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Abstract: Staphylococcus aureus is an opportunistic pathogen and the major causative agent of life-
threatening hospital- and community-acquired infections. A combination of antibiotics could be an
opportunity to address the widespread emergence of antibiotic-resistant strains, including Methicillin-
Resistant S. aureus (MRSA). We here investigated the potential synergy between ampicillin and
plant-derived antibiotics (pentacyclic triterpenes, ursolic acid (UA) and oleanolic acid (OA)) towards
MRSA (ATCC33591 and COL) and the mechanisms involved. We calculated the Fractional Inhibitory
Concentration Index (FICI) and demonstrated synergy. We monitored fluorescence of Bodipy-TR-
Cadaverin, propidium iodide and membrane potential-sensitive probe for determining the ability
of UA and OA to bind to lipoteichoic acids (LTA), and to induce membrane permeabilization and
depolarization, respectively. Both pentacyclic triterpenes were able to bind to LTA and to induce
membrane permeabilization and depolarization in a dose-dependent fashion. These effects were
not accompanied by significant changes in cellular concentration of pentacyclic triterpenes and/or
ampicillin, suggesting an effect mediated through lipid membranes. We therefore focused on
membranous effects induced by UA and OA, and we investigated on models of membranes, the role
of specific lipids including phosphatidylglycerol and cardiolipin. The effect induced on membrane
fluidity, permeability and ability to fuse were studied by determining changes in fluorescence
anisotropy of DPH/generalized polarization of Laurdan, calcein release from liposomes, fluorescence
dequenching of octadecyl-rhodamine B and liposome-size, respectively. Both UA and OA showed a
dose-dependent effect with membrane rigidification, increase of membrane permeabilization and
fusion. Except for the effect on membrane fluidity, the effect of UA was consistently higher compared
with that obtained with OA, suggesting the role of methyl group position. All together the data
demonstrated the potential role of compounds acting on lipid membranes for enhancing the activity
of other antibiotics, like ampicillin and inducing synergy. Such combinations offer an opportunity to
explore a larger antibiotic chemical space.

Keywords: MRSA; pentacyclic triterpenes; ursolic acid; oleanolic acid; ampicillin; synergy; models
of membrane; biophysical properties; lipids

1. Introduction

In the past few decades, the antibiotic resistance of bacteria has emerged as a serious
threat in human and veterinary medicine. As a critical example, the infectious diseases
caused by multidrug-resistant bacteria, such as methicillin-resistant Staphylococcus aureus
(MRSA), are becoming a very serious problem throughout the world (http://www.cdc.
gov) (accessed on 26 June 2019). To tackle this situation, development of new antibiotics
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or therapeutic strategies against multi-drug resistant bacteria is urgently needed. One
approach is to enhance the bacteria susceptibility to antibiotics. Receiving increasing
attention, plant-derived chemicals have the potential to be used as therapeutics to enhance
the activity of antibiotics against multidrug-resistant pathogens in addition or through
their own effect(s) [1,2].

Pentacyclic triterpenes, a subfamily of the vast group of bioactive plant secondary
metabolites, could be promising in this context. Two main representative compounds are
ursolic acid (UA) (3β-hydroxy-urs-12-en-28-oic acid) and oleanolic acid (OA) (3β-hydroxy-
olean-12-en-28-oic acid). Both show an antimicrobial activity against a large number
of pathogens including carbapenem-resistant Klebsiella pneumoniae [3], colistin-resistant
Enterobacteriaceae [4], vancomycin-resistant enterococci [5], Porphyromonas gingivalis [6],
MRSA [7], or Streptococcus mutans biofilm [8]. In addition, stimulation of immunomod-
ulatory properties [9], inhibition of peptidoglycan metabolism [10], prevention of cell
division [10], and inhibition of efflux pumps [11] were reported. UA and/or OA also
showed synergy with other antibiotics against a large panel of pathogens. This includes S.
aureus and synergy with β-lactams [2], ampicillin and tetracycline [12], and norfloxacin [13].
On MRSA, synergy has been described with ampicillin and oxacillin [7]. Similar obser-
vations were also reported for B. cereus (synergy with ampicillin and tetracycline [12]),
Staphylococcus epidermidis (synergy with β-lactams [2]), Listeria monocytogenes (synergy
with β-lactams [2]), Escherichia coli (synergy with kanamycin [14]), and colistin-resistant
Enterobacteriacae (synergy with colistin [4]).

The exact mechanism of action of pentacyclic triterpenes has not been fully eluci-
dated. Hypothetically, Wang et al. [12] suggested an effect on proteins involved in the
translation process, leading to the accumulation of mRNA and misfolded proteins with
induction of ribonuclease and chaperon subunits. Furthermore, changes in the metabolism
occur mostly to mediate the uptake and phosphorylation of carbohydrates and to control
the metabolism in response to energy deficiency. Finally, UA could elicit the oxidative
response in MRSA or alter the lipid cycle of cell wall biosynthesis by, e.g., interacting with
undecaprenyl pyrophosphate [15,16]. These effects are likely subsequent to the alteration
of membrane integrity [3,4,10,12,17]. As suggested by Prades [18], the effects of plant
pentacyclic triterpenes on biophysical properties of membranes could play a role in their
biological activity.

In this work, we aimed to first investigate the ability of UA and OA to bind to LTA, and
to induce MRSA (ATCC33591 and COL) membrane permeabilization and depolarization.
We also determined for UA, the most effective compound analyzed, its capacity to accumu-
late in S. aureus or to promote the passage of ampicillin through the membrane. Second,
to explore the potential role of specific lipids in the effects induced by UA and OA, we
used models of lipidic membranes (LUVs; Large Unilamellar Vesicles). On these liposomes,
we characterized the effects of UA and OA on the biophysical membrane properties like
fluidity, permeability and ability to fuse. Both on bacteria and on liposomes, we determined
whether there was any difference in the effects induced by UA or OA.

2. Material and Methods

Ursolic acid (UA) and oleanolic acid (OA) (purity 98%) were obtained from Ava Chem
(San Antonio, TX, USA) or Extrasynhese (Genay, France). 1-palmitoyl-2-oleoyl-sn-glycero-3-
phosphoglycerol (POPG; Tm: −2 ◦C), 1,3-bis-(sn-3′-phosphatidyl)-sn-glycerol (cardiolipin;
CL from E. coli) and 1,2-dioleoyl-sn-glycero-3-[phospho-rac-(3-lysyl(1-glycerol))] (chloride
salt) (C18:1 lysyl-phosphatidylglycerol) were purchased from Avanti Polar Lipids (Al-
abaster, AL, USA). Octadecyl rhodamine B (R18) was purchased from Invitrogen (Paisley,
Scotland, UK). Laurdan, calcein, DMSO and resazurin were ordered to Sigma, St. Louis,
MO, USA. All solvents (analytical grade) were purchased from E. Merck AG. Tryptic soy
agar (TSA) was bought to Difco (Difco, Richmond, CA, USA). High-performance thin-layer
chromatography (HPTLC) plates precoated with silica gel 60 F254 were purchased from
Merck KGaA (Darmstadt, Germany).
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Staphylococcus aureus ATCC33591 (MRSA and β-lactamase producer; American Type
Culture Collection, Manassas, VA, USA) and COL (HA-MRSA SCCmec type 1 strain
COL) [19,20]; http://www.tigr.org/tdb/staphylococcus (accessed on 10 January 2021)
were used.

2.1. Minimal Inhibitory Concentration (MIC) Determination

MICs were determined by a broth micro-dilution method according to the guidelines
of the Clinical and Laboratory Standards Institute in cation-adjusted Mueller-Hinton broth
(Ca-MHB) [CLSI, 2020].

Bacteria were cultured on tryptic soy agar (TSA), incubated overnight at 37 ◦C and
adjusted to a bacterial density of 106 CFU/mL as a starting inoculum. Triterpenic acids
were solubilized in dimethylsulfoxide (DMSO) (10%) and then diluted in Ca-MHB to
obtain a final concentration of 256 mg/L. Serial two-fold dilutions were made to obtain a
concentration range from 0.25 to 128 mg/L. The plates were incubated during 20 h at 37 ◦C.
To facilitate readings, bacterial growth was detected using resazurin, a blue phenoxazin
dye that is reduced by viable bacteria in the pink fluorescent compound resorufin [21].
30 µL of a 0.02% resazurin solution in Ca-MHB was added to each well. Plates were then
incubated at 37 ◦C for 1 h in the dark. MIC corresponded to the lowest concentration of
compounds for which the well color did not turn to pink. All tests were made in triplicate.

2.2. Fractional Inhibitory Concentration Indices (FICI) Determination

Fractional Inhibitory Concentration Indices (FICI) were determined by the checker-
board method in Ca-MHB [22]. In a 96-well plate, the β-lactam antibiotic (ampicillin) was
serially diluted starting from a final concentration of 2 × MIC along the ordinate. The
triterpenic acid was serially diluted in Ca-MHB along the abscissa using 2 ×MIC as the
highest final concentration. The bacterial suspension (final inoculum 0.5–1 × 106 CFU/mL)
was added to the wells. After 20 h of incubation at 37 ◦C, 30 µL of resazurin solution
(0.02% resazurin) were added to the wells for 40 min. Bacterial growth was quantified by
recording fluorescence at 590 nm [23]. The lowest concentration of compound that resulted
in inhibition of bacterial growth was used to determine the MICs.

Interactions between antibiotics were then evaluated using the FIC Indices, calculated
as the sum of the Fractional Inhibitory Concentrations (FICs) as follows: FICI = FIC A
+ FIC C, where FIC A is MIC of the antibiotic in the combination/MIC of the antibiotic
alone and FIC C is MIC of the compound in the combination/MIC of the compound
alone [22]. The combination was considered as synergistic for FICI ≤ 0.5, additive for
0.5 < FICI ≤ 1, indifferent for 1 < FICI ≤ 4 and antagonistic for FICI > 4 according to the
European Committee for Antimicrobial Susceptibility Testing (EUCAST). All tests were
made in triplicate.

2.3. BODIPY™-TR-Cadaverine Displacement Assay

Binding affinity to lipoteichoic acid (LTA) from S. aureus was investigated in a cell
free system as well as on bacteria, by using BODIPY™-TR-cadaverine displacement assay.
Quenching of fluorescence intensity was observed when the probe was bound to LTA.
Displacement of probe into the solution leads to enhancement of its fluorescence. Assays
were performed as described in Swain et al. [24]

2.4. Ursolic Acid and Ampicillin Uptake in S. aureus ATCC 33591 and COL

S. aureus ATCC33591 and COL were cultured on tryptic soy agar (TSA) and colonies
were incubated overnight at 37 ◦C in Ca-MHB upon shaking (130 rpm). The bacte-
rial density was adjusted as 109 CFU/mL. Bacteria were incubated at 37 ◦C with UA
(40 µg/mL as final concentration), ampicillin (32 µg/mL; 0.5 MIC), or both for increasing
times (30, 60 and 120 min). In some experiments, bacteria were preincubated with UA
(30 min) and thereafter with ampicillin (30 min). The opposite protocol was also tested. At
the end of incubation, the tubes were centrifuged at 4000 rpm for 7 min at 4 ◦C. The pellets

http://www.tigr.org/tdb/staphylococcus
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were resuspended in 5 mL of cold sodium phosphate buffer (pH 7.0) and centrifuged again
at 4000 rpm for 7 min at 4 ◦C. After twofold, the pellets were resuspended in 300 µL of
water MilliQ. Two hundred µL were used for preparing cell lysates (sonication) and the
remaining 100 µL were kept for CFU determination.

The concentration of UA from lysates was estimated by HPTLC and densitometric
analysis, after liquid/liquid extraction with ethyl acetate [25,26]. Fifty µL of sonicated
bacteria (lysates) were added to 1 mL of ethylacetate. The mixture was vortexed for
2 min, centrifuged at 2000× g for 10 min at 4 ◦C. The upper phase was fully recovered and
evaporated. The residues were resuspended in chloroform:methanol, vortexed, centrifuged
12,000× g, 4 ◦C for 5 min.

The amount of UA was estimated by the modified method of Sethiya and Mishra [27]
validated on the parameters such as linearity (1–1000 ng/µL), limit of detection (2–3 ng/µL)
and quantification (10 µg/mL), specificity, precision, accuracy, recovery, and robustness by
Wojciak–Kosior [28].

The HPTLC plates (20 cm × 10 cm pre-coated HPTLC silica gel 60 F254) were cleaned
by predevelopment by using methanol and dried on hotplate at 120 ◦C for 20 min before
loading the samples. The deposit was performed with a 10 µL Hamilton syringe. Two
µL of standard solutions in methanol and samples of extracts were spotted as 3 mm-wide
bands (track distance: 10 mm, distance from the left edge: 15 mm). After loading, HPTLC
plates were pre-derivatized with 1% iodine solution in chloroform up to a distance of
1.5 cm and were placed in the dark for 5 min. The plates were dried on a hot plate at
120 ◦C for 5 min and in the oven at 60 ◦C for 10 min to remove the excess of iodine.
Then the samples were developed in a saturated CAMAG twin trough glass chamber
in the mobile phase (n-hexane: ethyl acetate: acetone 8.2:3.6:0.2 (v/v) mixture) up to a
distance of 7 cm. After drying, the plates were sprayed with 10% (v/v) H2SO4 in ethanol,
dried in room atmosphere for 10 min by shaking and were then heated for 3 min at the
temperature of 120 ◦C. UA gave well-resolved spots at Rf 0.62. The plates were scanned by
CAMAG-TLC scanner-3 (Mettler-Toledo, Zaventem, Belgium) within 30 min; afterwards
a progressive degradation was observed. Quantitative evaluation of the plate (WinCATS
software (version: 1.3.0)) was performed by keeping slit dimensions to 4 × 0.33 mm,
scanning speed, 20 mm s−1 at a wavelength of λ = 535 nm. The peak areas were recorded
and calibration curves were obtained by plotting peak area versus concentrations of the
standards (15, 20, 30, 40, 50, 60 ng/µL).

The amount of ampicillin was measured by a fluorometric assay as described by
Jusko [29]. The assay was linear for ampicillin concentrations ranging from 0 to 0.8 µg/mL.

250 µL TCA (trichloroacetic acid 40%) was added to 200 µL cellular samples and the
mixture was centrifuged to precipitate the proteins. The supernatant was recovered and
100 µL formaldehyde (formaldehyde 7%: from 37% formaldehyde diluted in citric acid
buffer pH = 2; 0.5 mM) was added. The mixture was placed in a water bath at 90 ◦C for
2 h, cooled down before addition of 200 µL NaOH 2N and fluorescence measurement
(λexc 346 nm; λem 422 nm).

2.5. S. aureus Membrane Permeabilization as Fluorescence of Propidium Iodide

The permeabilization of the bacterial membrane was determined with a membrane-
impermeable fluorescent dye (Propidium Iodide; PI), which can enter permeabilized bacte-
ria only [30]. A stock solution of PI (3 mM in water) was diluted 103-fold with the bacterial
suspension (A620 = 0.05). UA and OA in HEPES buffer 5 mM, pH 7.4, at final concentrations
ranging from 0 to 100 µg/mL, were added to the PI-containing bacterial suspension in
96-well microplates. The fluorescence intensity was measured with a SpectraMax M3
microplate reader at 25 ◦C after 15 min of stabilization (Molecular Devices, Sunnyvale, CA,
USA) for excitation and emission wavelengths of 520 and 627 nm, respectively. The data
were normalized based on the fluorescence intensity measured in the presence of alexidine
(5 µM) (positive control, 100%).
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2.6. S. aureus Membrane Depolarization as Fluorescence of DiSC3(5)

The depolarization of bacterial membranes was investigated by using the mem-
brane potential-sensitive fluorescent probe DiSC3(5) [31,32]. Staphylococcus aureus (MRSA
and COL) were grown and isolated as described previously. The bacterial suspension
(A620 = 0.3) was washed twice first with HEPES buffer (5 mM pH 7.4, enriched with glucose
5 mM) and second with HEPES buffer (5 mM, pH 7.4) enriched with 5 mM glucose and
100 mM KCl. The DiSC3(5) probe was added (final concentration 800 nM) to the bacterial
suspension (DO620 = 0.05) and the mix was incubated in the dark for 30 min at 37 ◦C.
UA and OA were distributed in a 96-well microplate; thereafter, the bacterial suspension
containing DiSC3(5) was added to obtain a final derivative concentration ranging from
0 to 100 µg/mL. The K-specific ionophore, valinomycin, was used as a positive control
(10 µM) [33]. Readings were performed with excitation and emission wavelengths of 630
and 680 nm, respectively. A preliminary experiment, without bacterial cells, was per-
formed to ensure that the presence of the pentacyclic triterpenes had no effect on DiSC3(5)
fluorescence.

2.7. Large Unilamellar Vesicles (LUVs) Preparation

LUVs were prepared with the extrusion method from multilamellar vesicles. Phos-
pholipids (5 mg/mL in CHCl3/CH3OH (2:1, v/v)) were mixed in the desired molar ratio,
namely POPG/CL, 85:15; POPG/CL, 60:40. Multilamellar vesicles were prepared accord-
ing to the freeze thawing method in an aqueous buffer (10 mM Tris-HCl, 159 mM NaCl,
pH 7.4), eventually containing calcein (73 mM) or KCl (150 mM). LUVs were then obtained
with 10 successive extrusions of multilamellar vesicles through two superimposed track-
etch polycarbonate membranes (pore size 100 nm; Whatman Nucleopore, Corning Costar
Corp., Badhoevedorp, The Netherlands) using a 10 mL ThermobarrelR extruder (Lipex
Biomembranes, Vancouver, BC, Canada). For calcein-filled LUVs, SephadexR gel filtration
was used to remove the unencapsulated calcein with the minicolumn centrifugation tech-
nique [34,35]. The phospholipid concentrations in LUVs suspensions were determined
with a Bartlett phosphate assay [36]. Iso-osmotic buffers were used to make any necessary
adjustments.

2.8. Membrane Fluidity as DPH Anisotropy Measurements

The influence of UA and OA on the fluidity of the hydrocarbon domain of the bilayer
was followed by monitoring the steady-state fluorescence polarization of DPH probes [37].
DPH is thought to reside in the hydrophobic core of the membrane [37–40]. DPH was
dissolved to a final concentration of 100 µM in tetrahydrofuran and incorporated to the
sample with the lipids before evaporation to a molar ratio 300:1 (lipid: DPH). The total
phospholipid concentration of each preparation was adjusted to a final value of 5 µM with
10 mM Tris–HCl, 159 mM NaCl, pH 7.4. UA and OA were incubated for 5 min at 37 ◦C with
liposomes in the dark. Anisotropy (r) of samples was determined upon time (60 min). All
fluorescence determinations were performed on a LS 55 fluorescence spectrophotometer
using λexc and λem of 381 nm and 426 nm, respectively and slits fixed at 2.5 and 11 nm,
respectively; r values were determined as shown in the following equation:

r = IVV G·IVH/IVV + 2·G·IVH

where IVV is the fluorescence intensity when angle between polarizers is 0◦, IVH is the
fluorescence intensity when angle between polarizers is 90◦, and G is an inherent factor to
the fluorometer used.

2.9. Lipid Phases as Laurdan Generalized Polarization Studies

The effect of UA and OA on the gel–liquid crystalline phases of the phospholipids
at the level of glycerol backbone was determined by monitoring the Laurdan excitation
generalized polarization. Laurdan is a polarity-sensitive probe [41], located at the glycerol
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backbone of the bilayer with the lauric acid tail anchored in the phospholipid acyl chain
region [42]. The bilayer fluidity-dependent fluorescence spectral shift of Laurdan due to
dipolar relaxation phenomena was monitored. Upon excitation, the dipole moment of
Laurdan increases noticeably and water molecules in the vicinity of the probe reorient
around this new dipole. When the membrane is in a fluid phase, the reorientation rate is
faster than the emission process and, consequently, a red-shift is observed in the emission
spectrum of Laurdan. When the bilayer packing increases, part of the water molecules is
excluded from the bilayer and the dipolar relaxation of the remaining water molecules
is slower, leading to a fluorescent spectrum, which is significantly less shifted to the
red [43]. Fluorescence determinations were carried out using a thermostated Perkin-Elmer
LS55 fluorescence spectrophotometer at an excitation wavelength of 340 nm. The lipid
concentration of liposomes was adjusted to 5 µM with 10 mM Tris–HCl, 159 mM NaCl, pH
7.4 and Laurdan was added from a 5 × 10−3 M stock solution of DMF to give a lipid:probe
ratio of 300 (mol:mol). Drugs were added to liposomes to obtain final concentrations of 0.4,
0.8, 1.6 µg/mL and incubated under continuous agitation at 37 ◦C out of light for 60 min.
Generalized polarization (GP) from emission spectra was calculated using equation below:

GPex = I440 − I490/I440 + I490

where I440 and I490 are the fluorescence intensities at emission wavelengths of 440 nm (gel
phase) and 490 nm (liquid crystalline phase), respectively, at a fixed excitation wavelength
of 340 nm.

2.10. Membrane Permeabilisation as Calcein Release Measurements

Membrane permeabilization was followed by monitoring the leakage of entrapped,
self-quenched calcein from liposomes upon measuring the increase of fluorescence signal
subsequent to its dilution in the external medium [44]. The liposome total phospho-
lipid concentration was adjusted to a final concentration of 5 µM with iso-osmotic buffer
(10 mM Tris–HCl, 159 mM NaCl, pH 7.4). Liposomes were exposed to UA and OA at 37 ◦C
at the desired final concentration (0.4, 0.8, 1.6, 6.4 and 12.8 µg/mL) and for the suitable time
with continuous stirring and protection from light. All fluorescence determinations were
performed on a LS 55 fluorescence spectrophotometer (Perkin–Elmer Ltd., Beaconsfield,
UK) using λexc and λem of 476 nm and 512 nm, respectively, and slits fixed at 3 nm. The
percentage of calcein released under the influence of drug was defined as:

(Ft − Fcontr)/(Ftot − Fcontr) × 100

where Ft is the fluorescence signal measured at time t in the presence of drug, Fcontr is the
fluorescence signal measured at the same time in the absence of drug, and Ftot is the total
fluorescence signal obtained after complete disruption of liposomes by Triton X-100 at a
final concentration of 2% (checked by quasi-elastic light spectroscopy).

2.11. Membrane Fusion as R18 Dequenching Measurements

R18 (Octadecyl Rhodamine B), a lipid-soluble probe, was incorporated into a lipid
membrane as its fluorescence became self-quenched in direct proportion with its concen-
tration (in a 1–9-mol % range). A decrease in its surface density [45] is associated with an
increase in the fluorescence intensity of the preparation. Labeled liposomes were obtained
by incorporating R18 in the dry lipid film at a molar ratio of 5.7% with respect to the total
lipids and diluted to a concentration of 5 µM in average lipid. They were then mixed
with unlabeled liposomes and adjusted to the same concentration, at a ratio of 1:4. The
variation of the fluorescence intensity of the preparation was thereafter followed at room
temperature for 5 min, using a
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spectrum of Laurdan. When the bilayer packing increases, part of the water molecules is 
excluded from the bilayer and the dipolar relaxation of the remaining water molecules is 
slower, leading to a fluorescent spectrum, which is significantly less shifted to the red [43]. 
Fluorescence determinations were carried out using a thermostated Perkin-Elmer LS55 
fluorescence spectrophotometer at an excitation wavelength of 340 nm. The lipid concen-
tration of liposomes was adjusted to 5 μM with 10 mM Tris–HCl, 159 mM NaCl, pH 7.4 
and Laurdan was added from a 5 × 10−3 M stock solution of DMF to give a lipid:probe ratio 
of 300 (mol:mol). Drugs were added to liposomes to obtain final concentrations of 0.4, 0.8, 
1.6 μg/mL and incubated under continuous agitation at 37 °C out of light for 60 min. Gen-
eralized polarization (GP) from emission spectra was calculated using equation below: 

GPex = I440 − I490/I440 + I490  
where I440 and I490 are the fluorescence intensities at emission wavelengths of 440 nm (gel 
phase) and 490 nm (liquid crystalline phase), respectively, at a fixed excitation wavelength 
of 340 nm. 

2.10. Membrane Permeabilisation as Calcein Release Measurements 
Membrane permeabilization was followed by monitoring the leakage of entrapped, 

self-quenched calcein from liposomes upon measuring the increase of fluorescence signal 
subsequent to its dilution in the external medium [44]. The liposome total phospholipid 
concentration was adjusted to a final concentration of 5 μM with iso-osmotic buffer (10 
mM Tris–HCl, 159 mM NaCl, pH 7.4). Liposomes were exposed to UA and OA at 37 °C at 
the desired final concentration (0.4, 0.8, 1.6, 6.4 and 12.8 μg/mL) and for the suitable time 
with continuous stirring and protection from light. All fluorescence determinations were 
performed on a LS 55 fluorescence spectrophotometer (Perkin–Elmer Ltd., Beaconsfield, 
UK) using λexc and λem of 476 nm and 512 nm, respectively, and slits fixed at 3 nm. The 
percentage of calcein released under the influence of drug was defined as: 

(Ft − Fcontr)/(Ftot − Fcontr) × 100 

where Ft is the fluorescence signal measured at time t in the presence of drug, Fcontr is the 
fluorescence signal measured at the same time in the absence of drug, and Ftot is the total 
fluorescence signal obtained after complete disruption of liposomes by Triton X-100 at a 
final concentration of 2% (checked by quasi-elastic light spectroscopy). 

2.11. Membrane Fusion as R18 Dequenching Measurements 
R18 (Octadecyl Rhodamine B), a lipid-soluble probe, was incorporated into a lipid 

membrane as its fluorescence became self-quenched in direct proportion with its concen-
tration (in a 1–9-mol % range). A decrease in its surface density [45] is associated with an 
increase in the fluorescence intensity of the preparation. Labeled liposomes were obtained 
by incorporating R18 in the dry lipid film at a molar ratio of 5.7% with respect to the total 
lipids and diluted to a concentration of 5 μM in average lipid. They were then mixed with 
unlabeled liposomes and adjusted to the same concentration, at a ratio of 1:4. The variation 
of the fluorescence intensity of the preparation was thereafter followed at room tempera-
ture for 5 min, using a ƛexc560 nm and ƛem583 nm. em583 nm.
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2.12. Liposome Size as Dynamic Light Scattering Measurements

Dynamic light scattering measurements were used to control the size and polydisper-
sity of the LUVs. The apparent average diameter of the suspended particles was monitored
by using a Malvern Zetasizer Nano ZS (Malvern Instruments, Ltd., Worcestershire, UK)
equipped with a helium-neon laser and added back scattering detection at 173◦. After the
addition of a small aliquot (10 µL) of UA and OA at increasing concentrations (from 0.4
to 12.8 µg/mL) to LUVs (1 mL, 5 mM lipids), the mixture was diluted ten times in Tris
HCl/NaCl buffer. After 5 min, dynamic light scattering measurements in a polystyrene
cuvette were performed. All measurements were repeated at least three times. Size distri-
bution was obtained by accumulating three measurements consisting of 13 successive runs
of 10 sec. The Zetasizer Nano Software (supplied with the apparatus) was used to analyze
the normalized intensity autocorrelation functions with the CONTIN algorithm.

2.13. Statistical Analysis

Data are expressed as means ± SEM. All statistical analyses were performed under
GraphPad Prism version 4.3 for Windows (GraphPad Software, San Diego, CA, USA). If
each condition is compared to the control, one-way ANOVA with Dunnett’s post-test was
used. In case of multiple comparisons, a one-way ANOVA with Bonferroni’s multiple
comparison post-test was selected.

3. Results
3.1. MIC and Synergistic Effect of Ursolic or Oleanolic Acids with Ampicillin

Both triterpenic acids, UA and OA, were active against MRSA (ATCC33591 and COL)
with MICs ranging from 16–8 mg/L for UA and 32–16 mg/L for OA, respectively. These
values are lower than the MIC of ampicillin against MRSA (ATCC33591 and COL) (64 and
32 mg/L) (Table 1).

Table 1. Antimicrobial activity of ursolic acid (UA), oleanolic acid (OA) and ampicillin (AMP) on
MRSA strains and FIC index (FICI; Fractional Inhibitory Concentration Indices) of their combinations.
N = 3.

S. aureus MICs (mg/L) FICI

UA OA AMP AMP-UA AMP-OA
ATCC33591 16 32 64 0.38–1.00 0.31–1.00

COL 8 16 32 0.38–1.00 0.25–1.00

Fractional Inhibitory Concentration Indices (FICI) (Table 1) were 0.38–1.00 for AMP-
UA (ATCC and COL strains), 0.31–1 for AMP-OA (ATCC strain) and 0.25–1.00 for AMP-OA
(COL strain), suggesting synergy or additivity with a decrease of ampicillin MIC in the
presence of UA or OA.

To gain an insight into the molecular mechanisms involved in the effects induced by
UA and OA on MRSA membranes, we explored the ability of these two pentacyclic triter-
penes to bind to lipoteichoic acids (LTA), and to induce MRSA membrane permeabilization
and depolarization.

3.2. Ursolic and Oleanolic Acids Bound to Lipoteichoic Acid (LTA) of MRSA

On MRSA (ATCC33591 (Figure 1 left), COL (Figure 1 right)), the evolution of the
fluorescence of BODIPY™-TR-cadaverine induced by UA and OA, was monitored in
comparison with the effect induced by alexidine (positive control) and neamine (negative
control). For both pentacyclic triterpenes, an effect was already observed at the lowest
concentration tested (25 µg/mL). The effect was dose-dependent with a larger effect
induced by UA as compared with OA (Figure 1). In the presence of alexidine, the effect is
higher in COL strains as compared to ATCC33591 strains (Figure 1). This difference was
not observed with the pentacyclic triterpenes (Figure 1).
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Figure 1. BODIPYTM-TR-cadaverine (BC) displacement from its binding to LTA (Lipoteichoic acids) of S. aureus (MRSA 
(ATCC 33591 and COL)) induced by increasing concentrations of alexidine (black triangles, dashed line▲), UA (Ursolic 
acid; green squares, ■), OA (Oleanolic acid; pink diamonds, ♦), neamine (black open squares, dotted line □). The data 
represent the mean ± SEM of three independent experiments. 
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Figure 1. BODIPYTM-TR-cadaverine (BC) displacement from its binding to LTA (Lipoteichoic acids) of S. aureus (MRSA
(ATCC 33591 and COL)) induced by increasing concentrations of alexidine (black triangles, dashed line N), UA (Ursolic
acid; green squares, �), OA (Oleanolic acid; pink diamonds, �), neamine (black open squares, dotted line �). The data
represent the mean ± SEM of three independent experiments.

3.3. Ursolic and Oleanolic Acids Induced MRSA Membrane Permeabilization and Depolarization

To explore membrane permeability, fluorescence of propidium iodide (PI) was moni-
tored with alexidin (5 µM) which was used as a positive control (100%) (Figure 2A,B). Both
UA and OA induced a dose-dependent permeabilization with a plateau value reached
around 20 µg/mL. No difference was observed for MRSA ATCC 33591 (Figure 2A) and
COL (Figure 2B) strains. On both strains, the effect induced by UA was largely higher as
compared to that induced by OA (50% versus ≤10% at the plateau value).
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Figure 2. S. aureus MRSA (ATCC 33591 et COL) membrane permeabilization (PI fluorescence assay; A,B) and depolariza-
tion (DiSC3(5) fluorescence; C,D) induced by increasing concentrations of UA (Ursolic acid) (■) and OA (Oleanolic acid) 
(▲) expressed as a percentage of positive controls considered as 100%: alexidine (5 µM) and valinomycin (10 µM), respec-
tively. The data represent the mean ± SEM of three independent experiments. 
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Cellular accumulation in S. aureus ATCC 33591 of UA or ampicillin, alone or in com-
bination, was measured after 30 min of incubation. Figure 3A illustrates the accumulation 
of UA and the potential effect of ampicillin on this accumulation and Figure 3B, the accu-
mulation of ampicillin and the potential effect of UA. Results from co- and pre-incubation 
were compared. 

T0 U
A

T0 A
MPI+UA

T30
 UA

T30
 AMPI+U

A

T30
 UA +T30

 AMPI
0.00

0.05

0.10

0.15

0.20

0.25 A

ng
 U

A
/1

09  B
ac

té
ri

es

 

T0 A
MPI

T0 A
MPI+U

A

T30
 AMPI

T30
 AMPI+U

A

T30
 UA +T30

 AMPI
0.000

0.001

0.002

0.003 B

µg
 A

M
PI

/1
09  B

ac
té

ri
es

 

Figure 3. Accumulation of UA (Ursolic acid) (A) or AMPI (ampicillin) (B) in the presence of ampi-
cillin (A) or UA (B) in S. aureus ATCC 33591. In the co-incubation protocol, both compounds were 
co-incubated for 30 min (T30 AMPI + UA). For the pre-incubation protocol, UA was incubated for 
30 min before the addition of ampicillin for 30 min more (T30 UA + T30 AMPI) or the opposite 
(ampicillin was incubated for 30 min before the addition of UA for 30 min more (T30 AMPI + T30 
AMPI). The accumulation was expressed in ng ursolic acid/109 bacteria or µg ampicillin/109 bacteria. 
The data represent the mean ± SEM of three independent experiments. 

Figure 2. S. aureus MRSA (ATCC 33591 et COL) membrane permeabilization (PI fluorescence assay; A,B) and depolarization
(DiSC3(5) fluorescence; C,D) induced by increasing concentrations of UA (Ursolic acid) (�) and OA (Oleanolic acid) (N)
expressed as a percentage of positive controls considered as 100%: alexidine (5 µM) and valinomycin (10 µM), respectively.
The data represent the mean ± SEM of three independent experiments.
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Fluorescence of the membrane potential-sensitive probe DiSC3(5) was followed with
valinomycin (10 µM) used as a positive control. Results are expressed in percentage of
the effect induced by this ionophore (Figure 2C,D). Globally speaking, concentrations
required to induce membrane depolarization were lower as compared to those needed
for membrane permeabilization. The maximal percentage of membrane depolarization
induced by UA and OA were close for both ATCC33591 and COL strains. On ATCC33591,
UA was more efficient than OA and around 20% of membrane depolarization was already
observed at 0.5 µg/mL of UA.

3.4. Ursolic Acid Did Not Accumulate in S. aureus and Did Not Increase the Accumulation
of Ampicillin

Cellular accumulation in S. aureus ATCC 33591 of UA or ampicillin, alone or in combi-
nation, was measured after 30 min of incubation. Figure 3A illustrates the accumulation
of UA and the potential effect of ampicillin on this accumulation and Figure 3B, the accu-
mulation of ampicillin and the potential effect of UA. Results from co- and pre-incubation
were compared.
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Figure 3. Accumulation of UA (Ursolic acid) (A) or AMPI (ampicillin) (B) in the presence of ampi-
cillin (A) or UA (B) in S. aureus ATCC 33591. In the co-incubation protocol, both compounds were 
co-incubated for 30 min (T30 AMPI + UA). For the pre-incubation protocol, UA was incubated for 
30 min before the addition of ampicillin for 30 min more (T30 UA + T30 AMPI) or the opposite 
(ampicillin was incubated for 30 min before the addition of UA for 30 min more (T30 AMPI + T30 
AMPI). The accumulation was expressed in ng ursolic acid/109 bacteria or µg ampicillin/109 bacteria. 
The data represent the mean ± SEM of three independent experiments. 

Figure 3. Accumulation of UA (Ursolic acid) (A) or AMPI (ampicillin) (B) in the presence of ampicillin
(A) or UA (B) in S. aureus ATCC 33591. In the co-incubation protocol, both compounds were co-
incubated for 30 min (T30 AMPI + UA). For the pre-incubation protocol, UA was incubated for 30 min
before the addition of ampicillin for 30 min more (T30 UA + T30 AMPI) or the opposite (ampicillin
was incubated for 30 min before the addition of UA for 30 min more (T30 AMPI + T30 AMPI). The
accumulation was expressed in ng ursolic acid/109 bacteria or µg ampicillin/109 bacteria. The data
represent the mean ± SEM of three independent experiments.

Whatever the protocol used (co-incubation or pre-incubation), we did not observe any
significant effect of ampicillin on UA accumulation (Figure 3A) nor of UA on ampicillin
accumulation (Figure 3B).

With the further aim to acquire molecular understanding of these cellular effects, we
explored the capacity of UA and OA to alter biophysical membrane properties including
membrane fluidity, membrane permeability, and lipid membrane fusion. We used lipo-
somes (LUVs) as models of membranes. LUVs were prepared from phosphatidylglycerol
(POPG) and cardiolipin (POPG:CL 85:15 or 60:40), two major lipids found in Gram-positive
bacteria [46]. We focused on cardiolipin, a dimeric lipid, which can organize in domains at
the septum of bacteria during cytokinesis and which plays a role in PBP2 location. We also
questioned the role of lysylphosphatidylglycerol on membrane permeabilization.

3.5. Ursolic and Oleanolic Acids Decreased the Fluidity of Lipid Membrane Models

DPH fuorescence anisotropy (r) (Figure 4A,B) and the Laurdan Generalized Polariza-
tion (Gpex) (Figure 4C,D) upon incubation with increasing concentrations of UA and OA
were followed.
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Figure 4. Effect of UA (Ursolic acid) (vertical lines) and OA (Oleanolic acid) (lattice) on fluorescence anisotropy (r) of DPH 
(Diphenylhexatriene) (A,B) and on generalized polarization (Gpex) values for Laurdan (C,D) in lipid vesicles (POPG:CL, 
85:15 (left) or POPG:CL, 60:40 (right)). Data (SEM) are representative of experiments that were reproduced three times. 
No significant differences were observed when UA and OA were compared. POPG (1-Palmitoyl-2-oleoyl-sn-glycero-3-
phosphoglycerol), CL (cardiolipin). 

Figure 4. Effect of UA (Ursolic acid) (vertical lines) and OA (Oleanolic acid) (lattice) on fluorescence anisotropy (r) of DPH
(Diphenylhexatriene) (A,B) and on generalized polarization (Gpex) values for Laurdan (C,D) in lipid vesicles (POPG:CL,
85:15 (left) or POPG:CL, 60:40 (right)). Data (SEM) are representative of experiments that were reproduced three times.
No significant differences were observed when UA and OA were compared. POPG (1-Palmitoyl-2-oleoyl-sn-glycero-3-
phosphoglycerol), CL (cardiolipin).

Non-dependent upon the ratio between POPG and cardiolipin (85:15 or 60:40), we
showed that both UA and OA increased the fluorescence anisotropy (Figure 4A,B) and
generalized polarization (Figure 4C,D). No significant difference was observed when
comparing the effect induced by UA or OA.

3.6. Ursolic and Oleanolic Acids Increased Permeability, Fusion and Size of LUVs

Results monitoring the release of calcein and the relief of fluorescence self-quenching
of R18-labeled liposomes, induced by UA and OA on LUVs composed of POPG:CL (85:15
or 60:40) showed that, regardless of lipid composition, and for both the membrane per-
meabilization (Figure 5A,B) and ability of membranes to fuse (Figure 5C,D), the effect
was dose-dependent. UA showed a higher effect as compared with OA. Interestingly, the
maximum percentage of calcein release and fluorescence dequenching were around 25%
and 40%. No major differences are observed upon changes in POPG:cardiolipin ratios.
Similarly, no change was observed when lysylphosphatidylglycerol, a lipid related to
daptomycin-resistant MRSA [47], was included in the LUV composition as illustrated for
the calcein release assay (Figure S1).
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Figure 5. Effect of UA (Ursolic acid) (vertical lines) and OA (Oleanolic acid) (lattice) on calcein release (A,B) and relief of 
fluorescence self-quenching of R18s-labeled liposomes (C,D) in lipid vesicles (POPG:CL, 85:15 (A,C) or POPG:CL, 60:40 
(B,D). The ordinate shows the percentage of calcein released (A,B) or the percentage of R18-fluorescence dequenching 
(C,D) compared to what was observed after addition of 2% Triton X-100 (positive control, considered as 100%). Data (SEM) 
are representative of three independent experiments in triplicate. Significant differences were observed when comparing 
the effect induced by UA and OA. POPG (1-Palmitoyl-2-oleoyl-sn-glycero-3-phosphoglycerol), CL (cardiolipin). 
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Figure 5. Effect of UA (Ursolic acid) (vertical lines) and OA (Oleanolic acid) (lattice) on calcein release (A,B) and relief of
fluorescence self-quenching of R18s-labeled liposomes (C,D) in lipid vesicles (POPG:CL, 85:15 (A,C) or POPG:CL, 60:40
(B,D). The ordinate shows the percentage of calcein released (A,B) or the percentage of R18-fluorescence dequenching
(C,D) compared to what was observed after addition of 2% Triton X-100 (positive control, considered as 100%). Data (SEM)
are representative of three independent experiments in triplicate. Significant differences were observed when comparing
the effect induced by UA and OA. POPG (1-Palmitoyl-2-oleoyl-sn-glycero-3-phosphoglycerol), CL (cardiolipin).

At the lowest concentrations of UA and OA used, the average diameter of LUVs
(POPG:CL (85:15; 60:40)) was around 100 nm. Increasing the concentrations, two popu-
lations appeared, one centered around 100 nm and the other around 1000 nm (Figure 6).
This population size profile suggests a fusion process as compared to aggregation in which
the heterogeneity of the size population is higher [48,49]. The percentage of the liposome
population with larger size increased with the increase of UA/OA concentrations. This
behavior was observed for both pentacyclic triterpenes. The effect was slightly more im-
portant for UA as compared with OA and liposomes composed from POPG:CL 60:40 were
more prone to fuse in comparison with POPG:CL (85:15).
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4. Discussion

Pentacyclic triterpenoids such as UA (ursolic acid) and OA (oleanolic acid) and
their derivatives were discovered earlier as potential alternatives to antibiotics against
a broad spectrum of pathogens [9,12,15,50]. Additionally, UA and OA showed synergy
with β-lactams against MRSA [7], which could be critical for facing the loss of antibiotic
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activity. After having confirmed the interest of UA and OA, in combination with ampicillin,
against MRSA, we elaborated on the potential mechanism involved and characterized the
interaction between UA and OA with lipoteichoic acids of S. aureus and the consequences
of this interaction for biophysical membrane properties.

In MRSA, mechanisms involved in synergy are diverse, including a decrease in β-
lactamase activity. To investigate the potential role of β-lactamase in combination of PBP2a,
we used two different strains. They differ in their expression of resistance mechanisms,
ATCC33591 expresses PBP2a and β-lactamase whereas COL only expresses PBP2a [19]. On
both strains (ATCC 33591 and COL), we demonstrated the activity of UA and OA, with
MICs ranging from 8–16 mg/L for UA to 16–32 mg/L for OA. These results indicated a
strong antibacterial activity against MRSA in agreement with data from other researchers as
well [5,51,52]. A partial synergistic effect between UA (or OA) and ampicillin was observed
with an FIC Index for ampicillin-UA/OA of 0.38/0.31–1 and 0.25/0.31–1 on ATCC and
COL strains, respectively. The slightly higher effect on the COL strain suggests either
a major role of PBP2a in the activity of pentacyclic triterpenes or a more general effect,
like a membranous effect. The latter could involve general modifications of biophysical
membrane properties or an effect on peculiar lipids like cardiolipin, required for proper
activity of PBP2a or described for playing a role to circumvent antibiotic (daptomycin) and
immune attacks in S. aureus [53].

As an attempt to elucidate the mechanism of action of UA and OA, we characterized
on MRSA the capacity of UA and OA to interact with lipoteichoic acids, and to induce
bacterial membrane permeabilization and depolarization. To our knowledge, this is the
first time these three events were investigated by keeping the same experimental model.
We confirmed the ability of UA and OA to induce membrane permeabilization [3,4,54]
and membrane depolarization [3]. Interestingly, we demonstrated that the concentrations
required to induce depolarization is lower than that needed to result in membrane per-
meabilization, while both are lower than what is required to reach the plateau value in
BodipyTM-TR-cadaverin displacement as a reflection of the interaction with LTA. Interest-
ingly, membrane permeabilization induced by UA did not result in its own accumulation
in bacteria, nor that of ampicillin.

To explore the potential role of peculiar lipids, we demonstrated on liposomes with
varying ratio of POPG and cardiolipin, an increase of membrane rigidity, membrane
permeabilization and ability of membranes to fuse. Regarding the molecular mechanisms,
data suggest the following conclusions.

First, the effects induced by UA/OA could not be primarily driven by the membrane
charge. Indeed, neither the changes in POPG:cardiolipin ratios (85:15 vs. 60:40) nor the
addition of lysylphosphatidylglycerol (Figures S1 and S2) affect the interaction of UA and
OA with LTA or the release of calcein.

Second, UA and OA induced a decrease of membrane fluidity. This is in agreement
with experiments performed by Han and coll. who aimed to investigate the effect of UA on
crystalline and liquid-crystalline phase as well [17]. Even our experiences do not allow us
to know whether the stiffening is an insertion-based effect (like cholesterol) or a clustering
effect, Lorincz and coll. demonstrated by using FTIR and DPPC, a broadening gel-to-liquid
crystalline phase with the phase transition temperature shifted towards higher values and
an increase of gauche isomers of acyl chains above Tm upon the presence of UA. The
mechanism is likely different to that of cholesterol since cholesterol, in contrast with UA,
abolished completely the main transition and the hidden formation of gauche conform-
ers [55]. Differences in the effect induced by UA and OA could result in differences in
the propensity of UA and OA to induce interdigitated lipid structure at low temperatures,
as observed for membrane-active peptides. The hydrocarbon chains would be shielded
from water by UA and OA in the gel phases of negatively charged phosphatidylglycerol
and cardiolipin. It has been suggested that, although this structure was observed only
in the gel phase, its effects may propagate into the physiologically more relevant fluid
phase in terms of membrane thinning and membrane perturbation. Regarding the clus-
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tering effect, disintegration by UA of membranes enriched in cardiolipin was reported in
the literature [56–58]. As we used a mixture of POPG and cardiolipin from E. coli (and
lysylphosphatidylglycerol), significantly different thermotropic behaviors with multiple
transitions are expected when mixed. The mixing/demixing behavior must be driven by a
variety of different interactions occurring between the headgroups of the lipids.

Thirdly, UA showed a higher effect as compared with OA, whatever the model used
(bacteria or model of membranes) and the effect investigated. This is in accordance with
the higher antibacterial activity of UA and with data in the literature [59]. Both ursane
and oleanane skeletons are built of five cyclohexane rings, which are fused in the trans
conformation with the exception of C18 carbon atom where the conformation is cis. The
double bond between C12 and C13 is typical for the terpenes belonging to these groups.
The cis junction results in a non-planarity of UA and OA (as opposed to compounds with a
lupeol skeleton). Their configuration originated from the van der Waals type interaction
between the ester group of the lipid and the –OH group of UA and OA [55]. Ursanes and
oleananes differ only in the location of one methyl group [58] and thus in number and
location of chiral centers [60]. This could result in differences in the interaction with lipids
and the possibility of H-bond formation with the cyclopropane ring of the hydrocarbon
chain of phospholipids [61]. The degree of permeation of each molecule into the bilayer
should be a compromise between the number of hydrophobic contacts and the cost of losing
some H-bonds in water. In turn, this can result in differences in the ability to interact with
LTA (Figure S2) and to alter biophysical membrane properties. Further studies, including
with ursolic derivatives [62], could be conducted to explore in more detail structure–activity
relationships [60,63,64].

Reduction in membrane hydration as revealed by an increase in generalized polariza-
tion of Laurdan induced by UA and OA, also raised the question regarding a potential effect
on lipid polymorphism, especially a decrease in stalk formation and thus in fusion [65].
This is in contrast with what we showed, since we demonstrated lipid fusion induced by
UA and OA. One potential explanation might be the fact the presence of each lipid could
play a much wider role in membrane structuring in S. aureus, as suggested by the formation
of neutral pairing between lysylphosphatidylglycerol and phosphatidylglycerol [66]. In
the presence of the attracting ion paired phase, the depth of UA or OA penetration into
the chains could be altered [66]. The molecular area compared to the unpaired lipids [67]
would be expected to also exhibit a reduced headgroup hydration [68]. The reduction in the
size of the headgroup hydration shell, compounded by the loss of counter ions, increases
the tendency of the lipid ion pairs to adopt a packing geometry with increased negative
curvature, thus resulting in the formation of an inverted hexagonal phase. This process
could be reinforced by pentacyclic triterpenes as demonstrated for OA in hydrated DPPC
system [55] and UA in DPPC and DPPC:Chol model [18]. In the temperature domain of the
gel phase, the geometrical form of lipids associated with UA turns into conical form and
the self-assembly results in the hexagonal structure. If the ratio of UA increases further, the
formation of a cubic structure is also favored. In the temperature domain above the chain
melting, there is a significant expansion in the acyl chain cross-sectional area of each lipid
molecule, which is increased from 0.4 to 0.7 nm2. The actual geometrical form of associated
UA and lipids became cylindrical, supporting the bilayer formation. How UA and OA
affect lipid polymorphism is probably critical for understanding the mechanism behind
the lipid fusion [64,69,70] and the inhibition cytokinesis [66].

In conclusion, UA and OA are able to perturb critical biophysical membrane properties
like fluidity and permeability. The disintegration of cardiolipin-enriched domains induced
by UA [61] could be linked with PBP2a delocalization from the S. aureus septum induced by
pentacyclic triterpenes [7]. The activity of the scaffold protein flotillin with reduction of the
MRSA proliferative capacity in the presence of β-lactam antibiotics has also been reported
in link with perturbation of functional membrane microdomains architecture and efficient
PBP2a oligomerization [71,72]. Lastly, other lipid domains like those mostly composed
of still-unknown isoprenoid membrane lipids (e.g., staphyloxanthines) [73,74] could be



Antibiotics 2021, 10, 1381 15 of 18

also explored as new targets to address antibiotic resistance [71,75]. Because septum of the
bacteria is the peculiar location of PBP, lipoteichoic acids (LTA) and cardiolipin during cell
division, it could constitute an opportunity to expand the strategies to design new anti-
infective agents, to overcome MRSA antibiotic resistance and to reduce the high mortality
rates caused by invasive MRSA infections.

Supplementary Materials: The following are available online at https://www.mdpi.com/article/10
.3390/antibiotics10111381/s1, Figure S1: Effect of UA (Ursolic acid) (vertical lines) and OA (Oleanolic
acid) (lattice) on calcein release in lipid vesicles (POPG:CL:Lysylphosphatidylglycerol, 40:40:20),
Figure S2: BODIPYTM-TR-cadaverine (BC) displacement from its binding to LTA induced by in-
creasing concentrations of selected compounds UA (Ursolic acid) (vertical lines) or OA (Oleanolic
acid) (lattice).

Author Contributions: Conceptualization, S.V., L.C., J.Q.-L., M.-P.M.-L.; methodology, S.V., M.-P.M.-
L.; investigation, S.V., L.C., L.B.; resources, J.Q.-L., M.-P.M.-L.; writing—original draft preparation, M.-
P.M.-L.; writing—review and editing, J.Q.-L., M.-P.M.-L.; supervision, M.-P.M.-L.; funding acquisition,
J.Q.-L., M.-P.M.-L. All authors have read and agreed to the published version of the manuscript.

Funding: S.L.V. is doctoral fellow of the Télévie and L.C. teaching assistant at the UCLouvain. This
work was supported by the Actions Recherche Concertée (17-22-085) and by « Fonds de la Recherche
Scientifique Médicale » (grants T.1003.14 and J.0205.16).

Institutional Review Board Statement: Not applicable.

Informed Consent Statement: Not applicable.

Data Availability Statement: The data presented in this study are available on request from the
corresponding author.

Acknowledgments: We thank the Network on Antimicrobial Resistance in S. aureus for providing
us MRSA strains (Eurofins Medinet Inc., Hendon, VA). V. Mohymont, and R. Tricot were gratefully
thanked for providing dedicated technical assistance and S. Alkallas, C. Vanosmael, M. Marechal for
their experimental work as bachelor students.

Conflicts of Interest: No conflict of interest.

References
1. Brehm-Stecher, B.F.; Johnson, E.A. Sensitization of Staphylococcus aureus and Escherichia coli to antibiotics by the sesquiterpenoids

nerolidol, farnesol, bisabolol, and apritone. Antimicrob. Agents Chemother. 2003, 47, 3357–3360. [CrossRef] [PubMed]
2. Kurek, A.; Nadkowska, P.; Pliszka, S.; Wolska, K.I. Modulation of antibiotic resistance in bacterial pathogens by oleanolic acid

and ursolic acid. Phytomedicine 2012, 19, 515–519. [CrossRef]
3. Qian, W.; Wang, W.; Zhang, J.; Wang, T.; Liu, M.; Yang, M.; Sun, Z.; Li, X.; Li, Y. Antimicrobial and antibiofilm activities of ursolic

acid against carbapenem-resistant Klebsiella pneumoniae. J. Antibiot. 2020, 73, 382–391. [CrossRef] [PubMed]
4. Sundaramoorthy, N.S.; Mohan, H.M.; Subramaniam, S.; Raman, T.; Selva, G.S.; Sivasubamanian, A.; Nagarajan, S. Ursolic acid

inhibits colistin efflux and curtails colistin resistant Enterobacteriaceae. AMB. Express 2019, 9, 27. [CrossRef] [PubMed]
5. Horiuchi, K.; Shiota, S.; Hatano, T.; Yoshida, T.; Kuroda, T.; Tsuchiya, T. Antimicrobial activity of oleanolic acid from Salvia

officinalis and related compounds on vancomycin-resistant enterococci (VRE). Biol. Pharm. Bull. 2007, 30, 1147–1149. [CrossRef]
6. Yoshimasu, Y.; Ikeda, T.; Sakai, N.; Yagi, A.; Hirayama, S.; Morinaga, Y.; Furukawa, S.; Nakao, R. Rapid Bactericidal Action of

Propolis against Porphyromonas gingivalis. J. Dent. Res. 2018, 97, 928–936. [CrossRef]
7. Catteau, L.; Reichmann, N.T.; Olson, J.; Pinho, M.G.; Nizet, V.; Van, B.F.; Quetin-Leclercq, J. Synergy between Ursolic and

Oleanolic Acids from Vitellaria paradoxa Leaf Extract and beta-Lactams against Methicillin-Resistant Staphylococcus aureus: In Vitro
and In Vivo Activity and Underlying Mechanisms. Molecules 2017, 22, 2245. [CrossRef]

8. Kim, S.; Song, M.; Roh, B.D.; Park, S.H.; Park, J.W. Inhibition of Streptococcus mutans biofilm formation on composite resins
containing ursolic acid. Restor. Dent. Endod. 2013, 38, 65–72. [CrossRef] [PubMed]

9. Lopez-Garcia, S.; Castaneda-Sanchez, J.I.; Jimenez-Arellanes, A.; Dominguez-Lopez, L.; Castro-Mussot, M.E.; Hernandez-Sanchez,
J.; Luna-Herrera, J. Macrophage Activation by Ursolic and Oleanolic Acids during Mycobacterial Infection. Molecules 2015, 20,
14348–14364. [CrossRef] [PubMed]

10. Kurek, A.; Grudniak, A.M.; Szwed, M.; Klicka, A.; Samluk, L.; Wolska, K.I.; Janiszowska, W.; Popowska, M. Oleanolic acid and
ursolic acid affect peptidoglycan metabolism in Listeria monocytogenes. Antonie Leeuwenhoek 2010, 97, 61–68. [CrossRef]

11. Martins, A.; Couto, I.; Aagaard, L.; Martins, M.; Viveiros, M.; Kristiansen, J.E.; Amaral, L. Prolonged exposure of methicillin-
resistant Staphylococcus aureus (MRSA) COL strain to increasing concentrations of oxacillin results in a multidrug-resistant
phenotype. Int. J. Antimicrob. Agents 2007, 29, 302–305. [CrossRef] [PubMed]

https://www.mdpi.com/article/10.3390/antibiotics10111381/s1
https://www.mdpi.com/article/10.3390/antibiotics10111381/s1
http://doi.org/10.1128/AAC.47.10.3357-3360.2003
http://www.ncbi.nlm.nih.gov/pubmed/14506058
http://doi.org/10.1016/j.phymed.2011.12.009
http://doi.org/10.1038/s41429-020-0285-6
http://www.ncbi.nlm.nih.gov/pubmed/32051569
http://doi.org/10.1186/s13568-019-0750-4
http://www.ncbi.nlm.nih.gov/pubmed/30778773
http://doi.org/10.1248/bpb.30.1147
http://doi.org/10.1177/0022034518758034
http://doi.org/10.3390/molecules22122245
http://doi.org/10.5395/rde.2013.38.2.65
http://www.ncbi.nlm.nih.gov/pubmed/23741708
http://doi.org/10.3390/molecules200814348
http://www.ncbi.nlm.nih.gov/pubmed/26287131
http://doi.org/10.1007/s10482-009-9388-6
http://doi.org/10.1016/j.ijantimicag.2006.10.012
http://www.ncbi.nlm.nih.gov/pubmed/17276037


Antibiotics 2021, 10, 1381 16 of 18

12. Wang, C.M.; Chen, H.T.; Wu, Z.Y.; Jhan, Y.L.; Shyu, C.L.; Chou, C.H. Antibacterial and Synergistic Activity of Pentacyclic
Triterpenoids Isolated from Alstonia scholaris. Molecules 2016, 21, 139. [CrossRef]

13. Filocamo, A.; Bisignano, C.; D’Arrigo, M.; Ginestra, G.; Mandalari, G.; Galati, E.M. Norfloxacin and ursolic acid: In vitro
association and postantibiotic effect against Staphylococcus aureus. Lett. Appl. Microbiol. 2011, 53, 193–197. [CrossRef] [PubMed]

14. do Nascimento, P.G.; Lemos, T.L.; Bizerra, A.M.; Arriaga, A.M.; Ferreira, D.A.; Santiago, G.M.; Braz-Filho, R.; Costa, J.G.
Antibacterial and antioxidant activities of ursolic acid and derivatives. Molecules 2014, 19, 1317–1327. [CrossRef] [PubMed]

15. Park, S.N.; Ahn, S.J.; Kook, J.K. Oleanolic acid and ursolic acid inhibit peptidoglycan biosynthesis in Streptococcus mutans
UA159. Braz. J. Microbiol. 2015, 46, 613–617. [CrossRef] [PubMed]

16. Hashizume, H.; Sawa, R.; Harada, S.; Igarashi, M.; Adachi, H.; Nishimura, Y.; Nomoto, A. Tripropeptin C blocks the lipid cycle
of cell wall biosynthesis by complex formation with undecaprenyl pyrophosphate. Antimicrob. Agents Chemother. 2011, 55,
3821–3828. [CrossRef]

17. Han, S.K.; Ko, Y.I.; Park, S.J.; Jin, I.J.; Kim, Y.M. Oleanolic acid and ursolic acid stabilize liposomal membranes. Lipids 1997, 32,
769–773. [CrossRef] [PubMed]

18. Prades, J.; Vogler, O.; Alemany, R.; Gomez-Florit, M.; Funari, S.S.; Ruiz-Gutierrez, V.; Barcelo, F. Plant pentacyclic triterpenic acids
as modulators of lipid membrane physical properties. Biochim. Biophys. Acta 2011, 1808, 752–760. [CrossRef]

19. de Lencastre, H.; Wu, S.W.; Pinho, M.G.; Ludovice, A.M.; Filipe, S.; Gardete, S.; Sobral, R.; Gill, S.; Chung, M.; Tomasz, A.
Antibiotic resistance as a stress response: Complete sequencing of a large number of chromosomal loci in Staphylococcus aureus
strain COL that impact on the expression of resistance to methicillin. Microb. Drug Resist. 1999, 5, 163–175. [CrossRef]

20. Gill, S.R.; Fouts, D.E.; Archer, G.L.; Mongodin, E.F.; Deboy, R.T.; Ravel, J.; Paulsen, I.T.; Kolonay, J.F.; Brinkac, L.; Beanan, M.;
et al. Insights on evolution of virulence and resistance from the complete genome analysis of an early methicillin-resistant
Staphylococcus aureus strain and a biofilm-producing methicillin-resistant Staphylococcus epidermidis strain. J. Bacteriol. 2005, 187,
2426–2438. [CrossRef]

21. Sarker, S.D.; Nahar, L.; Kumarasamy, Y. Microtitre plate-based antibacterial assay incorporating resazurin as an indicator of cell
growth, and its application in the in vitro antibacterial screening of phytochemicals. Methods 2007, 42, 321–324. [CrossRef]

22. Bonapace, C.R.; Bosso, J.A.; Friedrich, L.V.; White, R.L. Comparison of methods of interpretation of checkerboard synergy testing.
Diagn. Microbiol. Infect. Dis. 2002, 44, 363–366. [CrossRef]

23. Galletta, M.; Reekie, T.A.; Nagalingam, G.; Bottomley, A.L.; Harry, E.J.; Kassiou, M.; Triccas, J.A. Rapid Antibacterial Activity of
Cannabichromenic Acid against Methicillin-Resistant Staphylococcus aureus. Antibiotics 2020, 9, 523. [CrossRef] [PubMed]

24. Swain, J.; El, K.M.; Flament, A.; Dezanet, C.; Briee, F.; Van Der Smissen, P.; Decout, J.L.; Mingeot-Leclercq, M.P. Antimicrobial
activity of amphiphilic neamine derivatives: Understanding the mechanism of action on Gram-positive bacteria. Biochim. Biophys.
Acta Biomembr. 2019, 1861, 182998. [CrossRef] [PubMed]

25. Xia, E.Q.; Yu, Y.Y.; Xu, X.R.; Deng, G.F.; Guo, Y.J.; Li, H.B. Ultrasound-assisted extraction of oleanolic acid and ursolic acid from
Ligustrum lucidum Ait. Ultrason. Sonochem. 2012, 19, 772–776. [CrossRef] [PubMed]

26. Kaur, P.; Gupta, R.C.; Dey, A.; Malik, T.; Pandey, D.K. Validation and quantification of major biomarkers in ‘Mahasudarshan
Churna’—An ayurvedic polyherbal formulation through high-performance thin-layer chromatography. BMC. Complement Med.
Ther. 2020, 20, 184. [CrossRef]

27. Sethiya, N.K.; Mishra, S. Simultaneous HPTLC analysis of ursolic acid, betulinic acid, stigmasterol and lupeol for the identification
of four medicinal plants commonly available in the Indian market as Shankhpushpi. J. Chromatogr. Sci. 2015, 53, 816–823.
[CrossRef]

28. Wojciak-Kosior, M. Separation and determination of closely related triterpenic acids by high performance thin-layer chromatogra-
phy after iodine derivatization. J. Pharm. Biomed. Anal. 2007, 45, 337–340. [CrossRef] [PubMed]

29. Jusko, W.J. Fluorometric analysis of ampicillin in biological fluids. J. Pharm. Sci. 1971, 60, 728–732. [CrossRef]
30. Niven, G.W.; Mulholland, F. Cell membrane integrity and lysis in Lactococcus lactis: The detection of a population of permeable

cells in post-logarithmic phase cultures. J. Appl. Microbiol. 1998, 84, 90–96. [CrossRef]
31. Krasne, S. Interactions of voltage-sensing dyes with membranes. I. Steady-state permeability behaviors induced by cyanine dyes.

Biophys. J. 1980, 30, 415–439. [CrossRef]
32. Krasne, S. Interactions of voltage-sensing dyes with membranes. II. Spectrophotometric and electrical correlates of cyanine-dye

adsorption to membranes. Biophys. J. 1980, 30, 441–462. [CrossRef]
33. Smith, R.M.; Jarett, L. Partial characterization of mechanism of insulin accumulation in H35 hepatoma cell nuclei. Diabetes 1990,

39, 683–689. [CrossRef] [PubMed]
34. Van, B.F.; Mingeot-Leclercq, M.P.; Schanck, A.; Brasseur, R.; Tulkens, P.M. Alterations in membrane permeability induced by

aminoglycoside antibiotics: Studies on liposomes and cultured cells. Eur. J. Pharmacol. 1993, 247, 155–168.
35. Lelkes, P.I.; Friedmann, P. Stabilization of large multilamellar liposomes by human serum in vitro. Biochim. Biophys. Acta 1984,

775, 395–401. [CrossRef]
36. BARTLETT, G.R. Phosphorus assay in column chromatography. J. Biol. Chem. 1959, 234, 466–468. [CrossRef]
37. Shinitzky, M.; Barenholz, Y. Fluidity parameters of lipid regions determined by fluorescence polarization. Biochim. Biophys. Acta

1978, 515, 367–394. [CrossRef]
38. Lentz, B.R. Use of fluorescent probes to monitor molecular order and motions within liposome bilayers. Chem. Phys. Lipids 1993,

64, 99–116. [CrossRef]

http://doi.org/10.3390/molecules21020139
http://doi.org/10.1111/j.1472-765X.2011.03090.x
http://www.ncbi.nlm.nih.gov/pubmed/21609344
http://doi.org/10.3390/molecules19011317
http://www.ncbi.nlm.nih.gov/pubmed/24451251
http://doi.org/10.1590/S1517-838246246220130209
http://www.ncbi.nlm.nih.gov/pubmed/26273281
http://doi.org/10.1128/AAC.00443-11
http://doi.org/10.1007/s11745-997-0098-9
http://www.ncbi.nlm.nih.gov/pubmed/9252966
http://doi.org/10.1016/j.bbamem.2010.12.007
http://doi.org/10.1089/mdr.1999.5.163
http://doi.org/10.1128/JB.187.7.2426-2438.2005
http://doi.org/10.1016/j.ymeth.2007.01.006
http://doi.org/10.1016/S0732-8893(02)00473-X
http://doi.org/10.3390/antibiotics9080523
http://www.ncbi.nlm.nih.gov/pubmed/32824356
http://doi.org/10.1016/j.bbamem.2019.05.020
http://www.ncbi.nlm.nih.gov/pubmed/31153908
http://doi.org/10.1016/j.ultsonch.2011.11.014
http://www.ncbi.nlm.nih.gov/pubmed/22197019
http://doi.org/10.1186/s12906-020-02970-z
http://doi.org/10.1093/chromsci/bmu111
http://doi.org/10.1016/j.jpba.2007.05.011
http://www.ncbi.nlm.nih.gov/pubmed/17587531
http://doi.org/10.1002/jps.2600600514
http://doi.org/10.1046/j.1365-2672.1997.00316.x
http://doi.org/10.1016/S0006-3495(80)85105-8
http://doi.org/10.1016/S0006-3495(80)85106-X
http://doi.org/10.2337/diab.39.6.683
http://www.ncbi.nlm.nih.gov/pubmed/2161368
http://doi.org/10.1016/0005-2736(84)90196-2
http://doi.org/10.1016/S0021-9258(18)70226-3
http://doi.org/10.1016/0304-4157(78)90010-2
http://doi.org/10.1016/0009-3084(93)90060-G


Antibiotics 2021, 10, 1381 17 of 18

39. Kaiser, R.D.; London, E. Location of diphenylhexatriene (DPH) and its derivatives within membranes: Comparison of different
fluorescence quenching analyses of membrane depth. Biochemistry 1998, 37, 8180–8190. [CrossRef]

40. do Canto, A.M.T.M.; Robalo, J.R.; Santos, P.D.; Carvalho, A.J.P.; Ramalho, J.P.P.; Loura, L.M.S. Diphenylhexatriene membrane
probes DPH and TMA-DPH: A comparative molecular dynamics simulation study. Biochim. Biophys. Acta 2016, 1858, 2647–2661.
[CrossRef]

41. Parasassi, T.; De, S.G.; Ravagnan, G.; Rusch, R.M.; Gratton, E. Quantitation of lipid phases in phospholipid vesicles by the
generalized polarization of Laurdan fluorescence. Biophys. J. 1991, 60, 179–189. [CrossRef]

42. Chong, P.L.; Wong, P.T. Interactions of Laurdan with phosphatidylcholine liposomes: A high pressure FTIR study. Biochim.
Biophys. Acta 1993, 1149, 260–266. [CrossRef]

43. Parasassi, T.; De, S.G.; d’Ubaldo, A.; Gratton, E. Phase fluctuation in phospholipid membranes revealed by Laurdan fluorescence.
Biophys. J. 1990, 57, 1179–1186. [CrossRef]

44. Weinstein, J.N.; Yoshikami, S.; Henkart, P.; Blumenthal, R.; Hagins, W.A. Liposome-cell interaction: Transfer and intracellular
release of a trapped fluorescent marker. Science 1977, 195, 489–492. [CrossRef] [PubMed]

45. Hoekstra, D.; De Boer, T.; Klappe, K.; Wilschut, J. Fluorescence method for measuring the kinetics of fusion between biological
membranes. Biochemistry 1984, 23, 5675–5681. [CrossRef] [PubMed]

46. Malanovic, N.; Lohner, K. Gram-positive bacterial cell envelopes: The impact on the activity of antimicrobial peptides. Biochim.
Biophys. Acta 2016, 1858, 936–946. [CrossRef]

47. Mishra, N.N.; Bayer, A.S. Correlation of cell membrane lipid profiles with daptomycin resistance in methicillin-resistant
Staphylococcus aureus. Antimicrob. Agents Chemother. 2013, 57, 1082–1085. [CrossRef]

48. Van Bambeke, F.; Tulkens, P.M.; Brasseur, R.; Mingeot-Leclercq, M.P. Aminoglycoside antibiotics induce aggregation but not
fusion of negatively-charged liposomes. Eur. J. Pharmacol. 1995, 289, 321–333. [CrossRef]

49. Van Bambeke, F.; Mingeot-Leclercq, M.P.; Brasseur, R.; Tulkens, P.M.; Schanck, A. Aminoglycoside antibiotics prevent the
formation of non-bilayer structures in negatively-charged membranes. Comparative studies using fusogenic (bis(beta-
diethylaminoethylether)hexestrol) and aggregating (spermine) agents. Chem. Phys. Lipids 1996, 79, 123–135. [CrossRef]

50. Park, S.N.; Lim, Y.K.; Choi, M.H.; Cho, E.; Bang, I.S.; Kim, J.M.; Ahn, S.J.; Kook, J.K. Antimicrobial Mechanism of Oleanolic and
Ursolic Acids on Streptococcus mutans UA159. Curr. Microbiol. 2018, 75, 11–19. [CrossRef]

51. Hamza, M.; Nadir, M.; Mehmood, N.; Farooq, A. In vitro effectiveness of triterpenoids and their synergistic effect with antibiotics
against Staphylococcus aureus strains. Indian J. Pharmacol. 2016, 48, 710–714. [CrossRef]

52. Zhou, T.; Li, Z.; Kang, O.H.; Mun, S.H.; Seo, Y.S.; Kong, R.; Shin, D.W.; Liu, X.Q.; Kwon, D.Y. Antimicrobial activity and synergism
of ursolic acid 3-O-alpha-L-arabinopyranoside with oxacillin against methicillin-resistant Staphylococcus aureus.Int. J. Mol. Med.
2017, 40, 1285–1293. [CrossRef] [PubMed]

53. Jiang, W.; Li, B.; Zheng, X.; Liu, X.; Cen, Y.; Li, J.; Pan, X.; Cao, H.; Zheng, J.; Zhou, H. Artesunate in combination with oxacillin
protect sepsis model mice challenged with lethal live methicillin-resistant Staphylococcus aureus (MRSA) via its inhibition on
proinflammatory cytokines release and enhancement on antibacterial activity of oxacillin. Int. Immunopharmacol. 2011, 11,
1065–1073. [CrossRef] [PubMed]

54. Blanco-Cabra, N.; Vega-Granados, K.; Moya-Anderico, L.; Vukomanovic, M.; Parra, A.; de Alvarez, C.L.; Torrents, E. Novel
Oleanolic and Maslinic Acid Derivatives as a Promising Treatment against Bacterial Biofilm in Nosocomial Infections: An in Vitro
and in Vivo Study. ACS Infect. Dis. 2019, 5, 1581–1589. [CrossRef] [PubMed]

55. Lorincz, A.; Mihaly, J.; Nemeth, C.; Wacha, A.; Bota, A. Effects of ursolic acid on the structural and morphological behaviours of
dipalmitoyl lecithin vesicles. Biochim. Biophys. Acta 2015, 1848, 1092–1098. [CrossRef] [PubMed]

56. Broniatowski, M.; Flasinski, M.; Zieba, K.; Miskowiec, P. Langmuir monolayer studies of the interaction of monoamphiphilic
pentacyclic triterpenes with anionic mitochondrial and bacterial membrane phospholipids—Searching for the most active terpene.
Biochim. Biophys. Acta 2014, 1838, 2460–2472. [CrossRef]

57. Broniatowski, M.; Mastalerz, P.; Flasinski, M. Studies of the interactions of ursane-type bioactive terpenes with the model
of Escherichia coli inner membrane-Langmuir monolayer approach. Biochim. Biophys. Acta 2015, 1848, 469–476. [CrossRef]
[PubMed]

58. Fajardo-Sanchez, E.; Galiano, V.; Villalain, J. Location of the bioactive pentacyclic triterpene ursolic acid in the membrane. A
molecular dynamics study. J. Biomol. Struct. Dyn. 2017, 35, 2688–2700. [CrossRef]

59. Khin, M.; Knowles, S.L.; Crandall, W.J.; Jones, D.D., Jr.; Oberlies, N.H.; Cech, N.B.; Houriet, J. Capturing the antimicrobial profile
of Rosmarinus officinalis against methicillin-resistant Staphylococcus aureus (MRSA) with bioassay-guided fractionation and
bioinformatics. J. Pharm. Biomed. Anal. 2021, 197, 113965. [CrossRef]

60. Broniatowski, M.; Flasinski, M.; Zieba, K.; Miskowiec, P. Interactions of pentacyclic triterpene acids with cardiolipins and related
phosphatidylglycerols in model systems. Biochim. Biophys. Acta 2014, 1838, 2530–2538. [CrossRef]

61. Broniatowski, M.; Flasinski, M.; Wydro, P.; Fontaine, P. Grazing incidence diffraction studies of the interactions between
ursane-type antimicrobial triterpenes and bacterial anionic phospholipids. Colloids Surf. B Biointerfaces 2015, 128, 561–567.
[CrossRef]

http://doi.org/10.1021/bi980064a
http://doi.org/10.1016/j.bbamem.2016.07.013
http://doi.org/10.1016/S0006-3495(91)82041-0
http://doi.org/10.1016/0005-2736(93)90209-I
http://doi.org/10.1016/S0006-3495(90)82637-0
http://doi.org/10.1126/science.835007
http://www.ncbi.nlm.nih.gov/pubmed/835007
http://doi.org/10.1021/bi00319a002
http://www.ncbi.nlm.nih.gov/pubmed/6098295
http://doi.org/10.1016/j.bbamem.2015.11.004
http://doi.org/10.1128/AAC.02182-12
http://doi.org/10.1016/0922-4106(95)90110-8
http://doi.org/10.1016/0009-3084(95)02520-0
http://doi.org/10.1007/s00284-017-1344-5
http://doi.org/10.4103/0253-7613.194851
http://doi.org/10.3892/ijmm.2017.3099
http://www.ncbi.nlm.nih.gov/pubmed/28848992
http://doi.org/10.1016/j.intimp.2011.02.028
http://www.ncbi.nlm.nih.gov/pubmed/21396483
http://doi.org/10.1021/acsinfecdis.9b00125
http://www.ncbi.nlm.nih.gov/pubmed/31268675
http://doi.org/10.1016/j.bbamem.2015.01.010
http://www.ncbi.nlm.nih.gov/pubmed/25620772
http://doi.org/10.1016/j.bbamem.2014.05.009
http://doi.org/10.1016/j.bbamem.2014.10.024
http://www.ncbi.nlm.nih.gov/pubmed/25450351
http://doi.org/10.1080/07391102.2016.1229219
http://doi.org/10.1016/j.jpba.2021.113965
http://doi.org/10.1016/j.bbamem.2014.05.027
http://doi.org/10.1016/j.colsurfb.2015.03.009


Antibiotics 2021, 10, 1381 18 of 18

62. Usmani, Y.; Ahmed, A.; Faizi, S.; Versiani, M.A.; Shamshad, S.; Khan, S.; Simjee, S.U. Antimicrobial and biofilm inhibiting
potential of an amide derivative [N-(2’, 4’-dinitrophenyl)-3beta-hydroxyurs-12-en-28-carbonamide] of ursolic acid by modulating
membrane potential and quorum sensing against colistin resistant Acinetobacter baumannii. Microb. Pathog. 2021, 157, 104997.
[CrossRef]

63. Spivak, A.Y.; Khalitova, R.R.; Nedopekina, D.A.; Gubaidullin, R.R. Antimicrobial properties of amine- and guanidine-
functionalized derivatives of betulinic, ursolic and oleanolic acids: Synthesis and structure/activity evaluation. Steroids 2020, 154,
108530. [CrossRef]

64. Wu, P.; Tu, B.; Liang, J.; Guo, S.; Cao, N.; Chen, S.; Luo, Z.; Li, J.; Zheng, W.; Tang, X.; et al. Synthesis and biological evaluation of
pentacyclic triterpenoid derivatives as potential novel antibacterial agents. Bioorg. Chem. 2021, 109, 104692. [CrossRef]

65. Marrink, S.J.; Mark, A.E. Molecular view of hexagonal phase formation in phospholipid membranes. Biophys. J. 2004, 87,
3894–3900. [CrossRef] [PubMed]

66. Rehal, R.; Barker, R.D.; Lu, Z.; Bui, T.T.; Deme, B.; Hause, G.; Wolk, C.; Harvey, R.D. Lipid domain formation and non-lamellar
structures associated with varied lysylphosphatidylglycerol analogue content in a model Staphylococcal plasma membrane.
Biochim. Biophys. Acta Biomembr. 2021, 1863, 183571. [CrossRef] [PubMed]

67. Wolk, C.; Youssef, H.; Guttenberg, T.; Marbach, H.; Vizcay-Barrena, G.; Shen, C.; Brezesinski, G.; Harvey, R.D. Phase Diagram for
a Lysyl-Phosphatidylglycerol Analogue in Biomimetic Mixed Monolayers with Phosphatidylglycerol: Insights into the Tunable
Properties of Bacterial Membranes. Chemphyschem 2020, 21, 702–706. [CrossRef] [PubMed]

68. Schmid, M.; Wolk, C.; Giselbrecht, J.; Chan, K.L.A.; Harvey, R.D. A combined FTIR and DSC study on the bilayer-stabilising effect
of electrostatic interactions in ion paired lipids. Colloids Surf. B Biointerfaces 2018, 169, 298–304. [CrossRef] [PubMed]

69. Verkleij, A.J.; Leunissen-Bijvelt, J.; De Kruijff, B.; Hope, M.; Cullis, P.R. Non-bilayer structures in membrane fusion. Ciba Found.
Symp. 1984, 103, 45–59. [PubMed]

70. Meher, G.; Chakraborty, H. Membrane Composition Modulates Fusion by Altering Membrane Properties and Fusion Peptide
Structure. J. Membr. Biol. 2019, 252, 261–272. [CrossRef]

71. Garcia-Fernandez, E.; Koch, G.; Wagner, R.M.; Fekete, A.; Stengel, S.T.; Schneider, J.; Mielich-Suss, B.; Geibel, S.; Markert,
S.M.; Stigloher, C.; et al. Membrane Microdomain Disassembly Inhibits MRSA Antibiotic Resistance. Cell 2017, 171, 1354–1367.
[CrossRef] [PubMed]

72. Zielinska, A.; Savietto, A.; de Sousa, B.A.; Martinez, D.; Berbon, M.; Roelofsen, J.R.; Hartman, A.M.; de Boer, R.; Van der Klei,
I.J.; Hirsch, A.K.; et al. Flotillin-mediated membrane fluidity controls peptidoglycan synthesis and MreB movement. Elife 2020,
9, e57179. [CrossRef]

73. Tiwari, K.B.; Gatto, C.; Wilkinson, B.J. Interrelationships between Fatty Acid Composition, Staphyloxanthin Content, Fluidity,
and Carbon Flow in the Staphylococcus aureus Membrane. Molecules 2018, 23, 1201. [CrossRef] [PubMed]

74. Hui, J.; Dong, P.T.; Liang, L.; Mandal, T.; Li, J.; Ulloa, E.R.; Zhan, Y.; Jusuf, S.; Zong, C.; Seleem, M.N.; et al. Photo-Disassembly
of Membrane Microdomains Revives Conventional Antibiotics against MRSA. Adv. Sci. (Weinh.) 2020, 7, 1903117. [CrossRef]
[PubMed]

75. Nagendra Prasad, H.S.; Karthik, C.S.; Manukumar, H.M.; Mallesha, L.; Mallu, P. New approach to address antibiotic resistance:
Miss loading of functional membrane microdomains (FMM) of methicillin-resistant Staphylococcus aureus (MRSA). Microb. Pathog.
2019, 127, 106–115. [CrossRef] [PubMed]

http://doi.org/10.1016/j.micpath.2021.104997
http://doi.org/10.1016/j.steroids.2019.108530
http://doi.org/10.1016/j.bioorg.2021.104692
http://doi.org/10.1529/biophysj.104.048710
http://www.ncbi.nlm.nih.gov/pubmed/15377528
http://doi.org/10.1016/j.bbamem.2021.183571
http://www.ncbi.nlm.nih.gov/pubmed/33561475
http://doi.org/10.1002/cphc.202000026
http://www.ncbi.nlm.nih.gov/pubmed/32065707
http://doi.org/10.1016/j.colsurfb.2018.05.031
http://www.ncbi.nlm.nih.gov/pubmed/29793092
http://www.ncbi.nlm.nih.gov/pubmed/6561137
http://doi.org/10.1007/s00232-019-00064-7
http://doi.org/10.1016/j.cell.2017.10.012
http://www.ncbi.nlm.nih.gov/pubmed/29103614
http://doi.org/10.7554/eLife.57179
http://doi.org/10.3390/molecules23051201
http://www.ncbi.nlm.nih.gov/pubmed/29772798
http://doi.org/10.1002/advs.201903117
http://www.ncbi.nlm.nih.gov/pubmed/32195102
http://doi.org/10.1016/j.micpath.2018.11.038
http://www.ncbi.nlm.nih.gov/pubmed/30503959

	Introduction 
	Material and Methods 
	Minimal Inhibitory Concentration (MIC) Determination 
	Fractional Inhibitory Concentration Indices (FICI) Determination 
	BODIPY™-TR-Cadaverine Displacement Assay 
	Ursolic Acid and Ampicillin Uptake in S. aureus ATCC 33591 and COL 
	S. aureus Membrane Permeabilization as Fluorescence of Propidium Iodide 
	S. aureus Membrane Depolarization as Fluorescence of DiSC3(5) 
	Large Unilamellar Vesicles (LUVs) Preparation 
	Membrane Fluidity as DPH Anisotropy Measurements 
	Lipid Phases as Laurdan Generalized Polarization Studies 
	Membrane Permeabilisation as Calcein Release Measurements 
	Membrane Fusion as R18 Dequenching Measurements 
	Liposome Size as Dynamic Light Scattering Measurements 
	Statistical Analysis 

	Results 
	MIC and Synergistic Effect of Ursolic or Oleanolic Acids with Ampicillin 
	Ursolic and Oleanolic Acids Bound to Lipoteichoic Acid (LTA) of MRSA 
	Ursolic and Oleanolic Acids Induced MRSA Membrane Permeabilization and Depolarization 
	Ursolic Acid Did Not Accumulate in S. aureus and Did Not Increase the Accumulationof Ampicillin 
	Ursolic and Oleanolic Acids Decreased the Fluidity of Lipid Membrane Models 
	Ursolic and Oleanolic Acids Increased Permeability, Fusion and Size of LUVs 

	Discussion 
	References

