{ LIVERPOOL

JOHN MOORES
UNIVERSITY

LJMU Research Online

Berida, Tl, Adekunle, YA, Dada-Adegbola, H, Kdimy, A, Roy, S and Sarker, SD
Plant Antibacterials: The Challenges and Opportunities

http:/Iresearchonline.ljmu.ac.uk/id/eprint/23239/

Article

Citation (please note it is advisable to refer to the publisher’s version if you
intend to cite from this work)

Berida, Tl, Adekunle, YA, Dada-Adegbola, H, Kdimy, A, Roy, S and Sarker,
SD (2024) Plant Antibacterials: The Challenges and Opportunities. Heliyon,
10 (10). ISSN 2405-8440

LJMU has developed LUMU Research Online for users to access the research output of the
University more effectively. Copyright © and Moral Rights for the papers on this site are retained by
the individual authors and/or other copyright owners. Users may download and/or print one copy of
any article(s) in LUIMU Research Online to facilitate their private study or for non-commercial research.
You may not engage in further distribution of the material or use it for any profit-making activities or
any commercial gain.

The version presented here may differ from the published version or from the version of the record.
Please see the repository URL above for details on accessing the published version and note that
access may require a subscription.

For more information please contact researchonline@ljmu.ac.uk

http://researchonline.ljmu.ac.uk/


http://researchonline.ljmu.ac.uk/
mailto:researchonline@ljmu.ac.uk

Heliyon 10 (2024) e31145

Contents lists available at ScienceDirect

52 CelPress Heliyon

journal homepage: www.cell.com/heliyon

Review article

Plant antibacterials: The challenges and opportunities

Tomayo I. Berida® ', Yemi A. Adekunle ™, Hannah Dada-Adegbola ‘,
Ayoub Kdimy ©, Sudeshna Roy*, Satyajit D. Sarker

@ Department of BioMolecular Sciences, Division of Pharmacognosy, University of Mississippi, University, MS, 38677, USA

Y Department of Pharmaceutical and Medicinal Chemistry, College of Pharmacy, Afe Babalola University, Ado-Ekiti, Nigeria

¢ Centre for Natural Products Discovery (CNPD), School of Pharmacy and Biomolecular Sciences, Liverpool John Moores University, James Parsons
Building, Byrom Street, Liverpool, L3 3AF, United Kingdom

4 Department of Medical Microbiology and Parasitology, College of Medicine, University of Ibadan, Ibadan, Nigeria

¢ LS3MN2E, CERNEZ2D, Faculty of Science, Mohammed V University in Rabat, Rabat, 10056, Morocco

ARTICLE INFO ABSTRACT

Keywords: Nature possesses an inexhaustible reservoir of agents that could serve as alternatives to combat
Plants the growing threat of antimicrobial resistance (AMR). While some of the most effective drugs for
Antibacterials

treating bacterial infections originate from natural sources, they have predominantly been
derived from fungal and bacterial species. However, a substantial body of literature is available
on the promising antibacterial properties of plant-derived compounds. In this comprehensive
review, we address the major challenges associated with the discovery and development of plant-
derived antimicrobial compounds, which have acted as obstacles preventing their clinical use.
These challenges encompass limited sourcing, the risk of agent rediscovery, suboptimal drug
metabolism, and pharmacokinetics (DMPK) properties, as well as a lack of knowledge regarding
molecular targets and mechanisms of action, among other pertinent issues. Our review un-
derscores the significance of these challenges and their implications in the quest for the discovery
and development of effective plant-derived antimicrobial agents. Through a critical examination
of the current state of research, we give valuable insights that will advance our understanding of
these classes of compounds, offering potential solutions to the global crisis of AMR.
© 2017 Elsevier Inc. All rights reserved.

Resistances
Gram-negative bacteria

1. Introduction

From time immemorial, natural products (NPs) have been the veritable source of human remedies. One of the earliest writings on
the use of NPs as medicine, Pen T’Sao, was written in 2500 BCE by Emperor Shen Nung. This work detailed 365 drugs of plant origins
[1]. The work of Hippocrates in 459-370 BCE contained over 300 plants [2]. It is known that the ancient Egyptians used a poultice of
mouldy bread to treat infected wounds. Similarly, the ancient Chinese treated boils and foot infections with mouldy soybean curd. In
the Middle Ages, honey was used to treat arrow wounds [3]. Today, 80 % of the world population still rely on plant-derived medicine
[4]. Moreover, about 50 % of approved drugs are either NPs or their derivatives [5]. Of the 258 small molecules approved for treating
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Abbreviations

ADMET Absorption, Distribution, Metabolism, Elimination, Toxicity
AMP Antimicrobial peptides

AMR Antimicrobial resistance
BCE Before the common era
BGC Biosynthetic gene clusters
CBC Cannabichromene

CBD Cannabidiol

CBG Cannabigerol

CBN Cannabinol

DMPK  Drug metabolism and pharmacokinetics

GNPS Global Natural Products Social Molecular Networking
LPS Lipopolysaccharide

MADByTE Metabolomics and Dereplication by Two-Dimensional Experiments
MDR-TB Multidrug-resistant tuberculosis

MOA Mechanism of action

MRCNS Methicillin-resistant coagulase-negative staphylococci
MRSA  Methicillin-resistant Staphylococcus aureus

MSCNS  Methicillin-susceptible coagulase-negative staphylococci
MSSA  Methicillin-susceptible Staphylococcus aureus

Mtb Mycobacterium tuberculosis

NAD Nicotinamide adenine dinucleotide

NP Natural Products

PBP2 Penicillin-binding protein 2a

PSM Plant’s secondary metabolites

RND Resistance-nodulation-cell division (RND)
SAR Structure-activity relationship

SMAR  Small Molecule Accurate Recognition Technology
SNEDDS Self-nanoemulsifying drug delivery systems

SPI-1 S  Pathogenicity island-1

SPR Structure property relationship

T3SS Type III secretion system

TCMs Traditional Chinese Medicines

THC A9-Tetrahydrocannabinol

infectious diseases between 1981 and 2019, 136 (52.7 %) are NPs or their derivatives [6]. Nature is replete with inexhaustible
chemical entities that are products of evolution [5]. As a result of the millions of years of natural selection, these compounds have been
optimized to meet the physicochemical requirements for bacterial cells and bind to cellular targets with high efficiency [7].

There was tremendous progress in the discovery of antibiotics (antibacterials from fungi and bacteria), following the discovery of
penicillin by Alexander Fleming in 1928 (Fig. 1). Around this period, sulfonamide, the first class of synthetic antimicrobials, was also
developed [8]. Although sulfonamide was first synthesized around 1908 by German Chemists, it was not until 1931 before Bayer AG
began screening sulfa-containing dyes for antibacterial activity in mice. By 1932, the first commercially available sulfonamide called
Prontosil was identified and by 1935 its safe use as an oral antibacterial in humans was reported (Fig. 1) [8]. The 1950s, dubbed the
“golden age” of antibiotic development, saw the discovery of most of the powerful antibiotic classes that are clinically available to date
[9]. Advancements in the fields of natural product chemistry and synthetic organic chemistry led to the development of semisynthetic
antibiotics or several other synthetic antimicrobial agents. Regrettably, since the end of the golden era, discovery and development
progress has slowed. While we lowered our guard, there continued to be the development of resistance to the existing antimicrobial
chemotherapy, thereby depleting our armamentarium. Bacterial antimicrobial resistance (bacterial AMR) is a natural phenomenon
that allows bacteria to evade destruction from toxic chemicals through natural selection [10]. However, the rapid rise in AMR
development has largely been fueled by the indiscriminate use and abuse of antibiotics. By the late 1940s, Mary Barber had begun
raising awareness about ARM and had published about Penicillin-resistant Staphylococcus aureus infection [11]. And by the 1950s,
resistant S. aureus was already implicated as a source of hospital outbreaks and deaths worldwide [12]. By 1962, S. aureus had
developed methicillin resistance, just two years after the semisynthetic antibiotic was discovered [3].

Today, bacterial AMR has emerged as a significant and urgent global health threat. It is directly responsible for the loss of an
estimated 1.27 million lives and has been implicated in over 3 million additional deaths, highlighting the gravity of the situation [13].
Resistance to Gram-negative bacteria is of particular concern [14]. Four of the six “ESKAPE” pathogens (Enterococcus faecium, S.
aureus, Klebsiella pneumoniae, Acinetobacter baumannii, Pseudomonas aeruginosa, and Enterobacter spp), which are highly implicated in
nosocomial infections and renowned for their multidrug resistance and virulence, are Gram-negative [15-18]. The challenge of
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Fig. 1. Examples of early antibacterial agents. Early antibiotics (i.e., antibacterial agents from bacterial and fungal species) (top). Early synthetic
antibacterials (bottom).

developing drugs active against Gram-negative bacteria is related to the difficulty of compounds accumulating within the cell [18].
Another cause of concern is the rapid rise in multidrug-resistant tuberculosis (MDR-TB) [19-24]. This is caused by Mycobacterium
tuberculosis (Mtb), which is resistant to rifampicin and isoniazid, the main components of the first-line combination of drugs used to
treat tuberculosis [19]. There were 450,000 reported cases of MDR-TB or rifampicin-resistant (MDR/RR-TB) infections globally in
2022 [25,26] and approximately 20 % of patients with MDR-TB died during treatment [27]. It has been projected that the death toll
from AMR will reach 10 million by 2050 if urgent measures to combat it are not escalated, highlighting the importance and signifi-
cance of discovering and developing novel antibacterial agents [28,29].

Despite the extensive range of plant-derived antimicrobial agents that have been investigated [2-4,6,30-34], clinical trials have
been limited to a select few phytochemicals, including berberine, sanguinarine, and licochalcone [30,35]. Additionally, only a few
botanicals, such as sinecatechins (Veregen) for treating genital and perianal warts, and crofelemer (Fulyzaq) for managing diarrhea in
patients undergoing antiretroviral therapy, have received approval for the treatment of infections [4]. In this review, we compre-
hensively explore the challenges that have hindered the discovery, development, and clinical utilization of plant-derived antimicro-
bials. We emphasize strategies employed to address these obstacles, which include limited sources, the risk of agent rediscovery,
suboptimal drug metabolism and pharmacokinetics (DMPK) properties, and a lack of knowledge regarding molecular targets and
mechanisms of action. Our review underscores the significance of these challenges and their implications in the pursuit of effective
plant-derived antimicrobial agents. We critically examine the current state of research and provide valuable insights that contribute to
our understanding of these compound classes, offering potential solutions to the global crisis of antimicrobial resistance (AMR). While
we provide a concise background on drug resistance and briefly touch upon selected plant secondary metabolites, our primary focus
remains on the challenges and opportunities related to promising plant antibacterials.

2. Mechanism of antimicrobial resistance

Antimicrobial resistance can arise from intrinsic mechanisms, irrespective of previous antibiotic exposure. Notable examples of
inherent mechanisms are the presence of an outer membrane in Gram-negative bacteria that constitutes a major barrier to antimi-
crobial agents’ penetration [18,36]. While the phospholipid of the inner leaflet prevents the penetration of hydrophilic molecules, the
polar glycolipids of the outer leaflet which is composed of lipopolysaccharide (LPS) in most Gram-negative species, limit the passage of
hydrophobic molecules in the outer leaflet (Fig. 2) [37,38]. In Mtb, the presence of a structurally complex waxy cell envelope in Mtb
plays a major role in hindering the penetration of antimicrobial agents and in the survival of Mtb within the macrophage, where it can
persist and manipulate the human immune system to its advantage [19,39]. The expression of efflux pumps is another commonly
observed inherent mechanism that impedes the accumulation of antimicrobial drugs, as these membrane proteins continually pump
antibacterial agents out of the cell (Fig. 2) [14,40].

While the knowledge of intrinsic mechanisms is important in the development of new antimicrobial agents and adjuvants, when
discussing antimicrobial resistance, the focus is on the development of acquired resistance in a bacterial population that was initially
susceptible to antimicrobial agents in clinical settings [41,42]. Acquired resistance can emerge through chromosomal gene mutations
or the acquisition of resistance-associated external genetic elements, which are likely from inherently resistant organisms, through
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Fig. 2. The cell wall of Gram-positive bacteria (a), Gram-negative bacteria (b) and mycobacteria (c).

horizontal gene transfer (Fig. 3) [42]. The genetic mutations that confer drug resistance are usually associated with genes coding for
drug targets, enzymes that modify agents into active or inactive metabolites, and efflux pumps. For example, the most significant threat
to f-lactam antibiotics is the enzymatic destruction caused by f-lactamases also called penicillinase [43,44]. These enzymes can break
down the f-lactam ring structure present in penicillin and other beta-lactam antibiotics, rendering them inactive and unable to target
and inhibit bacterial cell wall. Additionally, resistance to beta-lactams arises from the development of mutations that alter penicillin
target proteins, referred to as penicillin-binding proteins (PBPs), and the overexpression of efflux pump systems. In
methicillin-resistant S. aureus (MRSA), mutations in the mecA gene lead to the production of PBP2a (penicillin-binding protein 2a), a
variant of PBP with reduced affinity for beta-lactam antibiotics, making them less effective in inhibiting bacterial cell wall synthesis
[43,44]. Resistance to fluoroquinolones has been associated with mutation in DNA gyrase (gyrA, gyrB) and topoisomerase (parC and
parE) genes that encode for the active agent [45]. Additionally, exposure of bacteria to fluoroquinolone can result in the selection of
bacteria mutants that exhibit increased expression of efflux systems [46]. Resistance to the TB drug, isoniazid has been linked to
mutation in katG and inhA genes of which 60-90 % is attributable to the former [47-49]. Isoniazid is a prodrug and requires activation
by the endogenous enzyme KatG, a mycobacterial catalase-peroxidase, to generate an isonicotinic acyl radical that forms an adduct
with nicotinamide adenine dinucleotide (NAD) [49]. An excellent overview of the molecular mechanism of drug resistance is illus-
trated by Darby et al. (2022) in Fig. 3 [50].

3. Plants as potential source of new antibacterial agents
NPs and their derivatives dominate clinically available antibiotics and pipelines [6]. Despite this, only a minuscule fraction of the

world’s biodiversity has been explored. In fact, only 300,000 of the millions of living species have been evaluated for bioactivity [51].
Therefore, nature remains a promising source of antibiotics with new structures. In the past few decades more and more isolation,
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Fig. 3. Overview of the molecular mechanisms underlying antibiotic resistance. Figure obtained from article “Molecular mechanisms of antibiotic
resistance revisited” by Elizabeth M. Darby et al. and reused with permission from Springer Nature [50].

characterization, chemical modification, and evaluation of fungi, bacteria, and plant’s secondary metabolites (PSM) have taken place
[2,4,30]. In contrast to the successes with the development of antibiotics (antibacterials from fungi and bacteria), the development of
antibacterial from plants has rather been discouraging despite the many published articles showing the efforts made for the discovery
and the development of plant antimicrobials. Many reviews referenced herein [2-4,6,30-34] highlight the antibacterial activity of
plant-derived extracts, fractionated extracts, and isolated metabolites and their potential to halt antimicrobial resistance. Since dis-
cussing hundreds of thousands of antimicrobial plant extracts might not be feasible and would be beyond the scope of this article,
below, we highlight selected plant secondary metabolites that have been isolated, tested, and found to possess promising antimicrobial
activity.

3.1. Plant secondary metabolites with antimicrobial activity

Plants owe their antimicrobial activities to their secondary metabolites. PSMs constitute more than 12,000 known alkaloids, over
8000 phenolic compounds, and over 25,000 different terpenoids with a good number of these PSMs showing strong antimicrobial
properties [52]. Phenolic compounds are the most identified antimicrobial agents reported in the literature [30]. Phenolic compounds
may bear a single substituted phenolic ring or multiple units of phenols, in which case they are referred to as polyphenols. Phenols can
be further subdivided into phenolic acids, flavonoids, coumarins, tannins, stilbenes, and lignans. Terpenes and terpenoids (class of
modified terpenes bearing different functional groups and oxidized methyl groups) are well known for their antibacterial activities.
Terpenes and terpenoids are the primary components of essential oils and they are derived from the isoprenoid pathway [53]. Another
class of plant-derived antimicrobials worth mentioning is alkaloids. This is a large class of nitrogen-bearing NPs known for their
physiological activity [30,54]. Below we discuss the antimicrobial activity of selected plant secondary metabolites and present a
summary of these compounds in Table 1.

3.1.1. Panduratin A

Panduratin A (Fig. 4) is a chalcone isolated from the rhizome of the perennial herb, Kaempferia pandurata Roxb. (Zingiberaceae)
commonly known as Fingerroot [55]. The antibacterial activity of the chalcone against multiple organisms including those implicated
in the pathogenesis of periodontitis has been reported by the Hwang group [55]. They first reported panduratin A as showing an MIC of
4 pg/mL against Gram-positive and cariogenic Streptococcus mutans and S. sobrinus. The compound also showed potent activity against
Gram-negative periodontal bacteria including Prevotella intermedia (2 pg/mL), P. loescheii (4 pg/mL), and Porphyromonas gingivalis (8
pg/mL) [55]. In another study, the group reported the activity of panduratin A against 108 clinical isolates of Staphylococcus strains
including MRSA, methicillin-susceptible S. aureus (MSSA), methicillin-resistant coagulase-negative Staphylococci (MRCNS), and
methicillin-susceptible coagulase-negative Staphylococci (MSCNS) [56]. While MRSA was resistant to erythromycin, gentamicin,
levofloxacin, oxacillin and tetracycline, the activity of Panduratin A with MIC of 1 < pg/mL for all strains of MRSA was comparable to
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Table 1
Selected plant derived antimicrobial compounds.
SN Compound Plant source Activity (MIC) Reference
1 Panduratin A Kaempferia pandurata Roxb <1 pg/mL against Methicillin-resistant Staphylococcus ~ [55,125]
aureus (MRSA) strains.
2 Punicalagin Punica granatum L. 0.3-1.2 pg/mL against P. aeruginosa ATCC 9027, [68]

Staphylococcus epidermidis ATCC 12228,
Staphylococcus xylosus LC 57, S. aureus ATCC 6538,
Enterococcus mundtii LC E23, Enterococcus casseliflavus

LCEL.
3 Scandenone Derris scandens (Roxb.), from Maclura pomifera  0.5-8 pg/mL against Gram-positive bacteria, 2 pg/mL  [69,70]
(Raf.) Schneid E. coli, < 1 pg/mL against M. smegmatis
4 Mammea B/BA Mammea americana L. 0.5-1 pg/mL against methicillin-sensitive and [74,77]
methicillin-resistant S. aureus strains
5 Cannabinoids (e.g., cannabidiol, =~ Cannabis sativa L. 1-4 pg/mL against MRSA, multi-drug resistant [85,86]
cannabigerol) Streptococcus pneumoniae, Enterococcus faecalis, and
Clostridioides difficile
6 27-epi-Scutianine N Scutia buxifolia Reissek 1.56 pg/mL against Enterobater aerogenes [126]
7 Berberine Hydrastis canadensis. L, Coptis chinensis Franch., ~ 1.56-3.8 pg/mL against Brucella abortus [127]

Berberis integerrima Bonge. Berberis aristate DC,
Berberis petiolaris Kunth, Berberis vulgaris L
8 Kuwanon A Morus alba L. 1 pg/mL against S. aureus ATCC29213, 2 pg/mL [128]
against S. epidermidis ATCC14990, 8 pg/mL against
E. faecalis ATCC29212, 4 pg/mL against B. subtilis
ATCC6633
9 Kuwanon B Morus alba L. 1 pg/mL against S. aureus ATCC29213, 1 pg/mL [128]
against S. epidermidis ATCC14990, 1 pug/mL against
E. faecalis ATCC29212, 1 pg/mL against B. subtilis

ATCC6633

10 Sanguinarine Sanguinaria canadensis L., Macleaya cordata 0.5-1 pg/mL against S. aureus ATCC 25923, [129]

(Willd.) R.Br., Eschscholzia californica Cham S. epidermitis ATCC 14990, Bacillus subtilis ATCC 6051,

MRSA MR 13165 and 13023.

11 Liridine Artabotrys crassifolius Hook.f. & Thomson 0.625 pg/mL against Bacillus cereus [130]

12  Moronic acid Schinus lentiscifolius Marchand 1.5-3 pg/mL against B. subtilis, S. aureus, Streptococcus ~ [131]
pyogenes, Staphylococcus saprophyticus, E. coli, Shigella
sonnei

13  8,9-Oxoisopropanyldshamirone Ferula ferulioides (Steud.) Korovin 0.5-128 mg/L against multi-drug resistant S. aureus [132]
and MRSA

14  Rhodomyrtosone B Rhodomyrtus tomentosa (Aiton) Hassk 0.62-2.5 pg/mL against MRSA, and vancomycin- [133]
resistant Enterococcus faecium (VRE) (2.5 pg/mL).

15  Artabotrine Artabotrys crassifolius Hook.f. & Thomson 1.25-5 pg/mL against B. cereus, Listeria monocytogenes, [130]

Proteus vulgaris, Rhodococcus equi, Micrococcus luteus,
methicillin-sensitive S. aureus, Streptococcus

agalactiae.
16  Licochalcone A Glycyrrhiza inflata Batalin, Glycyrrhiza glabraL.  1-8 pg/mL against S. aureus [134]
18  Tetrandrine Stephenia tetrandra S Moore 0.25-1.25 pg/mL against isoniazid and ethambutol [135]
dual drug-resistant Mycobacterium tuberculosis clinical
isolates
19  Scopoletin Hymenodictyon floribundum (Hochst. & Steud.) 7.8 pg/mL against Mycobacterium smegmatis, 42.1 pg/  [116,
B.L.Rob, Fatoua pilosa Gaud. , Morinda citrifolia ~ mL against Mtb H37Rv 136]
L, Pelargonium sidoides DC.
20  Sampangine Cananga odorata (Lam.) Hook. f. & Thomson. 0.78 pg/mL against M. intracellulare [122,
137]
21 Plubagin P. indica L, P. rosea L, and Diospyros abyssinica ~ 21.1 uM against Mtb H37Rv and 13.3 pM against [120]
Hiern M. smegmatis mc2155 (0.02-2% glucose)
22 Ferutinine Ferula hermonis Boiss. 2 pg/mL against Mtb H37Rv, 1.56 pg/mL against [123]
M. bovis BCG Pasteur 1173P2
23 Teferidine Ferula hermonis Boiss. 0.69 pg/mL against Mtb H37Rv, MIC 3.125 pg/mL [123]

against pg/mL

that of vancomycin (<1 pg/mL) and better than Linezolid (<2 pg/mL). For all clinical isolates of S. aureus Panduratin A maintained an
impressive MIC of <2 pg/mL [56]. Similarly, 23 clinical isolates of clinical enterococci were susceptible to this compound with MIC of
<2 pg/mL [57]. The activity of Panduratin A and its analogue isopanduratin A were determined against Cutibacterium acnes (formerly
Propionibacterium acnes), a skin bacterium implicated in acnes vulgaris. Panduratin A and isopanduratin A showed MIC of 2 pg/mL and
4 pg/mL against P. acnes respectively [58]. Furthermore, Panduratin A has been shown to prevent and reduce multispecies oral biofilm
of Actinomyces viscosus, S. mutans, and Streptococcus sanguis in vitro [59]. The compound also displays antiviral activity [60] and
anticancer activity [61].
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3.1.2. Punicalagin

Punicalagin (Fig. 4) is a hydrolyzable tannin obtained from the fruit of the deciduous shrub, Punica granatum L. (Lythraceae),
commonly known as pomegranate. The medicinal benefits of pomegranate have been known since ancient Egypt and appeared in
several ancient medical texts such as the Eber papyrus, and the writings of Ayurveda and Unani. It is used in folk medicine for the
management of asthma, bleeding disorders, bronchitis, fever, infection, and inflammation [62]. Today the popularity of pomegranate
continues to rise globally due to its medicinal properties. It is consumed as fresh fruit, juice, jam, and used for numerous recipes.
Pomegranate fruit is high in anthocyanin, tannins, and other polyphenol content, particularly in the peel which has 10-fold the amount
of phenol in the arils [63]. The most abundant of these polyphenolic compounds are the hydrolysable tannins, mainly punicalagin, a
tannin composed of multiple esters of gallic acid and glucose. The antimicrobial activity of pomegranate fruit extract has been reported
in the literature and the higher antimicrobial activity of the peel extract compared to that of the juice and seed extract has been
demonstrated [64-67]. However, there have been conflicting reports on the specific agents responsible for this antibacterial activity
[68]. Only recently punicalagin in its « and # anomeric forms was identified as the specific agent responsible for the antimicrobial
activity of pomegranate peel using bioassay-guided purification techniques [68]. The a and p anomeric forms showed a range of MIC
between 0.3 and 1.2 pg/mL and are reported to be interconvertible with an equilibrium ratio of 3/7 for @ and g [68].

3.1.3. Scandenone

Scandenone (Fig. 4), an isoflavone with potent antibacterial activity, was first reported to be isolated from Derris scandens (Roxb.)
(Fabaceae) [69]. Over the years, this compound has been isolated from other members of Fabaceae especially the Erythrina species
[70]. The compound has also been isolated from Maclura pomifera (Raf.) Schneid (Moraceae) [71]. As with most plant antibacterial,
scandenone is more potent against Gram-positive bacteria displaying a MIC value of 0.5-8 pg/mL against different Gram-positive
strains. The highest potency reported for Gram-negative bacteria is that of Escherichia coli with MIC of 2 pg/mL. It is however not
as potent against Pseudomonas aeruginosa as it only shows a poor MIC of 32 pg/mL. Nkengfack et al. (1997) reported MIC of 12.5
pg/mLof scandenone against Mycobacterium smegmatis, however, the MIC was recently reported to be < 1 pg/mL by Peleyeju et al.
(2019) [70,72]. In addition to testing the activity of the compound against M. smegmatis, the compound was tested against several
Gram-negative and Gram-positive bacteria strains and generally reported a higher MICs of 12-64 pg/mL compared to previous reports
[70,73].

3.1.4. Mammea B/BA

Mammea B/BA (Fig. 4) is a naturally occurring coumarin first isolated from Mammea americana L. (Calophyllaceae) in 1952 by
Moris and Pagan [74]. It has also been isolated from other Mammea plants such as Mammea africana where it was tested against
Staphylococcus species [75]. Coumarins in the genus Mammea have been chemically categorized into 4-(phenyl)coumarins, 4-(alkyl)
coumarins and 4-(1-acetoxypropyl)coumarins [76]; Mammea B/BA is a 4-(alkyl)coumarin. In a recent bio-guided fractionation study,
Pajaro-Gonzalez et al. (2022) reported the isolation of mamey coumarin-type Mammea B/BA from the ethanol seed extract of Mammea
americana (mamey), and its anti-Stapylococcal activity [77].

Mammea B/BA showed significant activity against strains of methicillin-sensitive S. aureus ATCC 29213 (MIC, 1 pg/mL); and
methicillin-resistant S. aureus ATCC 33591 (MIC, 0.5 pg/mL), ATCC 43300 (MIC, 0.5 pg/mL), and USA300-0114 (MIC, 1 pg/mL). The
antibacterial activity of Mammea B/BA (MIC 0.5-1 pg/mL) was comparable to that of vancomycin (MIC, 1 pg/mL) and gentamicin
(MIC, 0.25->8 pg/mL) [77]. Pajaro-Gonzalez et al. (2022) proposed that the antibacterial activity of Mammea B/BA is due to the
presence of a prenyl group at its position C6 and acyl group at position C8. Prenyl group is a common feature of many antibacterial
agents including three of the other compounds (cannabigerol, scandenone and Panduratin A) highlighted in this review (Fig. 4).
Mammea B/BA had also been shown to have high activity (LDs, 5.3 pg/mL) against Artemia salina Leach [78]. It showed significant
activities against SW-480, HT-29 and HCT-116 colon cancer cells (ICsg, 13.7-17.5 pM) and antioxidant activity in the DPPH assay
(ICs0, 90 + 0.7 pM) [79]. Related coumarins from the Mammea genus have been reported with high antibacterial activity. An example
is Mammea A/AA, which is an isoprenylated mamey-type coumarin with activity against Campylobacter jejuni (MIC, 0.5 pg/mL),
Streptococcus pneumoniae (MIC, 0.25 pg/mL) and Clostridium difficile (MIC, 0.5 pg/mL) [80].

3.1.5. Cannabigerol, cannabidiol and other cannabinoids

Cannabinoids are the major NPs of Cannabis sativus L. and related species. These compounds are of great importance to researchers
and the public because of their medicinal properties and more importantly, because of the psychoactive properties of cannabinoids, the
most important being A9-tetrahydrocannabinol (THC) [81]. Although the antimicrobial activity of cannabinoids has been known as far
back as the 1960s [82,83], it was only recently that detailed studies of the antimicrobial properties of the cannabinoids and their
potential to tackle antimicrobial resistance began to emerge [84,85]. Farha et al. (2020) investigated the antimicrobial activity of
several commercially available cannabinoids against MRSA and identified seven potent cannabinoids with MIC of 2 pg/mL. This
included cannabichromene (CBC), cannabidiol (CBD), cannabigerol (CBG), cannabinol (CBN), and THC and its regioisomers: A8-and
exo olefin [85] (Fig. 4). They further reported that the cannabinoids inhibit biofilm formation in a manner that correlated with their
antibacterial potency. CBG displayed superior activity against persister cells compared to other cannabinoids and existing antibiotics
such as oxacillin and vancomycin. The profile of CBG as a non-psychotropic and non-sedative cannabinoid in addition to its antibiofilm
and anti-persister activities, therefore, positioned it as the most promising antimicrobial cannabinoid. The researchers then determined
the in vivo efficacy of CBG against MRSA using a mouse systemic infection model and determined 100 mg/kg as the most effective
tolerable dose. They reported that in vivo efficacy of CBG was comparable to the control, vancomycin. Using multiple strategies to
determine the mode of action, they concluded that CBG acted by disrupting the cytoplasmic membrane [85].
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As with many antimicrobials from plants, CBG, and the other potent cannabinoids are generally inactive against the tested Gram-
negative bacteria due to their inability to cross the outer membrane (OM). However, the cannabinoids regained potency in the
presence of membrane destabilizers like polymyxin B or polymyxin B nonapeptide [85]. They reported that CBG in combination with a
sublethal concentration of polymyxin B (0.062 pg/mL) was active against E. coli with a MIC of 1 pg/mL. This implies that CBG has the
potential as a combination therapy for the treatment of Gram-negative infections [85].

Blaskovic et al. (2021) did a thorough study on the antimicrobial activity of CBD, another non-psychoactive cannabinoid [86]
(Fig. 4). Like CBG, CBD acts by disrupting the cell membrane. CBD is potent against 20 Gram-positive pathogens including those among
ESKAPE pathogens with MIC of 1-4 pg/mL. The compound was inactive against a panel of 20 Gram-negative pathogens including
members of the ESKAPE pathogens. Interestingly, they reported that CGB had potent activity against a subset of Gram-negative
including Legionella pneumophila (MIC, 1 pg/mL), Moraxella catarrhalis (MIC, 1 pg/mL), Neisseria gonorrhoeae (MIC, 1-2 pg/mL),
and Neisseria meningitidis (MIC, 0.25 pg/mL). The compound displayed modest activity against M. smegmatis with a MIC of 16 pg/mL.
On the other hand, it was poorly active against Mtb H37Rv with MIC greater than >64 pg/mL (70 % inhibition at 64 pg/mL).
Furthermore, the efficacy of CBD as a topical agent was demonstrated in the ex vivo pig skin and mouse topical infection models. They
report that the pig model was highly dependent on the composition of topical formulation [86].

Structurally, CBD and CBG can be described as geranyl-resorcinol derivatives (Fig. 5). CBG bears great resemblance to piperogalin,
a geranyl-resorcinol first isolated from Peperomia galioides [87] and grifolin, a farnesyl-resorcinol antibiotic isolated from basidio-
mycetes, Grifola confluens [88]. Similarly, structurally related alkylresorcinol antibiotic, DB-2073, isolated from Pseudomonas sp was
reported by Kitahara et al. (1975) to be active against Gram-positive bacteria, mycobacteria, and fungi [89]. A major concern that
hinders the clinical development of the resorcinol-containing antibacterial such as CBD and CBG is the inactivation in the serum and
their irritant property [82,84]. Several cannabinoids have been approved for other clinical uses in humans other than bacterial in-
fections [90]. Nabiximols (Sativex) is a standardized botanical drug which contains THC and CBD as principal active ingredients. It was
approved in Europe in the year 2010 for neuropathic pain, overactive bladder, and spasticity. Epidiolex, an oral solution of CBD, was
approved in 2018 for the treatment of a rare form of children epilepsy. Cannabinoids have poor oral bioavailability [91] and the dose
that may be required to achieve antimicrobial effect in humans may aggravate side effects. However, cannabinoids remain promising
sources of topical antimicrobial agents [84,86]. Indeed, synthetic CBD has been evaluated in phase-II trials for acne (BTX 1503,
NCT03573518) and atopic dermatitis (BTX 1204, NCT03824405) by Botanix Pharmaceuticals (Perth, Australia). Additionally, CBD,
BTX 1801 has been subjected to a phase-II trial (ACTRN126200004569540) for the eradication of nasally colonized S. aureus [92]. No
rigorous clinical trials of CBD and other cannabinoids for systemic antimicrobial properties have been undertaken to date.

3.1.6. 27-Epi-scutianine N

27-epi-Scutianine N (Fig. 4) is an alkaloid found in Scutia buxifolia (Reissek) family Rhamnaceae [93]. A reinvestigation of the
chemical constituents of the stem barks of Scutia buxifolia was done and concluded with the isolation of three undescribed diaste-
reoisomeric alkaloids — scutianine N, 27-epi-scutianine N and 3, 4, 7-tri-epi-scutianine N in addition to the known alkaloids scutianine C
and scutianene L [93]. The in vitro evaluation revealed some stereochemistry-activity relationships for the antibacterial activity of
diastereoisomeric alkaloids against the Gram-negative bacteria Enterobacter aerogenes. The alkaloid 27-epi-scutianine N showed similar
activity compared to the standard antibiotic chloramphenicol (MIC, 1.56 pg/mL). On the other hand, scutianine N and 3,4,27-tri-
s-epi-Scutianine N had no activity (MIC, >100 pg/mL) [93].

3.1.7. Berberine

Berberine (Fig. 4) is a quaternary isoquinoline-based alkaloid that was first isolated from Hydrastis canadensis L. in 1917 [94]. The
alkaloid has also been isolated from several Berberis species including B. aristate DC., B. darwinii Hook.f., B. petiolaris Kunth., and
B. vulgaris L. Berberine has also been reported in Argemone Mexicana L., Coptis chinensis Franch., Coptis teeta Wall. ex Hook.f. &
Thomson, Eschscholzia californica Cham., Mahonia aquifolium Nutt., Phellodendron amurense Rupr, Tinospora cordifolia (Willd.) Hook.f.
& Thomson, Xanthorhiza simplicissima Marshall [95]. Berberine is known to possess multiple biological activities and has been studied
for its use in the treatment of cardiovascular disease [96,97], cancer [98] immune system diseases, metabolic diseases [99], neuro-
logical disorders [100] and antimicrobial infection [101-104]. Alone, berberine has been demonstrated to possess moderate to weak
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Fig. 5. Naturally occurring resorcinols with antimicrobials property.
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activity against Gram-negative and Gram-positive organisms. Wu et al. (2022) [104] reported a MIC of value 51 pg/mLfor berberine
against S. aureus strain ATCC 25923, while Xia et al. (2022) [105] reported a MIC range of from 256 to 64 mg/L against MRSA clinical
isolates [105]. Berberine acts synergistically against S. aureus when combined with clindamycin, rifamycin and vancomycin sepa-
rately. When used alone, berberine displayed a weak antimicrobial activity (e.g., MIC >256 mg/L) against MDR A. baumannii.
resensitize MDR Acinetobacter baumanni towards antibiotics ciprofloxacin, meropenem, sulbactam, and tigecycline [106]. Berberine is
thought to elicit its antimicrobial activity by interfering with the shikimic acid pathway, inducing oxidative damage in bacteria and
disrupting cell membrane integrity [102,104]. It is also thought to act as an efflux pump inhibitor [107,108]. A recent report, however,
suggests that berberine is a good substrate for the efflux pump in A. baumannii. and could be competing for the efflux pump with
antibiotics thereby leading to the sensitization of antibiotics [106]. The authors revealed that berberine binds to the AdeB transporter
protein, an efflux pump belonging to the resistance-nodulation-cell division (RND) family and boosts the expression of the AdeB gene
[106]. Berberine has also been reported to inhibit DNA synthesis [109], and to inhibit FtsZ A, cell division protein [110] and has been
shown to inhibit biofilm formation in MRSA [111]. A search through the clinical trial database (https://www.clinicaltrials.gov/),
reveals that the clinical safety and efficacy of berberine alone or in combination with known drugs have been tested for several disease
conditions including polycystic ovary syndrome (POC), obesity, Schizophrenia and in the eradication of Helicobacter pylori infection in
ulcer. It has been demonstrated in clinical trials that berberine, when used as an adjunct to standard triple therapy, increased in
H. pylori eradication rates and clinical symptom remission rates [112].

3.1.8. Plant derived antimycobacterial agents

Plant-derived NPs have been investigated as potential sources of alternative compounds that are much needed to combat MDR-TB
[113]. A major barrier to developing antitubercular agents is the thick waxy mycobacterial cell wall rich in mycolic acid which gives
extra and intrinsic resistance (Fig. 2). Tetrandrine, a bis-benzylisoquinoline alkaloid first reported from a popular East Asian medicinal
plant, Stephania tetrandra S. Moore is known for its antimicrobial and several other biological activities [114]. Zhang et al., 2015
reported that the administration of tetrandrine in combination with either isoniazid or ethambutol resulted in a reduction of the MICs
from the drug resistance levels observed in clinical settings to the effective ranges (80 pg/mL to 1.25 pg/mL, and 8 pg/mL to 0.25
pg/mL, respectively) [115] Scopoletin (Fig. 6), a broad-spectrum antibacterial agent has been isolated from Hymenodictyon flo-
ribundum Roxb, Pelargonium sidoides DC., Morinda citrifolia L., Helichrysum italicum (Roth) G.Don, Convolvulus pluricaulis Choisy, Fatoua
Pilosa L., Artemisia annua L. and Lasianthus lucidus Blume Morus alba L. [116]. Scopoletin inhibits M. smegmatis with and Mtb H37Rv with
MIC 7.8 pg/mL and 42.1 pg/mLrespectively [117,118]. Plumbagin (Fig. 4), is a plant-derived hydroxy naphthoquinone primarily
found in roots, stems, and leaves Plumbaginaceae family, such as Plumbago indica L. and Plumbago rosea L., and in Diospyros abyssinica
Hiern [119]. Plumbagin inhibits Mtb H37Rv with MIC 21.1 pM and M. smegmatis mc2155 (0.02-2% glucose) at an MIC of 13.3 uM
[120]. Plumbagin activity has been linked to its inhibition of Mtb thymidylate synthase (ThyX), an enzyme responsible for the synthesis
of dTMP from dUMP [121]. The azaoxoaporphine alkaloid, sampangine (Fig. 6), was first isolated from the stem bark of the tropical
Indian plant, Cananga odorata (Lam.) Hook. f. & Thomson. Sampangine inhibits M. intracellulare at an MIC value, 0.78 pug/mL [122].
Sampangine is reported to elicits its antimicrobial activities by disruption of mitochondrial function through redox cycling of its
quinone and semiquinone intermediates resulting in the excessive production of cellular ROS and consumption of cellular oxygen
[122]. Ferutinin and Teferidin (Fig. 6) are broad-spectrum antimicrobial sesquiterpenoid esters isolated from the root of Ferula her-
monis Boiss. Apiaceae. Teferidin and Ferutinin possess MIC values of 2 and 0.69 pg/mLagainst Mtb H37Rv respectively and MIC values
of 1.56 and 3.125 pg/mL against M. bovis BCG Pasteur 1173P2 [123]. Ozturk et al. (2021) demonstrated that berberine is inactive
against Mtb axenic cultures at a concentration ranging from 3.9 to 250 pM. Berberine was however shown to increase bacterial killing
in human monocyte-derived macrophages and primary murine bone marrow-derived macrophages [124]. In vivo, berberine is
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10


https://www.clinicaltrials.gov/

T.I. Berida et al. Heliyon 10 (2024) e31145

beneficial in reducing lung pathology when used along with rifampicin and isoniazid but does not to result in the reduction of bacterial
burden. It’s in vivo benefit stems from its ability to mitigate lung inflammation by modulation of immune cell recruitment and the
suppression of inflammatory cytokines [124].

4. Discovery and development challenges of plant-derived antimicrobials and possible solutions
4.1. Sourcing of natural products

Isolation of compounds from plants and microorganisms is at the heart of natural product chemistry but this is often a tedious, time-
consuming, and expensive expedition that may lead to little or no yield of the desired product (see Fig. 7 for the example of berberine).
Typically, isolation from plants begins with organic or aqueous extraction of several grams to several Kilograms of previously dried and
ground plant material such as root, stem bark, leaves etc. The percentage yield of plant metabolite is about 1 % and could be less in
some plant species like Taxus brevifolia Nutt. bark which contains only 0.01 % paclitaxel (dry weight) [138] and Morus alba L. root
which contains 0.00035 % w/w of antibacterial agent, kuwanon A [139]. Efforts at increasing the yield will often not only impact cost
and time but will lead to the destruction of plants and pollution of the environment. Hence, the traditional extraction of material
sourced from the wild is not sustainable especially when a large quantity of compounds is required. Another challenge with the
sourcing of plant-derived NPs is the variation of the chemical compositions or quantity of desired NPs that can be due to differences in
seasonal variation, the geographical location of plants and extraction techniques. For instance, the discrepancy in the chemical
compositions of pomegranate, P. granatum, is thought to be due to the difference in geographical source, method of collection, or
chemical composition across varieties [68]. Similarly, the method of extraction of cannabis affects the chemical composition of the
extract [140]. Bowen et al. (2021) compared the chemical profile of a single cultivar of cannabis extract obtained by two commonly
used extraction methods: alcohol solvent extraction and supercritical CO; extraction. They observed a marked difference in the profile
of bioactive compounds and especially noted that alcohol (ethanol vs isopropyl alcohol) extraction generally yielded more CBD,
A9THC, and other phyto-cannabinoids compared to supercritical CO5 extraction [140]. Variation in chemical composition presents the
problem of uncertainty in the number of targeted NP yields to expect during the isolation process. In the case of botanical drugs or
sourcing raw materials for their production, variation in chemical profiles can make the standardization of products elusive. Possible
alternatives to obtaining this chemical entity from the wild include chemical synthesis [141], synthetic biology [142,143], plant cell or
tissue culture [144] etc.

4.1.1. The chemical synthesis

Numerous plant-derived antimicrobials have been accessed through total synthesis. For instance, the synthesis of berberine was
initially achieved by Kametani and co-workers in 1969 [145]. Subsequently, several other research groups have made attempts to
synthesize it through shorter and more environmentally friendly routes over the years [146-148]. Nevertheless, the total synthesis of
complex NPs often involves numerous steps, resulting in increased costs and time investment, thereby limiting the feasibility of
commercial production [141,149]. In fact, total synthesis of NPs has mainly found use in the structural elucidation, confirmation of
chemical structure, development of new methodologies and anticipation of NPs and less for industrial scale production [149,150]. Yet,
total synthesis can be a useful means of obtaining highly important compounds of extremely low-yielding, rare or endangered plants,
thereby allowing early biological testing and structure-activity relationship (SAR) studies [141]. In one recent example, Dong et al.
(2023) were motivated to undertake the total synthesis of kuwanon A and its regio-isomer, kuwanon B because of the extremely low
yield of the compounds from the root of Morus alba [151]. Only 28 mg of kuwanon A was obtained from 8 kg of plant root leading to a
yield of (0.00035 %) [151]. In contrast, the total synthesis of kuwanon A and B from commercially available intermediate was
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achieved at an overall yield of 6.6 % and 11.6 %, respectively [128].

Semi-synthesis can also be employed to modify NPs in other to modulate biological activity. This approach has been heavily
exploited in the development of antibiotics and led to many successful semi-synthetic antibiotics such as ampicillin, methicillin, and
ceftriaxone that are available for clinical use today [6].

4.1.2. Plant cell and tissue culture

Plant cell and tissue culture are techniques used to aseptically grow the cell, tissue, or organ of a plant under a controlled envi-
ronment. Tissue culture can be used for the rapid production of plants at a commercial scale while avoiding limitations such as the
spread of plant-pathogen and inconsistent chemical composition that are associated with conventional cultivation. This is made
possible by the controlled conditions that are applied in the cultivation and the relative ease in the standardization of propagation
[152]. As regulations around the growing of Cannabis dampens, the interest in the large-scale and cost-effective production of
pathogen/disease-free plants with consistent chemical and morphological character by tissue culture/micropropagation is on the rise
[152,153]. Ioannidis et al. (2020) developed an efficient protocol for the in vitro micropropagation of CBD and CBG-rich Cannabis sativa
L. varieties [154]. They established that the chemical profiles of C. sativa varieties obtained by micropropagation were identical to
those grown through conventional methods [154].

4.1.3. Genome mining and engineering

The genes responsible for the biosynthesis of secondary metabolites in microorganisms are organized into gene clusters on a
chromosome, commonly known as biosynthetic gene clusters (BGC) [155]. Although similar gene clusters are found for some sec-
ondary metabolites in plants, they are reported to be less tightly clustered as some important genes in the pathway are often dispersed
in different chromosomal locations [156,157].

The discovery of the BGC has greatly facilitated the identification and elucidation of the metabolic pathways, engineering of
metabolic pathways, and transfer of pathways into heterologous systems using the combination of synthetic biology and bioengi-
neering methods. Reconstruction of biosynthetic pathways in heterologous hosts has been used to carry out large-scale production of
some plant-derived natural products such as artemisinin and taxol [158]. Recently, Han and Li demonstrated the biosynthesis of
berberine, an antimicrobial alkaloid, in Saccharomyces cerevisiae providing a more cost-effective, rapid, efficient, and
environmental-friendly alternative to isolation and synthesis (Fig. 5) [159].

Earlier synthetic biology efforts at growing metabolites relied on E. coli and Saccharomyces cerevisiae as host due to their biosyn-
thetic capabilities, growth rate, inexpensive growth, and relative ease of genetic and metabolic manipulation. However, the use of
these model organisms especially for complex plant-derived natural products has proven to be challenging due to limitations in the
function and optimization of their pathways in bacterial or yeast hosts [143]. Hence, there is an increasing interest in the use of
engineered plant hosts for plant-derived natural product biosynthesis due to their advantages over single-celled organisms [158].
Some of these advantages include the existence of plant-derived enzymes or partial or complete plant metabolic pathways suitable for
biosynthesis [160]; the presence of intracellular membranes which are lacking in E. coli [143] and the tolerance toxicity of
plant-derived natural products [142]. The proper elucidation of the plant biosynthetic gene cluster is critical for successful heterol-
ogous expression. In recent years several bioinformatics and computational tools have been developed to aid the discovery and
elucidation of biosynthetic pathways such as AntiSmash [161], plantiSMASH [162], PlantClusterFinder [163], and MIBiG [164].
These tools can be employed in the discovery of plant-derived antimicrobials as well as increase production.

4.2. Rediscovery and the need for dereplication

The problem of rediscovery of known metabolites has plagued NP research for decades, resulting in waste of scarce resources and
loss of man-hours [165]. Berberine, for example, was first isolated from the H. canadensis (goldenseal, family Berberidaceae) in 1917
but has been found in numerous other plant species from several other genera and families to date. As recently demonstrated by Hang
group when they dereplicated berberine from the area part of Coptis chinensis, a lot of resources would be saved if the presence of
berberine could be determined earlier in the isolation workflow and the isolation of newer compounds were prioritized (Fig. 5). Several
dereplication strategies have been employed over the years to identify these known compounds early enough in the natural product
isolation workflow thereby cutting costs and efforts [165-169]. These strategies rely on the fact that structurally similar compounds
often share similar physical characteristics, such as chromatographic retention times, molecular masses, MS fragmentation patterns,
NMR chemical shifts, or in some cases, biological properties [165,169]. The processed data of physical or biological properties ob-
tained from one or a combination of techniques are compared to previously annotated datasets on a local database or publicly available
databases like Global Natural Products Social Molecular Networking (GNPS) library (http://gnps.ucsd.edu), the Dictionary of Natural
Products (http://dnp.chemnetbase.com), MarinLit (http://pubs.rsc.org/marinlit), Metlin (http://metlin.scripps.edu/index.php),
RIKEN tandem mass spectral database (ReSpect) [170] to identify same or structurally related compounds.

4.2.1. MS-based dereplication strategies

With advances in bioinformatics and increased availability of LC-MS/MS, the MS-based Molecular Networks algorithm has become
one of the most useful dereplication tools for the natural product chemist [171]. It works on the assumption that similar molecules
have the same molecular masses and similar MS/MS fragmentation patterns. GNPS, developed by the Dorrestein group, is an inter-
active online curation and analysis platform that allows researchers to dereplicate NPs and annotate newly identified molecules for the
benefit of other members of the community [172]. Molecular networks are constructed by matching an MS/MS spectrum against
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another or against the GNPS Spectral Libraries [172]. Metabolites, represented as nodes, are connected by edges to the same or
structurally related metabolites in the network are connected. A cosine score ranging from 0 to 1 is ascribed to the edges based on the
level of similarity of this metabolite [172]. Dorrestein and co-workers later developed a method that integrates molecular networking
with a “bioactivity score”, a number that measures the likelihood that a molecule is biologically active [173]. Inspired by the work of
Dorrestein, Ge et al. (2022) introduced the Bioactive Fractions Filtering Platform (BFFP), which also integrates LC-MS data and
bioactivity scoring to assist in bioassay-guided fractionation [174]. The BFFP is particularly useful for molecules with structures prone
to generating less MS/MS debris. Ge et al. (2022) uses the concept of statistically bioactive blocks, which quantifies biological activity
indicators within specified retention time and molecular weight ranges in extracts [174]. Together these approaches help in the early
identification of potentially bioactive compounds thereby allowing for a more focused, time and resource-saving isolation process.
Guided by a UHPLC-ESI-QTOF-MS/MS-based molecular networking strategies, Azizah et al. (2020), perform isolation and der-
eplication of antibacterial and antifungal compounds from the trunk and back of Ventilago denticulata Willd [175]. A total of 93 pu-
tative known and unknown compounds were annotated by comparing the MS/MS spectra from the crude extract to various databases
including the Agilent MassHunter METLIN Metabolomics Database, online database METLIN, the Human Metabolome Database and
the GNPS. Their effort led to the isolation of 8 antibacterial among which was a new naphthopyrone, ventilatone, and identification of

Table 2
In silico physicochemical and DMPK properties of selected plant-derived antimicrobials®.
SN.  Compound MW (g/ #of H-bond  # of H- ClogP?  # of LogS (Aq. GI Fraction
mol) acceptor bond rotatable Solubility)® absorption unbound in
donor bonds plasma (Fu) %

1 Panduratin A 406.51 4 2 4.77 6 —7.14 (poor) high 4.645

2 Punicalagin 1084.72 30 17 0.07 0 -12.26 Low 150.420
(insoluble)

3 Scandenone 404.46 5 2 4.72 3 —7.32 (poor) High 3.178

4 Mammea B/BA 372.45 5 2 4.53 7 —7.11 (poor) High 4.856

5 Cannabidiol 314.46 2 2 5.20 6 —7.17 (poor) High 1.151

6 Cannabigerol 316.48 2 2 5.74 9 —8.10 (poor) High 2.510

7 27-epi-scutianine N 550.69 6 4 2.7 9 —6.94 (poor) High 3.845

8 Berberine 336.36 4 0 2.53 2 -4.16 High 2.335
(moderate)

9 Kuwanon A 420.45 6 3 4.29 3 —7.38 (poor) High 3.283

10 Kuwanon B 420.45 6 3 4.32 3 —7.38 (poor) High 3.851

11 Liridine 321.33 5 0 3.02 3 —4.38 High 5.292
(moderate)

12 Moronic acid 454.68 3 1 6.12 1 —8.39 (poor) Low 4.817

13 8,9- 430.58 5 2 5.45 10 —7.81 (poor) High 2.195

Oxoisopropanyldshamirone

14 Rhodomyrtosone B 442.54 6 2 4.39 5 —7.65 (poor) High 1.724

15 Artabotrine 341.40 5 1 2.77 3 -3.29 High 15.441
(soluble)

16 Sanguinarine 332.33 4 0 2.88 0 —5.03 High 1.419
(moderate)

17 Licochalcone A 338.40 4 2 3.93 6 —6.04 (poor) High 0.578

18 Tetrandrine 622.75 8 0 5.49 4 —7.76 (poor) High 30.984

19 Scopoletin 192.17 4 1 1.52 1 -2.39 High 19.387
(soluble)

20 Sampangine 232.24 3 0 2.35 0 -3.09 High 3.132
(soluble)

21 Plumbagin 190.20 3 1 1.67 0 —2.87 High 9.127
(soluble)

22 Ferutinine 358.47 4 2 3.86 4 —5.60 High 2.523
(moderate)

23 Teferidine 342.47 3 1 4.38 4 —5.55 High 2.807
(moderate)

24 Penicillin G° 334.39 4 2 1.37 5 —3.80 High 55.960
(soluble)

25 Erythromycin” 733.93 14 5 1.97 7 —6.80 (poor)”  High 29.158

26 Ciprofloxacin® 331.34 5 2 1.10 3 0.00 (high) High 78.856

fGastrointestinal absorption was determined according to the Brain Or IntestinaL EstimateD permeation method (BOILED-Egg). Fraction unbound
(free) drug in plasma (Fu) typically constitutes the portion responsible for exerting its pharmacological effect

@ Physicochemical properties were calculated online using the SwissADME server (accessed on July 22, 2023), except for Fu (fraction unbound in
plasma), which was determined using the ADMETLab 2.0 server (accessed on July 22, 2023).

b penicillin G, antibiotic derived from the fungi, Penicillium chrysogenum and Erythromycin, derived from the bacteria, Saccharopolyspora erythraea
are included as references.

¢ Ciprofloxacin is a synthetic antimicrobial included here as a reference.

4 cLogP represents an average of five different partition coefficients (Log Po/w) calculated using different methods.

¢ Log S was determined using the Ali topological method implemented by Ali et al. (2012) [208].
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several other antibacterial compounds through their dereplication strategy [175]. Cruz Pontes et al. (2022) used a combination of
GC-MS and LC-MS/MS-based methods for the dereplication of the metabolite from Bromelia laciniosa. For non-polar compounds, they
undertook a GC-MS analysis of petroleum ether fraction and then matched the spectral against Wiley 7 lib and NIST 08 1ib databases.
For polar compounds, spectral data obtained from HPLC-ESI-IT MS/MS were cross-referenced against GNPS. Overall, 39 chemical
constituents were reported to be present in B. laciniosa for the first time [176]. They also isolated cirsilineol, a flavonoid with
anti-proliferative and antibacterial properties [177]. GNPS has enjoyed widespread adoption among natural product chemists and its
utility for the dereplication of plant-derived antimicrobials is well demonstrated in numerous pieces of literature [178-183].

While MS-based dereplication strategies are the most common today, they face several challenges related to the inherent limitation
of MS analysis [184,185]. Limitations, including challenges in accurately distinguishing isomers and instances where a single mass
represents multiple metabolites, potentially leading to misidentification of compounds, alongside issues such as ion suppression and
variable analyte ionization, emphasize the attractiveness of alternative methods like NMR [186].

4.2.2. NMR-based dereplication strategies

Since NMR uses direct structural information, it can avoid some of the challenges associated with MS/MS-based strategies and
indeed complement the method [184]. In recent years, several platforms such as COLMAR [187], DEREP-NP [168], MetaboMiner
[188] and SMART 2.0 (Small Molecule Accurate Recognition Technology) [189] have been developed for the dereplication of targeted
metabolite [190]. Recently, the Roger group developed MADByTE (Metabolomics and Dereplication by Two-Dimensional Experi-
ments) as a strategy particularly suited for complex mixtures of NPs [184,185]. MADByTE works by associating 'H-'3C connectivity
from HSQC spectra with a spin system from TOCSY spectra to decipher scaffold substructures in a complex mixture. Flores-Bocanegran
et al. (2022) demonstrated the potential of MADByTE when they dereplicated seven fungal extracts against a database they created
from the HSQC and TOCSY data of resorcylic acid lactones and 10 spirobisnaphthalenes [185].

4.3. Drug metabolism and pharmacokinetics (DMPK) properties

A major challenge hindering the translation of potent plant-derived antimicrobials is their suboptimal DMPK properties also
referred to as ADMET (Absorption, Distribution, Metabolism, Elimination, Toxicity) properties (Table 2). DMPK properties are largely
determined by physicochemical properties like aqueous solubility, chemical stability, hydrogen bonding capability, lipophilicity, size
and structure, polar surface area, and enzymatic reaction susceptibility [191]. Hence an ideal antibacterial drug candidate would
possess optimal physicochemical properties to proceed to in vivo preclinical and beyond. For example, a certain degree of lipophilicity
is necessary for a drug to persist in the body for a sufficient duration before being eliminated through excretion. However, excessive
hydrophobicity can result in poor aqueous solubility and poor bioavailability. Cannabinoids including cannabichromene (CBC),
cannabidiol (CBD), cannabigerol (CBG), cannabinol (CBN), and THC and its regioisomers: A8-and exo olefin inhibits MRSA at MIC of 2
pg/mL but are limited by their suboptimal DMPK [85,86]. These cannabinoids are highly lipophilic and generally have poor aqueous
solubility and poor oral bioavailability. The pharmacokinetic of cannabidiol (CBD) has been described as complex and variable [192].
The compound suffers significant first-pass metabolism in the liver and possesses low oral bioavailability (6 %) that can increase as
much as fourfold with high-fat meal. This implies that a higher dose may be required to achieve the desired biological effect, thereby
increasing the risk of developing side effects [91,192,193].

4.3.1. Plant antimicrobial peptides and poor DMPK profiles

Antimicrobial peptides (AMPs) constitute a group of small peptides present across various organisms in nature, playing a crucial
role in the innate immune responses of amphibians, mammals, microorganisms, and plants [194]. AMPs have long been explored for
plant pest control and treating infections in humans and animals. They generally elicited their antimicrobial activity by disrupting the
bacterial cell membrane or inhibiting the growth of bacteria. Important AMPs from microorganisms have undergone clinical trials, and
several have received FDA approval for treating infectious diseases. Notable examples of microorganism-derived AMPs in clinical use
include polymyxins derived from Gram-positive Paenibacillus polymyxa, gramicidin from Gram-positive Brevibacillus brevis, nisin (also
known as nisin A) produced by lactic acid bacteria like Lactococcus lactis, and daptomycin, a cyclic lipopeptide naturally synthesized by
Streptomyces roseosporus [195]. However, research on plant antimicrobial peptides (PAMP) as potential alternatives to conventional
antibiotics in combating drug resistance over the past three decades has not achieved the same level of success as microbe-derived
AMPs. PAMPs are crucial for plants’ defense against pests and pathogens. They primarily exist in cysteine-rich linear peptide
forms, with major classes including thionins, defensins, hevein-like peptides, knottin-type peptides, and cyclotides. Defensin, BcDef1,
isolated from Brugmansia candida demonstrated antibacterial efficacy against both Gram-positive and Gram-negative pathogens, with
Staphylococcus epidermidis exhibiting the lowest MIC at 15.70 pM [196]. Kalata B1, a cyclotide, demonstrated significant antibacterial
activity against Gram-positive bacteria, particularly S. aureus (MIC value of 0.26 pM under low salt conditions). However, no activity
was observed against Gram-negative E. coli under the same conditions (MIC value > 500 pM). Another cyclotide, Circulin A, displayed
potent antibacterial activity against Gram-positive S. aureus (MIC value of 0.19 pM) under low salt conditions, while exhibiting lower
activity against Gram-negative P. vulgaris (MIC value of 54.6 pM). Circulin B exhibited moderate activity against S. aureus (MIC value of
13.5 pM) and strong activity against various Gram-negative bacteria, notably E. coli (MIC value of 0.41 pM).

The clinical development of AMPs has generally been bogged down by challenges particularly those related to suboptimal DMPK
properties [197]. These classes of plant-derived antimicrobials are inherently unstable metabolically, have short half-lives, and poor
oral bioavailability [197,198]. Also, AMPs suffer from reduced antimicrobial efficacy in physiologically relevant conditions. For
instance, they can lose their bactericidal potency in environments with physiological salt concentrations, attributed to the disruption of
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electrostatic interactions between AMPs and cell membranes [199]. Furthermore, toxicity is a major concern with the development of
plant-derived AMP due to their potential hemolytic property and poor selectivity to microbial membranes [198]. Although these
challenges are not peculiar to PAMPs, they appear to have encountered the greatest obstacles as none have successfully transitioned
into clinical use. Moreover, all approved AMPs are derived from Gram-positive soil bacteria, underscoring the notable discrepancy in
the clinical success between microorganism-derived and plant-derived AMPs.

4.3.2. Toxicity of plant-derived antimicrobials

It is frequently suggested that herbal medicine and PSMs are generally less toxic [9,200]. However, caution must be exercised as
numerous toxic PSMs have been identified [200,201]. Additionally, toxicity can escalate when the dose required for physiological
activity is reached, especially for compounds with low antimicrobial potency. For example, reserpine, a plant alkaloid that acts as an
inhibitor of the NorA efflux system, enhancing the activity of orfloxacin and ciprofloxacin in S. aureus, exhibits neurotoxic effects at
concentrations that inhibit the NorA efflux system [202]. Therefore, researchers should incorporate toxicological screening of anti-
bacterial agents into their workflow and, if possible, counter-screening against mammalian cell lines such as Vero and human cell lines
[200,203].

4.3.3. Strategies to improving DMPK

Formulation strategies have been used to improve the clinical potential of poorly bioavailable molecules like cannabinoids. A
recent study by Kok et al. (2022) focused on the formulation and pharmacokinetic evaluation of CBD in self-nanoemulsifying drug
delivery systems (SNEDDS) [204]. The group prepared CBD-SNEDDS formulations and compared the pharmacokinetic parameters of
CBD to those obtained following the administration of CBD in two oil-based formulations. They report that the SNEDDS formulations
led to more rapid absorption and more than two-fold systemic exposure to CBD compared to the oil-based formulations [204].

Optimization for DMPK property can be achieved through structure-property relationship (SPR) studies which allow for the me-
dicinal chemist to optimize ADMET properties of compounds. SPR helps the medicinal chemist identify chemical liabilities and
metabolic hotspots, enabling necessary chemical modifications to be made. Guidelines such as the Ghose rule, Lipinski’s rule of five,
Veber’s rule of three, and 3Entry rule can be used to predict drug-likeness of plant-derived agents and guide in the selection of lead
compounds for further development. Furthermore, these tools can also be useful in prioritizing compounds for synthetic modification
during DMPK optimization. Lipinski’s rule of five, the most popular of these rules, requires a molecule to have a Molecular mass of less
than 500 Da, LogP of less than 5, less than 5 hydrogen bond donors, and less than 10 hydrogen bond acceptors (Table 2). These rules
are however not sacrosanct as many approved compounds including antibiotics do not follow all the rules [205].

Online servers such as SwissADME (http://www.swissadme.ch/index.php) and ADMETLab 2.0 (https://admetmesh.scbdd.com/)
are resources for in silico determination of drug-likeness of compounds using their molecular structures [206,207]. Using the above
platforms, we determined the in silico physicochemical properties and DMPK of selected compounds presented in Table 2 to highlight
some of the challenges associated with plant antimicrobials.

4.4. Relative low potency compared to antibiotics and synthetic antibacterials

Plant-derived antimicrobials are generally less potent compared to those derived from fungi and bacteria [9] Although the major
focus of natural product research is isolation and determining the single molecule responsible for biological activity, it has been
suggested that the antimicrobial activity of plants may result from the combination of molecules acting in an additive or synergistic
manner [209]. Perhaps, this synergism or additive property explains why isolated compounds sometimes lose their biological activity
or exhibit reduced activity compared to the crude extract or fractions during bioactivity-guided isolation. Antibacterial agents that
synergize or possess additive properties act through unique mechanisms or in a way that allows complementary biological action with
other NPs present in the crude mixture. One example of synergistic biological effects can be seen in Berberis fremontii Torr., a native
American plant that produces both antibacterial berberine and a multidrug resistance pump inhibitor called 5-methoxyhydnocarpin.
This inhibitor prevents the efflux of berberine from pathogenic S. aureus expressing the NorA MDR pump [210]. It is noteworthy that
herbal products, including a few examples approved for treating infections, are composed of numerous plant metabolites that
collectively elicit their biological activity through synergism [4].

Optimization of antimicrobial activity can be achieved by chemical modification and expansive SAR understanding can yield a
semisynthetic analogue with improved potency or broadened spectrum of activity. However, it is apparent that there is relatively
limited chemical modification and SAR research focused on plant-derived antimicrobials, in contrast to the successful utilization of this
approach in various classes of antibiotics such as penicillin, cephalosporins, tetracyclines, and macrolide antibiotics [211-213].

4.5. Unknown molecular targets or mechanism of action

To date, successful antibiotic projects have been based on phenotypic screening. In contrast, mechanism of action (MOA) or target-
based drug discovery programs have been met with failure related to poor whole-cell potency or poor in vivo efficacy later in the
program [214]. Yet, understanding MOA and molecular targets is instrumental in structure-based optimization of potency, selectivity,
and pharmacokinetic profile, to improve its efficacy and safety [215]. Understanding MOA or ligand-target interaction is even more
pertinent for plant-derived antimicrobials since they are generally less potent compared to antibiotics and are faced with suboptimal
physicochemical property profiles. Unfortunately, most plant-derived agents’ molecular targets or MOAs are not clearly understood.
Various strategies, including mutant selection, chemical genomics, hypersensitivity screening, activity-based profiling, affinity
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chromatography, and fluorescence labelling, can be employed to identify the molecular target or MOA of plant antibacterials [216].
Other methods such as X-ray crystallography, Cryo-electron microscopy (EM), and photo-proximity labelling offer additional op-
portunities for 3D elucidation of the binding mode of ligands to their protein target and thus making useful information available to
lead optimization [217]. To comprehend the MOA of flavonoids obtained from Traditional Chinese Medicines (TCMs), Tsou et al.
(2016) developed alkyne-flavonoid probes for activity-based protein profiling studies, utilizing click chemistry. Their research found
that baicalein, a specific flavonoid derived from Scutellaria baicalensis Georgi, targets the bacterial virulence pathway in Salmonella
enterica serovar Typhimurium. This pathway, known as S. pathogenicity island-1 (SPI-1), involves the type III secretion system (T3SS)
effectors and translocases that are crucial for the invasion of epithelial cells by bacteria [218]. This approach, along with others, should
be utilized to investigate isolated plant-derived antimicrobials to determine their drug targets and study their mechanisms of action.

However, this biological experimental determination of drug-target interactions may be tedious and time-consuming. Therefore,
various computational methods such as molecular docking, molecular dynamic simulation, and machine learning have been developed
to predict possible drug-target interactions [219]. In 2019, the Rastelli group employed in silico modelling to demonstrate that CBG
inhibits enoyl acyl carrier protein reductase (InhA), a known target in mycobacteria [220]. While computational techniques, like in
silico modelling, can provide a quicker and cost-effective starting point for target identification and elucidation, it is essential to
emphasize that biophysical or biochemical methodologies are crucial to confirm molecular targets. In the case of the Rastelli group,
they verified the in silico findings of CBG’s activity through in vitro testing, revealing that CBG effectively inhibits enoyl acyl carrier
protein with an ICsq value of 5.2 4+ 0.1 pM [220].

4.5.1. In silico approaches to determining molecular targets or mechanism of action of plant-derived antibacterials

Given that biophysical determination of drug-target interactions may be tedious, costly, and time-consuming, various computer-
aided drug design (CADD) strategies have been employed to predict possible drug-target interactions [219]. CADD has played
important roles in drug discovery over some decades [221]. Models such as molecular docking, density functional theory (DTF),
quantitative structure-activity relationship (QSAR), molecular dynamics simulations, virtual high throughput screening (VHTS),
pharmacophore modelling, and drug-likeness studies, have been used to screen thousands of phyto-compounds for their activities
against relevant protein targets [222-224]. CADD, which helps in finding biological targets and studying receptor-ligand interactions,
has the advantage of reducing the time and cost of experimental work [224,225]. In 2019, the Rastelli group employed in silico
modelling to demonstrate that CBG inhibits enoyl acyl carrier protein reductase (InhA), a known target in mycobacteria [220]. Lar-
iciresinol, isolated from the ethyl acetate fraction of Zingiber officinale displays a good binding affinity with crystal structure of the
multidrug resistance regulator RamA (PDB ID: 6IE8) (—7.4 kcal/mol) and RamR (PDB ID: 6IE9) (—8.2 kcal/mol) AcrAB-TolC efflux
pumps of MDR Salmonella enterica serovar typhimurium. The result was comparable with that of the standard drug tetracycline (6IE8:
—8.0 kcal/mol; 6IE9: —8.3 kcal/mol) [226] Geethalakshmi et al. (2018) has found p-hydroxyacyl-(acyl carrier protein) (ACP)
dehydratase (FabZ) (PDB ID: 1U1Z) as an important target in the identification of effective anti-Pseudomonas aeruginosa flavonoids
from Trianthema decandra L [227]. The ligand interactions with FabZ were attributed to four critical residues namely, GLY58, MSE56,
GLU63, and ARG98.

Molecular docking analysis showed that betulinic acid and four other compounds isolated from Ocimum cufodontii (Lanza) A.J.
Paton have strong docking efficiency with DNA gyrase, forming hydrophobic interactions and hydrogen bonding with key residues of
the enzyme. This indicated that compounds from C. cufodontii could serve as potential DNA gyrase inhibitors [228]. Setzer et al. (2016)
investigated 561 phytochemicals listed in the Dictionary of Natural Products for antibacterial properties using in silico approach. The
phyto-compounds include alkaloids, terpenoids, flavonoids, chalcones, coumarins, stilbenes, tannins, and quinones, against six bac-
terial protein targets including DNA gyrase/topoisomerase IV, protein tyrosine phosphatase, peptide deformylase, and cytochrome
P450 CYP121 [229]. Prenylated polyphenolics were found to have the best docking profiles, while peptide deformylases and NAD +
-dependent DNA ligases were observed to be most susceptible to the compounds. Some of the best docked compounds include
cochinchinenene B-D, mulberrofuran D, mulberrofuran Y, eryvarin Q, 5’-(1,1-dimethyl-2-propenyl)-2',4',5,7-tetrahydroxy-8-prenyl-
flavanone, 5’-(1,1-dimethyl-2-propenyl)-4',5,7-trihydroxy-2-methoxy-8-prenylflavanone. Molecular docking analysis of 70
phyto-compounds from 35 medicinal plants from the Northwestern Himalayas with RamR of Salmonella typhimurium was carried out
using AutoDock vina software. The results showed that asiaticoside, betasitosterol, bryophyllin A, mahanimbine, madecassoside,
solasonine, solamargine, pennogenin, rutin, withanone, and withaferin A, exhibited the highest binding energy comparable to that of
chenodeoxycholic acid [226] While computational techniques, like in silico modelling, can provide a quicker and cost-effective starting
point for target identification and elucidation, it is essential to emphasize that biophysical or biochemical methodologies are crucial to
confirm molecular targets. In the case of the Rastelli group, they verified the in silico findings of CBG’s activity through in vitro testing,
revealing that CBG effectively inhibits enoyl acyl carrier protein with an ICs value of 5.2 4+ 0.1 uM [220].

4.6. Lack of innovation and poor quality of research

The WHO’s innovative research criteria for the development of antibacterials include the absence of known cross-resistance, a new
target, a new MOA, and/or a new chemical class. With these criteria in mind, it is obvious that the lack of innovation poses a significant
barrier to the research and development (R&D) of antibacterial agents from all sources and plant-derived antimicrobials in particular
[230,231]. Many published articles only focus on testing crude extracts on laboratory bacterial isolates, and when compounds are
isolated, extended biological testing to determine their MOA, target, and the presence or absence of cross-resistance is often missing.
There is also concern over the lack of standard antimicrobial testing and reporting methods [4]. The agar diffusion method is inap-
propriate for quantitative analysis of plant extracts since non-polar compounds may fail to diffuse, leading to false negative results.
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Despite its drawbacks, some researchers still utilize the agar diffusion assay instead of more suitable options such as broth micro-
dilution or agar dilution assays. Furthermore, the lack of proper botanical authentication and deposition of voucher specimens for the
plants used in many studies raises concerns about the reliability of their results [4,232].

Most antimicrobial drug discovery projects based on plant-derived agents primarily originate from the Global South (India,
Bangladesh, Nigeria, Brazil, Kenya etc), which possesses abundant and diverse forest resources. However, these regions often
encounter known disparities and face research resource constraints that hinder the pursuit of advanced and innovative scientific
research when compared to the Global North (France, United States, UK, Germany etc.) [233,234]. These challenges can be overcome
through international and multidisciplinary research collaborations involving laboratories equipped with state-of-the-art instruments.

4.7. Lack of interest by large pharmaceutical companies

There is no gainsaying that taking a drug from bench to bedside is capital intensive and often beyond the reach of regular academic
laboratories. It costs approximately $2 billion for research and development of a new drug for clinical use [235]. Hence, proprietary
rights and profit are great incentives for the pharmaceutical industry to pursue a drug discovery program. Unfortunately, the process of
obtaining patent protection for NPs has become increasingly challenging. In addition to various business, economic, societal, and
regulatory issues, the antibiotics market has faced a decline in appeal, resulting in the withdrawal of large pharmaceutical companies
from antibiotic drug discovery efforts [236]. As a result, the responsibility for such discoveries has largely shifted to academic lab-
oratories and small to medium-scale companies [236]. Getting the pharmaceutical industries interested in plant-derived antibacterials
will be a herculean task considering all the challenges raised above. Academic laboratories alone are simply not resourceful enough for
translational science. We suggest a strategic alliance between academia, government organizations, the private sector, and non-profit
organizations interested in solving the problem of AMR.

5. Future outlook and conclusions

Biomedical sciences have made significant advancements surpassing the “golden age” of antibiotic discovery, during which most of
today’s clinically available antibiotics were identified. Despite this scientific progress, combating AMR remains an unresolved and
pressing health concern. Researchers have increasingly focused on studying and evaluating secondary metabolites derived from fungi,
bacteria, and plants for antibacterial development. In our report, we examine the reasons behind the relatively limited success in
discovering and developing plant-based antimicrobials, despite numerous research efforts in this field.

While challenges like “limited sources” and “dereplication” are common across NPs from various sources and for different bio-
logical activities, certain hurdles are more prevalent for plant-derived compounds. These include relatively low antimicrobial activity,
a lack of innovation, and a dearth of high-quality research. To address these challenges, we propose fostering extensive international
scientific collaborations. Collaboration is particularly encouraged between the Global South, with its vast tropical forest resources, and
the Global North which possesses advanced scientific capabilities, to overcome the aforementioned obstacles. Regarding research
funding, we recommend establishing a collaborative partnership among academic institutions, government organizations, private
enterprises, and non-profit organizations. Only through this collective effort can we address the challenge of AMR by exploring
innovative approaches and harnessing the potential of medicinal plants to discover new compounds that facilitate advancements in
antibacterial drug development.
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