bacteria
Teicoplanin Lipoglycopeptide Antibacterial Inhibits synthesis of the bacterial cell wall  Actinoplanes 1988
against Gram- (peptidoglycan) teichomyceticus
positive bacteria
Dalbavancin Semi-synthetic Antibacterial Inhibits synthesis of the bacterial cell wall ~Semi-synthetic 2014
glycopeptide against Gram- (peptidoglycan) teicoplanin
positive bacteria derivative
Daptomycin Cylic lipopeptide Antibacterial Disrupts the bacterial membrane Streptomyces 2003
(LY146032) roseosporus
Oritavancin Lipoglycopeptide Antibacterial Disrupts the bacterial membrane and Amycolatopsis 2014
(LY333328) against Gram- inhibits synthesis of the bacterial cell wall orientalis
positive bacteria  (peptidoglycan)
Telavancin (semi- Glycopeptide Antibacterial Disrupts the bacterial membrane and Amycolatopsis 2009
synthetic derivative of against Gram- inhibits synthesis of the bacterial cell orientalis

vancomycin) positive bacteria

Gramicidin A (GA) is the major component of gramicidin D,
while gramicidin B and C comprise 6% and 14% of the mixture,
respectively. The t-Trp residue at position 11 in gramicidin A is
replaced by L-Phe in gramicidin B and r-Tyr in gramicidin C,
and each analogue is individually active against pathogenic
bacteria.”'***' When injected intravenously, gramicidin D
exhibits toxicity in mice and therefore cannot be used to treat
systemic infections. However, it is highly effective via topical
application and was used during World War 1II to treat wounds
and ulcers, becoming the first AMP to be commercially
manufactured.”®® Gramicidin D was granted FDA-approval
in 1955 as a component of Neosporin®, a triple antibiotic
ointment for the treatment of bacterial conjunctivitis.***
Polymyxin (PM) is the generic name for a group of anti-
biotics discovered in Bacillus polymyxa in 1947, among which
colistin is a member. PMs are nonribosomally synthesised
cyclic lipopeptides, which contain five Dab residues (a homologue
of Lys) giving PMs a net positive charge of +5 at physiological pH.
Additionally, the hydrophobic residues and N-terminal fatty
acid chain make PMs amphipathic. Generally, PMs differ in the
nature of the fatty acid chain, the hydrophobic p-aa residue
at position 6, and the 1-aa at position 7. Each component
of polymyxin B and E (colistin) has been summarised by
Hoogmartens and co-workers.”>* Essentially, PMB and PME
differ by a single aa in the cyclic moiety, with a phenylalanine
in PMB and a leucine in PME at position 6. To date, PMB and
PME are used in the clinic to treat systemic infections only as
a last resort antibiotic due to their associated nephro- and
neurotoxicity.*> In addition to their bactericidal activity, PMB
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wall (peptidoglycan)

and PME are well known for their LPS-binding properties, and
are being considered for their potential to treat septic shock
(see Section 6.2).>**?° Despite their structural similarity, PMB
and PME are administered in very different formulations. PMB
is injected intravenously as a sulfate salt, whereas colistin is
injected as a prodrug in the form of colistin methanesulfate
(CMS).”*” PMB and PME show potent antimicrobial activity and
exquisite selectivity against Gram-negative bacteria, such as
P. aeruginosa, K. pneumoniae, and A. baumannii. Colistin was
approved by the FDA in 1962 and manufactured by Endo Pharma-
ceuticals, Pennsylvania, USA as colistin sulfate (Coly-Mycins).>'®
Bacitracin is a nonribosomally-synthesised cyclic peptide
antibiotic that was isolated from Bacillus subtilis and Bacillus
licheniformis in 1945. This cyclic peptide has been shown to
display a narrow bactericidal activity spectrum, primarily
against Gram-positive cocci and bacilli, including Staphylococcus,
Streptococcus, and Clostridium difficile, as well as some
Archaebacteria.”®® Bacitracin was approved by the FDA in
1948 for the short-term prevention and treatment of acute
and chronic localised skin infections, and is typically used as
a single therapy or as part of a tritherapy ointment alongside
neomycin and polymyxin B. Although less common, this pep-
tide can also be injected intramuscularly for systemic treatment
of infantile streptococcal pneumonia and empyema.?*’
Daptomycin was isolated in the early 1980s as a fermentation
product from Streptomyces roseosporus. It is a nonribosomally-
synthesised 13-mer cyclic lipopeptide bearing a decanoyl side chain
that exhibits rapid bactericidal activity against Gram-positive bacteria,
including methicillin-resistant Staphylococcus aureus (MRSA).>****!
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Daptomycin and its derivative cubicin, initially manufactured
by Cubist Pharmaceuticals and now by Merck & Co., were
approved by the FDA in 2003 for the treatment and prevention
of infectious diseases. Cubicin and Cubicin RF (a new formula-
tion), can be injected to treat complicated skin and skin
structure infections (cSSSI), as well as S. aureus bloodstream
infections.>'®?3>233

Vancomycin is a nonribosomally-synthesised tricyclic glyco-
peptide isolated in 1957 from the fungus Amycolatopsis orienta-
lis. It consists of a 7-mer tricyclic peptide structure attached to a
vancosamine-glucose disaccharide. This antibiotic represents
one of the earliest discoveries in this field, and it has been in
clinical use for almost 60 years. Vancomycin is most effective
against Gram-positive cocci and bacilli where it inhibits cell
wall formation. It is used as a first-line agent for MRSA
infections, including bacteraemia, endocarditis, pneumonia,
cellulitis, and osteomyelitis. This antibiotic has also been used
to treat serious Gram-positive infections for patients who are
allergic to penicillins and cephalosporins.**?'%23* Telavancin is
an FDA-approved derivative of vancomycin and was brought to
market in 2009, with vancomycin having itself been FDA-
approved as an oral solution in 1983. Oritavancin and daba-
vancin are also glycopeptides that were both FDA-approved in
2014. All three of these lipoglycopeptides exhibit more potent
antibacterial activity than vancomycin and are effective against
vancomycin-resistant bacteria. They are currently used against
cSSSI caused by S. aureus.”®

Teicoplanin is a lipoglycopeptide isolated from Actinoplanes
teichomyceticus in 1978 and was marketed in Europe in 1988
and in Japan in 1998. However, despite its widespread use, it
has never been approved in the US.**® Similarly to vancomycin,
teicoplanin is a 7-mer tricyclic glycopeptide, but bearing a fatty
acid tail. The clinically used teicoplanin consists of a mixture of
five lipoglycopeptides that differ in the length and branching of
the fatty acid tail. This drug has an activity spectrum similar to
vancomycin primarily against Gram-positive bacteria.>*”

In addition to the marketed AMPs, Table 4 shows a non-
exhaustive list of recently designed AMPs that have proceeded
to clinical trials. A complete list of clinical data on AMPs can be
found on the Data Repository of AMPs (DRAMPs).”*® Up to now,
more than 3000 clinically relevant AMPs have been designed
and identified, but only a few have successfully proceeded to
either preclinical studies, clinical trials, FDA approval, or
market entry. Several AMPs, such as pexiganan (MSI-78), isega-
nan (IB-367), omiganan (MBI-226, analogues of indolicidin)
and neuprex (rBPI21), have failed the trials for reasons such
as flawed trial designs, ineffectiveness of the drugs during
trials, unimproved antimicrobial activity compared to conven-
tional antibiotics, or as in the case of Iseganan, increased
mortality compared to placebo.>>*** Nevertheless, trial failure
can be caused by non-pharmacological reasons, such as
instability of the formulated peptides, confounding biological
activities of the peptides (e.g. pro- and anti-inflammatory
effects, see Section 6.2), and high manufacturing costs.>*° Also,
despite the broad-spectrum antimicrobial activity of membrane-
disruptive AMPs in vitro, they have frequently resulted in systemic
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and local toxicity in vivo, which hampers the successful transition
from bench to bedside.*"

Two lipopeptides, murepavadin (POL7080, NCT03409679)
and surotomycin (NCT01597505, NCT01598311), successfully
entered phase III clinical trials in the last five years. Murepavadin
belongs to a novel class of antibiotics that target the LPS transport
protein D. This lipopeptide is very potent specifically against
P. aeruginosa-associated nosocomial pneumonia.>*****> Suroto-
mycin is a calcium-dependent antibiotic that depolarises Gram-
positive and Gram-negative bacterial membranes. The drug is
currently being evaluated as an emerging therapeutic for
C. difficile-associated diarrhoea.”*’

As we have summarised in this section, AMPs can be natural
products, but they can also be designed de novo, or identified
via the screening of large libraries, which will be discussed in
the following sections.

9 Chemical synthesis of AMPs

Early AMP discovery relied on isolation from natural sources,
usually requiring large quantities of raw biological material
from which small quantities of pure peptide could be
extracted.?** It is now possible for AMPs to be isolated on a
large scale through recombinant DNA technology or through
chemical synthesis. The choice of production method is often
dictated by the size of the AMP to be synthesised, with larger
peptides (> approximately 50 residues) becoming increasingly
less practical to realise by chemical means.**® However, the recom-
binant expression of AMPs is generally considered to be more
complex and labour-intensive than chemical synthesis, despite the
lower production costs and lighter environmental burdens. Further-
more, the recombinant expression of some AMPs requires the
incorporation of a large fusion protein to mask the toxicity of the
peptide to the host cell, which must later be cleaved from the AMP
and removed during purification.>**>*® For these reasons, the
chemical synthesis of AMPs is often the more practical approach,
particularly since the advent of solid-phase techniques, which have
made the process rapid, efficient, and reliable.***>>>

Solid-phase peptide synthesis (SPPS), initially introduced by
Merrifield, is the most commonly used method to produce
peptides of small to medium size (up to 50 residues).>**>°°
SPPS involves attaching the C-terminal aa of the AMP to a
polymeric solid support, usually via a cleavable chemical linker,
followed by successive deprotections and couplings of the aa
building blocks to enable peptide chain elongation. In this way,
excess reagents and byproducts can be effectively removed by
washing the solid support. Once the full sequence has been
assembled, it can be cleaved from the resin to afford the
desired peptide in high yield and purity.>*°

The chemical synthesis of AMPs presents several advantages
compared to extraction from natural sources. Indeed, precise
modification of AMP sequences is possible since each aa is
sequentially added during SPPS, thus enabling the modulation
and improvement of the antibacterial potency and the investiga-
tion of the structure-activity relationships (SAR). Futhermore, in
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Table 4 Non-exhaustive list of AMPs as anti-infective therapeutics in clinical trials

215

View Article Online

Review Article

Development
stage
AMPs Administration Mechanism of action Clinical application (decision) Company
Human Intravenous Binds DNA Diseases mediated by LPS and infections Phase 1 AM-Pharma
lactoferrin- caused by fungi (completed)
derived peptide
hLF1-11
Histatin-1 and  Topical, Generates reactive Chronic infections caused by P. aeruginosa, Phase 1, Demgen
-3, P-113 (hista- mouthwash oxygen species gingivitis, and periodontal diseases Phase 2-3
tin derivatives)
LTX-109 Topical Permeabilises bacterial Uncomplicated skin infections caused by Phase 2 Lytix Biopharma
(lytixar) membrane Gram-positive bacteria, also methicillin-
resistant and -sensitive S. aureus nasal
carriage
Opebacan Intravenous Permeabilises bacterial Burn, wound, and meningococcal infections  Phase 2 Xoma
(rBPI21, membrane (completed)
neuprex)
Opebacan Intravenous Permeabilises bacterial =~ Post-traumatic infections Phase 2 Xoma
(rBPI21, membrane (failed)
neuprex)
Omiganan Topical Permeabilises bacterial Infections associated with catheter Phase 3 Migenix
(MBI-226, membrane (completed)
MX-594AN)
Omiganan Topical Anti-inflammatory Rosacea, severe acne, vulval epithelial Phase 2b Migenix,
(MBI-226, neoplasia, and genital warts (completed) Biofrontera
MX-594AN)
EA-230 Topical Immunomodulation Sepsis, endotoxemia Phase 2 Exponential
(recruiting) Biotherapies
IMX942 Topical Immunomodulation Oral mucositis Phase 3 Inimex
(dusquetide) (recruiting) Pharmaceuticals
PMX-30063 Topical or Permeabilises bacterial =~ Acute bacterial skin infections Phase 2 Innovation
(brilacidin) intravenous membrane Pharmaceuticals
OP-145 Topical (ear Neutralises bacterial Chronic otitis media Phase 2 OctoPlus
drops) toxins (completed)
XF-73 Topical Permabilises bacterial ~ Infections caused by staphylococcus during Phase 2 Destiny Pharma
membrane surgeries, nasal carriage (recruiting)
XOMA-629 Topical (gel) Permeabilises bacterial Impetigo Phase 2a Xoma
membrane
DPK 060 Topical NA“ Infections caused by eczematous lesions Phase 2 DermaGen AB
(completed)
Murepavadin Intravenous Targets the outer Lower respiratory infections caused by Phase 3 Polyphor
(POL7080) membrane LPS P. aeruginosa and ventilator-associated (recruiting)
transport protein D pneumonia
Surotomycin Oral Depolarises bacterial Diarrhoea caused by C. difficile Phase 3 Cubist Pharma-
membrane (completed) ceuticals, Merck
& Co.
Iseganan Aerosol, Permeabilises bacterial =~ Ventilator-associated pneumonia, oral Phase 3 Intrabiotics
(1B-367) mouth wash membrane mucositis (failed) Pharmaceuticals
XMP 629 Topical NA“ Acne Phase 3 Xoma
(failed)
Talactoferrin Oral NA“ Sepsis Phase 3 Agennix
(TLF, rhLF) (suspended)
Pexiganan Topical or Permeabilise bacterial  Infections caused by diabetic foot ulcer Phase 3 Ganaera
(locilex) intravenous membrane, stimulates (failed)
defensin production
P2TA Intravenous Immunomodulation Infections cause by necrotising soft tissue Phase 3 Atox Bio

% NA stands for not available.

addition to the 20 naturally occurring aa, nonnatural aa can also
be inserted or substituted into the AMP sequence to improve its
biological activity and stability.>*® Many natural nonribosomally-
and ribomally-synthesised AMPs have been the subject of SAR
studies, facilitated by SPPS of the peptides and their analogues.
The analysis of analogues of natural products is a key approach
taken in drug discovery from primary screening to lead optimisation.
The optimisation process requires the construction of a large
number of analogues in order to identify new compounds with
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more desirable properties. Many reviews have summarised the
SAR of known AMPs, such as polymyxins, gramicidin D and S,
cecropins, magainins, defensins, and cathelicidins."*>*'%2%77263
While natural AMPs are structurally diverse and have pro-
mising antibiotic properties, they confer several disadvantages
as peptide therapeutics, such as susceptibility to proteolytic
degradation, potential toxicity to mammalian cells, and high
costs associated with their industrial production. As such,
many types of chemical modifications in AMPs have been
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developed with a view to improving their antimicrobial potency
and reducing their susceptibility to proteolytic degradation.
There are various chemical modifications that can be made to
naturally-occurring AMPs, as well as synthetic AMPs, including
substitution of one or more aa residues of the natural AMP
template with other proteinogenic r- or p-residues, N-terminal
acetylation, C-terminal amidation, peptide cyclisation, introduc-
tion of unnatural aa, PEGylation, lipidation, and the construction
of hybrids."® In the following sections, we will describe each type
of modification and highlight examples where the modification
has resulted in improvement or decline in the AMP activity.

9.1 Substitution with r- and p-proteinogenic amino acids

The most straightforward approach for improving the antimi-
crobial activity and selectivity of an AMP is to substitute one or
more aa residues to other proteinogenic r-residues. For exam-
ple, aa substitutions of the natural AMP magainin II (sequence
H-GIGKFLHSAKKFGKAFVGEIMNS-OH) has led to the discovery
of pexiganan (sequence H-GIGKFLKKAKKFGKAFVKILKK-NH,).
By replacing selected neutral and anionic aa with cationic and
hydrophobic residues, the antimicrobial activity of the resulting
analogue pexiganan was improved, exhibiting potent broad-
spectrum antimicrobial activity.”*#**> Similarly, several other
synthetic AMPs have successfully reached late stage clinical trials
using r-aa substitutions. Examples include iseganan, omiganan,
and P113, which were developed from protegrin, indolicidin, and
histatin respectively.”®®>%°

Alanine-scanning is a residue substitution scanning metho-
dology in which peptide analogues are systematically made
(or modelled computationally) with single Ala substitutions,
enabling investigation of the functional role of each aa, and
thus an understanding of the AMP SAR.?’°"*”® This approach
has been used on a 25-mer casein-derived AMP, which showed
that the five C-terminal residues are important for its activity
against L. monocytogenes and C. sakazakii.*”* Similarly, this
methodology has enabled the identification of food-derived
peptides with antihypertensive activities that also exhibit potent
antimicrobial activity against S. aureus, M. luteus, E. coli, and
C. albicans.””* In another study, Ala-scanning applied to the
lipopeptide octyl-tridecaptin A1 enabled the identification of key
residues that were responsible for the formation of a stable
secondary structure that impacted its activity against Gram-
negative bacteria, including some MDR strains.””> More recently,
Ala-scanning has enabled the investigation of the SAR of the AMP
aurein 1.2, the shortest nature-derived AMP that was initially
isolated from Australian bell frogs (Ranoidea aurea). In this study,
the authors observed that a systematic substitution of each aa to
an alanine residue resulted in analogues with reduced peptide
helicity, but did not strongly affect the antimicrobial activity.>”°

Numerous studies have shown that 1- to p-aa substitution of
a peptide template can retain the original antimicrobial activity,
while preventing proteolysis.'***”* However, partial substitution
to p-aa of AMPs may result in a loss of a-helicity, depending on the
position and the number of p-aa substituted.””> A complete
substitution of - to p-aa residues in the peptide sequence
results in the enantiomer, whereas partial substitution yields
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different diastereomers.””® For example, Wang and co-workers
isolated a natural lysine-rich AMP, known as MPI, from social
wasp venom. They then synthesised the p-enantiomer of the
peptide and observed that it was significantly more resistant to
protease degradation.””” Furthermore, the p-peptide retained
antimicrobial efficacy against Gram-positive and Gram-negative
bacteria and fungi. However, the same study showed that the
antimicrobial activity was lost when only the stereochemistry of
the Lys residues were switched, which was attributed to desta-
bilisation of the peptide’s secondary structure.

In a study by the Hancock research group, the authors
designed a library of short synthetic .-AMPs and their respec-
tive p-enantiomers. Two of the p-peptides, D-JK-5 (sequence
H-vgwrairvrvir-NH,) and D-JK-6 (sequence H-vqwrrirvwvir-
NH,), were shown to be more proteolytically stable than their
t-enantiomers. Additionally, the p-enantiomers retained the
anti-biofilm activity of their respective r-enantiomers in seven
species and 30 strains of wild-type and MDR pathogens.>”®

Hodges and co-workers illustrated the impact of p-aa sub-
stitution on several properties of an AMP by performing a scan
of the amphipathic o-helical AMP V681 (sequence Ac-KWK
SFLKTFKSAVKTVLHTALKAISS-NH,). The researchers systema-
tically replaced residues in the polar and non-polar faces with
their p-enantiomer and then determined the antibacterial
activities, secondary structures, and haemolytic activities of
the resulting peptides. One of the analogues (V681) displayed
90-fold and 23-fold improved potency against Gram-negative
and Gram-positive bacteria respectively. The authors also found
that substituting r-aa for p-aa resulted in lower helical contents
in buffer, as measured by CD spectroscopy. Changing the
stereochemistry of a particular aa did increase the haemolytic
activity in some cases, although the authors did not elaborate
as to why this was not observed for all substitutions trialled.>”®

Although substituting 1-aa for their p-enantiomers is a
common method used to reduce the susceptibility of peptides
to proteolytic degradation, it is important to note that p-aa lack
specific recognition receptors in mammalian cells, which can
impair AMP immunomodulatory activity (see Section 6.2)."8%>%°

9.2 N-Terminal acetylation and C-terminal amidation

Modifications such as N-terminal acetylation and/or C-terminal
amidation are two of the most common approaches used to
increase the proteolytic stability of both naturally-occurring
and synthetic peptides.>”> N-Terminal acetylation is a protein
modification frequently observed among eukaryotic and pro-
karyotic cells. Although N-terminal acetylation blocks the activity
of aminopeptidases, thus improving the proteolytic stability of
the peptide, it decreases the net positive charge by one, which
can decrease the antimicrobial activity.”®'>*> For example,
Chaudhary and co-workers developed several AMPs derived from
MreB protein, a bacterial cytoskeleton protein found in non-
spherical bacteria beneath the bacterial cytoplasmic membrane.
The peptide fragment MreB, o carried a net charge of +4 and
displayed good antimicrobial activity against both Gram-positive
and Gram-negative bacteria, as well as C. albicans. The authors
showed that acetyl-capping of the N-terminus retained the
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peptide’s antimicrobial activity against C. albicans but rendered
it less effective against P. aeruginosa and S. aureus.”®®
C-Terminal amidation is also a common post-translational
modification widely observed in natural AMPs.>**%¢ In contrast
to N-terminal acetylation, C-terminal amidation has been shown
to improve the antimicrobial efficacy of many membrane-
disrupting AMPs, likely due to increased o-helix stability at the
peptide-membrane interfaces, which enables greater membrane
disruption and pore formation.>”>*?7>287:288 Eor instance,
aurein 2.5, an amphibian AMP naturally amidated at the
C-terminus, showed better efficacy than its non-amidated ana-
logue against K. pneumoniae in a study by Phoenix and
co-workers.”®® Furthermore, they recently showed that ami-
dated aurein 2.6 and aurein 3.1 have greater propensity to form
a stable o-helix than their non-amidated analogue by circular
dichroism (CD) spectroscopy and MD simulations.>®”
Nevertheless, studies have shown that simultaneous N-terminal
acetylation and C-terminal amidation on AMPs is favourable for
their proteolytic stability. For example, an AMP derived from
human apolipoprotein B that underwent simultaneous N-acety-
lation and C-amidation exhibited more than 4-fold increased
proteolytic stability compared to the unmodified AMP after
incubation with 10% fetal bovine serum for 1 hour.”°
Similarly, Ovchinnikova and co-workers showed that the
proteolytic stability of tachyplesin I was enhanced compared to
the unmodified AMP following N-acetylation and C-amidation.***

9.3 Unnatural amino acids

Another possible chemical modification that can increase the
proteolytic stability and antimicrobial efficacy of AMPs is the
incorporation or substitution of natural aa with non-natural aa
or aa analogues. For example, ornithine, 2,4-diamino-butyric
acid (Dab), and 2,3-diamino-propionic acid (Dap) can be used
in place of Lys to vary the number of side chain methylene
units.>’*?*”®> Vogel and co-workers have recently demonstrated
that substitution of Lys to Dap (from four to one methylene
unit) in Trp-rich peptides increased their antimicrobial efficacy
4-fold against E. coli, likely due to increased membrane
permeabilisation.>®> Petraccone and co-workers recently
designed a small library of cationic synthetic peptides contain-
ing unnatural aa such as 2-naphthyl-t-alanine and S-tert-
butylthio-L-cysteine. These peptides were shown to display high
activity towards a broad spectrum of pathogens and increased
proteolytic stability.>*°

LTX-109 (Fig. 8A), a tri-peptide comprised of a lipophilic,
unnatural tryptophan residue flanked by two arginine residues,
has highlighted how successful the use of unnatural aa can be
for the development of therapeutic AMPs.>**?°* Developed by
Lytix Biopharma, LTX-109 completed Phase II clinical trials for
efficacy and safety in 2014, although no trials have been
registered since.”®® LTX-109 causes membrane disruption of
E. coli and S. aureus, the archetypal AMP mechanism of action.

Finally, Hiromatsu and co-workers repurposed Cbz-protected
dipeptide calpain inhibitors through incorporation of unnatural
C-terminal aa containing fluoromethyl ketone and aldehyde
moieties (Fig. 8B and C).?°® These dipeptide AMPs displayed
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Fig. 8 The structure of LTX-109 (A) and the peptidomimetics reported by
Hiromatsu and co-workers (B) and (C).2%°

significant bacteriostatic activity against Chlamydia trachomatis,
although bacterial growth resumed after the treatment ended.

9.4 PEGylation

Polyethylene glycol (PEG) moieties are commonly attached to
peptide-based agents to improve their solubility, pharmaco-
kinetics, and half-life.””® However, the addition of PEG chains
to AMPs has not been extensively explored. PEGylation of AMPs
could decrease the binding of the peptides to the bacterial
membrane, thereby reducing their antimicrobial efficacy. However,
PEGylation may also reduce cytotoxicity and haemolysis.'8272%°
For example, PEGylation of magainin and the cyclic peptide
tachyplesin significantly decreased the cytotoxicity of the pep-
tides but also resulted in decreased activity against E. coli and
S. epidermidis compared to the native peptides.>®”*® Malmsten
and co-workers have demonstrated that PEGylation of an AMP,
KYE28, led to partial loss of antimicrobial activity, which
correlated with increasing length of the PEG chain. However,
the PEGylated peptide showed significantly decreased haemo-
lysis and improved selectivity against bacteria in a mixture of
blood cells and bacteria.>*’
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9.5 Lipidation

Lipidation of AMPs has been shown in several studies to
efficiently increase the activity of AMPs. For example, lipidation
of the C- or N-terminus of a short linear (Arg-Trp); peptide
resulted in improved activity against P. aeruginosa and
A. baumannii, as shown in a study by Metzler-Nolte and
co-workers.**

Shai and co-workers have developed a series of 4-mer
lipopeptides of sequences C,-KXXK-NH, (where X = L, A, G, K,
or E; and n = 12, 14, or 16), each containing a single p-aa residue
and an N-terminal fatty acid chain.**" Biological assessment of
these lipopeptide AMPs revealed that even though the peptides
were short, they possessed potent antimicrobial activity, and
the different analogues displayed vastly different specificities
against the bacterial strains tested. Very few of the peptides
displayed haemolytic activity at the concentrations tested.
Mukhopadhyay and co-workers reported lipopeptide AMPs con-
taining lipophilic aryl and alkyl unnatural aa residues flanked
by arginine and 1-naphthyl-p-alanine residues (Fig. 9).>°> The
lead peptide, S-8, contained an ‘internal’ fatty acid chain and
displayed extremely low MIC values against clinically-relevant
staphylococcal strains via membrane-depolarisation. S-8 also
displayed minimal haemolysis and was active against vanco-
mycin-resistant biofilms. Both these examples outline how
various simple modifications can be incorporated into an
AMP simultaneously to fine tune its properties.

Building on previous reports of antimicrobial lipopeptide
AMPs, Toth and co-workers reported short, branched lipo-
peptide AMPs comprising different combinations and sequences
of 2-aminododecanoic acid and lysine residues.****** Analogues
with multiple fatty acid residues and higher net positive charges
displayed good antimicrobial activity against Gram-positive
strains, minimal toxicity towards human cell lines, and improved
trypsin stability.
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Fig. 9 An antimicrobial lipopeptide, S-8, reported by Mukhopadhyay and
co-workers 302
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Although AMP lipidation has generally been demonstrated
to be a good strategy to improve the antimicrobial activity, it
also increases the affinity of the peptide for any biological
membrane. As such, a loss of specificity for bacterial mem-
branes and higher haemolysis can be expected. Nevertheless,
this drawback could be overcome by combining lipidation with
other chemical modifications.>*>3%®

9.6 Cyclisation

Macrocylic peptides are commonly found among naturally
occurring AMPs, some of which have been FDA approved and
used in the clinic (Section 8). Macrocyclisation occurs either
through head-to-tail, backbone-backbone, side chain-back-
bone or side chain-side chain linkages (Fig. 2D). When macro-
cyclisation is afforded by a side chain-to-side chain linkage that
is not present in a naturally occurring peptide, this is usually
referred to as peptide stapling and will be discussed separately
in Section 14.1. However, when the side chain-side chain
linkage is disulfide formation between two introduced cysteine
residues that are not present in the natural peptide, it will be
considered here. This classification is however flexible and can
be adjusted for purpose.

Many studies have shown that cyclic peptides generally
demonstrate favourable properties as antimicrobial agents,
which is attributed to an increase in proteolytic stability, and
conformational rigidity. Additionally, cyclisation also enhances
cell selectivity leading to reduced host cytotoxicity.>**”> Peptide
macrocycles attract considerable attention as potential AMPs
due to their synthetic accessibility. Both the peptide sequence
and nature of the cyclisation are important parameters for the
optimisation of antimicrobial activity and human toxicity. The
potential benefits of macrocyclic peptides have driven recent
studies aiming to improve oral bioavailability, which is typically
poor for peptide drugs. The potential of macrocyclic drugs
as candidates for different clinical applications has been
addressed in recent reviews.*%%31°

In this section, we summarise several examples of antimi-
crobial peptides that have been cyclised through different
chemical strategies, with a view to achieving improved anti-
microbial activity and stability and reduced haemolytic activity.

Ghadiri and co-workers developed several small cyclic
p,.-0-peptides of even numbers of aa (six or eight) and alter-
nating t-Trp and p-Leu residues that were able to self-assemble
into tubular structures in membrane environments. These
peptides were cyclised head-to-tail via peptide bond formation
between the N-terminal amine and the C-terminal acid. The
cyclised peptides displayed strong activities against Gram-
positive MRSA and Gram-negative E. coli. However, the afforded
polytryptophan cyclic peptides displayed haemolytic activity.****?

In a similar study, Bienert and co-workers demonstrated
that head-to-tail cyclised analogues of Arg/Trp-rich peptides
(based on the linear sequence Ac-RRWWREF-NH,) displayed up
to 16-fold greater antimicrobial activity against B. subtilis and
E. coli compared to their linear counterparts. However, cyclisa-
tion also resulted in increased haemolysis.>'® Parang and
co-workers also synthesised a head-to-tail cyclised AMP using
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4 hydrophilic and 4 hydrophobic residues, with cyclisation
being conducted after cleavage of the peptide from the resin.
The peptide (head-to-tail cyclised sequence, RRRRWWWW)
showed more potent activity against MRSA compared to its
linear counterpart.>'*

Inspired by the intramolecular disulfide bonds between
cysteine residues in the natural cyclic defensins, Lai and
co-workers successfully developed an AMP that was cyclised
via disulfide bond formation. Two cysteine residues were
introduced into cathelicidin-BF15-a3, a peptide derived from
the snake venom of Bungarus fasciatus. The cyclic peptide
showed excellent activity against P. aeruginosa and A. bauman-
nii, low haemolysis, high stability in vivo, and low propensity to
induce resistance.*®

More recently, Hancock and co-workers investigated the
effect of different cyclisation strategies on the antimicrobial,
antibiofilm, and immunomodulatory properties of the linear
AMP IDR-1018. The cyclisation approaches employed were
head-to-tail cyclisation; glutamate side chain-to-tail cyclisation
by amide formation between the N-terminal amine and the
y-carboxylate of glutamate; and cyclisation via disulfide linkage
through cysteine side chain residues introduced at both
termini (Fig. 10). Among the three cyclisation strategies, the
macrocycle resulting from side chain-to-tail cyclisation exhibited
a strong ability to suppress inflimmation and significantly
reduced bacterial loads in a high-density S. aureus murine skin
infection model.**>3'®

Linear IDR-1018

H 9 H 9 H 9 H 9
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9.7 Hybrid AMPs

Chemical modification is not the only way of optimising the
activity and physicochemical properties of AMPs. Full AMPs or
AMP fragments are frequently combined into a single peptide,
often called a ‘hybrid’ or ‘chimeric’ peptide, with the hope that
this will lead to an increase in potency, the enhancement
of selectivity, reduction in cytotoxicity, or a dual mode of
action.*"”*'® While the term hybrid or chimeric peptide can
be used for a variety of combined structures, including pepti-
domimetics with mixed backbones, here we will consider only
hybrid peptides formed by combination of two established
AMPs (Fig. 11A). We will illustrate several examples of hybrids
that have been modified and synthesised in most cases by
SPPS. However, hybrids can also be prepared by recombinant
expression.*’® The examples given have been selected to high-
light how the properties of the individual parent peptides can
affect the function of the resulting hybrid.

The research of Shi and co-workers has focused on hybrid
peptides that acquire selectivity for a particular bacterial strain
from one of the peptide components and potency from the
other. Initially, they produced such a hybrid by combining the
18-mer AMP novispirin G10 with a short 12-mer peptide KH,
the latter of which shows preferential binding for Pseudomonas
spp. over E. coli and S. mutans.>*° For each of the three bacterial
species, the hybrid of G10 attached to the C-terminus of KH
(G10KHCc) did not show a significant change in MIC compared
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Fig. 10 Linear AMP IDR-1018 and its cyclic analogues. Additional residues are in red, amidation at the C-terminus in green, and C3 disulfide bridge in

blue. Figure reproduced from Hancock and co-workers with permission from The American Chemical Society, Copyright (2020).
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using a short peptide linker (grey). (B) Hybrids from Ptaszynska and co-workers joined via peptide side chains. Spheres represent individual aa where blue
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aa, labelled B, for CUAAC click chemistry.

to novispirin G10. Of the three tested bacterial strains, G10KHc
killed P. mendocina most efficiently, with the lowest MIC and
fastest killing kinetics. In a separate co-culture experiment, the
peptide preferentially killed P. mendocina over S. mutans.
In another study, the research group used the same approach
to target S. mutans, a bacterium that causes dental cavities.
By combining an AMP derived from novispirin G10 with a
subsection of competence stimulating peptide (CSP), a bacterial
pheromone, they created a hybrid, C16G2.>** This hybrid AMP
showed preferential killing of S. mutans over other staphylo-
coccal strains both in planktonic and biofilm-embedded states.
In addition, when tested on saliva-derived microbial cultures,
C16G2 not only preferentially killed the target strain, but also
eliminated other malicious bacterial strains co-dependent on
S. mutans.**® This provided space for the growth of more
beneficial strains of bacteria, while maintaining the overall
bacterial count. The group were also able to demonstrate the
application of their method to the combinatorial synthesis of a

This journal is © The Royal Society of Chemistry 2021

library of over 120 hybrid AMPs from a pool of various targeting
peptides, linkers, and AMPs.>*®> Some members of the library
showed selective activity against S. mutans.

Shan and co-workers improved properties of RI16, a frag-
ment of the porcine cathelicidin PMAP-36, by hybridisation
with an anti-biofilm peptide FV7.>** FV7 is a conserved
sequence from the most potent anti-biofilm peptides identified
from a peptide library screen and subsequent hit optimisation.'*
An internal section of the RI16 sequence was replaced with that of
FV7, aiming to make RI16 less amphipathic and thus introduce
anti-biofilm properties, as imperfect amphipathicity has been
shown to affect the mechanism of action of AMPs.**®> The
resulting hybrid R-FV-I16 showed improved MIC values against
Gram-positive and Gram-negative bacterial strains compared to
both parent peptides, a higher therapeutic index, thermal
stability at 100 °C, and both membrane-disrupting and anti-
biofilm effects. However, its activity was weakened when
cations or proteases were introduced to the growth media.
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In 2017, the group also developed hybrids of FV7 with the
AMPs LL-37 (LL), magainin II (MA) and cecropin A (CE) by
attaching the anti-biofilm peptide to the N-terminus of the
AMPs.**® The resulting hybrids (FV-LL, FV-MA and FV-CE,
respectively) all showed improved activity against a panel of
Gram-positive and Gram-negative bacteria compared to the
parent peptides. All hybrids disrupted membranes of E. coli
and S. aureus, as demonstrated by electron microscopy. Among
the three hybrid peptides, FV-LL had the lowest MIC value, the
lowest rate of haemolysis, and was the most potent membrane
permeabilisator. When tested for anti-biofilm properties on
P. aeruginosa, FV-LL showed higher biofilm clearance than
the parent FV7. Like R-FV-116, all the hybrid peptides showed
a slight decrease in activity in the presence of cations, but good
thermal stability. The group has also reported hybrids that
combined LL-37 with indolicidin, cecropin P1, or rat neutrophil
peptide 1; and PRW4 with fowlicidin 2, protegrin 3, or
tritrpticin, 728

Mor and co-workers published a hybrid of RNA-IIT inhibiting
peptide (RIP) and DD, ;, a derivative of the AMP dermaseptin.*>°
RIP is a short peptide that can intercept staphylococcal quorum
sensing and thus disrupt biofilm formation. The resulting
DD, ;-RIP hybrid was tested in vivo on vascular grafts implanted
in mice. The grafts were soaked in a solution of the peptide
before being implanted and injected with either MRSA or
S. epidermidis. The implants were removed after a week and
the number of CFUs established. The hybrid showed a signifi-
cant reduction in bacterial load by up to 6 orders of magnitude
relative to the saline-treated graft and outperformed the parent
peptides. The DD,3-RIP hybrid was also more effective than
rifampicin, an antibiotic control chosen for its frequent clinical
use against staphylococci. However, when administered in
combination with rifampicin lower concentrations of both
the parent peptides and the hybrid peptide were required
to eradicate bacterial colonies than treatment with just the
peptides on their own.

Cardarelli and co-workers reported a hybrid of the cell
penetrating peptide (CPP) Tat;; with CM;g, which is itself a
hybrid of the AMPs cecropin A and mellitin.*** Mellitin is a
potent AMP that also shows a high haemolysis rate and is
frequently used as a reference peptide in bacterial growth
assays.”*! Cecropin-mellitin hybrids maintain the potency of
mellitin with a significantly reduced rate of haemolysis.’*?
CPPs are a group of short (typically <35 aa) and structurally
diverse peptides which are able to translocate cellular mem-
branes in a non-disruptive manner.*** Among the most widely-
studied CPPs are protein-derived Tat and penetratin, as well as
synthetic polyarginine sequences.>**?3** The CM,5-Tat,; hybrid
showed an improved bactericidal activity against S. aureus
compared to the parent peptides; however, the hybrid was not
developed as an antimicrobial. The intended primary use of the
hybrid was to trigger the release of endocytosed vesicle contents
into the cytosol of eukaryotic cells. This property was tested
by loading vesicles with a variety of fluorescent substrates,
including Tat;;-EGFP, calcein, dextrans, and luciferase-
encoding plasmids. In all cases, treatment of the loaded cells
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with CM;g-Tat,, led to increased diffusion of the fluorescence
across the cells. CM;g and Tat,; alone were unable to cause a
diffusion of fluorescence. The researchers hypothesised that
the addition of Tat;; to the CM;5 sequence likely changed the
mechanism of membrane-disruption from pore formation to
a detergent model (see Section 6.1), which led to a loss of
integrity of the vesicular membrane.**® Although it was not
primarily intended for antibacterial use, attaching CPPs to
AMPs still presents an opportunity for expanding the potential
of AMP therapeutics. For example, CPPs may facilitate an
improved ability for other therapeutics to penetrate cells in
order to access intracellular pathogens (see Section 15.3).

Instead of combining two sequences by forming a single
peptide backbone, some groups have prepared hybrids by
attaching two parent peptides through their side chain resi-
dues. One such example has been reported by Ptaszynska and
co-workers, who produced hybrids of bovine lactoferrampin
(LFamp) and analogues of a fragment of human neutrophil
peptide 1 (HNP1).**® The researchers produced three chimeras,
two where the e-amino group of Lys in HNP1 was connected to
the C-terminus of LFamp by an amide bond, and one where the
two peptides were joined by a disulfide bridge between two
cysteine residues (Fig. 11B). In the case of the amide-linked
hybrids, the HNP1 analogue was synthesised on resin first, then
the orthogonal protecting group (Mtt) on the C-terminal lysine
was removed and the LFamp sequence constructed from this
amine handle. The full construct was then released from the
resin. For the disulfide-linked hybrid, the constituent peptides
were synthesised separately and cleaved from their respective
resins. The cysteine residue on the HNP1 analogue was acti-
vated with 2,2'-dithiopyridine in solution at which point
LFamp, containing a C-terminal cysteine, was mixed with the
activated HNP1 to yield the hybrid. The amide-linked hybrids
showed improved activity against both Gram-positive and
Gram-negative bacteria, outperforming the mixture of parent
peptides and the parent peptides alone. The same was true for
the disulfide-linked hybrid, but only for the Gram-positive
strains.

The example above was inspired by the work of Veerman and
co-workers on LFchimera, a chimera of the lactoferrin frag-
ments lactoferricin (LFcin) and LFamp.**” LFcin was synthe-
sised on resin with an orthogonally protected C-terminal lysine,
which was subsequently deprotected and LFamp then synthe-
sised from the newly exposed e-amino group. The resulting
LFchimera showed improved activity against both Gram-
positive and Gram-negative bacteria compared to the parent
peptides and its potency was not significantly affected by
sodium cation concentration. Taweechaisupapong and
co-workers produced an analogue of LFchimera, LFchimera2,
which comprised LFcin and a truncated analogue of LFamp in
which its last three N-terminal residues were removed. Both
the original and the new chimera were tested against Gram-
negative B. pseudomallei, and although LFchimera2 outper-
formed the parent peptides, it did not give an improvement
over the original LFchimera.**® LFchimera was later also shown

to reduce biofilms of B. pseudomallei.**°

This journal is © The Royal Society of Chemistry 2021


http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d0cs00729c

Open Access Article. Published on 27 May 2021. Downloaded on 3/7/2026 1:40:00 PM.

Thisarticleislicensed under a Creative Commons Attribution 3.0 Unported Licence.

(cc)

Review Article

Matsuzaki and co-workers studied another disulfide-linked
chimera formed between magainin II and PGLa to study the
synergistic interaction between the two peptides.**® The
synergy had been attributed to the formation of a heterodimer
between the peptides, so a covalent hybrid was used to inter-
rogate this proposed dimer. The method of synthesis of this
hybrid was not specified. Both a physical mixture of the parent
peptides and the hybrid displayed a similar increase in potency
against E. coli and S. epidermidis compared to parent peptides
alone, with the hybrid showing more sustained suppression of
growth of S. epidermidis than the mixture, but at the same time
significantly increased haemolysis. The exact mechanism of the
synergistic interaction of magainin II and PGLa with mem-
branes is still the subject of further studies, with new insights
recently published by Vacha, Pabst and co-workers.**'**>

Finally, click chemistry in combination with unnatural aa
side chains can be used to join two smaller peptides into a
peptide chimera, such as in the case of fragments from LFcin B
and buforin II (Fig. 11C).*** Alkyne- and azide-containing aa
were introduced at the N-termini of LFcin B and buforin II,
respectively, and the peptides were joined by a CuAAC reaction.
Compared to the parent peptides, the resulting chimera
showed improved activity against E. coli and S. aureus.

10 Semi-synthetic AMPs

To synthesise analogues of complex natural antimicrobial
compounds, some groups have adopted a semi-synthetic strategy.
Semi-synthesis is a chemical approach whereby a complex starting
material is isolated from natural sources and subsequently
chemically modified to yield novel analogues.

One of the most frequently semi-synthetically modified
structures are glycopeptides, which include eremomycin and
the well-known vancomycin. In a recent review, Olsufyeva and
Yankovskaya have discussed four different types of antibiotics
that were prepared using semi-synthesis, with glycopeptides
being one of the studied groups.>** The authors described the
different chemical modifications that have been reported for
glycopeptides, including terminal carboxylate amidation, acyla-
tion of the sugar 3’ amino group, sugar hydrolysis, Edman
degradation of the N-terminal aa, and N-terminal acylation or
alkylation (Fig. 12). Other modifications have been reported
in the literature, such as aminomethylation, bromination,
iodination, attachment of selenocysteine on position 4 of the
C-terminal resorcinol ring, or Pd/C-catalysed dechlorination.?*>748
Semi-synthetic glycopeptides include the FDA-approved drugs
such as oritavancin, telavancin, and dalbavancin.*****° We direct
the reader to the aforementioned review and references therein, as
well as the review by Marschall, Cryle and Tailhades for more
detail 34>

Another frequently semi-synthetically modified AMP is the
lanthipeptide nisin. Its modifications often include proteolytic
digestion followed by expansion of the fragments by attachment
of other constructs such as vancomycin, fragment mimics,
lipophilic chains, or pore-forming peptides.***°* Finally,
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tides vancomycin and eremomycin.

cyclic peptidic scaffolds are also often modified after their
isolation from natural or bioengineered sources. Examples
include polymyxins or lipodepsipeptide daptomycin, whose
‘tail’ aa and lipophilic groups were altered, or depsipeptides
ramoplanin and telomycin, whose acylation patterns were
modified.**¢3%°

11 Architectural synthetic AMPs

In addition to the promising synthetic and semi-synthetic
approaches to producing compounds that mimic the properties
of AMPs that we have discussed in the previous section,
researchers have also developed novel AMPs with various
creative architectures. Here, we consider ‘peptide architecture’
as the shape of a single peptide molecule, whose structure has
been carefully designed by the authors.

In this section, strategies used to build multimeric peptides
with antimicrobial properties will be described, such as the
SPPS of peptide dendrimers and ring-opening polymerisation
used to synthesise polypeptides.

11.1 Antimicrobial peptide dendrimers (AMPD)

The word “dendrimer” originates from the Greek, dendron for
“tree” and meros for “part”. Generally, dendrimers are highly
branched molecular trees, from which multiple functionalities
can be displayed on the surface (multivalency), with a small
hydrodynamic volume.*®* In dendritic topology, the dendrimer
comprises three major architectural components: a central
dendrimer core; an inner shell composed of several layers
labelled G1, G2, G3, etc., where G stands for generations; and
finally an outer shell containing the terminal functional groups.
Dendrimer generations represent the number of branching
points (or focal points) between the core and the surface.
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For instance, first (G1), second (G2), third (G3), fourth (G4)-
generation dendrimers consist of dendrimers that contain one,
two, three, four branching points between the core and the
surface respectively (Fig. 13A).%°%3%?

Two approaches are used to build dendrimers, namely
divergent or convergent synthesis (Fig. 13B). Divergent syn-
thesis involves building the dendrimer from the central core
to the outer branches. By using this method, Smith and
co-workers first achieved the synthesis and characterisation of
polyaminoamine (PAMAM) dendrimers.*®® In contrast, the
convergent approach begins from the outer branches and
converges to the inner core. This strategy was first reported
by Fréchet and co-workers, who used this method to obtain
aromatic polyether dendrimers.****%

Peptide dendrimers (PD) form a unique class of dendrimer
that contain only aa linked by amide bonds. The first PD was
described by Denkewalter and co-workers, using lysine residues
as their branching unit.?*®?®” PDs are believed to mimic
natural peptides, proteins, and enzymes due to their unique
shape and aa composition.’*® They have been widely reported
as drug delivery agents, antiviral agents, synthetic vaccines, and
as agents for wound treatment.>**”® Antimicrobial peptide
dendrimers (AMPDs) have recently attracted considerable
attention as a novel class of synthetic AMPs, and the scaffold
of a PD offers several advantages compared to linear peptides
including greater stability, multivalency and a reduced risk of
peptide aggregation during synthesis. This type of scaffold can
also be easily modified. There are reports of PDs being functio-
nalised with sugars, lipids, and fluorophores, and these mod-
ified scaffolds have been used in a large range of biological
applications.>””**® We refer the reader to a comprehensive
review by Haridas and co-workers about the role of peptide
and protein dendrimers in various biological applications.*®>

Several research groups have tried to amplify the antibacterial
properties of AMPs by taking advantage of the multivalency of
PDs. As such, several examples of PDs will be described, high-
lighting their antimicrobial efficacy.
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Kallenbach and co-workers built a first-generation (G1) PD
by assembling four peptides on a tri-lysine core. The peptide
dendrimer, referred to as (RW),p, was appended at all four free
amino groups with two different short dipeptides (either RW
or WR). The short peptide sequences were inspired by the
natural peptide indolicidin (H-ILPWKWPWWPWRR-NH,) and
tritrpticin (H-VRRFPWWWPFLRR-OH) (Fig. 14A). This AMPD
exhibited some membranolytic activity against ampicillin- and
streptomycin-resistant E. coli and an MDR strain of S. aureus.*®!
Similarly, the Pini and the Bracci groups replaced the peptide
sequence with KKIRVRLSA, resulting in the PD refered to as
M33. This compound exhibited antimicrobial efficacy with and
without PEGylation at the C-terminus of the PD (M33-Peg) and
with different counter ions (Fig. 14B). The PD also displayed the
ability to complex LPS to prevent septic shock in vivo.*3>7%

Using a similar tri-lysine core, the Urbanczyk-Lipkowska
group developed a series of cationic PDs and identified two
PDs, 19 and 11, that showed broad spectrum activity, including
antifungal properties. In these constructs, the C-terminus of
the branching lysine carried Cg lipidic chain, whereas the N* or
N°® groups were appended with 2-chlorocarbobenzoxy groups
(Fig. 14C).>®

Instead of a tri-lysine core, Rinaldi and co-workers con-
structed a lipodimeric PD, where only one lysine was used as
a starting point to grow the PD, thus forming its core. The
C-terminus of the lysine residue was attached to 8-amino-
octamide, whereas the N* and N° groups were used to attach
the desired peptide (sequence WKKIRVRLSA or KWKIRVRLSA),
yielding a first-generation PD (Fig. 15A). The peptide sequences
contained alternating hydrophilic and hydrophobic aa, which
enabled the AMPD to adopt a B-sheet structure in the presence
of anionic vesicles as shown by CD spectroscopy and MD
simulations. Furthermore, these PDs displayed enhanced anti-
bacterial activity against E. coli and S. aureus compared to
monomeric linear peptides.**®

Similarly to Rinaldi and co-workers, Urbanczyk-Lipkowska
and co-workers built a range of amphiphilic Trp-rich PDs, with
a monolysine core, and variable structures and hydrophobici-
ties to test their activities against Candida cells and to broaden
their activity spectrum.*®”-**® First, PDs 9 and 14 (Fig. 15B and
C) were identified and both displayed highly efficient inhibition
of C. albicans growth. The authors used a lysine residue, where
the C-terminus carried a dodecyl lipidic chain, and the N* and
N? groups were appended with methyl acrylate. The resulting
branches were further extended with ethylene diamine followed
by the coupling of 1-methyltryptophan to yield 9. In construct
14, the branches were further extended with additional lysine
residues before the coupling of the tryptophan residues. Both
compounds are G2 PDs.*®

In order to broaden the spectrum of the PD antimicrobial
activity, the authors constructed another series of amphiphilic
dendrimers, where lysine or lysine-tryptophan dipeptides were
displayed at the surface of the PDs. In this series, the authors
identified AMPD 42 that exhibited superior antimicrobial activity
against antibiotic-resistant E. coli clinical isolates. The PD was
designed with a hydrobic core consisting of a monolysine, the
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Fig. 14 Structure of the peptide dendrimers (RW)4p (A), M33 and M33-Peg (B), and 19 and 11 (C).

C-terminus was coupled to benzylethylamine (PEA), tryptamine
(TA), dodecylamine (DDA) or a Trp-OMe (W-OMe), and the
lysine N* or N° groups were used as the first branching unit
to directly attach a second branching unit of variable length
(Fig. 15D). The coupling of four lysines or lysine-trytophane
dipeptides on the second branching unit resulted in a G2 PD.?®®

The Reymond group developed several PDs that showed
remarkable activity against many Gram-negative bacteria,
including the opportunistic Gram-negative pathogen P. aerugi-
nosa. These PDs were assembled via SPPS from proteinogenic
aa using diamino acids (e.g. lysine) as branching units to
generate protein-like structures. In this way, the length and
the composition of the PD branches can be fine-tuned.

For example, glyco-AMPD GalAG2/GalBG2, FD2, and Het1G2
were developed to specifically target two lectins from P. aeruginosa,
namely LecA, which normally binds galactosides, and LecB, which
normally binds fucosides. LecA-specific galactosyl groups and
LecB-specific fucosyl groups were attached to the N-terminus of
the PD using a convergent approach of chloroacetyl (ClAc)-ligation
to target P. aeruginosa biofilms (Fig. 16).”®*°**! The biological
activity of the glycopeptide dendrimer was critically dependent on
the multivalency and the nature of the aa sequence. This approach
has enabled the SAR study of a tetrafucosylated PD FD2, where the
authors demonstrated that this glycosylated PD was the most

This journal is © The Royal Society of Chemistry 2021

potent non-bactericidal biofilm inhibitor and dispersal agent
among other glycopeptide dendrimers tested (GalAG2, GalBG2,
and Het1G2). Additionally, synergistic effects were observed
between sub-inhibitory concentrations of FD2 and tobramycin
against P. aeruginosa biofilms, suggesting glycopeptide dendri-
mers could be suitable for use in drug combinations.?”®
Whilst optimising the AMPD sequence, the Reymond group
also designed a series of AMPDs in which they identified a
G3 peptide dendrimer known as G3KL with the sequence
(H-KL)g(KKL)4(KKL),KKL-NH, (K = branching lysine). This
AMPD was formed of a Lys-Leu dipeptide, with the lysine
o- and e-amines used as branching point (Fig. 17A). This
compound showed very potent antimicrobial activity against
the opportunistic Gram-negative pathogens P. aeruginosa
(4 pg ml™") and A. baumannii (8 ug ml™'), predominantly by a
membranolytic mechanism of action. G3KL was shown to resist
proteolytic degradation in human serum, due to its compact
globular structure.’***%* It was further shown to be remarkably
active against MDR strains of P. aeruginosa and A. baumannii, to
exhibit P. aeruginosa antibiofilm activity, and to enhance
wound healing.****°¢ Titration of G3KL showed that at neutral
pH, the N-terminal amino groups were uncharged suggesting
that out of the 24 total amines, only 15-17 protonated amines
were needed for efficient antibacterial activity. G3KL was

Chem. Soc. Rev., 2021, 50, 7820-7880 | 7847
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The lysine at the core is in red.

further shown to complex LPS at low serum concentration and
to be taken up by Gram-negative bacteria up to 10% of the
bacterial weight, similar to polymyxin B and a cathelicidin
derivative, PMAP-23.>***%” More recently, this PD was shown to
have a low propensity to cause the development of resistance.’”
Moreover, this compound displayed a synergistic effect with
several small molecule antibiotics in killing K. pneumoniae,
against which G3KL alone is not active.>*® In another study, the
authors further optimised G3KL by exploiting combinatorial
chemistry, and ultimately identified TNS18 with the sequence
(H-OF),(KBL),KKLK(C14)-NH, (O = ornithine, K = branching lysine,
B = diaminobutyric acid) as a potent G2 lipopeptide dendrimer

7848 | Chem. Soc. Rev., 2021, 50, 7820-7880

with promising in vivo activity against MDR clinical isolates of
A. baumannii and E. coli (Fig. 17B).*”® In addition to a lipidic chain
attached to the core of the peptide dendrimer, TNS18 also
contains unnatural aa such as diaminobutyric acid in the first
generation and ornithine in the second generation. TNS18 was
further shown to inhibit P. aeruginosa biofilms.**® CD spectro-
scopy was undertaken showing that TNS18 can adopt an o-helix in
20% trifluoroethanol, a solvent that induces o-helix formation,
which is indicative of the ability of the peptide in question to act
as a membrane disruptor. However, modelling studies also
showed that TNS18 did not require helicity for its antibacterial
activity, but rather used an open-closed conformation,?”%%3%

This journal is © The Royal Society of Chemistry 2021
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Het1G2. Figure reproduced from Reymond and co-workers with permission
from The Royal Society of Chemistry, Copyright (2015).378

11.2 Antimicrobial polypeptides

In addition to SPPS and recombinant techniques, peptides can be
obtained via ring opening polymerisation (ROP) of N-carboxy-
anhydride (NCAs) monomers derived from o-aa. Initially devel-
oped in 1997 by Deming, this method is frequently used to
yield high molecular weight peptides, typically referred to as
polypeptides.’® Recent advances in polypeptide synthesis by
ROP and the applications of polypeptides have very recently
been summarised by Qiao and co-workers.*”* NCA ROP is
typically carried out in N,N-dimethyl formamide using a pri-
mary amine initiator (Fig. 18). The reaction can be controlled by
cooling down the reaction mixture, using nitrogen flow, or by
employing high vacuum methods developed by the Hadjichris-
tidis group.*°>~*°* Here, we will highlight a few polypeptides of
different architectures that show remarkable activity against
MDR bacteria and are therefore of great clinical interest.

In 2015, Cheng and co-workers developed antimicrobial
polypeptides, which display radial amphipathicity in contrast
to the facial amphipathicity typically displayed by AMPs and
were known as PHLG-Blm. This type of polypeptide was synthe-
sised via ROP of y-(6-chlorohexyl)-L-glutamate N-carboxyanhydride,
followed by amination with 1-methylbenzimidazole to afford a
positively charged hydrophilic terminus of the individual aa side
chains (Fig. 19). This homo-polypeptide showed a helical conforma-
tion, as measured by CD spectroscopy, with a hydrophobic helical
core and hydrophilic shell. The polypeptide showed strong activity
against Gram-negative and Gram-positive bacteria, predominantly
by membrane disruption. However, when the polypeptide was
constructed using a mixture of p-, and 1-aa, helicity was lost and
the antibacterial efficacy was decreased; however, it displayed
improved stability in serum and plasma.**®

This journal is © The Royal Society of Chemistry 2021

View Article Online

Chem Soc Rev

)
NHy O H © H [
N.. N v L
HzN/\/\/\IOf ﬁ‘\]/ ‘) N 1 N J m [
NH; \( OUNTYY
O Q
NH (N'v/ NH
o OH 9
N D ' Ji\’\TH
AN, I S NHN o 2
B ¢ NH,
o o 1) 0
O-__N AN NH
NHy O H O T B I
SN, AN Oy NH
HNTS Y N N
) ! .
HN o)
N 0_NH
HN
NHY SO
H
H;N/\/\/\[(N NH
o No
HN._O
HoN
G3KL
(KL)g(KKL)(KKL),KKL NH,
B . .
‘HsN/\/iNHJ
HN" S0
0.
o H
st\;)Lu N\/\/»iNH
\L 9 07 NH
NHy J o
e
07 NH o (
N N_conn
N N ~CON2
YWY
. LU
o NH, O;j/NH
O NH P
i P s
o HN NHy
H
v AR J

TNS18
(OF)(KBL),KKLK(C 10)

Fig. 17 Structures of the peptide dendrimers G3KL3°? (A) and TNS18%7°
(B). (A) Structure reported by Reymond and co-workers. (B) was adapted
from Reymond and co-workers with permission from The American
Chemical Society, Copyright (2017).

In 2017, the Cheng group designed pH-responsive poly-
peptides with a switchable helix-coil conformation. Random
copolymerisation of 20-mer polypeptides was achieved by ROP
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Fig. 19 Schematic representation of facial (A) and radial (B) amphipathicity,
and the chemical structure of PHLG-Blm family (C). Figure reproduced
with permission from Xiong et al., Proc. Natl. Acad. Sci. U. S. A.,, 2015, 112,
13155-13160.%%°

of r-y-(6-chlorohexyl)-Glu NCA and r-tert-butyl-Glu NCA fol-
lowed by amination and trifluoroacetic acid-mediated ester
hydrolysis. The polypeptides were designed such that upon
protonation of the glutamic acid side chains, they would adopt
an o-helical conformation that would effectively kill the sto-
mach pathogen Helicobacter pylori. At physiological pH, it was
expected that the helical structure would be distorted due to
intramolecular electrostatic attraction between the anionic
carboxylate and cationic amine functional groups, thus render-
ing the polypeptide inactive. In this manner, it was hoped that
the polypeptide would only be active in the acidic environment
of the stomach where H. pylori resides, thus reducing toxicity.
Invivo studies of mice infected with H. pylori showed promising
results for the polypeptide PL2 (Fig. 20), which exhibited low
toxicity, low inflammation response activation, no significant
injury to mucosa, while the mice maintained stable body
weight and blood electrolytes. This pH-responsive polypeptide
is an exemplary demonstration of a potent biocompatible
antimicrobial polypeptide.*®®

In 2016, Qiao and co-workers reported a new class of anti-
microbial polypeptides known as structurally nanoengineered
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Fig. 20 Schematic illustration of the pH-responsive PL2 polypeptide that
transits to a helical conformation under acidic condition. Figure repro-
duced with permission from Xiong et al., Proc. Natl. Acad. Sci. U. S. A., 2017,
114, 12675-12680.%°¢
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Fig. 21 Schematic representation of SNAPPs with 16- and 32-arms. The
synthesis was initiated from terminal amines of PAMAM dendrimers using
ROP of lysine and valine NCAs. Figure reproduced from Qiao and
co-workers with permission from The American Chemical Society,
Copyright (2016).4°8

antimicrobial peptide polymers (SNAPPs). SNAPPs use second-
and third-generation PAMAM dendrimers as a core unit onto
which lysine and valine residues could be randomly incorpo-
rated via ROP of lysine and valine NCAs (Fig. 21). The resulting
SNAPPs were referred to as ‘star-molecules’ with either 16-
(43.8 kDa) or 32-arms (74.8 kDa), with 30 residues per arm
and a lysine-to-valine ratio of 2:1. These star-molecules exhi-
bited activity against ‘ESKAPE’ pathogens including E. coli,
P. aeruginosa, K. pneumoniae and A. baumannii with sub-micro-
molar activity, preferentially acting as strong membrane dis-
ruptors. In addition, the study showed that resistance was not
acquired after 600 generations at sub-minimum bactericidal
concentrations (MBC) with A. baumannii. However, like many
cationic AMPs, the activity of the SNAPPs against Gram-
negative bacteria decreased due to divalent cations in simu-
lated body fluid that mimics the in vivo ionic composition.
Nevertheless, the study highlighted that SNAPPs can potentially
be used as novel antimicrobial agents against A. baumannii
infections since they remained active in high salt concentra-
tions and in the presence of serum proteins.*®”~*%°

Recently, Jan and co-workers identified amphipathic star-shaped
molecules with effective antimicrobial activity. Dipentaerythritol
was used as an initiator, which forms the core of the structure
from which 6-arms could then be extended. This was achieved
by using ROP of Z-i-lysine NCA, followed by the removal of
the protecting group on the polypeptide using HBr (Fig. 22).
Hydrophobic groups such as indoleacetic acid were then
attached to the lysine side chain using 1-ethyl-3-(3-dimethyl-
aminopropyl)carbodiimide or N-hydroxysuccinimide. One
advantage of this synthetic strategy is that the hydrophilic
and hydrophobic moieties of the polypeptides can be more
easily controlled than in typical polymerisation reactions. The
resulting star-shaped polypeptides showed potent antibacterial
activity against Gram-negative bacteria, no toxicity to human
cells, and a low haemolysis rate. Additionally, these polypeptides
were able to reduce inflammatory cytokines IL-6 and TNF-o in
mice infected with enterohaemorrhagic E. coli. This study showed

This journal is © The Royal Society of Chemistry 2021
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that the architecture of the polypeptides and their amphipathic
nature are both important factors for their antimicrobial activity.*'°

More recently, Kim and co-workers reported the rapid and
large-scale synthesis of topologically nanoengineered antimi-
crobial polypeptides (TNAPs) via a metal-free imidazolium
hydrogen carbonate-mediated NCA polymerisation.*'"*'?
With this synthetic strategy the authors were able to develop
amphipathic linear- (1), hinged- (h), star- (s), and cyclic- (c)
polypeptides composed randomly of poly(i-lysine) and poly(y-
benzyl-i-glutamate). The helicity of the polypeptides increased
with increasing ratio of benzyl glutamate. Comparing polyp-
eptides with the same Lys-to-benzylGlu ratio, but different
structural architectures, the antibacterial activity was as fol-
lows: I- < ¢- < h- < s-TNAP. This study has emphasised the
impact of polypeptide architecture on antibacterial activity.*'>

12 Random peptide cocktails as a
strategy to combat MDR bacteria
The molecular diversity of AMPs suggests that their selective
activity against bacteria is closely related to broad physico-

chemical properties such as net positive charge and amphi-
pathicity (see Section 4). Upon binding to anionic bacterial

This journal is © The Royal Society of Chemistry 2021
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membranes, cationic AMPs typically adopt an a-helical confor-
mation such that the hydrophobic moiety can insert into the
membrane, thus causing a membrane disruption (see
Section 6.1). The unique physicochemical properties of AMPs
have inspired the development of various synthetic cationic—
hydrophobic random copolymers that mimic the antimicrobial
activity of AMPs, the discussion of which is outside the scope of
this review. However, we refer the reader to a recent review from
Kuroda and co-workers for a detailed description of this
fascinating area of research.*?

Based on the methodology developed for the synthesis
of random copolymers, Gellman and co-workers generated
sequence-random poly(x-aa) libraries by SPPS, using both
- and p-aa. The poly(z-aa) mixtures were first synthesised in
a homochiral manner i.e. solely with L- or p-0-aa, and then in a
heterochiral manner i.e. a mixture of 1- and p-o-aa.*’* At each
coupling step, a mixture of aa was added to the resin, ultimately
affording a library of peptides of the same length but different
sequences (Fig. 23). The first libraries were composed of 20-mer
peptides, with each library containing peptides comprised of
only two r-a-aa: one hydrophobic and one cationic e.g. L/K, I/K,
F/K, L/R, I/R or F/R. None of these homochiral binary peptide
mixtures displayed simultaneous potent antibacterial activity
and low haemolytic activity, despite control over the peptide
chain length, aa identity, and aa proportion. Selecting the most
promising subunit identity, subunit proportion, and chain
length parameters identified in the r-aa peptides, the group
then sought to investigate the effects of stereochemical varia-
tion on these properties by using various combinations of

Q
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AAy 1. amino acid coupling
AA, 2. Fmoc deprotection

H,N— AA; —O H,N— AAy —O

AA 1. amino acid coupling
AR 2. Fmoc deprotection
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AA, 1. amino acid coupling
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HN— AAp-AA;-AA,

HN— AA-AA-AA4
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H,N— AA-AA-AA,

HN— AAx-AAL-AA,

Fig. 23 Schematic representation of the synthesis of random peptide
cocktails via SPPS. Three coupling steps are shown in the figure. A mixture
of aa is added at each coupling step to yield peptides composed of several
different sequences with the same length. Figure reproduced from
Hayouka and co-workers with permission from The Royal Society of
Chemistry, Copyright (2019).4Y
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- and p-aa. This series of heterochiral mixed peptides main-
tained the antibacterial activity of the homochiral peptide
mixtures, and exhibited a significant reduction in the haemolytic
activity.***

Hayouka and co-workers later showed that heterochiral
peptide mixtures were able to selectively attack bacterial mem-
branes without the formation of visible pores.*"® To this end,
they constructed two libraries with sequences containing only
Phe and Lys, but with different Lys chirality. The final libraries
contained a cocktail of 2°° random peptides. During the
synthesis, a pre-defined ratio of Phe and Lys was added at
each coupling step, leading to a random peptide sequence,
but well defined peptide length and stereochemistry. The
heterochiral (Fk) mixtures showed strong disruption of MRSA
biofilm biomass compared to the homochiral mixtures
(FK).*" The researchers also showed that the homochiral
and heterochiral peptides operate by different mechanisms
of action. The homochiral peptides were able to cooperatively
assemble into anionic phospholipid bilayers in a manner
similar to that of sequence-defined AMPs, whereas the hetero-
chiral peptides inserted into membrane bilayers through
random oligomerisation. The heterochiral peptide sequences
showed minor membrane disruption, suggesting an intra-
cellular mechanism of action.**®*"”

Random peptide mixtures of r-Lys and r-Leu have been
shown to inhibit Gram-positive and Gram-negative bacteria
found in pasteurised bovine milk, highlighting their ability
to target different bacterial membranes and thus prevent the
growth of a broad spectrum of bacteria. These peptide mixtures
have therefore been proposed as potential food preservatives.*” 19
One important advantage of random peptide mixtures resides in
the fact that purification is not required, rendering the synthesis
low-cost.

Using a similar approach, the Reymond group has recently
demonstrated that SPPS using racemic aa followed by high
performance liquid chromatography (HPLC) purification can
yield stereorandomised peptides that contain up to billions of
stereoisomers, which can be used to probe the biological
activity of peptides. For example, the researchers showed
that stereorandomisation of a-helical amphiphilic membrane
disruptive peptides, including D-JK-5 (see Section 9.1) and
indolicidin, preserves their antibiofilm effect, despite the dis-
ordered conformations. In contrast, stereorandomised AMPDs,
including G3KL (see Section 11.1), keep their antibacterial,
membrane-disruptive, and antibiofilm effects with reduced
hemolysis and cytotoxicity. Moreover, the authors also showed
that partial stereorandomisation of polymyxin B analogues
preserved the antibacterial activity but caused a loss of its
membrane-disruptive and LPS-neutralising activity, suggesting
that these analogues killed the Gram-negative bacteria by
another mechanism of action, perhaps involving other
targets.**°

We have shown in this section that a poly(a-aa) mixture of
homochiral peptides, or peptides with a mixed chirality, can be
a promising strategy to develop novel AMPs with new targets,
and to potentially prevent the development of AMR.
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13 Computer-aided design of AMPs
13.1 Artificial intelligence

Artificial intelligence (AI) has gained importance in the field of
science and medicine due to the advancement of computer
power, the availability of large amounts of data, publicly avail-
able neural networks, and improvements in Al algorithms such
as machine learning and deep learning.””> Machine learning
presents a smart and efficient method for optimising AMP
sequences, by learning from extensive and comprehensive
training data.**' For this purpose, various algorithms have
been developed based on machine learning methods, such as
support vector machine (SVM), fuzzy K-nearest neighbour
(KNN), random forest (RF), and neural network (NN).>”>**!
We refer the reader to a detailed description of each of the
methods applied to the area of AMPs in recent reviews written
by Franco and co-workers and Wong and co-workers, *>*4%

Among the different machine learning strategies, the quan-
titative structure-activity relationship (QSAR) model is the most
broadly used. This model uses physicochemical descriptors in
order to predict the biological activity of peptides from their aa
sequence.*>>*** We refer the reader to a mini-review of recent
trends in QSAR-based virtual screening in drug discovery by
Andrade and co-workers.**®

Ding and co-workers used a QSAR-based model to reveal that
site-directed substitution of hydrophobic aa with less lipophilic
residues in amphipathic peptides can decrease their haemoly-
tic activity without significantly affecting the antimicrobial
activity. Furthermore, cyclisation of the potent linear peptides
via disulfide bond formation between two cysteine residues
placed at the N- and C-termini resulted in more potent anti-
microbial activity and better proteolytic stability. These
disulfide-bridged cyclic peptides showed high activity at sub-
nanomolar concentrations against Gram-negative
pathogens including E. coli, P. aeruginosa, and K. pneumoniae,
while also displaying low haemolytic activity and low toxicity to
human monocytes.**® Barron and co-workers reported a QSAR-
based model that was able to accurately predict peptoid anti-
bacterial activity by analysing a set of structurally diverse
peptoids.*?” Furthermore, Jerala and co-workers have demon-
strated the use of a QSAR-based model to identify motifs in
coiled-coil forming peptides that were capable of forming silver
nanoparticles.*>®

In order to optimise a linear AMP sequence, the Hancock
group performed in silico screening of 3D structures of peptides
from a virtual library using a QSAR-based model to predict
antibiofilm activity. In this study, the QSAR modelling
approach successfully classified the peptides from the virtual
library with 85% prediction accuracy, and ultimately enabled
the identification of peptide 3002 (sequence H-ILVRWI
RWRIQW-NH,) that showed 8-fold higher efficiency in eradica-
ting an established MRSA biofilm in vitro compared to the
peptide 1018, a 12-mer derived from bactenecin.**>**° Furthermore,
3002 successfully reduced the size of an abscess in a chronic
MRSA mouse infection model.*** Although this method has been
demonstrated as a promising strategy for the computer-aided

several
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design of improved antibiofilm peptides, the authors anticipate
more accurate predictions can be performed by iterative improve-
ment of the QSAR models as the number of active sequences
deposited in the databases increases.”*® Tossi and co-workers
applied “Mutator”, a freely available web-based computational
tool for suggesting residue modifications that can potentially
increase the selectivity of AMPs based on QSAR criteria, to a large
set of peptides in an anuran AMP/activity database.**'*** This
approach has successfully led to the identification of Dadapin-1,
which showed potent activity against S. aureus and moderate
activity against Gram-negative bacteria such as P. aeruginosa, A.
baumannii, E.coli, and K. pneumoniae.”>® More recently, Idicula-
Thomas and co-workers used a QSAR-based model to accurately
predict the activity of rationally designed peptides derived from
the cathelicidin AMP family against E. coli ATCC 25922.%*

Apart from AI and machine learning, other computational
methods have demonstrated their efficacy to predict and iden-
tify potent antimicrobial peptides.*”’ Methods including de
novo (non-template sequence), linguistic, pattern insertion,
and evolutionary/genetic algorithms in the area of AMPs have
been summarised recently.**'

13.2 Chemical space as an AMP source

Chemical space is a cheminformatic concept that refers to a
property space comprising all the possible small organic mole-
cules, including those that exist in biological systems. Various
algorithms can be applied to explore defined regions of
chemical space and generate focused virtual libraries.**® The
process of synthesising and biologically testing hits identified
by virtual screening of chemical space has revealed a very useful
approach for identifying new potent AMPs. For instance, the
Reymond group have recently exploited chemical space using
atom-pair fingerprint similarity searching to discover and
optimise antimicrobial bicyclic peptides and peptide dendri-
mers against MDR Gram-negative bacteria,*?43%:44°

Bicyclic peptides are interesting scaffolds due to their highly
constrained conformation significantly limiting the rate of
proteolytic degradation. Various strategies for the chemical
synthesis of bicyclic peptides have been summarised in a mini-
review by Pei and co-workers.”" In 2019, Bicycle Therapeutics
entered into a partnership with the Department of Health and
Social Care in Cambridge, UK, as part of the Small Business
Research Initiative (SBRI) to identify bicyclic (Bicycle®) peptide
inhibitors that target Penicillin Binding Proteins (PBPs).**>

To identify new antimicrobial bicyclic peptides, Reymond
and co-workers took advantage of the chemical space that
encoded molecular shapes and pharmacophores to describe a
virtual library of bicyclic peptides and explore their diversity
first using a small number of test compounds and later
optimising the initial hits by focusing on the nearest neigh-
bours. The bicyclic peptide library was synthesised by SPPS and
assembled with a double thioether bridge connecting two
cysteines and the chloroacetylated N-terminus, leading to 27b
and its lipidated analog 62b (Fig. 24A), which confer good
antimicrobial activity against Gram-negative P. aeruginosa and
several other MDR clinical isolates."*
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In a second study of antimicrobial bicyclic peptides,
4 685 090 bicyclic peptides were enumerated in a virtual library
covering a broad size range, featuring linear peptide tails of
varying length, and exploring different distributions of leucine
and lysine in the cyclic and acyclic portions of the peptide
sequence. The bicyclic peptide library was clustered in atom-
pair 2D-fingerprints to select 31 bicyclic peptides for synthesis.
One analogue, bp50, was identified and the linear sequence of
L-aa, as well as its p-enantiomer bp56, were synthesised by SPPS
(Fig. 24B). Subsequent double intramolecular thioether ligation
between two cysteine residues inserted into the linear sequence
and a 3,5-bis(chloromethly)toluoyl group at the N-terminus
afforded the desired bicycle. Both bp50 and bp56 were shown
to be efficient at killing MDR strains of A. baumannii and
P. aeruginosa. However, bp56 exhibited much better stability
in human serum than bp50.**°

Using a similar computational approach, the Reymond
group recently improved the activity of the antimicrobial
peptide dendrimer G3KL (see Section 11.1). The hit peptide
dendrimer, known as T7 with the sequence (H-KL)g(KKL),-
(KKLL),KKKL-NH, (K = branching lysine), was identified from
a virtual library of 50625 dendrimers, which contained all of the
possible permutations of up to three residues of Lys or Leu in the
branches and using Lys as branching diamino acid (Fig. 24C). This
peptide dendrimer displayed high efficacy against a panel of
Gram-negative bacteria, including MDR clinical isolates of
P. aeruginosa, as well as K. pneumoniae strains, against which the
reference peptide dendrimer G3KL was inactive.*>*

14 Antimicrobial peptidomimetics
(AMPMs)

Peptidomimetics are molecules that mimic natural peptide
structures, or that mimic the biological effect of natural pep-
tides and bear no resemblance to their structure.*** Antimicro-
bial peptidomimetics (AMPMs) can be designed based on the
sequence of a naturally occurring parent AMP, or so as to
contain general structural features and properties that are
known to promote antimicrobial activity. Some AMPMs are
very similar to natural AMPs, largely maintaining the peptide
backbone but introducing a limited number of aa substitutions
in order to promote the bioactive conformation of the
peptide.***"** At the other extreme, they may be small mole-
cules that mimic the AMP mechanism of action but show no
resemblance to natural AMP structures.**” Often, mimetics are
designed to exhibit key physicochemical properties of natural
AMPs, such as net positive charge and facial amphipathicity.
By imparting a mimetic with these properties, it is hoped that
they will operate by the same mechanism of action, which is
thought to have a reduced propensity for bacterial resistance.
This is evidenced by AMPs retaining antimicrobial activity
despite having been a key component of host-defence mechanisms
for thousands of years.

One advantage of peptidomimetics over typical a-peptides
(i.e. peptides made exclusively from w-aa) is that they can be
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structurally simpler, and therefore cheaper and easier to chemi-
cally synthesise. Additionally, peptidomimetics can display
improved antimicrobial activity, improved stability (both
metabolic and proteolytic), and reduced toxicity compared to
unmodified o-peptides.**®

Here, we will highlight a few illustrative examples of differ-
ent classes of AMPMs to give the reader an appreciation of the
diversity of peptidomimetic structures that have been described
in the literature. However, this is far from an exhaustive list of
examples and we direct the reader to several recent reviews for a
more in-depth discussion.***"**8

14.1 Stapled AMPs (STAMPs)

Stapled AMPs (STAMPs) are a class of macrocyclised AMPs
wherein cyclisation has occurred between two side chain
residues and can be performed in a one-component, or a two-
component manner (Fig. 25).**° One-component peptide
stapling consists of an intramolecular reaction between two
aa side chains, whereas two-component stapling involves an
initial reaction between one of the side chain residues and a bi-
functional linker, followed by the reaction of a second side
chain residue and linker, resulting in macrocyclisation. Both
methodologies can make use of either natural or unnatural aa
for the stapling reaction, which can be performed either on- or
off-resin, depending on the methodology employed.

7854 | Chem. Soc. Rev., 2021, 50, 7820-7880
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Fig. 25 The two approaches to peptide stapling: one-component (A) and
two-component (B).

Stapling is typically used to enforce an o-helical conformation
in peptides where this is known to be the bioactive conformation.
However, it is also possible to stabilise other conformations
through stapling.**>*>! Enforcing the bioactive conformation of
a peptide is desirable as it can lead to improved binding affinity by
reducing the entropic cost of binding. Furthermore, stapling can
improve proteolytic stability by restricting access of proteases to
the peptide backbone. AMPs must survive both eukaryotic and
prokaryotic proteases before reaching the intended target;
therefore, stapling can drastically increase their plasma half-
life. Stapling can directly alter the properties of AMPs, but some
stapling methodologies also provide a chemical handle
through which further functionality can be appended.*>>™*>*

This journal is © The Royal Society of Chemistry 2021
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Reports of STAMPs (and of stapled peptides in general) are
dominated by one technique: ring-closing metathesis (RCM).
This involves introducing unnatural aa residues with alkene-
bearing side chains into the peptide sequence, which are then
chemically linked on-resin by RCM using Grubbs catalysts.*>’
Kamysz and co-workers recently reviewed RCM- (or ‘hydro-
carbon-’) STAMPs, and therefore we direct the reader to their
2018 review for a more in-depth discussion.**?

Hydrocarbon stapling has been applied both to AMPs that
have been designed as analogues of natural AMPs, and to
sequences that have been designed to mimic typical AMP
characteristics such as being amphipathic with a net positive
charge.***™**® Additionally, there are examples of STAMPs con-
taining multiple staple linkages (‘stitched peptides’).*>**¢°
Although hydrocarbon STAMPs often display improved proteo-
lytic stability and ao-helicity relative to the linear peptide, this
stapling can also sometimes result in higher levels of haemo-
lysis and lowered antibacterial activity.*>> In these scenarios,
often the nature and placement of the staple, as well as the
peptide sequence, can all be adjusted to overcome these
challenges while maintaining the general benefits of stapling.

The number of possible permutations creates a potential
minefield for researchers attempting to develop new STAMPs.
To address this issue and establish basic design guidelines for
RCM stapling of natural peptide sequences, Walensky and
co-workers performed a systematic screen using magainin II
as a model peptide.*®" The authors produced a library of
magainin II analogues by varying the position of an i, i + 4
hydrocarbon staple, created hydrophobic network maps for
each peptide and assessed the MIC of each STAMP against
various bacterial strains, as well as the degree of haemolytic
activity. A key finding was that the staple must be incorporated
into a pre-existing region of hydrophobicity to avoid undesirable
haemolysis, and with this information, the authors optimised a
stapled magainin II peptide and confirmed a membrane-lytic
mechanism of action. Following on from this work, the group
have filed a patent for all-hydrocarbon stapled AMPs based on the
sequence of magainin IL.*** Using the design guidelines estab-
lished during the development of this magainin II STAMP, the
group also developed an algorithm for STAMP design, and were
able to rapidly design STAMPs based on the sequences of pleur-
ocidin, CAP18, and esculentin.*®' The resulting STAMPs displayed
potent antibacterial activity and negligible haemolysis without the
need for an extensive and systematic library screening approach
for each AMP.

Although hydrocarbon stapling is considered the gold standard
of peptide stapling, alternative one- and two-component metho-
dologies do exist and have been used for creating STAMPs.**®
An alternative one component approach includes disulfide or
amide bond formation, and two-component techniques include
SnAr reactions of Cys residues and perfluoroaryl electrophiles,
thioether formation, and alkylation of Lys residues.?®4%3~46

14.2 Non-typical amino acid AMPMs

A common strategy for generating AMPMs is to incorporate one
or more ‘non-typical’ aa in the sequence. We use the phrase

This journal is © The Royal Society of Chemistry 2021
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‘non-typical’ to encompass a broad range of aa that are not
generally found in naturally occurring AMPs. These non-typical
aa can include unnatural a-aa, -aa, y-aa, and N-substituted aa
(yielding peptoids).*®*™*”* In more extreme examples, the typi-
cal peptide backbone is almost unrecognisable. For example,
Bang and co-workers developed a series of AMPMs using a
triazine scaffold as their repeating unit (Fig. 26A),*0%*70:4727474
Each 1,3,5-triazine core was substituted with an Fmoc-
protected amine, an acid, and either a cationic or hydrophobic
group, generating Fmoc-triazine aa building blocks. Using
Fmoc-SPPS, these building blocks were then combined with
cationic and hydrophobic residues in alternating positions,
ultimately affording amphipathic peptidomimetic structures.
All these non-typical aa peptidomimetics are amenable to
Fmoc-SPPS.

14.3 Small molecule AMPMs

There are some small molecules that mimic the mechanism of
action of AMPs (‘mechanistic AMPMs’). These scaffolds are not
necessarily designed and can be identified through library
screens, or they may also derive from extensive optimisation
of other mimetics that bear a closer resemblance to natural
AMPs. For example, natural xanthone compounds such as
a- and y-mangostin disrupt cytoplasmic membranes in a simi-
lar mechanism of action to natural AMPs. While these man-
gostins may be considered mechanistic AMPMs, their structure
bears no resemblance to a natural peptide, nor were they
designed to be as they are natural products themselves. Liu
and co-workers recently reported a y-mangostin derivative,
LS02, with excellent activity against Gram-positive bacteria,
while also exhibiting good water solubility and low haemolytic
activity, in contrast to the parent compound (Fig. 26B).*”

Bang and co-workers also recently reported a series of
azidothymidine (AZT)-based small molecules that incorporate
both cationic and hydrophobic groups in order to mimic the
amphipathic structure, and therefore mechanism of action, of
AMPs (Fig. 26C).""°

14.4 Peptidomimetic hybrids

The term ‘hybrid’ is sometimes used to describe peptidomi-
metics that contain various types of backbone in the same
structure, such as o-peptide/B-peptide, o-peptide/a-peptoid,
a-peptide/B-peptoid or o-peptide/y-aa peptide combina-
tions.**®*”” However, there are a few key examples where two
separately designed and established peptidomimetics were
joined in a way similar to hybrid peptides (see Section 9.7),
affording a true hybrid peptidomimetic structure.

A joint effort between industry and academia produced a
series of peptidomimetic hybrids based on murepavadin and
polymyxin B (murepavadin itself being a B-turn peptidomimetic
of protegrin I) shown in Fig. 27.>*»*’® Obrech, Robinson and
co-workers produced peptidomimetics of murepavadin and
then formed a hybrid between a derivative of one of the
peptidomimetics (2) and a section of polymyxin B. This combi-
nation was chosen to extend the mode of action of murepavadin,
which interacts with outer membrane proteins of Gram-negative
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Fig. 26 (A) Fmoc-triazine aa used to make AMPMs by Bang and co-workers

474 (B) y-Mangostin AMPM derivative LS02. Figure adapted from Lin et al.,

Biochim. Biophys. Acta - Biomembr., 2020, 1862, 1-10, with permission from Elsevier, Copyright (2020).#’® (C) The structure of azidothymidine (AZT)-

based small molecule antimicrobials adapted from Chirumarry et al., Eur. J.
(2020).47%

bacteria, by adding a further interaction with lipid A through the
polymyxin moiety. One of the most potent chimeras (3) was
further engineered to afford 8, which has been advanced to pre-
clinical studies by Polyphor Ltd under the name POL7306.*”
Analogue 8, 5 residues of which were not disclosed by the authors,
and parent 3 showed broad spectrum antibacterial activity, low
mammalian cytotoxicity, and in vivo activity in a mouse model
of peritonitis (E. coli and K. pneumoniae) and thigh infection
(E. coli, P. aeruginosa, and A. baumannii). In a separate study, 8
displayed activity against an extensive panel of MDR strains.*”
Several peptidomimetics with functionalised unnatural aa were

7856 | Chem. Soc. Rev,, 2021, 50, 7820-7880

Med. Chem., 2020, 193, 1-13, with permission from Elsevier, Copyright

also synthesised and used for confirmation of the mechanism of
action. All of the peptidomimetics were synthesised by SPPS.

15 Conjugation strategies

Given the unusual and distinct properties and mechanisms
of action of AMPs (and AMPMs), a rapidly growing area of
research investigates their conjugation to other chemicals (or
‘cargo’), for example small molecule antibiotics and polymers.
The benefits of creating peptide-drug conjugates (PDCs) such

This journal is © The Royal Society of Chemistry 2021
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as these include the creation of a species with multiple
mechanisms of action (with the potential for a ‘synergistic-
like’ effect), improving the properties of the cargo or peptide,
and allowing targeted delivery of the cargo, therefore reducing
the likelihood of undesired side effects. There are numerous
examples of AMP conjugates in the literature, and we direct the
reader to the excellent review by Gray and Wenzel."*' A non-
exhaustive list is given in Table 5, highlighting the structural
and functional diversity within this class of antimicrobial
agents, as well as the different synthetic strategies used for
their construction. The synthetic approaches to AMP conju-
gates typically involve Fmoc-SPPS of the peptide (or peptidomi-
metic), often with the incorporation of reactive aa residues
(either unnatural or canonical) at either the N- or C-terminus.
The cargo is then modified with a reactive linker, enabling it to
be coupled to the peptide, either in solution, or while the
peptide is attached to the solid support.

For many drugs, even minor structural alterations can drasti-
cally alter the biological activity. Therefore, it is easy to imagine how

This journal is © The Royal Society of Chemistry 2021
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the attachment of a chemical linker and large peptide to an
antibiotic may negatively impact the antimicrobial effect. A more
elegant approach could involve the use of a cleavable motif that
releases the free, unmodified drug at the desired site of action.
Examples include linkers between the peptide and drug that
feature disulfide bonds, or enzyme-cleavable motifs. The addition
of a cleavable linker requires thought to be given to the nature of
the trigger, the sensitivity of the cleavable motif, the kinetics of
release and may add synthetic challenges.

However, there are many possible advantages to cleavable
linkers, which will be discussed later. In this section, we will
discuss a few recent, illustrative examples of both non-cleavable
and cleavable PDCs, emphasising the synthetic strategies used
to construct each PDC.

15.1 Non-cleavable PDCs

15.1.1 AMP-Drug conjugates. In an antimicrobial PDC, the
AMP typically serves to provide an additional and alternative
mechanism of action to the drug. A membrane-disrupting AMP

Chem. Soc. Rev., 2021, 50, 7820-7880 | 7857
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Drug/warhead AMPM/AMP/CPP
(antibiotic class) (specific example) Nature of conjugation (synthetic strategy) Ref.
Fluoroquinolones Peptidomimetic CPP Non-cleavable (peptide modified with 480
fluoroquinolone on solid-support)
Tobramycin (aminoglycoside) CPP (penetratin) Non-cleavable (cargo conjugated to aa via 481
CuAAC then incorporated during SPPS)
Levofloxacin (fluoroquinolone) Tetra-branched AMP (M33) Non-cleavable (levofloxacin coupled to 482
e-amine of Lys on solid-support)
Chloramphenicol AMP (UBl,9.41) Non-cleavable (chloramphenicol coupled 483
to N-terminus of peptide in solution)
Ceftazidime (cephalosporin) Glycopeptide (vancomycin) Non-cleavable (solution-phase coupling) 484
Methotrexate Two peptides: cationic delivery Cleavable (B-lactamase sensitive cephalosporin 485
AMPM and anionic moiety linker between the peptides)
poly-Glu peptide
Kanamycin (aminoglycoside) AMPM Cleavable (AMPM N-terminus modified with 486
disulfide-containing linker, cargo attached on resin)
Ciprofloxacin (fluoroquinolone) AMP (HLopt2) Cleavable (linked via disulfide bond formation 487
at Cys residue of AMP)
Chitosan AMP (Jelleine I) Cleavable (linked via disulfide bond formation 488

both exerts an antimicrobial effect and increases the uptake of
the traditional drug component of the PDC. There are examples
in the literature of PDCs containing a variety of different AMPs
and small-molecule antimicrobial agents, each constructed using
a slightly different synthetic approach. The antimicrobial activities
and successes of these PDCs depend greatly on their composition,
and the bacteria in question. Several classes of antibiotics are
widely employed in conjugation strategies, including fluoro-
quinolones, cephalosporins, vancomycin and aminoglycosides.
Typically, these antibiotics are tolerant of chemical modification,
allowing their linkage to other species.

For example, two different groups have synthesised PDCs of
vancomycin (‘vanco’), one containing cathelicidin-related AMP
(CRAMP, sequence H-KIGEKLKKIGQKIKNFFQKLVPQPEQ-NH,)
as the peptide component, and one containing Hecate (‘Hec’,
sequence H-FALALKALKKALKKLKKALKKAL-OH), an AMP derived
from melittin.**>*°° The goal of the CRAMP-Vanco PDC was to
broaden the spectrum of activity displayed by vancomycin.
To synthesise the PDCs, the CRAMP was synthesised via
Fmoc-SPPS, and the N-terminus was capped with 4-azido-
butanoic acid, enabling it to be conjugated to an alkyne-
containing vancomycin derivative via a CuAAC reaction. Differ-
ent linkers were investigated, and PDCs were identified that
gave good antimicrobial activity against Gram-negative species
and retained similar activity to vancomycin alone against Gram-
positive species. These conjugates were also more effective than
either vancomycin or CRAMP alone in disrupting the biofilms of
S. typhimurium, a Gram-negative bacterium. The Hec-Van PDC
was synthesised in an attempt to regain activity against vancomycin-
resistant bacterial strains. The conjugate was prepared by simple
solution-phase 1,1’-carbonyldiimidazole-mediated amide coupling
of the vancomycin C-terminal carboxylate and Hecate N-terminal
a-amino group. The resulting PDC displayed improved MICs against
S. aureus, MRSA, and VRSA, and reduced haemolysis compared to
the peptide alone. Additionally, when E. coli, a Gram-negative strain,
were treated with the conjugate at 10 uM, over 97% of the cells were
killed.

7858 | Chem. Soc. Rev., 2021, 50, 7820-7880

at Cys residue of AMP)

Peptides besides ‘standard’ cationic membrane-disrupting
AMPs have been employed in PDCs. The conjugation of vanco-
mycin to other peptides has already been discussed in this
section, but it can also act at the peptide component of a PDC.
TD-1792 is a conjugate of vancomycin and the cephalosporin
ceftazidime, which both target different components involved
in cell wall biosynthesis (Fig. 28). TD-1792 displays activity
against MDR Gram-positive bacterial strains that cannot be
achieved with a physical mixture of the individual drugs.*®*
Developed by Theravance Biopharma, TD-1792 completed
Phase II clinical trials for the treatment of Gram-positive
skin infections in 2007, but no clinical trials have been listed
since.***

Other established classes of antibiotics have been employed
in conjugation strategies, with mixed results. For example, Toth
and co-workers investigated conjugates of fluoroquinolone
levofloxacin with either the AMP indolicidin or the cell-
penetrating peptide (CPP) Tat and found that a physical mixture
of levofloxacin and indolicidin gave improved activity against
Gram-positive bacterial strains compared to the conjugate.**?
Li, O’Brien-Simpson, Wade and co-workers developed a SPPS
approach to constructing cephalosporin-AMP conjugates with
magainin Il analogue MSI-78 and proline-rich AMPs (PrAMPs).**?
Their MSI-78 conjugates displayed synergistic activity (compared

OH
e}

T2

Fig. 28 The structure of vancomycin-ceftazidime PDC TD-1792.
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to a physical mixture of the individual components) against
ESKAPE pathogen A. baumannii, including an MDR strain.

15.1.2 CPP-Drug conjugates. One approach to improving
the accumulation of small-molecule antibiotics inside bacteria
is the attachment of CPPs. Some CPPs translocate bacterial
membranes with no bacteriostatic or bactericidal activity,
others display toxicity towards the bacteria, and many CPPs
sit between these two extremes in activity. When the CPP causes
bactericidal activity, it can equally be considered as an AMP.
The exact role of the CPP in a CPP-drug conjugate varies
depending on the CPP used and the target bacteria.

Kasko, Wong and co-workers published a CPP-drug con-
jugate consisting of the aminoglycoside tobramycin conjugated
to the CPP penetratin, which has no antimicrobial activity and
therefore, this conjugate serves only to improve the cellular
uptake of tobramycin (Fig. 29A).**" The conjugate was active
against E. coli and displayed significantly increased membrane
disruption compared to tobramycin alone. The conjugate was
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also significantly more active than tobramycin against the
so-called ‘persister’ E. coli cells. This conjugate was constructed
by first synthesising azido-Bocs-tobramycin and attaching this
to Fmoc-protected -propargylglycine via a CuAAC reaction. The
Fmoc-protected tobramycin-containing aa was then used in the
first amide coupling step of the SPPS of penetratin.***

More recently, a polyarginine CPP was attached to vanco-
mycin to restore its antibacterial activity against vancomycin-
resistant bacterial strains (Fig. 29B).**> The lead candidate
was synthesised by first derivatising vancomycin through a
site-specific coupling with sulfosuccinimidyl 4-(N-maleimido-
methyl)cyclohexane-1-carboxylate. The polyarginine CPP was
then constructed via Fmoc-SPPS with a C-terminal Cys residue.
The two components were linked by a conjugate addition
reaction between the Cys residue and maleimide-derivatised
drug. The PDC displayed significantly improved antibacterial
activity compared to vancomycin alone and was active against
several vancomycin-resistant strains. An in vivo study of

o HszH\
le—"\? HO HO&ENH ok
2
N

0}
R R

Fig. 29 The structures of PDCs. (A) A tobramycin-penetratin PDC, (B) A polyarginine CPP-vancomycin PDC. (C) A cleavable AMP-ciprofloxacin PDC.
The drugs are highlighted in red, the linkers in black, and the aa are shown as a blue sphere.
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S. aureus-infected mice showed that the conjugate reduced the
number of colony-forming units while maintaining a stable
body weight.

15.1.3 Other PDCs. Unlike the previously described PDCs,
where the cargo is acting as an antimicrobial agent, Devocelle
and co-workers conjugated a cephalosporin moiety to the
N-terminus of an AMP in a prodrug strategy.*’® The antimicro-
bial activity of the AMP was linked to its overall positive charge,
therefore, the authors proposed that they could modulate it
by masking the cationic N-terminus of the peptide. In the
presence of B-lactamase producing bacteria, the cephalosporin
group would be hydrolysed and eliminated, which would result
in an increased net-positive charge of the peptide, thus leading
to increased antimicrobial activity. The cephalosporin-AMP
prodrug was approximately two-fold more active in B-lactamase-
positive E. coli than in a f-lactamase-negative strain, however the
cephalosporin-AMP conjugate did not achieve the same activity as
the unconjugated peptide. The authors hypothesised that this
approach may be more effective when applied to a shorter peptide
bearing a lower overall positive charge, as there would be a greater
differential between the prodrug and parent peptide.

15.2 Cleavable PDCs

One strategy which appears in several PDCs is the incorpora-
tion of a cleavage mechanism that facilitates separation of the
two components of the conjugate upon reaching a target cell.
This cleavable linker typically makes use of either a reducible
disulfide bond, or a moiety that can be cleaved by an enzyme,
as employed in the ‘pro-drug’ strategy of Devocelle and
co-workers.””® In a PDC consisting of an AMP and a small-
molecule antibiotic, the use of a cleavable linker results in the
release of the free species at the desired target, meaning that
there is less chance of the chemical modification required for
conjugation to negatively affect the activity of the two anti-
microbial species.

An illustrative example was reported by Rolka and co-workers,
who synthesised a conjugate of ciprofloxacin and an AMP based
on a fragment of human lactoferrin (HLopt2), which distorts the
bacterial outer membrane (Fig. 29C).**” The two species were
connected via a disulfide linker, which was constructed by a
solution-phase disulfide exchange between ciprofloxacin modified
with a disulfide-protected Cys residue, and a Cys residue naturally
present in HLopt2. The resulting PDC displayed good, broad-
spectrum antibacterial activity, and no haemolysis. Further
studies confirmed that the disulfide was reduced intracellu-
larly, releasing the peptide and ciprofloxacin moieties.

15.3 PDCs targeting intracellular bacteria

While many bacteria exist entirely extracellularly, there are
several species that must reside within a host cell for some,
if not all, of their life cycle. Many of these bacteria, such as
Mycobacterium tuberculosis (Mtb, causing tuberculosis (TB)),
Salmonella enterica (causing salmonellosis, a common type of
food poisoning), and Listeria monocytogenes (causing listeriosis),
are highly relevant to human health.**”*°® The WHO estimates
that a quarter of the world’s population are infected with Mtb, and
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therefore are at risk of developing TB, one of the top ten causes of
death globally.*”® Here, we will briefly describe the challenges
associated with targeting intracellular pathogens and will high-
light examples where AMPs have shown some promise in the
treatment of Mtb, the archetypal intracellular pathogen.

During an infection, phagocytes engulf and eliminate patho-
genic bacteria as part of the host’s natural defences. Extra-
cellular pathogens typically attempt to evade phagocytosis
either by avoiding recognition altogether, or by disrupting the
mechanical aspects of the phagocyte’s cytoskeleton such that
they are incapable of enveloping invading organisms.*’”
In contrast, intracellular bacteria capitalise on the host
response in order to infiltrate phagocytic cells, which they then
use to support their growth and replication. This lifestyle may
also help the pathogen to ‘hide’ from other components of the
host’s immune response. In addition to phagocytic cells,
epithelial cells are often infiltrated because they are one of
the first cells an invading pathogen is likely to encounter.
Indeed, bacterial pathogens typically must traverse some form
of epithelium in order to establish an infection.*®”

Targeting intracellular pathogens is challenging because it
requires a drug to traverse several biological membranes. For
example, to reach a bacterium residing in a macrophage, the
drug must cross both the macrophage plasma membrane and
then the intracellular phagosome membrane before it can
reach the bacterial cell envelope.®> Many small molecules are
unable to effectively treat such infections, in part due to their
poor membrane permeability and susceptibility to efflux. The
challenge is further heightened because intracellular patho-
gens typically grow slowly, with some able to enter a dormant,
non-replicative state.’°® This limits the utility of drugs that
inhibit targets that are only essential during the growth phase
of the cell cycle. Many drugs are also ineffective due to the rapid
development of resistance.”® The typical treatment for TB
involves a cocktail of up to four antibiotics for at least six
months, and the treatment of multidrug resistant TB can take
over a year.>®”

A variety of carrier systems have been investigated for
targeting antibiotics to the intracellular compartments of pha-
gocytes including liposomes, nanoparticles, ghost cells, and
polymer conjugates.>®® Another approach is the use of cationic,
broad-spectrum AMPs. In the case of TB, it is believed that
AMPs interact with the mycobacterium cell envelope, although
as the architecture of the cell envelope is not yet fully under-
stood, the precise nature of this mechanism of action is
unconfirmed. Well-studied AMPs such as LL-37 (cathelicidin),
PG-1 (protegrin), defensins, and lactoferrin, as well as synthetic
AMPs, have been shown to have anti-TB activity in vitro. Addi-
tionally, AMPs have been identified as having synergistic or
additive relationships with traditional small-molecule anti-TB
drugs.’®* % For an in-depth discussion of the application of
AMPs as anti-TB agents, we direct the reader to the excellent
review by Gutsmann.>”’”

CPP-drug conjugates have already been discussed as a
strategy to improve the bacterial penetration of a drug. Drugs
that target intracellular bacteria must transverse both eukaryotic
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Anionic peptide

Cleavable linker

Fig. 30 The structures of two PDCs targeting intracellular bacteria. (A) A multi-component PDC comprising of methotrexate, a cationic AMPM and an
anionic peptide linked via a cleavable cephalosporin moiety. (B) A kanamycin—AMPM conjugate containing a disulfide linkage.

and bacterial membranes to reach the intended target, and
therefore PDCs can be applied here as well. Kelley and
co-workers developed a cleavable dual-CPP-drug conjugate for
treating mycobacterial infections using a combination of SPPS
and solution-phase chemistry (Fig. 30A).**> Methotrexate, a small-
molecule dihydrofolate reductase inhibitor, has the potential
to be effective against Mycobacterium tuberculosis infections;
it cannot penetrate the mycobacterial cell wall.
Additionally, methotrexate must enter eukaryotic cells to reach
the mycobacteria. To address these issues, Kelley and co-workers
attached methotrexate to a lipophilic, cationic 6-mer AMPM
comprised of alternating p-Arg and cyclohexylalanine residues
(called the ‘delivery peptide’). When conjugated to the ‘delivery
peptide’, methotrexate was able to penetrate the mycobacterial
cell wall. To enable the drug to be taken up by eukaryotic
macrophages, the methotrexate-delivery peptide construct was
conjugated to an anionic poly-Glu peptide, which neutralised
the net positive charge of the construct and consequently pro-
moted phagocytosis. The two peptides (delivery and anionic) were
conjugated via a P-lactamase cleavable cephalosporin linker,
so that upon successful uptake into phagocytes, B-lactamases

however,

This journal is © The Royal Society of Chemistry 2021

secreted by the intracellular mycobacteria would hydrolyse
the linker, facilitating an infection-activated ‘shedding’ of the
anionic peptide. The methotrexate-delivery peptide is conse-
quently released enabling it to enter the mycobacterial
membrane and exert an antimicrobial effect. The conjugate
displayed improved antimicrobial activity against M. smegmatis
and M. tuberculosis, and reduced cytotoxicity against macro-
phages than methotrexate alone.

Chmielewski, Saleem and co-workers also devised a PDC
that targets intracellular pathogens, conjugating aminoglyco-
sides to an AMPM (Fig. 30B).*”> Aminoglycosides, such as
kanamycin, cannot penetrate eukaryotic cell membranes and
therefore are ineffective against bacteria that can reside in
macrophages, such as Mycobacteria, Salmonella, and Brucella
spp. To overcome this limitation, the group conjugated
kanamycin to a membrane-disrupting AMPM, P14LRR, either
via a non-cleavable linker, or via a cleavable linker containing a
disulfide bond that was reduced intracellularly, releasing the
peptide and drug as separate species. The intracellular anti-
microbial activity of the conjugates was assessed, and it was
found that when dosed individually, the peptide and drug were
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incapable of clearing intracellular populations of Mycobacteria,
Salmonella and Brucella strains from a macrophage cell line.
The non-cleavable conjugate showed similar activity to a combi-
nation of the drug and peptide; however, the cleavable con-
jugate showed a significantly improved activity against all the
bacterial strains. In M. tuberculosis, 93% of the intracellular
bacteria were cleared with the cleavable conjugate at 10 puM.
The peptide was constructed via SPPS using unnatural Fmoc-
protected aa, which were synthesised in seven steps from a
commercially available proline derivative.’”® Kanamycin was
site-selectively modified with either 4,4’-dithiodibutyric acid or
sebacic acid, then coupled to the resin-bound peptide which
was finally cleaved from the solid support.

Recent research is expanding the scope of intracellular-
targeting PDCs beyond TB. Whilst usually considered an extra-
cellular pathogen, it has been increasingly observed that
S. aureus can invade and survive within host cells, and conse-
quently many antibiotics commonly used to treat S. aureus
infections (e.g vancomycin, fluoroquinolones, rifampin) cannot
penetrate the cell membrane and reach their intended target.
Jiang and co-workers have recently published a PDC consisting of
a bactericidal AMPM conjugated to vancomycin in a non-cleavable
manner (VPP-G).”* The AMPM consists of a rigid helical back-
bone, and long side chains containing positively charged
guanidine groups; due to its unusual architecture, this AMPM
is capable of efficient membrane penetration. The AMPM back-
bone was synthesised by ROP, and featured a pendent
C-terminal azido group, to which propynyl-functionalised
vancomycin was attached via CuAAC. The AMPM side chains
were functionalised by conversion of the pendent chloro groups
to azido groups and subsequent CuAAC to attach 2-propynyl-
guanidinium, yielding the desired PDC (Fig. 31). Whereas
unconjugated vancomycin loses 1000-fold potency against
intracellular S. aureus (IMBCgoo > 710 pM, where IMBCqg o is
the minimum bactericidal concentration to kill 99.9% of intra-
cellular bacteria) compared to planktonic S. aureus, VPP-G had
an IMBCg9o = 9 uM (a physical mixture of the AMPM and
vancomycin had an IMBCgg ¢ = 95 uM). VPP-G was also active
against MRSA and VRE. Microscopy studies with labelled VPP-G
confirmed that the PDC penetrates macrophages and co-localises
with intracellular S. aureus; staining evidence suggested that this
occurred via direct membrane penetration. Finally, the authors
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Fig. 31 The structure of VPP-G, a PDC targeting intracellular S. aureus
reported by Jiang and co-workers. Vancomycin is shown in red, and a
membrane disruptive AMPM is shown in blue.>%°
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used SEM to confirm that cell wall damage occurred when
S. aureus cells were treated with VPP-G, confirming a dual-
mechanism of action wherein the AMPM caused membrane
disruption, and vancomycin inhibited cell wall biosynthesis.>*°

Novel and effective treatments are needed to treat infections
caused by intracellular pathogens. It is promising that the use
of AMPs in this field is growing, however, further research is
required. In the context of TB, Gutsmann highlights that a great
deal of additional information is necessary due to the complexity
of the mycobacterial cell envelope and the slow growth kinetics of
Mtb.>® In order to successfully apply AMPs as novel therapeutics,
we therefore need to better improve our understanding of the
mechanism of action of AMPs as antimicrobials against intra-
cellular pathogens.

16 AMPs as antifungal, antiviral, and
antiparasitic peptides

In line with available literature, this review has so far mainly
focussed on the antibacterial properties of AMPs. In this section,
we will draw particular attention to the antifungal, antiviral, and
antiparasitic activity of AMPs, which is often overlooked.

16.1 Antifungal peptides (AFPs)

Fungi and yeast are eukaryotic organisms that belong to the
fungus kingdom and are multicellular and unicellular respec-
tively. Fungal cells are typically larger than bacterial cells, and,
crucially for their role as a therapeutic target, contain a cell wall
which has a distinct composition compared to bacterial cell
walls. The fungal cell wall contains chitin, glucans, and glyco-
proteins, with the exact structure and composition varying
between different fungal strains. Fungal infections, also known
as mycoses, range in severity from common ailments such as
fungal nail infections and thrush, to diseases like invasive
candidiasis that can be extremely harmful or even life-threate-
ning.’'® Many fungal infections are never diagnosed; however, it
has been estimated that in the US in 2017, the treatment of
diagnosed fungal infections costs 7.2 billion USD.*'" The main
human pathogenic fungal species are Candida spp. (e.g. C. albicans),
Cryptococcus spp. (e.g. C. neoformans), and Aspergillus spp. (e.g:
A. fumigatus) which are responsible for over 90% of deaths due to
invasive fungal infections.”*° Typical treatment for fungal infections
involves the use of small-molecule drugs such as fluconazole.
However, as with bacterial infections, resistance towards these drugs
is increasing. For these reasons, antifungal peptides (AFPs) are being
explored as potential new antifungal therapeutics.

There are examples of peptides that display antifungal
activity as part of a broad spectrum of antimicrobial activity,
and peptides that are selective for fungi. Peptides that display
antifungal activity alongside other microbes include AMPs that
are typically short, cationic, and amphipathic (see Section 4).
These AMPs typically exert their effect by either directly targeting
the invading pathogen, or by stimulating an inflammatory
response (see Section 6.2).>'%°"> AMP families such as the
magainins, cathelicidins and lactoferrins display general
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Mechanism of action

Specific examples

Cell wall synthesis inhibitors

Echinocandins,”* cyclic lipopeptides

E.g. Pneumocandin B,

Cell wall synthesis inhibitors
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Aureobasidins, cyclic, lipophilic peptides

E.g. Aureobasidin A

Cell wall synthesis inhibitors

Selective antifungal cell membrane disruption
Selective antifungal cell membrane disruption
Selective antifungal cell membrane disruption

E.g. Tturin A

antimicrobial activity that includes antifungal activity. How-
ever, many papers describing novel AMPs focus on their anti-
bacterial properties and do not screen against fungal strains.
Therefore, this activity is often overlooked.

Peptides that display only antifungal activity are structurally
distinct from broad-spectrum AMPs and have specific mechan-
isms of action including inhibition of DNA, RNA, and protein
synthesis; DNA or RNA binding; membrane permeabilisation;
inhibition of cell wall synthesis; induction of apoptosis; and
repression of protein folding and metabolic turnover.’*® These
AFPs range in size and structure from small species such as the

This journal is © The Royal Society of Chemistry 2021

Nikkomycins: structural analogues of uridine diphosphate N-acetylglucosamine
E.g. Nikkomycin Z

Defensins E.g. NaD1
Histatin 5: o-helical linear peptide (sequence: H-DSHAKRHHGYKRKFHEKHHSHRGY-OH)
Iturins: cyclic peptides with a lipophylic f-amino acid linked to a p- and r-aa

nikkomycins, to plant defensins such as NaD1 which lie on the
border of what can be considered a peptide (MW ~ 5 kDa).
Out of 3230 peptides in the APD3, 1199 were reported to have
antifungal properties.’® Similarly to AMPs, AFPs can be natural
products, they can be designed de novo, or identified via the
screening of large libraries.”*®

A non-exhaustive list of the major mechanisms of action that
natural product AFPs can display is given in Table 6. This
information is drawn from several excellent reviews.>$”,°1%>13
Some AFPs inhibit biosynthesis of 1,3-B-glucan, a polysaccharide
which is highly abundant in the fungal cell wall. Inhibition of
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1,3-B-glucan synthesis destabilises the cell wall, increasing
susceptibility to osmotic stress and ultimately leading to cell
death. Examples of AFPs that act in this way include the
echinocandin family of cyclic lipopeptides.”'* Chitin is another
primary component of the fungal cell wall which significantly
aids its structural integrity. The nikkomycins and polyoxins,
which are both peptide nucleosides, are key families of chitin
biosynthesis inhibitors.*® Aureobasidins, cyclic lipophilic
depsipeptides, disrupt the assembly of chitin in the cell wall.

Finally, some AFPs are capable of selectively disrupting fungal
cell membrane components. Defensin Rs-ARF2 interacts with
glucosylceramide, which leads to increased membrane perme-
ability. Additionally, Rs-ARF2 causes the production of reactive
oxygen species within the fungal cell. Due to the selective mecha-
nism of action, Rs-ARF2 and closely related analogues (NAD1,
Rs-ARF1, SPE10) are not toxic to mammalian cells. Iturins, cyclic
peptides that contain a fatty-acid B-aa, cause pore formation and
subsequent leakage of ions.”"® Histatin 5 is an o-helical linear
peptide which can bind to Ssa2p, a cell wall protein, and is then
transported into the fungal cells, where it acts on mitochondria.
While the vast majority of the AFPs discussed in this section are
natural products, there are synthetic peptides and peptidomi-
metics that display antifungal activity, several of which are listed
by Sardari and co-workers.>'® Arendt and co-workers reported a de
novo designed peptide, KK14 (sequence H-KKFFRAWWAPRFLK-
NH,) and related analogues, which inhibited the growth of food
spoilage fungi.’’” The authors do not comment on the mecha-
nism of action of these peptides. According to a recent review of
AMPs in clinical trials by Koo and Seo, two AFPs have entered
clinical trials.*'® NP213, a cyclic Arg, peptide, has recently com-
pleted phase IIa clinical trials for onychomycosis (a fungal nail
infection), and targets the fungal membrane.”’® CZEN-002 is a
dimeric octamer with a disulfide linkage used for the topical
treatment of vulvovaginal candidiasis. The peptide is derived from
a-melanocyte-stimulating hormone («-MSH) with immunomodu-
latory activity that is exerted by disrupting intracellular signalling
through cAMP accumulation in the fungal cells.*'® In 2016, CZEN-
002 was reported to have entered Phase II clinical trials; however,
no updates have been published since.**?

Antifungal AMPs have also been used in combination thera-
pies which have the advantage of reducing the dose of both
drugs, lowering unwanted side effects, and reducing the like-
lihood of resistance emerging. For example, the AMP lactoferrin
was shown to have a synergistic relationship with fluconazole, a
small-molecule antifungal agent.”*

16.2 Antiviral peptides (AVPs)

Viruses are non-cellular pathogens, which must enter a host
cell to survive and replicate. Viral infections are responsible for
human diseases such as influenza, hepatitis, Ebola, and acquired
immunodeficiency syndrome (AIDS). Historically, viral infections
have been devastating for human populations. For example, the
variola virus responsible for smallpox killed three out of 10 infected
people until its eradication by vaccination in 1975. As human
communities have become increasingly mobile, the threat of viral
pandemics is likely to rise, as has been evidenced with the onset of
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the COVID-19 pandemic in 2020. For an excellent review on
AVPs, including a discussion of peptides with antiviral activity
against COVID-19, please see Afshar and co-workers.*>! These recent
events have thrust into the public eye the need for scientists to be able
to rapidly develop effective antiviral treatments.

A virus particle, or virion, contains genetic information,
either in the form of single or double-stranded RNA or DNA,
contained within a protein capsid (together called the nucleo-
capsid), which often contains viral enzymes as well. A lipoprotein
membrane containing viral proteins sometimes surrounds the
nucleocapsid and is referred to as the envelope.”

For many AVPs, the exact route by which they inactivate
viruses has not been fully elucidated. Possible mechanisms
include inhibition of viral attachment, binding to viral targets
on the host cell surface, and targeting viral proteins (blocking
viral fusion and preventing entry into the host cell).’**> AVPs can
act intracellularly and inhibit viral spreading via the suppres-
sion of viral gene expression, inhibition of translation, or by
immunomodulatory activities. It is also likely that an AVP is
capable of multiple different mechanisms of action, which
may vary depending on the structure of the virus in question.
Finally, AVPs can induce pore formation in some enveloped
virions, or cause the aggregation of viruses (Fig. 32).>** Given
their role in the mammalian innate immune response, it is
unsurprising that some AMPs display antiviral activity. The
first instance of this was reported in 1986, wherein a member
of the defensin family, human neutrophil peptide (HNP-1),
was found to be able to inactivate various viruses including
Herpes simplex and influenza.”** Examples of AMP families
displaying antiviral properties include the defensins, catheli-
cidins, and transferrins among many others.”>>***>32¢ 1t has
also been suggested that the defensins can be employed as
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Fig. 32 A cartoon depicting the mechanisms of action of cationic AVPs.
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527 For discus-

a prophylactic measure against viral infections.
sion of short, cationic AMPs as antiviral agents, we direct
the reader to a review by Narayanan and co-workers.>** More
structurally complex peptides also display antiviral activity.
Kalata B1, a plant-derived cyclotide displays anti-HIV activity
by inhibiting fusion of the virus with the host membrane,
and destroying the virus prior to cell entry via envelope
disruption.>?8->2°

Similarly to AMPs, peptides that are specifically antiviral are
often derived from the sequences of viral proteins (‘templated-
sequence design’), designed de novo, are peptidomimetics
of natural peptide analogues, or are identified from library
screens. Selected examples are discussed below, highlighting
the different approaches researchers have used for the devel-
opment of synthetic AVPs.

One approach is to use a template-sequence design guided
by the sequence of a viral protein domain. Liu, Jiang, Zhong
and co-workers used a heptad repeat design approach inspired
by the coiled-coil domains of viral fusion proteins, and synthe-
sised o-helical lipopeptides based on the template sequence
Ac-(X,EpEXqZ KiKy)5-PAla-K(C16)-NH,, where X represents a
hydrophobic aa residue, and Z represents a charged aa
residue.>®® The peptides disrupted the fusion of the virus and
target cell membrane. One of the analogues displayed activity
against influenza A and B strains, and a high potency against
a Middle East respiratory syndrome-related coronavirus
(MERS-CoV) infection.

Buckheit and co-workers developed various peptidomi-
metics based on a B-hairpin-containing peptide GLR-19, which
was itself based on natural peptide thanatin.>*® The authors
investigated different loop sizes, and identified an analogue
GLRC-2 which had improved anti-HIV activity and increased
resistance to proteolytic degradation than GLR-19.

Khaitov and co-workers developed peptide dendrimers (PDs,
see Section 11.1) to treat respiratory syncytial virus (RSV).>*!
Two of the PDs displayed improved activity over cathelicidin-
related peptide LL-37 (example shown in Fig. 33), and molecular
docking studies indicated that the PDs interact with RSV cellular
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Fig. 33 The structure of an antiviral peptide dendrimer.
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receptor nucleolin, however further studies are required to con-
firm the mechanism of action for the PDs.

Finally, library screening has been employed to identify
AVPs. Tordo and co-workers provide an excellent review of phage
display AVP libraries, through which AVPs have been discovered
which are active against hepatitis B virus (HBV), hepatitis C virus
(HCV) and HIV.>** The authors highlight that phage display is
underused in the development of AVPs for ‘neglected’ diseases
caused by viruses, such as rabies and Rift Valley fever.

There are AVPs both on the market and in clinical trials.
Enfuvirtide is a marketed antiviral 36-mer (sequence: Ac-YTSL
IHSLIEESQNQQEKNEQELLELDKWASLWNWEF-NH,) that acts
as an HIV-1 fusion inhibitor and is typically used in combi-
nation with other antiviral drugs. Enfuvirtide is derived from
the sequence of the C-terminal helical heptad repeat region of
gp41, a subunit of the viral envelope protein complex. Sifuvirtide
is an analogue of enfuvirtide that has shown improved efficacy,
and is currently undergoing clinical trials.”**>**

16.3 Antiparasitic peptides (APPs)

A parasite is an organism that depends on a host organism for
survival and replication, causing harm to the host. In 2018,
there were an estimated 228 million cases of malaria, a life-
threatening disease caused by parasites of Plasmodium spp.***
In addition to well-known examples such as this, neglected
tropical diseases due to parasites such as lymphatic filariasis,
onchocerciasis, schistosomiasis, trypanosomiasis, and leish-
maniasis affect over a billion people globally. Parasitic infec-
tions, and their associated diseases, typically have a greater
effect on those in lower-income countries.”*® The potential
antiparasitic properties of AMPs have been even less explored
than their antifungal and antiviral properties. However, there
are various natural and synthetic APPs that have been reported
in the literature.®” Below is a non-exhaustive discussion of
recently reported APPs. An excellent review of both natural and
synthetic APPs is also given by Mor.”**

Natural AMP families including the magainins, defensins,
and cecropins, as well as synthetic hybrids of melittin and
cecropin, have been shown to display antiparasitic activity. The
targeting of intracellular parasites presents several challenges,
much like the targeting of intracellular bacteria (see Section
15.3). Polycationic dermaseptin AMPs can kill intraerythrocytic
malaria parasites by disrupting the host cell membrane. It has
been shown that truncated dermaseptin analogues can increase
antiparasitic activity with a concurrent decrease in haemolysis.>*°
Possible mechanisms of action include selective host membrane
disruption, as infected erythrocytes have an altered membrane
composition compared to uninfected cells, allowing them to be
selectively targeted by AMPs.>*® Additionally, AMPs have been
reported as targeting parasitic cell membranes, mitochondria, or
nucleic acids.

In addition to naturally occurring peptides, numerous syn-
thetic peptides have been developed which have antiparasitic
activity. Mor and co-workers synthesised oligo-acyl-lysyls (OAKs),
as peptidomimetics of dermaseptin S3 (sequence H-ALWKNML
KGIGKLAGK-NH,) to treat Plasmodium falciparum, the most
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Fig. 34 The structure of an oligo-acyl-lysine peptidomimetic based on dermaseptin S3.

virulent malaria parasite (Fig. 34).>*® Some of the OAKs dis-
played high selectivity for antiparasitic activity over haemolysis.
For example, OAK-2 has an IC;, of 0.08 uM and a selectivity
ratio of >1000. The authors proposed that the mechanism of
action mimicked that of dermaseptin S3, namely through
permeabilisation of the parasite membrane, causing disruption
of the membrane potential and K' gradient, however, further
studies are required to confirm this.

Finally, it has been demonstrated that APPs are highly useful
as chemical probes to identify novel therapeutic targets. Tate
and co-workers developed peptide-based probes of Myosin A
(MyoA), a component of the Plasmodium glideosome, which is
thought to be essential for the invasion of red blood cells by
Plasmodium falciparum.>*' Truncated, fluorescent MyoA pep-
tides were developed to inhibit the protein-protein interaction
(PPI) between MyoA and the MyoA tail interacting protein,
allowing the authors to study how the inhibition of this PPI
affected the parasites through western blot and chemical
proteomic analysis. While further studies are required to con-
firm target engagement, it highlights the ability of peptides, in
combination with modern biochemical analyses, to further
improve our understanding of deadly parasites and ultimately
develop novel treatments.

To date, AMP development has primarily focussed on anti-
bacterial properties, however, there is significant potential for
the development of AMPs against all types of microbial infec-
tion. For many existing AMPs, our knowledge of their activity
against non-bacterial microbes is largely unexplored and this
represents a vast pool of potential therapeutics against a wide
range of life-limiting illnesses. Furthermore, there is significant
scope for the development of novel AMPs to combat diseases
caused by these organisms. In this section, several studies have
highlighted the successful development of AMPs against, fungi,
viruses, and parasites. Both broadly antimicrobial peptides and
those that are specifically antifungal, antiviral, or antiparasitic
merit further investigation to help alleviate the significant
impact that these microbes exert on world health.

17 Conclusion and future directions

Despite the increasingly urgent antibiotic resistance crisis,
pharmaceutical companies are wary of investigating and devel-
oping new antibiotics. Only a few drugs are currently available
to treat infectious diseases caused by resistant ‘superbugs’,
such as colistin, the well-known last-resort antibiotic, despite
its known nephrotoxicity in humans.”*>*** However, colistin
could lose its effectiveness soon, as the first plasmid-mediated

7866 | Chem. Soc. Rev., 2021, 50, 7820-7880

polymyxin-resistance gene (MCR-1) was reported in 2016, for-
cing the world to confront this antibiotic resistance crisis.'®*>**
As we are faced with the prospect of a world without effective
antibiotics, the search for new therapeutics as alternatives to
conventional drugs is imperative.

Significant research has been conducted into many aspects
of AMP development, and as the isolation of nisin was in the
1920s, it has been widely debated as to whether AMPs can be
considered as ‘new’ anti-infective drugs.”**>** The development of
new AMPs requires a multidisciplinary environment, involving
several areas of research such as microbiology, medicinal
chemistry, synthetic chemistry, and preclinical development studies.
If such collaborative and multidisciplinary work can be facilitated,
we believe the development of AMP-based antibiotics effective
against infectious diseases may be achieved.

So far, due to their toxicity, most commercial AMPs are
applied topically, rather than via systemic administration, as
exemplified by the polymyxin family. Although there is room
for improvement in the current methods and technologies, as
we have shown in this review, rational design, structure-activity
relationships, and computational methods have been useful in
overcoming certain limitations of natural AMPs, such as redu-
cing toxicity and haemolytic activity, and in many cases showing
superior killing of MDR bacteria and clinical isolates in vitro.
Throughout the review, we have also highlighted the multifaceted
nature of AMPs and we believe that AMPs have great potential as
an alternative therapeutic option to conventional drugs to treat
infections, a belief that is strongly supported by the many positive
results shown in this review.

For the development of AMPs as anti-infective drugs,
rational design should take into consideration several para-
meters, including environmental factors (pH and ionic
strength), peptide length, net charge, hydrophobicity, stereo-
chemistry, and topology. All these parameters can strongly
influence the antimicrobial activity, mammalian cell toxicity,
haemolytic activity, and immunomodulatory activity of AMPs.

In this final section, we would like to highlight where we
believe AMPs could show particular promise as next-generation
anti-infective drugs to combat AMR.

17.1 STAMPs

There are huge advances to be made in the translation of AMPs
into effective antimicrobial therapeutics in the clinic. Whilst
much of this is beyond the remit of the organic chemist, the
ability to rapidly generate synthetic analogues of AMPs in order
to modulate their activity and properties is a key aspect.
We therefore anticipate that advances in organic synthetic

This journal is © The Royal Society of Chemistry 2021
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techniques, for example late-stage functionalisation, will no
doubt be beneficial to the field of AMPs and AMPMs. To date,
only a narrow selection of possible organic transformations has
been explored. In the context of AMPMs, in particular STAMPs,
for example only ring-closing metathesis has been widely
explored as a stapling technique. Each stapling technique
brings unique properties, and therefore it is paramount that
these are explored (see Section 14.1).

17.2 Combination therapy and AMP-drug conjugates

Due to the unique properties and activities of membrane-
disrupting AMPs, they have shown promise as complementary
therapeutics in combination with other antimicrobials. Reports
of synergistic combinations of AMPs are sporadic and therefore
it would be desirable to have more systematic studies.

In addition to combination therapy, AMP-drug conjugates
offer an exciting new mode of treatment. Literature conjugates
can fail to perform better than physical mixtures of the indivi-
dual components, and therefore it may be that the conjugation
is negatively affecting their activity. We believe that to fully
benefit from the conjugation of AMPs and antibiotics, we must
thoroughly explore cleavable linkers for antimicrobial pur-
poses. Rational design based on the target bacteria and the
known mechanism of action of both the AMP and drug should
influence the conjugate design. The use of advanced organic
synthetic transformations will provide more unusual sites of
conjugation for the peptide. The application of elegant cleavable
technology will bring many benefits, including targeted delivery
(and therefore fewer side effects in a clinical setting) and lower
doses. Due to the presence of multiple antibacterial mechanisms
of action in a PDC, they can provide a solution to the treatment of
MDR or intracellular bacteria.

17.3 Extended scope of AMP targets

A key aspect for treatment of microbial infections is the ‘magic
bullet’ effect - the ability to cause harm to only the infecting
entity, and not to the host organism. Peptides are more amenable
to interacting with a variety of biological structures, beyond those
traditionally accessible by small molecules. Therefore, one can
consider many mechanisms of action beyond the well-represented
membrane-disruption mode that has been discussed widely in
this review. It is possible that as technological advancements are
made in structural biology and the biochemical studies of
microbes, new targets will be uncovered that are more easily
accessed with peptides than small molecules.

17.4 Efflux pump inhibitors

Bacterial pathogens express a wide range of membrane-bound
transporter proteins known as efflux pumps which can actively
expel diverse antibiotics from the cell (see Section 2).°*® As
such, these pumps are significant contributors to MDR and are
therefore an important potential target for overcoming resis-
tance. By inhibiting these transmembrane proteins, it may
be possible to limit resistance development towards novel
therapeutics, and furthermore, it may facilitate resensitisation
to existing antibiotics. An example of this type of resensitisation

This journal is © The Royal Society of Chemistry 2021
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is seen in nature, wherein plants produce antibacterial berberine
alkaloids alongside an MDR efflux pump inhibitor, 5’-methoxy-
hydnocarpin.>*” While 5’-methoxyhydnocarpin has no bactericidal
activity of its own, it enhances the activity of berberine and other
cytotoxic substrates of the NorA MDR pump.

There are two examples in the literature of using peptides
to inhibit bacterial efflux pumps, both of which are from the
Deber group. The first example was published in 2015 where
the small multidrug resistance (SMR) efflux pump, Hsmr, was
targeted.**®**° Hsmr forms a functional efflux pump through
dimerisation mediated by transmembrane helix 4. As such,
a minimal-length hydrocarbon stapled peptide based on helix 4
was designed and synthesised. The stapled peptide displayed
specific inhibition of efflux activity and was also able to
resensitise Hsmr expressing cells to the antibiotic-like small
molecule ethidium bromide, while remaining non-haemolytic.
Stapling of the peptide effectively blocked peptide degradation
in human plasma and liver homogenates compared to its
unstapled counterpart, providing a more favourable therapeu-
tic index. A similar stapled peptide was developed against
another SMR efflux pump, EmrE, in 2018.*%°

To conclude, this review has highlighted the diverse nature
and function of AMPs, as well as their potential as next-
generation therapeutics. We have demonstrated many efficient
strategies for the design and synthesis of novel AMPs with
improved stability and bioactivity, or with a novel mechanism
of action. Additionally, this review describes various synthetic
modifications that could be applied to mimic the properties of
naturally occurring AMPs. While the current focus of AMPs is
mainly on antibacterial peptides, AMPs can be repurposed into
potential therapeutics to treat infections caused by fungi,
parasites, and viruses, which include neglected tropical diseases.
Finally, we have highlighted key directions for the future of AMPs.
We believe that the development of novel AMPs has a role to play
in future generations of ‘super-antibiotics’, which are able to
overcome the AMR crisis.

Conflicts of interest

There are no conflicts to declare.

Acknowledgements

We gratefully acknowledge the support from the from the Engi-
neering and Physical Sciences Research Council (EP/P020291/1)
and Royal Society (Wolfson Research Merit Award). Fig. 1, 4, 5
and 25 were created with BioRender.com.

References

1 C. Walsh, Antibiotics: actions, origins, resistance, 1st edn,
ASM Press, 2003.

2 G. L. Patrick, An Introduction to Medicinal Chemistry, 4th
edn, Oxford University Press Inc., New York, 2009.

3 K. Gould, J. Antimicrob. Chemother., 2016, 71, 572-575.

Chem. Soc. Rev., 2021, 50, 7820-7880 | 7867


http://BioRender.com
http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d0cs00729c

Open Access Article. Published on 27 May 2021. Downloaded on 3/7/2026 1:40:00 PM.

Thisarticleislicensed under a Creative Commons Attribution 3.0 Unported Licence.

(cc)

Chem Soc Rev

4

10

11

12

13

14

15

16

17

18

19
20

21

22

7868 |

S. A. Alharbi, M. Wainwright, T. A. Alahmadi, H. Bin
Salleeh, A. A. Faden and A. Chinnathambi, Saudi J. Biol.
Sci., 2014, 21, 289-293.

21st Model List of Essential Medicines, World Health
Organisation, https://www.who.int/groups/expert-committee-
on-selection-and-use-of-essential-medicines/essential-
medicines-lists (accessed 12 November 2020).

M. H. Xiong, Y. Bao, X. Z. Yang, Y. H. Zhu and ]J. Wang,
Adv. Drug Delivery Rev., 2014, 78, 63-76.

M. E. Falagas and S. K. Kasiakou, Crit. Care, 2006, 10, 1-13.
FDA updates warnings for fluoroquinolone antibiotics
on risks of mental health and low blood sugar adverse
reactions, https://www.fda.gov/news-events/press-announce
ments/fda-updates-warnings-fluoroquinolone-antibiotics-
risks-mental-health-and-low-blood-sugar-adverse (accessed
12 November 2020).

K. C. Nicolaou and S. Rigol, J. Antibiot., 2018, 71, 153-184.
C. N. Spaulding, R. D. Klein, H. L. Schreiber, J. W. Janetka
and S. J. Hultgren, Biofilms Microbiomes, 2018, 4, 1-7.

E. D. Brown and G. D. Wright, Nature, 2016, 529, 336-343.
D. Paterson and D. van Duin, Infect. Dis. Clin. North Am.,
2017, 30, 377-390.

World Health Organisation Fact Sheet on Antimicrobial
Resistance,  https://www.who.int/news-room/fact-sheets/
detail/antimicrobial-resistance (accessed 19 October 2020).
K. M. G. O. Connell, J. T. Hodgkinson, H. F. Sore,
M. Welch, G. P. C. Salmond and D. R. Spring, Angew.
Chem., Int. Ed., 2013, 52, 10706-10733.

I. Roca, M. Akova, F. Baquero, ]J. Carlet, J. Cavaleri,
S. Coenen, J. Cohen, D. Findlay, I. Gyssens, O. E. Heure,
G. Kahlmeter, H. Kruse, R. Laxminarayan, E. Liébana,
L. Lopez-Cerero, A. MacGowan, M. Martins, J. Rodriguez-
Bano, J.-M. Rolain, C. Segovia, B. Sigauque, E. Tacconelli,
E. Wellington and J. Vila, New Microbes New Infect., 2015, 6,
22-29.

B. Aslam, W. Wang, M. I Arshad, M. Khurshid,
S. Muzammil, M. H. Rasool, M. A. Nisar, R. F. Alvi, M. A.
Aslam, M. U. Qamar, M. K. F. Salamat and Z. Baloch, Infect.
Drug Resist., 2018, 11, 1645-1658.

M. Exner, S. Bhattacharya, B. Christiansen, J. Gebel,
P. Goroncy-Bermes, P. Hartemann, P. Heeg, C. Ilschner,
A. Kramer, E. Larson, W. Merkens, M. Mielke, P. Oltmanns,
B. Ross, M. Rotter, R. M. Schmithausen, H.-G. Sonntag and
M. Trautmann, GMS Hyg. Infect. Control, 2017, 12, 1-24.

A. P. Magiorakos, A. Srinivasan, R. B. Carey, Y. Carmeli,
M. E. Falagas, C. G. Giske, S. Harbarth, J. F. Hindler,
G. Kahlmeter, B. Olsson-Liljequist, D. L. Paterson, L. B. Rice,
J. Stelling, M. J. Struelens, A. Vatopoulos, J. T. Weber and
D. L. Monnet, Clin. Microbiol. Infect., 2012, 18, 268-281.

D. Sriramulu, Microbiol. Insights, 2013, 6, 29-36.

G. Carvalho, C. Forestier and ]J.-D. Mathias, Proc. R. Soc. B,
2019, 286, 1-7.

E. Bakkeren, M. Diard and W. D. Hardt, Nat. Rev. Microbiol.,
2020, 18, 479-490.

N. Q. Balaban, S. Helaine, K. Lewis, M. Ackermann,
B. Aldridge, D. I. Andersson, M. P. Brynildsen, D. Bumann,

Chem. Soc. Rev., 2021, 50, 7820-7880

23
24
25
26
27
28

29

30
31

32

33

34

35

36

37

38

39

40

41

42

43

View Article Online

Review Article

A. Camillj, J. J. Collins, C. Dehio, S. Fortune, J. M. Ghigo,
W. D. Hardt, A. Harms, M. Heinemann, D. T. Hung, U. Jenal,
B. R. Levin, J. Michiels, G. Storz, M. W. Tan, T. Tenson,
L. Van Melderen and A. Zinkernagel, Nat. Rev. Microbiol.,
2019, 17, 441-448.

L. Dewachter, M. Fauvart and ]. Michiels, Mol. Cell, 2019,
76, 255-267.

B. Gollan, G. Grabe, C. Michaux and S. Helaine, Annu. Rev.
Microbiol., 2019, 73, 359-385.

T. K. Wood, Biotechnol. Bioeng., 2016, 113, 476-483.

K. Lewis, Nat. Rev. Microbiol., 2007, 5, 48-56.

K. Lewis, Curr. Top. Microbiol. Immunol., 2008, 322, 107-131.
P. S. Stewart and M. ]. Franklin, Nat. Rev. Microbiol., 2008,
6, 199-210.

Antimicrobial resistance - Global Report on Surveillance,
World Health Organisation, https://www.who.int/drugresis
tance/documents/surveillancereport/en/ (accessed 12
November 2020).

M. S. Butler and D. L. Paterson, J. Antibiot., 2020, 73, 329-362.
M. S. Mulani, E. E. Kamble, S. N. Kumkar, M. S. Tawre and
K. R. Pardesi, Front. Microbiol., 2019, 10, 1-24.

Global Action Plan on Antimicrobial Resistance, World
Health Organisation, https://www.who.int/antimicrobial-
resistance/global-action-plan/en/ (accessed 12 November
2020).

The Pew Charitable Trusts: A Scientific Roadmap for
Antibiotic Discovery, https://www.pewtrusts.org/en/research-
and-analysis/reports/2016/05/a-scientific-roadmap-for-anti
biotic-discovery, accessed 12 November 2020.

Review on Antimicrobial Resistance, Tackling Drug-
Resistant Infections Globally: final report and recommen-
dations, https://amr-review.org/ (accessed 25 May 2021).
R. Spohn, L. Daruka, V. Lazar, A. Martins, F. Vidovics,
G. Grézal, O. Méhi, B. Kintses, M. Szamel, P. K. Jangir,
B. Csorgo, A. Gyorkei, Z. Bodi, A. Faragd, L. Bodai,
1. Foldesi, D. Kata, G. Mardti, B. Pap, R. Wirth, B. Papp
and C. Pal, Nat. Commun., 2019, 10, 1-13.

J. Mwangi, Y. Yin, G. Wang, M. Yang, Y. Li, Z. Zhang and
R. Lai, Proc. Natl. Acad. Sci. U. S. A., 2019, 116, 26516-26522.
F. Ben Jeddou, L. Falconnet, A. Luscher, T. Siriwardena,
J.-L. Reymond, C. van Delden and T. Kohler, Antimicrob.
Agents Chemother., 2020, 64, 1-14.

B. Lazzaro, M. Zasloff and ]J. Rolff, Science, 2020, 368, 1-7.
C. D. Fjell, J. A. Hiss, R. E. W. Hancock and G. Schneider,
Nat. Rev. Drug Discovery, 2012, 11, 37-51.

S. Jovetic, Y. Zhu, G. L. Marcone, F. Marinelli and
J. Tramper, Trends Biotechnol., 2010, 28, 596-604.

R. Spohn, L. Daruka, V. Lazar, A. Martins, F. Vidovics,
G. Grézal, O. Méhi, B. Kintses, M. Szamel, P. K. Jangir,
B. Csorgd, A. Gyorkei, Z. B6édi, A. Faragd, L. Bodai,
1. Foldesi, D. Kata, G. Mardti, B. Pap, R. Wirth, B. Papp
and C. Pal, Nat. Commun., 2019, 10, 1-13.

V. Teixeira, M. J. Feio and M. Bastos, Prog. Lipid Res., 2012,
51, 149-177.

H. H. Jenssen, P. Hamill and R. E. W. W. Hancock, Clin.
Microbiol. Rev., 2006, 19, 491-511.

This journal is © The Royal Society of Chemistry 2021


https://www.who.int/groups/expert-committee-on-selection-and-use-of-essential-medicines/essential-medicines-lists
https://www.who.int/groups/expert-committee-on-selection-and-use-of-essential-medicines/essential-medicines-lists
https://www.who.int/groups/expert-committee-on-selection-and-use-of-essential-medicines/essential-medicines-lists
https://www.fda.gov/news-events/press-announcements/fda-updates-warnings-fluoroquinolone-antibiotics-risks-mental-health-and-low-blood-sugar-adverse
https://www.fda.gov/news-events/press-announcements/fda-updates-warnings-fluoroquinolone-antibiotics-risks-mental-health-and-low-blood-sugar-adverse
https://www.fda.gov/news-events/press-announcements/fda-updates-warnings-fluoroquinolone-antibiotics-risks-mental-health-and-low-blood-sugar-adverse
https://www.who.int/news-room/fact-sheets/detail/antimicrobial-resistance
https://www.who.int/news-room/fact-sheets/detail/antimicrobial-resistance
https://www.who.int/drugresistance/documents/surveillancereport/en/
https://www.who.int/drugresistance/documents/surveillancereport/en/
https://www.who.int/antimicrobial-resistance/global-action-plan/en/
https://www.who.int/antimicrobial-resistance/global-action-plan/en/
https://www.pewtrusts.org/en/research-and-analysis/reports/2016/05/a-scientific-roadmap-for-antibiotic-discovery
https://www.pewtrusts.org/en/research-and-analysis/reports/2016/05/a-scientific-roadmap-for-antibiotic-discovery
https://www.pewtrusts.org/en/research-and-analysis/reports/2016/05/a-scientific-roadmap-for-antibiotic-discovery
https://amr-review.org/sites/default/files/160518_Final paper:with cover.pdf
http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d0cs00729c

Open Access Article. Published on 27 May 2021. Downloaded on 3/7/2026 1:40:00 PM.

Thisarticleislicensed under a Creative Commons Attribution 3.0 Unported Licence.

(cc)

Review Article

44

45

46

47

48
49

50

51

52

53

54

55

56
57

58

59

60

61

62

63

64

65

66

67

68

69

70

71

72

This

E. Rubinstein and Y. Keynan, Front. Public Heal., 2014, 2,
217-224.

M. J. Trimble, P. Mlynar¢ik, M. Kolai and R. E. W.
Hancock, Cold Spring Harbor Perspect. Med., 2016, 6, 1-23.
G. Wang, X. Li and Z. Wang, Nucleic Acids Res., 2016, 44,
D1087-D1093.

G. Wang, X. Li and Z. Wang, Nucleic Acids Res., 2009, 37,
933-937.

Z. Wang, Nucleic Acids Res., 2004, 32, 590D-592D.

APD: the antimicrobial peptide database, http://aps.unmec.
edu/AP/main.php (accessed 30 July 2020).

G. Wang, X. Li and Z. Wang, Nucleic Acids Res., 2016, 44,
D1087-D1093.

G. Wang, Methods Mol. Biol., 2015, 1268, 43-66.

S. Tan, G. Moore and J. Nodwell, Antibiotics, 2019, 8, 1-17.
E. L. Ongey and P. Neubauer, Microb. Cell Fact., 2016, 15,
1-16.

J. D. Hegemann, M. Zimmermann, X. Xie and M. A.
Marahiel, Acc. Chem. Res., 2015, 48, 1909-1919.

J. D. Hegemann, ChemBioChem, 2020, 21, 7-18.

G. Wang, Curr. Biotechnol, 2012, 1, 72-79.

M. P. Dos Santos Cabrera, M. Arcisio-Miranda, S. T.
Broggio Costa, K. Konno, J. R. Ruggiero, J. Procopio and
J. Ruggiero Neto, J. Pept. Sci., 2008, 14, 661-669.

M. Shahmiri and A. Mechler, EuroBiotech J., 2020, 4, 25-31.
S. R. Dennison and D. A. Phoenix, Biochemistry, 2011, 50,
1514-1523.

S. R. Dennison, F. Harris, T. Bhatt, J. Singh and
D. A. Phoenix, Mol. Cell. Biochem., 2009, 332, 43-50.

J. Li, J. J. Koh, S. Liu, R. Lakshminarayanan, C. S. Verma
and R. W. Beuerman, Front. Neurosci., 2017, 11, 1-18.

B. Mishra and G. Wang, Front. Immunol., 2012, 3,
2010-2013.

I. H. Lee, Y. Cho and R. L. Lehrer, Infect. Immunol., 1997, 65,
2898-2903.

J. P. Tam, Y. A. Lu and J. L. Yang, Biochemistry, 2000, 39,
7159-7169.

M. J. Goldman, G. M. Anderson, E. D. Stolzenberg, U. P. Kari,
M. Zasloff and J. M. Wilson, Cell, 1997, 88, 553-560.

D. M. Rothstein, P. Spacciapoli, L. T. Tran, T. Xu, F. D.
Roberts, M. Dalla Serra, D. K. Buxton, F. G. Oppenheim
and P. Friden, Antimicrob. Agents Chemother., 2001, 45,
1367-1373.

J. J. Smith, S. M. Travis, E. P. Greenberg and M. J. Welsh,
Cell, 1996, 85, 229-236.

P. S. Hiemstra, Eur. Respir. J., 2007, 29, 617-618.

L. Zhang, ]J. Parente, S. M. Harris, D. E. Woods,
R. E. W. Hancock and T. J. Falla, Antimicrob. Agents Che-
mother., 2005, 49, 2921-2927.

S. K. Kandasamy and R. G. Larson, Biochim. Biophys. Acta,
Biomembr., 2006, 1758, 1274-1284.

T. Rydlo, S. Rotem and A. Mor, Antimicrob. Agents
Chemother., 2006, 50, 490-497.

C. Friedrich, M. G. Scott, N. Karunaratne, H. Yan and
R. E. W. Hancock, Antimicrob. Agents Chemother., 1999,
43, 1542-1548.

journal is © The Royal Society of Chemistry 2021

73

74

75

76

77

78

79

80

81
82

83

84

85

86

87

88

89

90

91

92

93

94

95

96

View Article Online

Chem Soc Rev

B. Deslouches, S. M. Phadke, V. Lazarevic, M. Cascio,
K. Islam, R. C. Montelaro and T. A. Mietzner, Antimicrob.
Agents Chemother., 2005, 49, 316-322.

H. Mohanram and S. Bhattacharjya, Biopolymers, 2016,
106, 345-356.

S. Olli, N. Rangaraj and R. Nagaraj, PLoS One, 2013, 8, 1-10.
H. Y. Yu, C. H. Tu, B. S. Yip, H. L. Chen, H. T. Cheng,
K. C. Huang, H. J. Lo and J. W. Cheng, Antimicrob. Agents
Chemother., 2011, 55, 4918-4921.

H. L. Chu, H. Y. Yu, B. S. Yip, Y. H. Chih, C. W. Liang,
H. T. Cheng and J. W. Cheng, Antimicrob. Agents Chemother.,
2013, 57, 4050-4052.

C. W. Wang, B. S. Yip, H. T. Cheng, A. H. Wang, H. L. Chen,
J. W. Cheng and H. J. Lo, FEMS Yeast Res., 2009, 9, 967-970.
S. S. L. Harwig, A. Waring, H. ]J. Yang, Y. Cho, L. Tan and
R. Lehrer, Eur. J. Biochem., 1996, 240, 352-357.

Y. H. Nan, J. K. Bang and S. Y. Shin, Bull. Korean Chem.
Soc., 2011, 32, 4055-4058.

Y. H. Nan and S. Y. Shin, BMB Rep., 2011, 44, 747-752.

J. Y. Lee, S. T. Yang, S. K. Lee, H. H. Jung, S. Y. Shin,
K. S. Hahm and J. I. Kim, FEBS J., 2008, 275, 3911-3920.
1. Y. Park, J. H. Cho, K. S. Kim, Y. B. Kim, M. S. Kim and
S. C. Kim, J. Biol. Chem., 2004, 279, 13896-13901.

S. G. Dashper, N. M. O’Brien-Simpson, K. J. Cross, R. A. Paolini,
B. Hoffmann, D. V. Catmull, M. Malkoski and E. C. Reynolds,
Antimicrob. Agents Chemother., 2005, 49, 2322-2328.

M. Paulmann, T. Arnold, D. Linke, S. Ozdirekcan, A. Kopp,
T. Gutsmann, H. Kalbacher, I. Wanke, V. J. Schuenemann,
M. Habeck, J. Biirck, A. S. Ulrich and B. Schittek, J. Biol
Chem., 2012, 287, 8434-8443.

G. Halmerbauer, S. Arri, M. Schierl, E. Strauch and
D. Y. Koller, Clin. Exp. Allergy, 2000, 30, 1771-1776.

S. Baconnais, R. Tirouvanziam, J. M. Zahm, S. De Bentz-
mann, B. Péault, G. Balossier and E. Puchelle, Am. J. Respir.
Cell Mol. Biol., 1999, 20, 605-611.

E. Malik, S. R. Dennison, F. Harris and D. A. Phoenix,
Pharmaceuticals, 2016, 9, 67-102.

M. H. Nekoofar, M. S. Namazikhah, M. S. Sheykhrezae, M. M.
Mohammadi, A. Kazemi, Z. Aseeley and P. M. H. Dummer,
Int. Endod. J., 2009, 42, 534-538.

S. Grinstein, C. ]J. Swallow and O. D. Rotstein, Clin.
Biochem., 1991, 24, 241-247.

L. A. Schneider, A. Korber, S. Grabbe and J. Dissemond,
Arch. Dermatol. Res., 2007, 298, 413-420.

Y. Liu, A. Kalén, O. Risto and O. Wahlstrom, Wound Repair
Regen., 2002, 10, 336-340.

W. F. Walkenhorst, Biochim. Biophys. Acta, Biomembr.,
2016, 1858, 926-935.

N. Y. Yount, D. Kupferwasser, A. Spisni, S. M. Dutz, Z. H.
Ramjan, S. Sharma, A. J. Waring and M. R. Yeaman, Proc.
Natl. Acad. Sci. U. S. A., 2009, 106, 14972-14977.

I. N. Hee Lee, Y. Cho and R. L. Lehrer, Infect. Immun., 1997,
65, 2898-2903.

L. Kacprzyk, V. Rydengard, M. Morgelin, M. Davoudi,
M. Pasupuleti, M. Malmsten and A. Schmidtchen, Biochim.
Biophys. Acta, Biomembr., 2007, 1768, 2667-2680.

Chem. Soc. Rev,, 2021, 50, 7820-7880 | 7869


http://aps.unmc.edu/AP/main.php
http://aps.unmc.edu/AP/main.php
http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d0cs00729c

Open Access Article. Published on 27 May 2021. Downloaded on 3/7/2026 1:40:00 PM.

Thisarticleislicensed under a Creative Commons Attribution 3.0 Unported Licence.

(cc)

Chem Soc Rev

97

98

99

100

101

102

103

104

105

106

107

108

109

110

111

112

113

114

115

116

117

118

7870 |

M. Paulmann, T. Arnold, D. Linke, S. Ozdirekcan, A. Kopp,
T. Gutsmann, H. Kalbacher, I. Wanke, V. J. Schuenemann,
M. Habeck, J. Biirck, A. S. Ulrich and B. Schittek, J. Biol
Chem., 2012, 287, 8434-8443.

W. F. Walkenhorst, J. W. Klein, P. Vo and W. C. Wimley,
Antimicrob. Agents Chemother., 2013, 57, 3312-3320.

M. H. A. Alaiwa, L. R. Reznikov, N. D. Gansemer,
K. A. Sheets, A. R. Horswill, D. A. Stoltz, J. Zabner and
M. J. Welsh, Proc. Natl. Acad. Sci. U. S. A., 2014, 111,
18703-18708.

X. Cai, S. Javor, B. H. Gan, T. Kohler and ].-L. Reymond,
Chem. Commun., 2021, DOI: 10.1039/D1CC01838H.

D. Zeng, D. Debabov, T. L. Hartsell, R. J. Cano, S. Adams,
J. A. Schuyler, R. McMillan and ]J. L. Pace, Cold Spring
Harbor Perspect. Med., 2016, 6, a026989.

A. J. Verkleij, R. F. Zwaal, B. Roelofsen, P. Comfurius,
D. Kastelijn and L. L. van Deenen, Biochim. Biophys. Acta,
Biomembr., 1973, 323, 178-193.

Y.-M. Zhang and C. O. Rock, Nat. Rev. Microbiol., 2008, 6,
222-233.

K. Matsuzaki, Biochim. Biophys. Acta, Biomembr., 2009, 1788,
1687-1692.

M. A. Valvano, I. R. Poxton and W. Vollmer, in Molecular
Medical Microbiology, 2nd edn, ed. Y.-W. Tang, A. Sails,
1. Poxton, D. Liu and J. D. Schwartzman, Academic Press,
London, 2014, pp. 55-124.

Y. A. Knirel, in Bacterial Lipopolysaccharides, 1st edn, ed.
Y. A. Knirel and M. A. Valvano, Springer Vienna, Vienna,
2011, pp. 41-115.

A. A. Baxter, M. D. Hulett and I. K. Poon, Cell Death Differ.,
2015, 22, 1893-1905.

D. W. Hoskin and A. Ramamoorthy, Biochim. Biophys. Acta,
2008, 1778, 357-375.

J. R. Brender, A. J. McHenry and A. Ramamoorthy, Front.
Immunol., 2012, 3, 1-4.

M. R. Yeaman and N. Y. Yount, Pharmacol. Rev., 2003, 55,
27-55.

Z.Jiang, A. 1. Vasil, ]. D. Hale, R. E. W. Hancock, M. L. Vasil
and R. S. Hodges, Biopolymers, 2008, 90, 369-383.

M. Cytrynska and A. Zdybicka-Barabas, Biomol. Concepts,
2015, 6, 237-251.

A. Bellomio, P. A. Vincent, B. F. de Arcuri, R. N. Farias and
R. D. Morero, J. Bacteriol., 2007, 189, 4180-4186.

M. R. Yeaman and N. Y. Yount, Pharmacol. Rev., 2003, 55,
27-55.

V. Teixeira, M. J. Feio and M. Bastos, Prog. Lipid Res., 2012,
51, 149-177.

Y. Chen, M. T. Guarnieri, A. I. Vasil, M. L. Vasil, C. T. Mant
and R. S. Hodges, Antimicrob. Agents Chemother., 2007, 51,
1398-1406.

I. Wiedemann, E. Breukink, C. van Kraaij, O. P. Kuipers,
G. Bierbaum, B. de Kruijff and H.-G. Sahl, J. Biol. Chem.,
2001, 276, 1772-1779.

R. Pokhrel, N. Bhattarai, P. Baral, B. S. Gerstman,
J. H. Park, M. Handfield and P. P. Chapagain, Phys. Chem.
Chem. Phys., 2019, 21, 12530-12539.

Chem. Soc. Rev,, 2021, 50, 7820-7880

119

120
121

122
123

124

125

126

127

128

129

130

131

132

133

134

135

136

137

138
139

140
141

142

143

144

145

View Article Online

Review Article

M. A. Kreutzberger, A. Pokorny and P. F. Almeida, Lang-
muir, 2017, 33, 13669-13679.

K. A. Brogden, Nat. Rev. Microbiol., 2005, 3, 238-250.

H. Jenssen, P. Hamill and R. E. W. Hancock, Clin. Microbiol.
Rev., 2006, 19, 491-511.

W. C. Wimley, ACS Chem. Biol., 2010, 5, 905-917.

T.-H. Lee, K. N. Hall and M.-I. Aguilar, Curr. Top. Med.
Chem., 2015, 16, 25-39.

P. Kumar, J. N. Kizhakkedathu and S. K. Straus, Bio-
molecules, 2018, 8, 1-24.

C. Munoz-Camargo, V. S. Montoya, L. A. Barrero-Guevara,
H. Groot and E. Boix, in 2018 IX International Seminar of
Biomedical Engineering (SIB), IEEE, 2018, pp. 1-5.

M. Miteva, M. Andersson, A. Karshikoff and G. Otting,
FEBS Lett., 1999, 462, 155-158.

R. M. Epand, C. Walker, R. F. Epand and N. A. Magarvey,
Biochim. Biophys. Acta, Biomembr., 2016, 1858, 980-987.
T.-H. Lee, K. N. Hall and M.-I. Aguilar, Curr. Top. Med.
Chem., 2015, 16, 25-39.

A. Hollmann, M. Martinez, P. Maturana, L. C. Semorile and
P. C. Maffia, Front. Chem., 2018, 6, 204-217.

R. Brozek, I. Kabelka and R. Vacha, J. Phys. Chem. B, 2020,
124, 5940-5947.

D. A. Gray and M. Wenzel, ACS Infect. Dis., 2020, 6, 1346-1365.
D. D. Chaplin, J. Allergy Clin. Immunol., 2010, 125, S3-S23.
N. Mookherjee, M. A. Anderson, H. P. Haagsman and
D. J. Davidson, Nat. Rev. Drug Discovery, 2020, 19, 311-332.
C. Nedeva, J. Menassa and H. Puthalakath, Front. Cell Dev.
Biol., 2019, 7, 1-12.

R. S. Hotchkiss, L. L. Moldawer, S. M. Opal, K. Reinhart,
I. R. Turnbull and J. L. Vincent, Nat. Rev. Dis. Prim., 2016, 2,
1-21.

S. M. Opal, G. E. Garber, S. P. LaRosa, D. G. Maki, R. C.
Freebairn, G. T. Kinasewitz, ]J. F. Dhainaut, S. B. Yan,
M. D. Williams, D. E. Graham, D. R. Nelson, H. Levy and
G. R. Bernard, Clin. Infect. Dis., 2003, 37, 50-58.

K. Brandenburg, L. Heinbockel, W. Correa and K. Lohner,
Biochim. Biophys. Acta, Biomembr., 2016, 1858, 971-979.
M. Trautmann, J. Antimicrob. Chemother., 1998, 41, 163-169.
M. E. Evans and M. Pollack, J. Infect. Dis., 1993, 167,
1336-1343.

G. Ramachandran, Virulence, 2014, 5, 213-218.

H. Tsuzuki, T. Tani, H. Ueyama and M. Kodama, J. Surg.
Res., 2001, 100, 127-134.

T. Velkov, P. E. Thompson, R. L. Nation and J. Li, J. Med.
Chem., 2010, 53, 1898-1916.

M. Cytrynska, P. Mak, A. Zdybicka-Barabas, P. Suder and
T. Jakubowicz, Peptides, 2007, 28, 533-546.

W. Correa, M. Manrique-Moreno, J. Behrends, E. Patifio,
C. Marella, C. Pelaez-Jaramillo, P. Garidel, T. Gutsmann,
K. Brandenburg and L. Heinbockel, Biochim. Biophys. Acta,
Biomembr., 2014, 1838, 2739-2744.

W. Correa, M. Manrique-Moreno, E. Patino, C. Peldez-
Jaramillo, Y. Kaconis, T. Gutsmann, P. Garidel,
L. Heinbockel and K. Brandenburg, Biochim. Biophys. Acta,
Biomembr., 2014, 1838, 2728-2738.

This journal is © The Royal Society of Chemistry 2021


http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d0cs00729c

Open Access Article. Published on 27 May 2021. Downloaded on 3/7/2026 1:40:00 PM.

Thisarticleislicensed under a Creative Commons Attribution 3.0 Unported Licence.

(cc)

Review Article

146

147

148

149

150

151
152

153

154

155

156

157

158

159

160

161

162

163

164

165

166

167

168

169

T. Tani, H. Shoji, G. Guadagni and A. Perego, Contrib.
Nephrol., 2010, 167, 35-44.

T. Shimizu, T. Miyake and M. Tani, Ann. Gastroenterol.
Surg., 2017, 1, 105-113.

D. N. Cruz, M. A. Perazella, R. Bellomo, M. de Cal,
N. Polanco, V. Corradi, P. Lentini, F. Nalesso, T. Ueno,
V. M. Ranieri and C. Ronco, Crit. Care, 2007, 11, 1-12.

D. N. Cruz, M. Antonelli, R. Fumagalli, F. Foltran,
N. Brienza, A. Donati, V. Malcangi, F. Petrini, G. Volta,
F. M. Bobbio Pallavicini, F. Rottoli, F. Giunta and
C. Ronco, J. Am. Med. Assoc., 2009, 301, 2445-2452.

P. Pristovsek and J. Kidric, Mini Rev. Med. Chem., 2005, 1,
409-416.

H. D. Solomons, GERMS, 2012, 2, 121.

J. Engelmayer, P. Blezinger and A. Varadhachary, J. Surg.
Res., 2008, 149, 278-286.

L. Martin, A. van Meegern, S. Doemming and T. Schuerholz,
Front. Immunol., 2015, 6, 1-7.

H. S. Joo, C. I. Fu and M. Otto, Phil. Trans. R. Soc. B, 2016,
371, 1-11.

S. Maria-Neto, K. C. De Almeida, M. L. R. Macedo and
O. L. Franco, Biochim. Biophys. Acta, Biomembr., 2015, 1848,
3078-3088.

C. A. Moubareck, Membranes, 2020, 10, 1-30.

J. V. Hankins, J. A. Madsen, D. K. Giles, J. S. Brodbelt and
M. S. Trent, Proc. Natl. Acad. Sci. U. S. A., 2012, 109, 8722-8727.
M. L. Han, Y. Zhu, D. J. Creek, Y. W. Lin, D. Anderson,
H. H. Shen, B. Tsuji, A. D. Gutu, S. M. Moskowitz, T. Velkov
and J. Li, Antimicrob. Agents Chemother., 2018, 62, 1-14.

J. S. Gunn, K. B. Lim, J. Krueger, K. Kim, L. Guo, M. Hackett
and S. L. Miller, Mol. Microbiol., 1998, 27, 1171-1182.

S. M. Moskowitz, R. K. Ernst and S. I. Miller, J. Bacteriol.,
2004, 186, 575-579.

A.Y. Bhagirath, Y. Li, R. Patidar, K. Yerex, X. Ma, A. Kumar
and K. Duan, Int. J. Mol. Sci., 2019, 20, 1781-1811.

M. S. Trent, C. M. Stead, A. X. Tran and J. V. Hankins,
J. Endotoxin Res., 2006, 12, 205-223.

Y. Y. Liu, Y. Wang, T. R. Walsh, L. X. Yi, R. Zhang,
J. Spencer, Y. Doi, G. Tian, B. Dong, X. Huang, L. F. Yu,
D. Gu, H. Ren, X. Chen, L. Lv, D. He, H. Zhou, Z. Liang,
J. H. Liu and J. Shen, Lancet Infect. Dis., 2016, 16, 161-168.
X. P. Li, L. X. Fang, P. Jiang, D. Pan, J. Xia, X. P. Liao,
Y. H. Liu and J. Sun, Int. J. Antimicrob. Agents, 2017, 49,
786-787.

G. B. Tian, Y. Doi, ]J. Shen, T. R. Walsh, Y. Wang, R. Zhang
and X. Huang, Lancet Infect. Dis., 2017, 17, 577.

L. M. Carroll, A. Gaballa, C. Guldimann, G. Sullivan,
L. O. Henderson and M. Wiedmann, mBio, 2019, 10, 1-6.
M. Torpdahl, H. Hasman, E. Litrup, R. L. Skov, E. M.
Nielsen and A. M. Hammerum, Int. J. Antimicrob. Agents,
2017, 49, 261-262.

B. B. Xavier, C. Lammens, R. Ruhal, S. Kumar-Singh,
P. Butaye, H. Goossens and S. Malhotra-Kumar, Eurosur-
veillance, 2016, 21, 30280.

W. Yin, H. Li, Y. Shen, Z. Liu, S. Wang, Z. Shen, R. Zhang,
T. R. Walsh, J. Shen and Y. Wang, mBio, 2017, 8, 2021.

This journal is © The Royal Society of Chemistry 2021

170

171

172

173

174

175

176

177

178

179

180

181

182

183
184

185

186

187

188
189

190

191

192

View Article Online

Chem Soc Rev

A. Carattoli, L. Villa, C. Feudi, L. Curcio, S. Orsini, A. Luppi,
G. Pezzotti and C. F. Magistrali, Eurosurveillance, 2017, 22, 30589.
M. Borowiak, J. Fischer, J. A. Hammerl, R. S. Hendriksen,
I. Szabo and B. Malorny, J. Antimicrob. Chemother., 2017,
72, 3317-3324.

M. AbuOun, E. J. Stubberfield, N. A. Duggett, M. Kirchner,
L. Dormer, J. Nunez-Garcia, L. P. Randall, F. Lemma,
D. W. Crook, C. Teale, R. P. Smith and M. F. Anjum,
J. Antimicrob. Chemother., 2017, 72, 2745-2749.

Y.-Q. Yang, Y.-X. Li, C.-W. Lei, A.-Y. Zhang and H.-N. Wang,
J. Antimicrob. Chemother., 2018, 73, 1791-1795.

X. Wang, Y. Wang, Y. Zhou, J. Li, W. Yin, S. Wang,
S. Zhang, J. Shen, Z. Shen and Y. Wang, Emerg. Microbes
Infect., 2018, 7, 1-9.

S. Maria-Neto, E. D. S. Candido, D. R. Rodrigues, D. A. De
Sousa, E. M. Da Silva, L. M. P. De Moraes, A. D. J. Otero-
Gonzalez, B. S. Magalhdes, S. C. Dias and O. L. Franco,
Antimicrob. Agents Chemother., 2012, 56, 1714-1724.

J. G. Swoboda, J. Campbell, T. C. Meredith and S. Walker,
ChemBioChem, 2009, 11, 35-45.

M. Kovacs, A. Halfmann, 1. Fedtke, M. Heintz, A. Peschel,
W. Vollmer, R. Hakenbeck and R. Briickner, J. Bacteriol.,
2006, 188, 5797-5805.

R. Saar-Dover, A. Bitler, R. Nezer, L. Shmuel-Galia, A. Firon,
E. Shimoni, P. Trieu-Cuot and Y. Shai, PLoS Pathog., 2012, 8, 1-13.
R. E. W. Hancock and A. Rozek, FEMS Microbiol. Lett.,
2002, 206, 143-149.

C. Shao, Y. Zhu, Z. Lai, P. Tan and A. Shan, Future Med.
Chem., 2019, 11, 2047-2050.

T. Jin, M. Bokarewa, T. Foster, J. Mitchell, J. Higgins and
A. Tarkowski, J. Immunol., 2004, 172, 1169-1176.

P. W. Park, G. B. Pier, M. T. Hinkes and M. Bernfield,
Nature, 2001, 411, 98-102.

M. Duperthuy, Microorganisms, 2020, 8, 280-292.

E. Llobet, J. M. Tomas and J. A. Bengoechea, Microbiology,
2008, 154, 3877-3886.

M. A. Campos, M. A. Vargas, V. Regueiro, C. M. Llompart,
S. Alberti and J. A. Bengoechea, Infect. Immun., 2004, 72,
7107-7114.

H. H. Kuo, C. Chan, L. L. Burrows and C. M. Deber, Chem.
Biol. Drug Des., 2007, 69, 405-412.

A. Brooun, S. Liu and K. Lewis, Antimicrob. Agents Chemother.,
2000, 44, 640-646.

K. Lewis, Antimicrob. Agents Chemother., 2001, 45, 999-1007.

Y. Sato, Y. Unno, T. Ubagai and Y. Ono, PLoS One, 2018, 13,
1-18.

C. de la Fuente-Nuifiez, V. Korolik, M. Bains, U. Nguyen,
E. B. M. Breidenstein, S. Horsman, S. Lewenza, L. Burrows
and R. E. W. Hancock, Antimicrob. Agents Chemother., 2012,
56, 2696-2704.

M. Berditsch, T. Jédger, N. Strempel, T. Schwartz,
J. Overhage and A. S. Ulrich, Antimicrob. Agents Chemother.,
2015, 59, 5288-5296.

Y. L. Tzeng, K. D. Ambrose, S. Zughaier, X. Zhou, Y. K.
Miller, W. M. Shafer and D. S. Stephens, J. Bacteriol., 2005,
187, 5387-5396.

Chem. Soc. Rev,, 2021, 50, 7820-7880 | 7871


http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d0cs00729c

Open Access Article. Published on 27 May 2021. Downloaded on 3/7/2026 1:40:00 PM.

Thisarticleislicensed under a Creative Commons Attribution 3.0 Unported Licence.

(cc)

Chem Soc Rev

193

194

195

196

197
198

199

200
201

202

203

204

205

206

207

208

7872 |

L. I. Kupferwasser, R. A. Skurray, M. H. Brown, N. Firth,
M. R. Yeaman and A. S. Bayer, Antimicrob. Agents Chemother.,
1999, 43, 2395-2399.

S. Gebhard, Mol. Microbiol., 2012, 86, 1295-1317.

C. L. Shelton, F. K. Raffel, W. L. Beatty, S. M. Johnson and
K. M. Mason, PLoS Pathog., 2011, 7, 1-11.

D. Xu, C. Liao, B. Zhang, W. D. Tolbert, W. He, Z. Dali,
W. Zhang, W. Yuan, M. Pazgier, J. Liu, J. Yu, P. J. Sansonetti,
C. L. Bevins, Y. Shao and W. Lu, Immunity, 2018, 48,
1233-1244.e7.

N. Singh and ]. Abraham, J. Antibiot., 2014, 67, 277-289.
M. Sieprawska-Lupa, P. Mydel, K. Krawczyk, K. Wojcik,
M. Puklo, B. Lupa, P. Suder, J. Silberring, M. Reed, J. Pohl,
W. Shafer, F. McAleese, T. Foster, J. Travis and J. Potempa,
Antimicrob. Agents Chemother., 2004, 48, 4673-4679.

W. Baranska-Rybak, A. Sonesson, R. Nowicki and
A. Schmidtchen, J. Antimicrob. Chemother., 2006, 57, 260-265.
G. Wang, Pharmaceuticals, 2014, 7, 545-594.

T. Tomita, S. Hitomi, T. Nagase, H. Matsui, T. Matsuse,
S. Kimura and Y. Ouchi, Microbiol. Immunol., 2000, 44, 749-754.
S. V. Prasad, K. Fiedoruk, T. Daniluk, E. Piktel and
R. Bucki, Int. J. Mol. Sci., 2019, 21, 104.

J. A. McIntosh, M. S. Donia and E. W. Schmidt, Nat. Prod.
Rep., 2009, 26, 537-559.

G. A. Hudson and D. A. Mitchell, Curr. Opin. Microbiol.,
2018, 45, 61-69.

M. Montalban-Lopez, T. A. Scott, S. Ramesh, I. R. Rahman,
A. J. van Heel, J. H. Viel, V. Bandarian, E. Dittmann,
O. Genilloud, Y. Goto, M. J. Grande Burgos, C. Hill,
S. Kim, J. Koehnke, J. A. Latham, A. J. Link, B. Martinez,
S. K. Nair, Y. Nicolet, S. Rebuffat, H.-G. Sahl, D. Sareen,
E. W. Schmidt, L. Schmitt, K. Severinov, R. D. Siissmuth,
A. W. Truman, H. Wang, J.-K. Weng, G. P. van Wezel,
Q. Zhang, J. Zhong, J. Piel, D. A. Mitchell, O. P. Kuipers and
W. A. van der Donk, Nat. Prod. Rep., 2021, 38, 130-239.

S. M. Rowe and D. R. Spring, Chem. Soc. Rev., 2021, 50,
4245-4258.

P. G. Arnison, M. J. Bibb, G. Bierbaum, A. A. Bowers,
T. S. Bugni, G. Bulaj, J. A. Camarero, D. J. Campopiano,
G. L. Challis, J. Clardy, P. D. Cotter, D. J. Craik, M. Dawson,
E. Dittmann, S. Donadio, P. C. Dorrestein, K.-D. Entian,
M. A. Fischbach, J. S. Garavelli U. Goransson,
C. W. Gruber, D. H. Haft, T. K. Hemscheidt, C. Hertweck,
C. Hill, A. R. Horswill, M. Jaspars, W. L. Kelly, J. P.
Klinman, O. P. Kuipers, A. ]J. Link, W. Liu,
M. A. Marahiel, D. A. Mitchell, G. N. Moll, B. S. Moore,
R. Miiller, S. K. Nair, I. F. Nes, G. E. Norris, B. M. Olivera,
H. Onaka, M. L. Patchett, J. Piel, M. J. T. Reaney,
S. Rebuffat, R. P. Ross, H.-G. Sahl, E. W. Schmidt,
M. E. Selsted, K. Severinov, B. Shen, K. Sivonen,
L. Smith, T. Stein, R. D. Siissmuth, J. R. Tagg, G.-L. Tang,
A. W. Truman, J. C. Vederas, C. T. Walsh, ]J. D. Walton,
S. C. Wenzel, J. M. Willey and W. A. van der Donk, Nat.
Prod. Rep., 2012, 30, 108-160.

Y. Zhang, M. Chen, S. D. Bruner and Y. Ding, Front.
Microbiol., 2018, 9, 1801.

Chem. Soc. Rev., 2021, 50, 7820-7880

209

210

211

212

213

214

215

216

217

218

219

220

221

222
223

224

225

226

227

228

229

230

231

232

233

View Article Online

Review Article

R. D. Stissmuth and A. Mainz, Angew. Chem., Int. Ed., 2017,
56, 3770-3821.

M. A. Martinez-Nunez and V. E. L. y Lopez, Sustainable
Chem. Processes, 2016, 4, 13-21.

G. M. Rubin and Y. Ding, J. Ind. Microbiol. Biotechnol.,
2020, 47, 659-674.

E. S. Lovelace, C. J. Armishaw, M. L. Colgrave, M. E.
Wahlstrom, P. F. Alewood, N. E. Daly and D. J. Craik,
J. Med. Chem., 2006, 49, 6561-6568.

Y. Zhang, K. Li, G. Yang, J. L. McBride, S. D. Bruner and
Y. Ding, Nat. Commun., 2018, 9, 1-10.

X. Chen, X. Zou, G. Qi, Y. Tang, Y. Guo, J. Si and L. Liang,
Cell. Physiol. Biochem., 2018, 47, 1060-1073.

M. Magana, M. Pushpanathan, A. L. Santos, L. Leanse,
M. Fernandez, A. Ioannidis, M. A. Giulianotti, Y. Apidianakis,
S. Bradfute, A. L. Ferguson, A. Cherkasov, M. N. Seleem,
C. Pinilla, C. de la Fuente-Nunez, T. Lazaridis, T. Dali,
R. A. Houghten, R. E. W. Hancock and G. P. Tegos, Lancet
Infect. Dis., 2020, 3099, 1-15.

C. H. Chen and T. K. Lu, Antibiotics, 2020, 9, 24-44.

K. Browne, S. Chakraborty, R. Chen, M. D. Willcox,
D. S. Black, W. R. Walsh and N. Kumar, Int. J. Mol. Sci.,
2020, 21, 7047-7060.

G. Pavithrra and R. Rajasekaran, Int. J. Pept. Res. Ther.,
2019, 26, 191-199.

D. A. Kelkar and A. Chattopadhyay, Biochim. Biophys. Acta,
Biomembr., 2007, 1768, 2011-2025.

J. Antoinette Killian, Biochim. Biophys. Acta, Biomembr.,
1992, 1113, 391-425.

W. R. Veatch, E. T. Fossel and E. R. Blout, Biochemistry,
1974, 13, 5249-5256.

H. L. Van Epps, J. Exp. Med., 2006, 203, 259.

J. W. Hallett, M. 1. Wolkowicz and 1. H. Leopold, Am.
J. Ophthalmol., 1956, 41, 850-853.

J. A. Orwa, C. Govaerts, R. Busson, E. Roets, A. Van
Schepdael and J. Hoogmartens, J. Chromatogr. A, 2001,
912, 369-373.

D. C. Morrison and D. M. Jacobs, Immunochemistry, 1976,
13, 813-818.

S. De Rosa, G. Villa and C. Ronco, Artif. Organs, 2020, 44,
184-186.

A. Kwa, S. K. Kasiakou, V. H. Tam and M. E. Falagas, Expert
Rev. Anti-Infect. Ther., 2007, 5, 811-821.

L. J. Ming and J. D. Epperson, J. Inorg. Biochem., 2002, 91,
46-58.

R. Nguyen and Y. Sun, in StatPearls Treasure Island (FL),
StatPearls Publishing, 2020.

D. M. Shoemaker, J. Simou and W. E. Roland, Ther. Clin.
Risk Manag., 2006, 2, 169-174.

A. Gonzalez-Ruiz, R. A. Seaton and K. Hamed, Infect. Drug
Resist., 2016, 9, 47-58.

G. M. Eliopoulos, S. Willey, E. Reiszner, P. G. Spitzer,
G. Caputo and R. C. Moellering, Antimicrob. Agents Che-
mother., 1986, 30, 532-535.

C. F. Carpenter and H. F. Chambers, Clin. Infect. Dis., 2004,
38, 994-1000.

This journal is © The Royal Society of Chemistry 2021


http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d0cs00729c

Open Access Article. Published on 27 May 2021. Downloaded on 3/7/2026 1:40:00 PM.

Thisarticleislicensed under a Creative Commons Attribution 3.0 Unported Licence.

(cc)

Review Article

234

235

236

237

238

239

240

241

242

243

244

245

246

247

248

249

250
251

252

253

254

255

256

257

258

259

260

This

R. S. Griffith, Rev. Infect. Dis., 1981, 3, S200-S204.

G. G. Zhanel, D. Calic, F. Schweizer, S. Zelenitsky,
H. Adam, P. R. S. Lagac-Wiens, E. Rubinstein, A. S. Gin,
D. J. Hoban and J. A. Karlowsky, Drugs, 2010, 70, 859-886.
M. A. T. Blaskovich, K. A. Hansford, M. S. Butler, Z. Jia,
A. E. Mark and M. A. Cooper, ACS Infect. Dis., 2018, 4, 715-735.
E. Binda, F. Marinelli and G. L. Marcone, Antibiotics, 2014,
3, 572-594.

X. Kang, F. Dong, C. Shi, S. Liu, J. Sun, J. Chen, H. Li,
H. Xu, X. Lao and H. Zheng, Sci. Data, 2019, 6, 1-10.

P. Kosikowska and A. Lesner, Expert Opin. Ther. Pat., 2016,
26, 689-702.

A. Isidro-Llobet, M. N. Kenworthy, S. Mukherjee,
M. E. Kopach, K. Wegner, F. Gallou, A. G. Smith and
F. Roschangar, J. Org. Chem., 2019, 84, 4615-4628.

N. Srinivas, P. Jetter, B. J. Ueberbacher, M. Werneburg, K. Zerbe,
J. Steinmann, B. Van Der Meijden, F. Bernardini, A. Lederer,
R. L. A. Dias, P. E. Misson, H. Henze, J. Zumbrunn, F. O.
Gombert, D. Obrecht, P. Hunziker, S. Schauer, U. Ziegler,
A. Kéch, L. Eberl, K. Riedel, S. J. Demarco and J. A. Robinson,
Science, 2010, 327, 1010-1013.

M. J. Melchers, J. Teague, P. Warn, J. Hansen, F. Bernardini,
A. Wach, D. Obrecht, G. E. Dale and J. W. Moutona, Anti-
microb. Agents Chemother., 2019, 63, 1-11.

T. Beinortas, N. E. Burr, M. H. Wilcox and V. Subramanian,
Lancet Infect. Dis., 2018, 18, 1035-1044.

G. Brand, R. Santos, L. Arake, V. Silva, L. Veras, V. Costa,
C. Costa, S. Kuckelhaus, J. Alexandre, M. Feio and J. Leite,
Molecules, 2013, 18, 7058-7070.

F. Guzman, S. Barberis and A.
J. Biotechnol., 2007, 10, 279-314.

Y. Li, Biotechnol. Appl. Biochem., 2009, 54, 1-9.

Y. Li, Protein Expression Purif., 2011, 80, 260-267.

D. Wibowo and C. X. Zhao, Appl. Microbiol. Biotechnol.,
2019, 103, 659-671.

M. Stawikowski and G. B. Fields, Curr. Protoc. Protein Sci.,
2001, 26, 1-17.

J. M. Palomo, RSC Adv., 2014, 4, 32658-32672.

F. F. Li and M. A. Brimble, Pure Appl. Chem., 2019, 91,
181-198.

L. K. Mueller, A. C. Baumruck, H. Zhdanova and A. A.
Tietze, Front. Bioeng. Biotechnol., 2020, 8, 162-179.

R. B. Merrifield, J. Am. Chem. Soc., 1963, 85, 2149-2154.
R. B. Merrifield, Biochemistry, 1964, 3, 1385-1390.

D. M. M. Jaradat, Amino Acids, 2018, 50, 39-68.

E. F. Haney, S. C. Mansour and R. E. W. Hancock, Methods
Mol. Biol., 2017, 1548, 3-22.

Q. Guan, S. Huang, Y. Jin, R. Campagne, V. Alezra and
Y. Wan, J. Med. Chem., 2019, 62, 7603-7617.

D. Andreu, H. Steiner and H. G. Boman, Biochemistry, 1985,
24, 1683-1688.

M. Zasloff, B. Martint and H.-C. Chen, Proc. Natl. Acad. Sci.
U. S. A., 1988, 85, 910-913.

G. Wang, J. L. Narayana, B. Mishra, Y. Zhang, F. Wang,
C. Wang, D. Zarena, T. Lushnikova and X. Wang, Adv. Exp.
Med. Biol., 2019, 1117, 215-240.

Illanes, Electron.

journal is © The Royal Society of Chemistry 2021

261

262

263

264

265

266

267

268

269

270

271

272

273

274

275

276

277

278

279

280

281

282

View Article Online

Chem Soc Rev

A. C. Conibear, K. J. Rosengren, N. L. Daly, S. T. Henriques
and D. J. Craik, J. Biol. Chem., 2013, 288, 10830-10840.

K. Taylor, P. E. Barran and J. R. Dorin, Biopolymers, 2008,
90, 1-7.

M. Pazgier, D. M. Hoover, D. Yang, W. Lu and
J. Lubkowski, Cell. Mol. Life Sci., 2006, 63, 1294-1313.

L. M. Gottler and A. Ramamoorthy, Biochim. Biophys. Acta,
Biomembr., 2009, 1788, 1680-1686.

Y. Ge, D. L. MacDonald, K. J. Holroyd, C. Thornsberry,
H. Wexler and M. Zasloff, Antimicrob. Agents Chemother.,
1999, 43, 782-788.

A. Trotti, A. Garden, P. Warde, P. Symonds, C. Langer,
R. Redman, T. F. Pajak, T. R. Fleming, M. Henke,
J. Bourhis, D. I. Rosenthal, E. Junor, A. Cmelak, F. Sheehan,
J. Pulliam, P. Devitt-Risse, H. Fuchs, M. Chambers,
B. O’Sullivan and K. K. Ang, Int. J. Radiat. Oncol., Biol.,
Phys., 2004, 58, 674-681.

H. S. Sader, K. A. Fedler, R. P. Rennie, S. Stevens and R. N.
Jones, Antimicrob. Agents Chemother., 2004, 48, 3112-3118.
B.-S. Yip, H.-L. Chen, H.-T. Cheng, J.-M. Wu and ].-W.
Cheng, J. Chinese Chem. Soc., 2009, 56, 961-966.

Y. Jiang, Y. Chen, Z. Song, Z. Tan and J. Cheng, Adv. Drug
Delivery Rev., 2021, 170, 261-280.

D. Migon, M. Jaskiewicz, D. Neubauer, M. Bauer,
E. Sikorska, E. Kamysz and W. Kamysz, Probiotics Antimi-
crob. Proteins, 2019, 11, 1042-1054.

A. Alvarez-Ordonez, M. Begley, T. Clifford, T. Deasy,
K. Considine and C. Hill, Appl. Environ. Microbiol., 2013,
79, 5179-5185.

S. Mcclean, L. B. Beggs and R. W. Welch, Food Chem., 2014,
146, 443-447.

S. A. Cochrane, B. Findlay, J. C. Vederas and E. S. Ratemi,
ChemBioChem, 2014, 15, 1295-1299.

P. Kumar, J. N. Kizhakkedathu and S. K. Straus, Bio-
molecules, 2018, 8, 1-24.

D. S. J. Ting, R. W. Beuerman, H. S. Dua,
R. Lakshminarayanan and I. Mohammed, Front. Immunol.,
2020, 11, 983-999.

B. Gomes, M. T. Augusto, M. R. Felicio, A. Hollmann,
O. L. Franco, S. Goncalves and N. C. Santos, Biotechnol.
Adv., 2018, 36, 415-429.

Y. Zhao, M. Zhang, S. Qiu, J. Wang, J. Peng, P. Zhao,
R. Zhu, H. Wang, Y. Li, K. Wang, W. Yan and R. Wang,
AMB Express, 2016, 6, 122-133.

C. de la Fuente-Nunez, F. Reffuveille, S. C. Mansour,
S. L. Reckseidler-Zenteno, D. Hernandez, G. Brackman,
T. Coenye and R. E. W. Hancock, Chem. Biol., 2015, 22,
196-205.

Y. Chen, C. T. Mant, S. W. Farmer, R. E. W. Hancock, M. L.
Vasil and R. S. Hodges, J. Biol. Chem., 2005, 280, 12316-12329.
D. Yang, Q. Chen, J. J. Oppenheim, P. Kuusela, J. W. Taylor
and D. Wade, Lett. Pept. Sci., 2003, 10, 99-110.

E. A. Papanastasiou, Q. Hua, A. Sandouk, U. H. Son,
A.]. Christenson, M. L. Van Hoek and B. M. Bishop, APMIS,
2009, 117, 492-499.

D. S. Jayawardene and C. Dass, Peptides, 1999, 20, 963-970.

Chem. Soc. Rev., 2021, 50, 7820-7880 | 7873


http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d0cs00729c

Open Access Article. Published on 27 May 2021. Downloaded on 3/7/2026 1:40:00 PM.

Thisarticleislicensed under a Creative Commons Attribution 3.0 Unported Licence.

(cc)

Chem Soc Rev

283

284

285

286

287

288

289

290

291

292

293

294

295

296

297

298

299

300

301

302

303

304

7874 |

K. Saikia, Y. D. Sravani, V. Ramakrishnan and N. Chaudhary,
Sci. Rep., 2017, 7, 1-9.

E. Crusca, A. A. Rezende, R. Marchetto, M. J. S. Mendes-
Giannini, W. Fontes, M. S. Castro and E. M. Cilli, Biopolymers,
2011, 96, 41-48.

S. Baeriswyl, B. H. Gan, T. N. Siriwardena, R. Visini,
M. Robadey, S. Javor, A. Stocker, T. Darbre and J. L.
Reymond, ACS Chem. Biol., 2019, 14, 758-766.

R. Ree, S. Varland and T. Arnesen, Exp. Mol. Med., 2018, 50,
1-13.

M. Mura, J. Wang, Y. Zhou, M. Pinna, A. V. Zvelindovsky,
S. R. Dennison and D. A. Phoenix, Eur. Biophys. ., 2016, 45,
195-207.

S. J. Irudayam and M. L. Berkowitz, Biochim. Biophys. Acta,
Biomembr., 2012, 1818, 2975-2981.

S. R. Dennison, L. H. G. Morton and D. A. Phoenix, Protein
Pept. Lett., 2012, 19, 586-591.

R. Oliva, M. Chino, K. Pane, V. Pistorio, A. De Santis,
E. Pizzo, G. D’Errico, V. Pavone, A. Lombardi, P. Del
Vecchio, E. Notomista, F. Nastri and L. Petraccone, Sci.
Rep., 2018, 8, 8888-8904.

D. V. Kuzmin, A. A. Emelianova, M. B. Kalashnikova,
P. V. Panteleev and T. V. Ovchinnikova, Bull. Exp. Biol.
Med., 2017, 162, 754-757.

M. Arias, K. Piga, M. Hyndman and H. Vogel, Biomolecules,
2018, 8, 19-36.

A. C. Nilsson, H. Janson, H. Wold, A. Fugelli, K. Andersson,
C. Hakangard, P. Olsson and W. M. Olsen, Antimicrob.
Agents Chemother., 2012, 56, 4478-4482.

B. E. Haug, W. Stensen, M. Kalaaji, @. Rekdal and
J. S. Svendsen, J. Med. Chem., 2008, 51, 4306-4314.

A Phase II Study to Evaluate the Efficacy and Safety of Two
Doses of LTX-109 in Impetigo, https://clinicaltrials.gov/ct2/
show/NCT01803035 (accessed 12 November 2020).

R. Itoh, T. Soejima and K. Hiromatsu, J. Infect. Chemother.,
2019, 25, 987-994.

Y. Imura, M. Nishida and K. Matsuzaki, Biochim. Biophys.
Acta, Biomembr., 2007, 1768, 2578-2585.

Y. Imura, M. Nishida, Y. Ogawa, Y. Takakura and
K. Matsuzaki, Biochim. Biophys. Acta, Biomembr., 2007,
1768, 1160-1169.

S. Singh, P. Papareddy, M. Morgelin, A. Schmidtchen and
M. Malmsten, Biomacromolecules, 2014, 15, 1337-1345.

H. B. Albada, P. Prochnow, S. Bobersky, S. Langklotz,
P. Schriek, J. E. Bandow and N. Metzler-Nolte, ACS Med.
Chem. Lett., 2012, 3, 980-984.

A. Makovitzki, D. Avrahami and Y. Shai, Proc. Natl. Acad.
Sci. U. S. A., 2006, 103, 15997-16002.

S. Joshi, S. Mumtaz, J. Singh, S. Pasha
K. Mukhopadhyay, Sci. Rep., 2018, 8, 1021-1038.

F. Azmi, A. G. Elliott, Z. G. Khalil, W. M. Hussein,
A. Kavanagh, J. X. Huang, M. Quezada, M. A. T.
Blaskovich, R. ]J. Capon, M. A. Cooper, M. Skwarczynski
and 1. Toth, Nanomedicine, 2015, 10, 3359-3371.

F. Azmi, A. G. Elliott, N. Marasini, S. Ramu, Z. Ziora,
A. M. Kavanagh, M. A. T. Blaskovich, M. A. Cooper,

and

Chem. Soc. Rev,, 2021, 50, 7820-7880

305

306

307

308

309

310

311

312

313

314

315

316

317

318

319

320

321

322

323

324

325

326

View Article Online

Review Article

M. Skwarczynski and I. Toth, Bioorg. Med. Chem., 2016,
24, 2235-2241.

B. Albada, in Health Consequences of Microbial Interactions
with Hydrocarbons, Oils, and Lipids, Springer International
Publishing, 2018, pp. 1-18.

T. Rounds and S. K. Straus, Int. J. Mol. Sci., 2020, 21, 1-14.
C. Zhong, N. Zhu, Y. Zhu, T. Liu, S. Gou, ]. Xie, J. Yao and
J. Ni, Eur. J. Pharm. Sci., 2020, 141, 1-19.

J. Lee, S. Kim, J. Y. Sim, D. Lee, H. H. Kim, J. S. Hwang,
D. G. Lee, Z. Y. Park and J. Il Kim, Biochim. Biophys. Acta,
Biomembr., 2019, 1861, 34-42.

A. A. Vinogradov, Y. Yin and H. Suga, J. Am. Chem. Soc.,
2019, 141, 4167-4181.

A. Zorzi, K. Deyle and C. Heinis, Curr. Opin. Chem. Biol.,
2017, 38, 24-29.

S. Fernandez-lopez, H. Kim, E. C. Choi, M. Delgado,
J. R. Granja, A. Khasanov, K. Kraechenbuehl, G. Long, D. A.
Weinberger, K. M. Wilcoxen and M. R. Ghadiri, Nature,
2001, 412, 452-456.

V. Dartois, J. Sanchez-Quesada, E. Cabezas, E. Chi,
C. Dubbelde, C. Dunn, J. Granja, C. Gritzen,
D. Weinberger, M. R. Ghadiri and T. R. Parr, Antimicrob.
Agents Chemother., 2005, 49, 3302-3310.

M. Dathe, H. Nikolenko, ]J. Klose and M. Bienert, Biochem-
istry, 2004, 43, 9140-9150.

D. Oh, J. Sun, A. Nasrolahi Shirazi, K. L. Laplante, D. C.
Rowley and K. Parang, Mol. Pharmaceutics, 2014, 11,
3528-3536.

H. Etayash, D. Pletzer, P. Kumar, S. K. Straus and
R. E. W. Hancock, J. Med. Chem., 2020, 63, 9228-9236.

C. de la Fuente-Nunez, F. Reffuveille, E. F. Haney, S. K.
Straus and R. E. W. Hancock, PLoS Pathog., 2014, 10, 1-12.
L. Otvos, C. Snyder, B. Condie, P. Bulet and J. D. Wade,
Int. J. Pept. Res. Ther., 2005, 11, 29-42.

N. K. Brogden and K. A. Brogden, Int. J. Antimicrob. Agents,
2011, 38, 217-225.

N. S. Parachin, K. C. Mulder, A. A. B. Viana, S. C. Dias and
O. L. Franco, Peptides, 2012, 38, 446-456.

R. Eckert, F. Qi, D. K. Yarbrough, J. He, M. H. Anderson
and W. Shi, Antimicrob. Agents Chemother., 2006, 50,
1480-1488.

R. Eckert, J. He, D. K. Yarbrough, F. Qi, M. H. Anderson
and W. Shi, Antimicrob. Agents Chemother., 2006, 50,
3651-3657.

L. Guo, J. S. McLean, Y. Yang, R. Eckert, C. W. Kaplan,
P. Kyme, O. Sheikh, B. Varnum, R. Lux, W. Shi and X. He,
Proc. Natl. Acad. Sci. U. S. A., 2015, 112, 7569-7574.

J. He, D. K. Yarbrough, J. Kreth, M. H. Anderson, W. Shi
and R. Eckert, Antimicrob. Agents Chemother., 2010, 54,
2143-2151.

W. Xu, X. Zhu, T. Tan, W. Li and A. Shan, PLoS One, 2014,
9, 1-13.

M. Mihajlovic and T. Lazaridis, Biochim. Biophys. Acta,
Biomembr., 2012, 1818, 1274-1283.

T. Tan, D. Wu, W. Li, X. Zheng, W. Li and A. Shan, Int.
J. Mol. Sci., 2017, 18, 339-356.

This journal is © The Royal Society of Chemistry 2021


https://clinicaltrials.gov/ct2/show/NCT01803035
https://clinicaltrials.gov/ct2/show/NCT01803035
http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d0cs00729c

Open Access Article. Published on 27 May 2021. Downloaded on 3/7/2026 1:40:00 PM.

Thisarticleislicensed under a Creative Commons Attribution 3.0 Unported Licence.

(cc)

Review Article

327

328

329

330

331

332

333

334

335

336

337

338

339

340

341

342

343

344

345

346

347

Z.Ma, D. Wei, P. Yan, X. Zhu, A. Shan and Z. Bi, Biomaterials,
2015, 52, 517-530.

N. Dong, X. R. Li, X. Y. Xu, Y. F. Lv, Z. Y. Li, A. S. Shan and
J. L. Wang, Amino Acids, 2018, 50, 453-468.

N. Balaban, Y. Gov, A. Giacometti, O. Cirioni, R. Ghiselli,
F. Mocchegiani, F. Orlando, G. D’Amato, V. Saba, G. Scalise,
S. Bernes and A. Mor, Antimicrob. Agents Chemother., 2004, 48,
2544-2550.

F. Salomone, F. Cardarelli, M. Di Luca, C. Boccardi,
R. Nifosi, G. Bardi, L. Di Bari, M. Serresi and F. Beltram,
J. Controlled Release, 2012, 163, 293-303.

H. Memariani, M. Memariani, M. Shahidi-Dadras,
S. Nasiri, M. M. Akhavan and H. Moravvej, Appl. Microbiol.
Biotechnol., 2019, 103, 3265-3276.

H. Sato and J. B. Feix, Biochim. Biophys. Acta, Biomembr.,
2006, 1758, 1245-1256.

F. Milletti, Drug Discovery Today, 2012, 17, 850-860.

D. Derossi, A. H. Joliot, G. Chassaing and A. Prochiantz,
J. Biol. Chem., 1994, 269, 10444-10450.

A. Fasoli, F. Salomone, M. Benedusi, C. Boccardi,
G. Rispoli, F. Beltram and F. Cardarelli, Molecules, 2014,
19, 9228-9239.

N. Ptaszynska, K. Gucwa, A. Legowska, D. Debowski,
A. Gitlin-Domagalska, J. Lica, M. Heldt, D. Martynow,
M. Olszewski, S. Milewski, T. B. Ng and K. Rolka, Biocon-
Jjugate Chem., 2018, 29, 3060-3071.

J. Bolscher, R. Adao, K. Nazmi, P. Vandenkeybus,
W. Vanthof, A. Nieuwamerongen, M.
E. Veerman, Biochimie, 2009, 91, 123-132.

A. Puknun, J. G. M. Bolscher, K. Nazmi, E. C. 1. Veerman,
S. Tungpradabkul, S. Wongratanacheewin, S. Kanthawong
and S. Taweechaisupapong, World J. Microbiol. Biotechnol.,
2013, 29, 1217-1224.

A. Puknun, S. Kanthawong, C. Anutrakunchai, K. Nazmi,
W. Tigchelaar, K. A. Hoeben, E. C. I. Veerman, J. G. M.
Bolscher and S. Taweechaisupapong, World J. Microbiol.
Biotechnol., 2016, 32, 33-43.

M. Nishida, Y. Imura, M. Yamamoto, S. Kobayashi, Y. Yano
and K. Matsuzaki, Biochemistry, 2007, 46, 14284-14290.

R. Leber, M. Pachler, I. Kabelka, I. Svoboda, D. Enkoller, R. Vacha,
K. Lohner and G. Pabst, Biophys. J., 2018, 114, 1945-1954.

I. Kabelka, M. Pachler, S. Prévost, I. Letofsky-Papst, K. Lohner,
G. Pabst and R. Vacha, Biophys. J., 2019, 118, 612-623.

H. M. Pineda-Castaiieda, L. D. Bonilla-Velasquez, A. L.
Leal-Castro, R. Fierro-Medina, J. E. Garcia-Castaneda and
Z. ]. Rivera-Monroy, ChemistrySelect, 2020, 5, 1655-1657.
E. N. Olsufyeva and V. S. Yankovskaya, Russ. Chem. Rev.,
2020, 89, 339-378.

A. Y. Pavlov, E. I. Lazhko and M. N. Preobrazhenskaya,
J. Antibiot., 1997, 50, 509-513.

S. S. Printsevskaya, S. E. Solovieva, E. N. Olsufyeva,
E. P. Mirchink, E. B. Isakova, E. De Clercq, J. Balzarini
and M. N. Preobrazhenskaya, J. Med. Chem., 2005, 48,
3885-3890.

E. Marschall, M. J. Cryle and J. Tailhades, J. Biol. Chem.,
2019, 294, 18769-18783.

Bastos and

This journal is © The Royal Society of Chemistry 2021

348

349

350

351

352

353

354

355

356

357

358

359

360

361

362

363

364

365

366

367

368

View Article Online

Chem Soc Rev

D. T. Cohen, C. Zhang, C. M. Fadzen, A. ]J. Mijalis, L. Hie,
K. D. Johnson, Z. Shriver, O. Plante, S. J. Miller,
S. L. Buchwald and B. L. Pentelute, Nat. Chem., 2019, 11,
78-85.

G. G. Zhanel, D. Calic, F. Schweizer, S. Zelenitsky,
H. Adam, P. R. S. Lagacé-Wiens, E. Rubinstein, A. S. Gin,
D. J. Hoban and J. A. Karlowsky, Drugs, 2010, 70, 859-886.
M. S. Butler, K. A. Hansford, M. A. T. Blaskovich, R. Halai
and M. A. Cooper, J. Antibiot., 2014, 67, 631-644.

E. Marschall, M. J. Cryle and J. Tailhades, J. Biol. Chem.,
2019, 294, 18769-18783.

C. J. Arnusch, A. M. J. J. Bonvin, A. M. Verel, W. T. M.
Jansen, R. M. J. Liskamp, B. de Kruijff, R. J. Pieters and
E. Breukink, Biochemistry, 2008, 47, 12661-12663.

J. C. Slootweg, N. Peters, H. L. C. Quarles van Ufford,
E. Breukink, R. M. J. Liskamp and D. T. S. Rijkers, Bioorg.
Med. Chem., 2014, 22, 5345-5353.

T. Koopmans, T. M. Wood, P. 't Hart, L. H. J. Kleijn,
A. P. A. Hendrickx, R. J. L. Willems, E. Breukink and
N. I. Martin, J. Am. Chem. Soc., 2015, 137, 9382-9389.

S. A. Mitchell, F. Truscott, R. Dickman, J. Ward and
A. B. Tabor, Bioorg. Med. Chem., 2018, 26, 5691-5700.

K. Okimura, K. Ohki, Y. Sato, K. Ohnishi and N. Sakura,
Chem. Pharm. Bull., 2007, 55, 1724-1730.

P. Brown, E. Abbott, O. Abdulle, S. Boakes, S. Coleman,
N. Divall, E. Duperchy, S. Moss, D. Rivers, M. Simonovic,
J. Singh, S. Stanway, A. Wilson and M. ]J. Dawson, ACS
Infect. Dis., 2019, 5, 1645-1656.

R. Ciabatti, S. I. Maffioli, G. Panzone, A. Canavesi,
E. Michelucci, P. S. Tiseni, E. Marzorati, A. Checchia,
M. Giannone, D. Jabes, G. Romano, C. Brunati, G. Candiani
and F. Castiglione, J. Med. Chem., 2007, 50, 3077-3085.

C. Fu, L. Keller, A. Bauer, M. Bronstrup, A. Froidbise,
P. Hammann, J. Herrmann, G. Mondesert, M. Kurz,
M. Schiell, D. Schummer, L. Toti, J. Wink and R. Miiller,
J. Am. Chem. Soc., 2015, 137, 7692-7705.

J. A. Karas, G. P. Carter, B. P. Howden, A. M. Turner,
0. K. A. Paulin, J. D. Swarbrick, M. A. Baker, J. Li and
T. Velkov, J. Med. Chem., 2020, 63, 13266-13290.

U. Boas and P. M. H. Heegaard, Chem. Soc. Rev., 2004, 33,
43-63.

R. Sapra, R. P. Verma, G. P. Maurya, S. Dhawan, J. Babu
and V. Haridas, Chem. Rev., 2019, 119, 11391-11441.

D. Tomalia, H. Baker, ]J. Dewald, M. Hall, G. Kallos,
S. Martin, J. Roeck, J. Ryder and P. Smith, Polym. J.,
1985, 17, 117-132.

C. J. Hawker and J. M. J. Fréchet, J. Am. Chem. Soc., 1990,
112, 7638-7647.

C. Hawker and ]J. M. ]J. Fréchet, J. Chem. Soc., Chem.
Commun., 1990, 1010-1013.

R. G. Denkewalter, J. F. Kolc and W. J. Lukasavage, US Pat.,
US4289872A, 1981.

R. G. Denkewalter, J. F. Kolc and W. J. Lukasavage, US Pat.,
US4410688A, 1983.

S. S. Santos, R. V. Gonzaga, J. V. Silva, D. F. Savino,
D. Prieto, J. M. Shikay, R. S. Silva, L. H. A. Paulo,

Chem. Soc. Rev., 2021, 50, 7820-7880 | 7875


http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d0cs00729c

Open Access Article. Published on 27 May 2021. Downloaded on 3/7/2026 1:40:00 PM.

Thisarticleislicensed under a Creative Commons Attribution 3.0 Unported Licence.

(cc)

Chem Soc Rev

369

370

371

372

373

374

375
376

377

378

379

380

381

382

383

384

385

386

387

388

389

390

7876 |

E. I. Ferreira and J. Giarolla, Can. J. Chem., 2017, 95,
907-916.

X. Deng, X. Li, W. Chen, T. Zhao, W. Huang and H. Qian,
Med. Chem. Res., 2017, 26, 580-586.

T. Darbre and J. L. Reymond, Acc. Chem. Res., 2006, 39,
925-934.

J. Wan and P. F. Alewood, Angew. Chem., Int. Ed., 2016, 55,
5124-5134.

V. G. Joshi, V. D. Dighe, D. Thakuria, Y. S. Malik and
S. Kumar, Indian J. Virol., 2013, 24, 312-320.

N. Yahi, J. M. Sabatier, S. Baghdiguian, F. Gonzalez-
Scarano and J. Fantini, J. Virol., 1995, 69, 320-325.

A. Luganini, A. Giuliani, G. Pirri, L. Pizzuto, S. Landolfo
and G. Gribaudo, Antiv. Res., 2010, 85, 532-540.

J. P. Tam, Proc. Natl. Acad. Sci. U. S. A., 1988, 85, 5409-5413.
R. Isea, J. Hoebeke and R. Mayo-Garcia, Am. J. Bioinf.
Comput. Biol., 2012, 1, 1-8.

J. L. Reymond, M. Bergmann and T. Darbre, Chem. Soc.
Rev., 2013, 42, 4814-4822.

G. Michaud, R. Visini, M. Bergmann, G. Salerno, R. Bosco,
E. Gillon, B. Richichi, C. Nativi, A. Imberty, A. Stocker,
T. Darbre and J.-L. Reymond, Chem. Sci., 2016, 7, 166-182.
T. N. Siriwardena, M. Stach, R. He, B. Gan, S. Javor, M. Heitz,
X. Cai, P. Chen, D. Wei, H. Li, C. Van Delden, T. Darbre and
J. Reymond, J. Am. Chem. Soc., 2018, 140, 423-432.

G. A. Eggimann, E. Blattes, S. Buschor, R. Biswas, S. M.
Kammer, T. Darbre and J. L. Reymond, Chem. Commun.,
2014, 50, 7254-7257.

Z.Liu, A. W. Young, P. Hu, A. J. Rice, C. Zhou, Y. Zhang and
N. R. Kallenbach, ChemBioChem, 2007, 8, 2063-2065.

A. Pini, L. Lozzi, A. Bernini, J. Brunetti, C. Falciani, S. Scali,
. Bindi, T. Di Maggio, G. M. Rossolini, N. Niccolai and
. Bracci, Amino Acids, 2012, 43, 467-473.

. Falciani, L. Lozzi, S. Scali, J. Brunetti, L. Bracci and
. Pini, Amino Acids, 2014, 46, 1403-1407.

. Pini, C. Falciani, E. Mantengoli, S. Bindi, J. Brunetti,
. Tozzi, G. M. Rossolini and L. Bracci, FASEB J., 2010, 24,
1015-1022.

J. Janiszewska, M. Sowinska, A. Rajnisz, ]J. Solecka, I. Lcka,
S. Milewski and Z. Urbanczyk-Lipkowska, Bioorg. Med.
Chem. Lett., 2012, 22, 1388-1393.

M. A. Scorciapino, G. Pirri, A. V. Vargiu, P. Ruggerone,
A. Giuliani, M. Casu, J. Buerck, P. Wadhwani, A. S. Ulrich
and A. C. Rinaldi, Biophys. J., 2012, 102, 1039-1048.

A. Matejuk, Q. Leng, M. D. Begum, M. C. Woodle, P. Scaria,
S. T. Chou and A. J. Mixson, Drugs Future, 2010, 35, 197-217.
M. Sowinska, A. Laskowska, A. Guspiel, ]J. Solecka,
M. Bochynska-Czyz, A. W. Lipkowski, K. Trzeciak and
Z. Urbanczyk-Lipkowska, Bioconjug. Chem., 2018, 29,
3571-3585.

P. Zielinska, M. Staniszewska, M. Bondaryk, M. Koronkiewicz
and Z. Urbanczyk-Lipkowska, Eur. J. Med. Chem., 2015, 105,
106-119.

M. Bergmann, G. Michaud, R. Visini, X. Jin, E. Gillon,
A. Stocker, A. Imberty, T. Darbre and J. L. Reymond, Org.
Biomol. Chem., 2015, 14, 138-148.

20 N O R el 2

Chem. Soc. Rev., 2021, 50, 7820-7880

391

392

393

394

395

396

397

398

399

400
401

402

403

404

405

406

407

408

409

410

411

View Article Online

Review Article

J.-L. Reymond and T. Darbre, Org. Biomol. Chem., 2012, 10,
1483-1492.

M. Stach, T. N. Siriwardena, T. Kohler, C. van Delden,
T. Darbre and J.-L. Reymond, Angew. Chem., Int. Ed., 2014,
53, 12827-12831.

B.-H. Gan, T. N. Siriwardena, S. Javor, T. Darbre and
J.-L. Reymond, ACS Infect. Dis., 2019, 5, 2164-2173.

J. Pires, T. N. Siriwardena, M. Stach, R. Tinguely,
S. Kasraian, F. Luzzaro, S. L. Leib, T. Darbre, J.-L.
Reymond and A. Endimiani, Antimicrob. Agents Chemother.,
2015, 59, 7915-7918.

P. Abdel-Sayed, A. Kaeppeli, T. Siriwardena, T. Darbre,
K. Perron, P. Jafari, J.-L. Reymond, D. P. Pioletti and
L. A. Applegate, Sci. Rep., 2016, 6, 22020-22030.

X. Han, Y. Liu, Y. Ma, M. Zhang, Z. He, T. N. Siriwardena,
H. Xu, Y. Bai, X. Zhang, ]J. L. Reymond and M. Qiao, Appl.
Microbiol. Biotechnol., 2019, 103, 5821-5830.

S. Aureli, D. Roversi, V. Luca, M. L. Mangoni, L. Stella and
Y. Park, ACS Chem. Biol., 2014, 9, 2003-2007.

B. H. Gan, X. Cai, S. Javor, T. Kohler and J. L. Reymond,
Molecules, 2020, 25, 5643-5655.

T. N. Siriwardena, A. Capecchi, B.-H. Gan, X. Jin, R. He,
D. Wei, L. Ma, T. Kohler, C. van Delden, S. Javor and
J.-L. Reymond, Angew. Chem., Int. Ed., 2018, 57, 8483-8487.
T. J. Deming, Nature, 1997, 390, 386-389.

A. Rasines Mazo, S. Allison-Logan, F. Karimi, N. J. A. Chan,
W. Qiu, W. Duan, N. M. O’Brien-Simpson and G. G. Qiao,
Chem. Soc. Rev., 2020, 49, 4737-4834.

W. Vayaboury, O. Giani, H. Cottet, A. Deratani and
F. Schué, Macromol. Rapid Commun., 2004, 25, 1221-1224.
J. Zou, J. Fan, X. He, S. Zhang, H. Wang and K. L. Wooley,
Macromolecules, 2013, 46, 4223-4226.

T. Aliferis, H. Iatrou and N. Hadjichristidis, Biomacro-
molecules, 2004, 5, 1653-1656.

M. Xiong, M. W. Lee, R. A. Mansbach, Z. Song, Y. Bao,
R. M. Peek, C. Yao, L. F. Chen, A. L. Ferguson,
G. C. L. Wong and J. Cheng, Proc. Natl. Acad. Sci. U. S. A.,
2015, 112, 13155-13160.

M. Xiong, Y. Bao, X. Xu, H. Wang, Z. Han, Z. Wang, Y. Liu,
S. Huang, Z. Song, J. Chen, R. M. Peek, L. Yin, L. F. Chen
and J. Cheng, Proc. Natl. Acad. Sci. U. S. A., 2017, 114,
12675-12680.

S. J. Lam, N. M. O’Brien-Simpson, N. Pantarat, A. Sulistio,
E. H. H. Wong, Y. Chen, J. C. Lenzo, ]J. A. Holden,
A. Blencowe, E. C. Reynolds and G. G. Qiao, Nat. Microbiol.,
2016, 1, 1-11.

S. J. Lam, E. H. H. Wong, N. M. O’Brien-Simpson,
N. Pantarat, A. Blencowe, E. C. Reynolds and G. G. Qiao,
ACS Appl. Mater. Interfaces, 2016, 8, 33446-33456.

S. J. Shirbin, I. Insua, ]J. A. Holden, ]J. C. Lenzo,
E. C. Reynolds, N. M. O’Brien-Simpson and G. G. Qiao,
Adv. Healthcare Mater., 2018, 7, 1-12.

Y. F. Chen, Y. Da Lai, C. H. Chang, Y. C. Tsai, C. C. Tang
and J. S. Jan, Nanoscale, 2019, 11, 11696-11708.

Y. Zhang, R. Liu, H. Jin, W. Song, R. Augustine and I. Kim,
Commun. Chem., 2018, 1, 1-7.

This journal is © The Royal Society of Chemistry 2021


http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d0cs00729c

Open Access Article. Published on 27 May 2021. Downloaded on 3/7/2026 1:40:00 PM.

Thisarticleislicensed under a Creative Commons Attribution 3.0 Unported Licence.

(cc)

Review Article

412

413

414

415

416

417

418
419

420

421

422

423

424

425

426

427

428

429

430

431

432

433

434

435

Y. Zhang, W. Song, S. Li, D.-K. Kim, J. H. Kim, J. R. Kim and
I. Kim, Chem. Commun., 2020, 56, 356-359.

H. Takahashi, G. A. Caputo, S. Vemparala and K. Kuroda,
Bioconjug. Chem., 2017, 28, 1340-1350.

Z. Hayouka, S. Chakraborty, R. Liu, M. D. Boersma,
B. Weisblum and S. H. Gellman, J. Am. Chem. Soc., 2013,
135, 11748-11751.

T. Stern, E. Zelinger and Z. Hayouka, Chem. Commun.,
2016, 52, 7102-7105.

Z. Hayouka, A. Bella, T. Stern, S. Ray, H. Jiang, C. R. M.
Grovenor and M. G. Ryadnov, Angew. Chem., Int. Ed., 2017,
56, 8099-8103.

Z. Amso and Z. Hayouka, Chem. Commun., 2019, 55,
2007-2014.

T. S. Bauer and Z. Hayouka, J. Pept. Sci., 2018, 24, 1-7.

Y. Palman, R. De Leo, A. Pulvirenti, S. J. Green and
Z. Hayouka, Food Microbiol., 2020, 92, 1-8.

T. N. Siriwardena, B. H. Gan, T. Kohler, C. van Delden,
S. Javor and J. L. Reymond, ACS Cent. Sci., 2021, 7,
126-134.

M. H. Cardoso, R. Q. Orozco, S. B. Rezende, G. Rodrigues,
K. G. N. Oshiro, E. S. Candido and O. L. Franco, Front.
Microbiol., 2020, 10, 1-15.

E. Y. Lee, M. W. Lee, B. M. Fulan, A. L. Ferguson and
G. C. L. Wong, Interface Focus, 2017, 7, 1-14.

K. Hilpert, C. D. Fjell and A. Cherkasov, Methods Mol. Biol.,
2008, 494, 127-159.

C. H. Lee, H. C. Huang and H. F. Juan, Int. J. Mol. Sci., 2011,
12, 5304-5318.

B. J. Neves, R. C. Braga, C. C. Melo-Filho, J. T. Moreira-
Filho, E. N. Muratov and C. H. Andrade, Front. Pharmacol.,
2018, 9, 1-7.

V. Frecer, B. Ho and J. L. Ding, Antimicrob. Agents Chemother.,
2004, 48, 3349-3357.

A. M. Czyzewski, H. Jenssen, C. D. Fjell, M. Waldbrook,
N. P. Chongsiriwatana, E. Yuen, R. E. W. Hancock and
A. E. Barron, PLoS One, 2016, 11, 1-17.

S. Bozi¢ Abram, J. Aupi¢, G. Drazi¢, H. Gradisar and
R. Jerala, Biochem. Biophys. Res. Commun., 2016, 472, 566-571.
S. C. Mansour, C. De La Fuente-Nunez and R. E. W.
Hancock, J. Pept. Sci., 2015, 21, 323-329.

E. F. Haney, Y. Brito-Sanchez, M. J. Trimble, S. C. Mansour,
A. Cherkasov and R. E. W. Hancock, Sci. Rep., 2018,
8, 1871.

D. Jureti¢, D. Vukicevi¢, N. Ili¢, N. Antcheva and A. Tossi,
J. Chem. Inf. Model., 2009, 49, 2873-2882.

D. Jureti¢, D. Vukicevi¢, D. Petrov, M. Novkovi¢, V. Bojovic,
B. Luci¢, N. Ili¢ and A. Tossi, Eur. Biophys. J., 2011, 40,
371-385.

V. Tessera, F. Guida, D. Jureti¢ and A. Tossi, FEBS J., 2012,
279, 724-736.

M. Novkovi¢, J. Simuni¢, V. Bojovic, A. Tossi and D. Juretic,
Bioinformatics, 2012, 28, 1406-1407.

N. Kamech, D. Vukicevi¢, A. Ladram, C. Piesse, J. Vasseur,
V. Bojovi¢, J. Simuni¢ and D. Jureti¢, J. Chem. Inf. Model.,
2012, 52, 3341-3351.

This journal is © The Royal Society of Chemistry 2021

436

437

438

439

440

441

442

443

444

445
446

447
448

449

450

451

452

453

454

455

456

457

458

459

460

View Article Online

Chem Soc Rev

T. Roncevi¢, D. Vukicevi¢, L. Krce, M. Benincasa, I. Aviani,
A. Maravi¢ and A. Tossi, Biochim. Biophys. Acta, Biomembr.,
2019, 1861, 827-834.

F. H. Waghu, U. Gawde, A. Gomatam, E. Coutinho and
S. Idicula-Thomas, Chem. Biol. Drug Des., 2020, 96,
1408-1417.

J. L. Reymond, R. Van Deursen, L. C. Blum and
L. Ruddigkeit, MedChemComm, 2010, 1, 30-38.

I. Di Bonaventura, X. Jin, R. Visini, D. Probst, S. Javor,
B. H. Gan, G. Michaud, A. Natalello, S. M. Doglia,
T. Kohler, C. Van Delden, A. Stocker, T. Darbre and
J. L. Reymond, Chem. Sci., 2017, 8, 6784-6798.

I. Di Bonaventura, S. Baeriswyl, A. Capecchi, B. H. Gan,
X. Jin, T. N. Siriwardena, R. He, T. Kohler, A. Pompilio,
G. Di Bonaventura, C. Van Delden, S. Javor and
J. L. Reymond, Chem. Commun., 2018, 54, 5130-5133.

C. A. Rhodes and D. Pei, Chem. - Eur. J., 2017, 23,
12690-12703.

Bicycle Therapeutics, https://www.bicycletherapeutics.
com/ (accessed 17 November 2020).

M. Pelay-Gimeno, A. Glas, O. Koch and T. N. Grossmann,
Angew. Chem., Int. Ed., 2015, 54, 8896-8927.

N. Molchanova, P. R. Hansen and H. Franzyk, Molecules,
2017, 22, 1430-1490.

P. Méndez-Samperio, Infect. Drug Resist., 2014, 7, 229-237.
R. Kuppusamy, M. Willcox, D. S. C. Black and N. Kumar,
Antibiotics, 2019, 8, 1-31.

C. Ghosh and ]. Haldar, ChemMedChem, 2015, 10, 1606-1624.
N. Molchanova, P. R. Hansen and H. Franzyk, Molecules,
2017, 22, 1-60.

J. Iegre, J. S. Gaynord, N. S. Robertson, H. F. Sore,
M. Hyvonen and D. R. Spring, Adv. Ther., 2018, 1, 1-22.
C. M. B. K. Kourra and N. Cramer, Chem. Sci., 2016, 7,
7007-7012.

J. H. Park and M. L. Waters, Org. Biomol. Chem., 2013, 11,
69-77.

D. Migon, D. Neubauer and W. Kamysz, Protein J., 2018, 37,
2-12.

N. S. Robertson, S. J. Walsh, E. Fowler, M. Yoshida, S. M.
Rowe, Y. Wu, H. F. Sore, J. S. Parker and D. R. Spring,
Chem. Commun., 2019, 55, 9499-9502.

N. Assem, D. J. Ferreira, D. W. Wolan and P. E. Dawson,
Angew. Chem., Int. Ed., 2015, 54, 8665-8668.

H. E. Blackwell and R. H. Grubbs, Angew. Chem., Int. Ed.,
1998, 37, 3281-3284.

T. T. T. Dinh, D. H. Kim, B. ]J. Lee and Y. W. Kim, BullL
Korean Chem. Soc., 2014, 35, 3632-3636.

H. X. Luong, D. H. Kim, B. J. Lee and Y. W. Kim, Arch.
Pharm. Res., 2017, 40, 1414-1419.

T. K. Pham, D. H. Kim, B. J. Lee and Y. W. Kim, Bioorg.
Med. Chem. Lett., 2013, 23, 6717-6720.

T. T. T. Dinh, D. H. Kim, H. X. Luong, B. J. Lee and
Y. W. Kim, Bioorg. Med. Chem. Lett., 2015, 25, 4016-4019.
H. Chapuis, ]J. Slaninova, L. Bednarovd, L. Monincova,
M. Budésinsky and V. Cefovsqu Amino Acids, 2012, 43,
2047-2058.

Chem. Soc. Rev,, 2021, 50, 7820-7880 | 7877


https://www.bicycletherapeutics.com/
https://www.bicycletherapeutics.com/
http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d0cs00729c

Open Access Article. Published on 27 May 2021. Downloaded on 3/7/2026 1:40:00 PM.

Thisarticleislicensed under a Creative Commons Attribution 3.0 Unported Licence.

(cc)

Chem Soc Rev

461

462

463

464

465

466

467

468

469

470

471

472

473

474

475

476

477

478

7878 |

R. Mourtada, H. D. Herce, D. ]. Yin, J. A. Moroco, T. E.
Wales, J. R. Engen and L. D. Walensky, Nat. Biotechnol.,
2019, 37, 1186-1197.

L. D. Walensky, R. Mourtada and G. H. Bird, US Pat.,
US20170015716A1, 2016.

F. Touti, G. Lautrette, K. D. Johnson, J. C. Delaney,
A. Wollacott, H. Tissire, K. Viswanathan, Z. Shriver,
S. K. Mong, A. J. Mijalis, O. J. Plante and B. L. Pentelute,
ChemBioChem, 2018, 19, 2039-2044.

R. He, 1. Di Bonaventura, R. Visini, B. H. Gan, Y. Fu,
D. Probst, A. Liischer, T. Kohler, C. Van Delden,
A. Stocker, W. Hong, T. Darbre and J. L. Reymond, Chem.
Sci., 2017, 8, 7464-7475.

H. Li, Y. Hu, Q. Py, T. He, Q. Zhang, W. Wu, X. Xia and
J. Zhang, J. Med. Chem., 2020, 63, 4081-4089.

J. Lee, D. Kang, J. Choi, W. Huang, M. Wadman, A. E.
Barron and J. Seo, Bioorg. Med. Chem. Lett., 2018, 28, 170-173.
N. P. Chongsiriwatana, J. A. Patch, A. M. Czyzewski,
M. T. Dohm, A. Ivankin, D. Gidalevitz, R. N. Zuckermann
and A. E. Barron, Proc. Natl. Acad. Sci. U. S. A., 2008, 105,
2794-2799.

S. Mosca, J. Keller, N. Azzouz, S. Wagner, A. Titz,
P. H. Seeberger, G. Brezesinski and L. Hartmann, Bioma-
cromolecules, 2014, 15, 1687-1695.

S. Padhee, Y. Hu, Y. Niu, G. Bai, H. Wu, F. Costanza,
L. West, L. Harrington, L. N. Shaw, C. Cao and J. Cai, Chem.
Commun., 2011, 47, 9729-9731.

Y. Shi, G. Yin, Z. Yan, P. Sang, M. Wang, R. Brzozowski,
P. Eswara, L. Wojtas, Y. Zheng, X. Li and ]. Cai, J. Am.
Chem. Soc., 2019, 141, 12697-12706.

M.-R. Lee, N. Raman, S. H. Gellman, D. M. Lynn and
S. P. Palecek, ACS Chem. Biol., 2017, 12, 2975-2980.

A. Brezden, M. F. Mohamed, M. Nepal, J. S. Harwood,
J. Kuriakose, M. N. Seleem and J. Chmielewski, J. Am.
Chem. Soc., 2016, 138, 10945-10949.

M. R. Lee, N. Raman, P. Ortiz-Bermudez, D. M. Lynn and
S. P. Palecek, Cell Chem. Biol., 2019, 26, 289-299.

P. Gunasekaran, E. Y. Kim, J. Lee, E. K. Ryu, S. Y. Shin and
J. K. Bang, Int. J. Mol. Sci., 2020, 21, 1-21.

S. Lin, C. Zhu, H. Li, Y. Chen and S. Liu, Biochim. Biophys.
Acta, Biomembr., 2020, 1862, 1-10.

S. Chirumarry, N. K. Soung, J. Han, E. Y. Kim, E. K. Ryu,
Y. H. Lee, S. Y. Shin, P. Gunasekaran and J. K. Bang, Eur.
J. Med. Chem., 2020, 193, 1-13.

R. D. Jahnsen, N. Frimodt-Meller and H. Franzyk, J. Med.
Chem., 2012, 55, 7253-7261.

A. Luther, M. Urfer, M. Zahn, M. Miiller, S.-Y. Wang,
M. Mondal, A. Vitale, J.-B. Hartmann, T. Sharpe, F. Lo
Monte, H. Kocherla, E. Cline, G. Pessi, P. Rath, S. M.
Modaresi, P. Chiquet, S. Stiegeler, C. Verbree, T. Remus,
M. Schmitt, C. Kolopp, M.-A. Westwood, N. Desjonqueres,
E. Brabet, S. Hell, K. LePoupon, A. Vermeulen, R. Jaisson,
V. Rithié, G. Upert, A. Lederer, P. Zbinden, A. Wach,
K. Moehle, K. Zerbe, H. H. Locher, F. Bernardini, G. E. Dale,
L. Eberl, B. Wollscheid, S. Hiller, J. A. Robinson and
D. Obrecht, Nature, 2019, 576, 452-458.

Chem. Soc. Rev, 2021, 50, 7820-7880

479

480

481

482

483

484

485

486

487

488

489

490

491

492

493

494

495

View Article Online

Review Article

H. S. Sader, P. R. Rhomberg, L. R. Duncan, H. H. Locher,
G. E. Dale and R. K. Flamm, J. Antimicrob. Chemother.,
2020, 75, 1518-1524.

N. Purkayastha, S. Capone, A. K. Beck, D. Seebach, J. Leeds,
K. Thompson and H. E. Moser, Chem. Biodivers., 2015, 12,
179-193.

S. Deshayes, W. Xian, N. W. Schmidt, S. Kordbacheh,
J. Lieng, J. Wang, S. Zarmer, S. S. Germain, L. Voyen,
J. Thulin, G. C. L. Wong and A. M. Kasko, Bioconjug. Chem.,
2017, 28, 793-804.

F. Ceccherini, C. Falciani, M. Onori, S. Scali, S. Pollini,
G. M. Rossolini, L. Bracci and A. Pini, MedChemComm,
2016, 7, 258-262.

H. Chen, C. Liu, D. Chen, K. Madrid, S. Peng, X. Dong,
M. Zhang and Y. Gu, Mol Pharmaceutics, 2015, 12,
2505-2516.

K. L. Tyrrell, D. M. Citron, Y. A. Warren and E. J. C.
Goldstein, Antimicrob. Agents Chemother., 2012, 56,
2194-2197.

M. P. Pereira, J. Shi and S. O. Kelley, ACS Infect. Dis., 2016,
1, 586-592.

J. Kuriakose, V. Hernandez-Gordillo, M. Nepal, A. Brezden,
V. Pozzi, M. N. Seleem and J. Chmielewski, Angew. Chem.,
Int. Ed., 2013, 52, 9664-9667.

N. Ptaszynska, K. Gucwa, K. Olkiewicz, A. Legowska,
J. Okonska, J. Ruczynski, A. Gitlin-Domagalska,
D. Debowski, S. Milewski and K. Rolka, ACS Chem. Biol.,
2019, 14, 2233-2242.

T. H. C. Petrin, V. Fadel, D. B. Martins, S. A. Dias, A. Cruz,
L. M. Sergio, M. Arcisio-Miranda, M. A. R. B. Castanho and
M. P. Dos Santos Cabrera, Biomacromolecules, 2019, 20,
2743-2753.

N. M. Mishra, Y. Briers, C. Lamberigts, H. Steenackers,
S. Robijns, B. Landuyt, ]J. Vanderleyden, L. Schoofs,
R. Lavigne, W. Luyten and E. V. Van Der Eycken, Org.
Biomol. Chem., 2015, 13, 7477-7486.

P. Jelinkova, Z. Splichal, A. M. Jimenez Jimenez,
Y. Haddad, A. Mazumdar, V. P. Sur, V. Milosavljevic,
P. Kopel, H. Buchtelova, R. Guran, O. Zitka, L. Richtera,
D. Hegerova, Z. Heger, A. Moulick and V. Adam, Infect.
Drug Resist., 2018, 11, 1807-1817.

TD-1792 in Gram-positive Complicated Skin and Skin
Structure Infection, https://clinicaltrials.gov/ct2/show/
NCT00442832 (accessed 17 November 2020).

K. Ghaffar, W. Hussein, Z. Khalil, R. Capon,
M. Skwarczynski and 1. Toth, Curr. Drug Delivery, 2015,
12, 108-114.

W. Li, N. M. O’Brien-Simpson, J. A. Holden, L. Otvos, E. C.
Reynolds, F. Separovic, M. A. Hossain and J. D. Wade,
Pept. Sci., 2018, 110, 1-11.

S. Deshayes, G. C. L. Wong, A. Kasko, W. Xian and
N. Schmidt, WO2018085846A1, 2018.

F. Umstidtter, C. Domhan, T. Hertlein, K. Ohlsen,
E. Miihlberg, C. Kleist, S. Zimmermann, B. Beijer,
K. D. Klika, U. Haberkorn, W. Mier and P. Uhl, Angew.
Chem., Int. Ed., 2020, 59, 8823-8827.

This journal is © The Royal Society of Chemistry 2021


https://clinicaltrials.gov/ct2/show/NCT00442832
https://clinicaltrials.gov/ct2/show/NCT00442832
http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d0cs00729c

Open Access Article. Published on 27 May 2021. Downloaded on 3/7/2026 1:40:00 PM.

Thisarticleislicensed under a Creative Commons Attribution 3.0 Unported Licence.

(cc)

Review Article

496

497

498

499

500

501

502

503

504

505

506

507

508

509

510

511

512

513

514
515

516

517

518

519

520

521

This

S. Desgranges, C. C. Ruddle, L. P. Burke, T. M. McFadden,
J. E. O’Brien, D. Fitzgerald-Hughes, H. Humphreys, T. P.
Smyth and M. Devocelle, RSC Adv., 2012, 2, 2480-2492.
H. Sarantis and S. Grinstein, Cell Host Microbe, 2012, 12,
419-431.

J. M. Buyck, P. M. Tulkens and F. Van Bambeke, Antimi-
crob. Agents Chemother., 2013, 57, 2310-2318.

Global tuberculosis report 2019, World Health Organisation,
https://www.who.int/teams/global-tuberculosis-programme/
tb-reports (accessed 17 November 2020).

D. P. Beiting and D. S. Roos, Immunol. Rev., 2011, 240,
117-128.

S. Carryn, H. Chanteux, C. Seral, M. P. Mingeot-Leclercq,
F. Van Bambeke and P. M. Tulkens, Infect. Dis. Clin. North
Am., 2003, 17, 615-634.

Tuberculosis (TB) - Treatment — NHS, https://www.nhs.uk/
conditions/tuberculosis-tb/ (accessed 17 November 2020).
E. Briones, C. Isabel Colino and J. M. Lanao, J. Controlled
Release, 2008, 125, 210-227.

A. Kalita, I. Verma and G. K. Khuller, J. Infect. Dis., 2004,
190, 1476-1480.

Y. Lan, J. T. Lam, G. K. H. Siu, W. C. Yam, A. J. Mason and
J. K. W. Lam, Tuberculosis, 2014, 94, 678-689.

L. Fattorini, R. Gennaro, M. Zanetti, D. Tan, L. Brunori,
F. Giannoni, M. Pardini and G. Orefici, Peptides, 2004, 25,
1075-1077.

T. Gutsmann, Biochim. Biophys. Acta, Biomembr., 2016,
1858, 1034-1043.

Y. A. Fillon, J. P. Anderson and J. Chmielewski, J. Am.
Chem. Soc., 2005, 127, 11798-11803.

Y. Jiang, M. Han, Y. Bo, Y. Feng, W. Li, J. R. Wu, Z. Song,
Z.Zhao, Z. Tan, Y. Chen, T. Xue, Z. Fu, S. H. Kuo, G. W. Lau,
E. Luijten and ]J. Cheng, ACS Cent. Sci., 2020, 6, 2267-2276.
M. Bondaryk, M. Staniszewska, P. Zielinska and
Z. Urbanczyk-Lipkowska, J. Fungi, 2017, 3, 1-36.

K. Benedict, B. R. Jackson, T. Chiller and K. D. Beer, Clin.
Infect. Dis., 2019, 68, 1791-1797.

J. Lei, L. C. Sun, S. Huang, C. Zhu, P. Li, J. He, V. Mackey, D. H.
Coy and Q. Y. He, Am. J. Transl. Res., 2019, 11, 3919-3931.

M. Fernandez de Ullivarri, S. Arbulu, E. Garcia-Gutierrez and
P. D. Cotter, Front. Cell. Infect. Microbiol., 2020, 10, 1-22.

N. Grover, Indian J. Pharmacol., 2010, 42, 9-11.

M. Ongena and P. Jacques, Trends Microbiol., 2008, 16,
115-125.

S. Moradi, S. Soltani, A. M. Ansari and S. Sardari, Antiinfect.
Agents Med. Chem., 2009, 8, 327-344.

T. Thery, L. N. Shwaiki, Y. C. O’Callaghan, N. M. O’Brien
and E. K. Arendyt, J. Pept. Sci., 2019, 25, 1-12.

H. B. Koo and ]J. Seo, Pept. Sci., 2019, 111, 1-15.

D. K. Mercer, J. C. Robertson, L. Miller, C. S. Stewart and
D. A. O’neil, Med. Mycol., 2020, 58, 1-9.

M. E. Kuipers, H. G. De Vries, M. C. Eikelboom, D. K. F.
Meijer and P. J. Swart, Antimicrob. Agents Chemother., 1999,
43, 2635-2641.

S. Al-Azzam, Y. Ding, J. Liu, P. Pandya, J. P. Ting and
S. Afshar, Peptides, 2020, 134, 1-15.

journal is © The Royal Society of Chemistry 2021

522

523

524

525

526

527

528

529

530

531

532

533

534

535

536

537

538
539

540

541

542

543

View Article Online

Chem Soc Rev

K. C. L. Mulder, L. A. Lima, V. J. Miranda, S. C. Dias and
0. L. Franco, Front. Microbiol., 2013, 4, 1-23.

I.-N. Hsieh and K. Hartshorn, Pharmaceuticals, 2016, 9,
53-68.

K. A. Daher, M. E. Selsted and R. I. Lehrer, J. Virol., 1986,
60, 1068-1074.

A. Ahmed, G. Siman-Tov, G. Hall,
A. Narayanan, Viruses, 2019, 11, 704-728.
G. Wang, K. W. Buckheit, B. Mishra, T. Lushnikova and
R. W. Buckheit, J. AIDS Clin. Res., 2011, S2, 1-5.

M. S. Park, J. Il Kim, I. Lee, S. Park, J. Y. Bae and M. S. Park,
Biomol. Ther., 2018, 26, 242-254.

L. C. P. Vilas Boas, M. L. Campos, R. L. A. Berlanda, N. de
Carvalho Neves and O. L. Franco, Cell. Mol. Life Sci., 2019,
76, 3525-3542.

S. T. Henriques, Y. H. Huang, K. ]J. Rosengren,
H. G. Franquelim, F. A. Carvalho, A. Johnson, S. Sonza,
G. Tachedjian, M. A. R. B. Castanho, N. L. Daly and
D. ]. Craik, J. Biol. Chem., 2011, 286, 24231-24241.

C. Wang, L. Zhao, S. Xia, T. Zhang, R. Cao, G. Liang, Y. Li,
G. Meng, W. Wang, W. Shi, W. Zhong, S. Jiang and K. Liu,
J. Med. Chem., 2018, 61, 8734-8745.

K. V. Kozhikhova, I. P. Shilovskiy, A. A. Shatilov,
A. V. Timofeeva, E. A. Turetskiy, L. I. Vishniakova, A. A.
Nikolskii, E. D. Barvinskaya, S. Karthikeyan, V. V. Smirnov,
D. A. Kudlay, S. M. Andreev and M. R. Khaitov, J. Mater.
Chem. B, 2020, 8, 2607-2617.

G. Castel, M. Chtéoui, B. Heyd and N. Tordo, Molecules,
2011, 16, 3499-3518.

P. Cao, G. Dou, Y. Cheng and J. Che, PLoS One, 2017, 12,
1-12.

X. Yao, H. Chong, C. Zhang, S. Waltersperger, M. Wang,
S. Cui and Y. He, J. Biol. Chem., 2012, 287, 6788-6796.
Malaria-NHS,  https://www.nhs.uk/conditions/malaria/
(accessed 17 November 2020).

Center for Global Health Division of Parasitic Diseases and
Malaria The Targeted Neglected Tropical Diseases (NTDs),
https://www.cdc.gov/globalhealth/ntd/diseases/index.html
(accessed 17 November 2020).

J. Pretzel, F. Mohring, S. Rahlfs and K. Becker, Adv.
Biochem. Eng. Biotechnol., 2013, 135, 157-192.

A. Mor, FEBS J., 2009, 276, 6474-6482.

S. Rotem and A. Mor, Biochim. Biophys. Acta, Biomembr.,
2009, 1788, 1582-1592.

I. Radzishevsky, M. Krugliak, H. Ginsburg and A. Mor,
Antimicrob. Agents Chemother., 2007, 51, 1753-1759.

C. N. Saunders, E. Cota, J. Baum and E. W. Tate, ACS Chem.
Biol., 2020, 15, 1313-1320.

J. M. Pogue, J. K. Ortwine and K. S. Kaye, Int. J. Antimicrob.
Agents, 2016, 48, 622-626.

M. Magana, M. Pushpanathan, A. L. Santos, L. Leanse,
M. Fernandez, A. Ioannidis, M. A. Giulianotti,
Y. Apidianakies, S. Bradfute, A. Ferguson, A. Cherkasov,
M. Seleem, C. Pinilla, C. De la Fuente-Nunez, T. Lazaridis,
T. Dai, R. Houghton, R. E. W. Hancock and G. Tegos,
Lancet Infect. Dis., 2020, 3099, 1-15.

N. Bhalla and

Chem. Soc. Rev., 2021, 50, 7820-7880 | 7879


https://www.who.int/teams/global-tuberculosis-programme/tb-reports
https://www.who.int/teams/global-tuberculosis-programme/tb-reports
https://www.nhs.uk/conditions/tuberculosis-tb/
https://www.nhs.uk/conditions/tuberculosis-tb/
https://www.nhs.uk/conditions/malaria/
https://www.cdc.gov/globalhealth/ntd/diseases/index.html
http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d0cs00729c

Thisarticleislicensed under a Creative Commons Attribution 3.0 Unported Licence.

Open Access Article. Published on 27 May 2021. Downloaded on 3/7/2026 1:40:00 PM.

(cc)

Chem Soc Rev

544 Rapid Risk Assessment: Plasmid-mediated colistin resis-
tance in Enterobacteriaceae, 15 June 2016, https://www.
ecdc.europa.eu/en/publications-data/rapid-risk-assessment-
plasmid-mediated-colistin-resistance-enterobacteriaceae-15
(accessed 2 November 2020).

545 E. F. Haney, S. K. Straus and R. E. W. Hancock, Front.
Chem., 2019, 7, 1-22.

7880 | Chem. Soc. Rev., 2021, 50, 7820-7880

View Article Online

Review Article

546 S. K. Urahn, A. Coukell, E. Jungman, K. Talkington, C. Shore
and P. Kothari, A Scientific Roadmap for Antibiotic
Discovery, https://www.pewtrusts.org/en/research-and-analysis/
reports/2016/05/a-scientific-roadmap-for-antibiotic-discovery
(accessed 17 November 2020).

547 C.T. Keith, A. A. Borisy and B. R. Stockwell, Nat. Rev. Drug
Discovery, 2005, 4, 71-78.

This journal is © The Royal Society of Chemistry 2021


https://www.ecdc.europa.eu/en/publications-data/rapid-risk-assessment-plasmid-mediated-colistin-resistance-enterobacteriaceae-15
https://www.ecdc.europa.eu/en/publications-data/rapid-risk-assessment-plasmid-mediated-colistin-resistance-enterobacteriaceae-15
https://www.ecdc.europa.eu/en/publications-data/rapid-risk-assessment-plasmid-mediated-colistin-resistance-enterobacteriaceae-15
https://www.pewtrusts.org/en/research-and-analysis/reports/2016/05/a-scientific-roadmap-for-antibiotic-discovery
https://www.pewtrusts.org/en/research-and-analysis/reports/2016/05/a-scientific-roadmap-for-antibiotic-discovery
http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d0cs00729c



