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Abstract
Host defense peptides selectively kill bacterial and cancer cells (including those that are drugresistant) by perturbing the permeability of their membranes, without being significantly toxic to
the host. Coulombic interactions between these cationic and amphipathic peptides and the
negatively charged membranes of pathogenic cells contribute to the selective toxicity. However,
a positive charge is not sufficient for selectivity, which can be achieved only by a finely tuned
balance of electrostatic and hydrophobic driving forces. A common property of amphipathic
peptides is the formation of aggregated structures in solution, but the role of this phenomenon in
peptide activity and selectivity has received limited attention. Our data on the anticancer peptide
killerFLIP demonstrate that aggregation strongly increases peptide selectivity, by reducing the
effective peptide hydrophobicity and thus the affinity towards membranes composed of neutral
lipids (like the outer layer of healthy eukaryotic cell membranes). Aggregation is therefore a
useful tool to modulate the selectivity of membrane active peptides and peptidomimetics.
Keywords: aggregation, toxicity, host defense peptides, effective hydrophobicity
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1.

Introduction

Drug resistance is one of the most urgent problems in modern medicine. Both bacteria
and cancer cells can become drug-resistant by several mechanisms, including protection
or modification of the target molecule and reduction in the intracellular concentration of
the drug (through reduced uptake, enhanced efflux or increased degradation) [1-5]. In this
framework, development of drugs with novel mechanisms of action is crucial. Host
defense peptides (HDPs) are a natural class of molecules endowed with activity against
both cancer and bacterial cells, including those that are drug-resistant [3, 6]. Remarkably,
being active against both bacteria and tumors, these peptides could help to fight cancerassociated infections, and to tackle the increased susceptibility to cancer resulting from
chronic infections [6]. HDPs are short, amphipathic, cationic and usually kill pathogens
very rapidly, by perturbing the permeability of their cell membranes, rather than by
associating to a specific intracellular target, even if exceptions do exist [7]. Notably,
HDPs are selective, i.e. they are active at concentrations significantly lower than those
causing damage to cells of the host organism [8]. This selectivity is not receptormediated, but it is linked to differences in cell membrane properties. Even peptides acting
on intracellular targets have to cross the plasma membrane to reach them, and therefore
selectivity for the membranes of cancer cells versus those of healthy cells is essential also
in this case.
The outer leaflet of healthy eukaryotic cells is essentially neutral, since negatively
charged lipids are confined to the intracellular leaflet [8]. This membrane asymmetry is
partially lost in cancer cells, which expose negatively charged lipids, such as
phosphatidylserine (PS), on the extracellular surface [9-17]. In addition, cancer cells have
a higher content of other anionic moieties on their surface, such as sialic acid and heparan
sulphate [3, 18-20]. A net negative charge is a property shared by bacterial membranes,
which contain significant fractions of the anionic lipids phosphatidylglycerol (PG) and
cardiolipin (CL); additional negative moieties are present in other components of the cell
envelope (teichoic and teichuronic acids and lipopolysaccharides) [8,21].
The cationic charge of HDPs is an obvious determinant of their selectivity. While the
driving force for peptide binding to neutral membranes is only hydrophobic, in the case of
anionic bilayers electrostatic forces contribute too. Indeed, a positive correlation between
peptide positive charge and antimicrobial activity and selectivity has often been described
[22-27]. However, a positive net charge is not sufficient for selective membrane
association. Several artificial peptides were designed to have the cationic charge and
amphipathic character of natural HDPs, but they often resulted to be highly toxic [28-30].
These findings provided a first indication of the complexities of peptide-membrane
interaction, with multiple interconnected phenomena contributing in determining the final
membrane-perturbing activity [8, 30-33]. Peptides in solution can have different
conformations and aggregation states, once membrane-bound they can change
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conformation, orientation, insertion depth, and aggregation state [8]. How these processes
modulate the activity and selectivity of HDPs is not obvious.
The aim of this work is to characterize the role of aggregation in peptide selectivity: many
HDPs have a strong tendency to aggregate, due to the hydrophobic interactions between
their apolar residues. However, the effects of this phenomenon on peptide selectivity have
received limited attention. In our study, we selected the killerFLIP peptide as a test case.
This peptide was originally designed to interfere with apoptosis signalling [20]. Its
sequence was derived from the C-terminal domain of c-FLICE-like inhibitory protein (cFLIPL), which inhibits apoptosis through its protein-protein interactions [34]. The active
core of the sequence (FFWSLCTA) was fused (at the N-terminus) to the TAT penetrating
sequence (GRKKRRQRRR), to favor cell uptake [20] (Scheme 1). This chimeric peptide,
termed killerFLIP, induced cell-death in prostate and colon cancer and leukemia cells, at
concentrations in the micromolar range. At the same time, no cytotoxicity was observed
in normal epithelial and endothelial cells at the active concentrations. Moreover,
killerFLIP was found to inhibit tumor growth in mice, without significant toxicity [20].
However, rather surprisingly, cellular assays demonstrated that the mechanism of action
of killerFLIP-induced cell-death was not associated to the activation of apoptosis or
necroptosis, but it was due to perturbation of cell membranes, which lost their integrity
just a few minutes after treatment, as shown by Trypan blue assays and electron
microscopy images [20]. It is worth mentioning that an analog where the FLIP sequence
was scrambled conserved the anticancer activity of killerFLIP [20]. This finding confirms
a mechanism of action based on the physicochemical properties of the peptide, rather than
on the interaction with specific intracellular protein targets.

Scheme 1. Amino-acidic sequence of the investigated peptide. Hydrophobic, basic, and polar residues are
reported in green, blue, and black, respectively.

Considering its mechanism of action, selectivity and physico-chemical properties,
killerFLIP is a typical membrane-active, cationic, amphipathic peptide, just like natural
and designed HDPs. KillerFLIP is amphipathic along its sequence, with a polar Nterminal segment and a hydrophobic C-terminal sequence, while most HDPs are spatially
amphipathic, attaining a conformation (e.g. a helical structure) where most polar side
chains are on one side, and the hydrophobic residues on the other. However, several
examples of linearly-amphipathic HDPs are known [35-41].
The first characterization of killerFLIP showed that it forms aggregates in aqueous
environment [20]. Therefore, we selected this peptide to investigate the possible relation
between aggregation and selectivity. Our results demonstrate that the selectivity of

3

killerFLIP is strictly dependent on its aggregation state and indicate the propensity to
aggregate as a parameter that must be taken into account in the design and development
of selective membrane-active anticancer and antimicrobial peptides.
2. Materials and Methods
2.1.

Materials

Phospholipids (POPC: 1-Palmitoil-2-Oleoyl-sn-Glycero-Phosphocholine; POPS: 1palmitoyl-2-oleoyl-sn-glycero-3-phospho-L-serine) were purchased from Avanti Polar
Lipids (Alabaster, AL, USA): Spectroscopic grade methanol, ethanol and chloroform
were purchased from Carlo Erba Reagenti (Milano, Italy). 5(6)-carboxyfluorescein (CF),
Triton-X 100 and Sephadex-G50 were purchased from Sigma Aldrich (St. Louis, MO,
USA).
KillerFLIP (GRKKRRQRRRFFWSLCTA, with unmodified termini) was purchased from
Biomatik. This sequence was termed killerFLIP-E in the original article, and it had an
additional Tyr at the N-terminus. Control experiments showed that the biological activity
of the shortened sequence is identical to that of the original peptide (data not shown).
2.2.

Liposome preparation

Large unilamellar vesicles (LUVs) composed of POPC/POPS or POPC/POPG, in
different molar ratios were prepared by dissolving in a 1:1 (v/v) CHCl3/MeOH solution.
The solvent was then evaporated in a rotary vacuum system, until a thin film was formed.
Complete evaporation was ensured by applying a rotary vacuum pump for at least 2 h.
The lipid film was hydrated with phosphate buffer 10 mM (pH 7.4) containing NaCl 140
mM and EDTA 0.1 mM. The liposome suspension was vigorously stirred and, after 10
freeze and thaw cycles, it was extruded through two stacked polycarbonate membranes
with 100 nm pores, for 31 times. The final lipid concentration was determined by the
Stewart phospholipids assay [42]. For CF leakage experiments, the lipid film was
obtained as already described, and then hydrated with a 30 mM CF solution, titrated to pH
7.4 with NaOH, and containing 10mM phosphate buffer and 80 mM NaCl to make it
isotonic to the dilution buffer (phosphate buffer 10 mM, pH 7.4, NaCl 140 mM, 270
mOsm). Liposomes were separated from unencapsulated dye by gel filtration on a 40 cm
Sephadex G-50 column.
2.3.

Spectroscopy and microscopy measurements

Absorbance experiments were carried out at room temperature with a Cary 100 Scan
spectrophotometer (Varian, Middelburg, Netherlands) and killerFLIP concentration was
determined from the absorbance values at 280 nm, considering that the molar extinction
coefficient of Trp is ε280 nm= 5690 M‐1.cm‐1 [43].
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CD spectra were collected using a Jasco J 700 spectropolarimeter (Tokyo, Japan) in the
wavelength range between 195 and 250 nm, with bandwidth= 2 nm, sensitivity= 5 mdeg,
time constant= 2 s. Spectra were obtained in phosphate buffer (10 mM, pH 7.4, 140 mM
NaF) by titrating 0.5-30 µM of peptide in 1.0 cm path length cells for (0.5-1.5 µM), 0.5
cm for (2.0-7.0 µM) and 0.1 cm for higher concentrations. 8 scans were recorded during
the acquisition of each spectrum, in order to maximize the signal to noise ratio, and an a
posteriori correction for the background signal was performed, by subtracting the
spectrum of a blank solution.
To characterize the size of peptide aggregates, dynamic light scattering (DLS)
measurements were performed using a Horiba LB 550 particle size analyser, equipped
with a laser diode of λem=650 nm, of 5mW potency. KillerFLIP was added (60 µM) to
filtered phosphate buffer, pH 7.4 at 25 ºC, and the signal was acquired for 3 min.
All steady-state fluorescence measurements were performed on a Fluoromax-4 instrument
(Horiba, NJ), or with an Infinite F200 PRO filter-based plate reader or fluorescence
intensity top reading (Tecan, Austria). The temperature was thermostatted at 25 °C for all
experiments.
Wide field fluorescence microscopy images were obtained with an Axio Scope A1 (Carl
Zeiss, Oberkochen, Germany), using a 40x magnification air objective. A peptide
concentration of 16 μM was analyzed, in the presence of 0.6 μM Nile Red. Images were
analyzed with the software ImageJ [44]
2.4.

Membrane-perturbing activity experiments

Studies on vesicle release kinetics were performed with the fluorimeter (λex=490 nm
bandwidth=0.2nm, and λem=520 nm bandwidth=1.5nm) at different peptide
concentrations, using CF-loaded vesicles composed of POPC/POPS at different ratios.
Peptide-induced leakage was investigated also for different peptide to lipid ratios at two
fixed peptide concentration (0.2 µM and 5 µM), and varying concentrations of
POPC/POPS liposomes (1:1 molar ratio) using the plate reader. A black 96-well, flat
bottom, polystyrene, nonbinding plate (Model 655900, Greiner bio-one, Germany) was
filled first with a fixed peptide concentration then adding various liposome solutions of
different lipid concentrations in a total volume of 154 μl per well, recording 20 minutes
after the addition of the liposomes (F). For the initial fluorescence of vesicles (F0),
another well was filled at the same concentration of liposomes. The fluorescence intensity
after total leakage (F100) was measured in all wells, after adding Triton X-100 (final
concentration 1 mM). The fluorescence intensities of each well were measured three
times using the following instrument settings: number of flashes 25, integration time 20
μs, settle time 10 ms, dichroic beam splitter 510 (i.e. optimized for fluorescein). The gain
was optimized for each liposome concentration in a sample where liposomes had been
disrupted by triton addition. The fraction of peptide-induced leakage was determined as
[31, 45]

5

Released fraction=
2.5.

Peptide-membrane association

For peptide-membrane association experiments, the Trp fluorescence signal was followed
titrating 1 μM peptide solutions with increasing amounts of POPC and POPC/POPS (1:1
molar ratio) liposomes. Spectra were collected between 300 and 450 nm, using λexc.= 280
nm and a 295-nm cut off filter in a 1 cm × 1cm quartz cell.
2.6.

Critical aggregation concentration of peptide

Steady-state fluorescence measurements of pyrene (0.1 μΜ) were performed in phosphate
buffer, pH 7.4, using 1 cm path length cuvettes. Samples were excited at 319 nm,
bandwidth=1 nm, λem=360-460nm, bandwidth=2 nm, integration time=1 s. The
concentration of the stock solution of pyrene in methanol was estimated from its
absorbance, using a molar extinction coefficient of 54,000 M-1cm-1 at 335 nm [46]. The
ratio of the intensities of the first (372 nm) and third (382 nm) vibronic peaks (I3/I1) in the
pyrene emission spectra was calculated after blank subtraction. This ratio was then plotted
as a function of peptide concentration and fitted with a Gaussian sigmoid fitting curve
[47].
1
𝑅 𝑅
𝑅
𝑅
1 𝑒
where the variable R corresponds to the pyrene I3/I1 ratio value, the independent variable
(C) is the total concentration of peptide, R∞ and R0 are the upper and lower limits of the
sigmoid, respectively, C50 is the centre of the sigmoid, and n is a phenomenological
parameter describing the steepness of the curve. The critical aggregation concentration
was determined from the intercept of the two lines corresponding to the tangent to the
center of the sigmoid and for concentrations approaching 0 (see Figure 4).
3.

Results

3.1.
lipids

KillerFLIP causes leakage in model membranes, with selective activity against anionic

KillerFLIP was demonstrated to cause membrane disruption in cancer cells [20].
However, this effect could be caused directly by peptide interaction with the cell
membrane, or it could be just a secondary event of cell death caused by another
mechanism, although apoptosis and necroptosis and interaction with specific intracellular
protein targets were ruled out [20]. To clarify this point, we studied peptide
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permeabilization of artificial membranes mimicking those of cancerous and normal cells,
by performing carboxyfluorescein (CF) leakage experiments, with liposomes forme d of
POPC/POPS lipids in different molar ratios [9-19, 48]. A fixed amount of liposomes
(lipid concentration 50 μM) was titrated with increasing concentrations of peptide and the
release kinetics of the probe was recorded, (Fig.1a). Peptide-induced leakage was indeed
observed, showing that killerFLIP is able to perturb the permeability of a simple lipid
bilayer, and therefore supporting pore formation as its primary mechanism of toxicity
towards cancer cells. The fraction of liposome contents released 20 minutes after peptide
addition was used to directly compare the pore-forming activity of killerFLIP in
membranes of different compositions (Fig.1b). Membrane leakage resulted to be strongly
dependent on the content of negatively charged PS lipids, confirming also in model
systems the selectivity of killerFLIP. To confirm that selectivity is due essentially to lipid
charge, we performed experiments also on POPC/POPG lipids, obtaining results
comparable to those of POPC/POPS vesicles (Fig.1b)
Control experiments with the TAT and FLIP fragments did not evidence any significant
membrane-perturbing activity of these peptides, at least up to 50 μM, i.e. in the
concentration range where killerFLIP causes vesicle leakage (data not shown). This
finding is in agreement with previous observations, showing that TAT alone does not kill
cancer cells, nor perturbs their membranes [20].
3.2.

KillerFLIP aggregates in aqueous solution

KillerFLIP is linearly amphiphilic, with an apolar C-terminal region, and a charged Nterminal segment. Due to this amphipathic structure, a significant peptide tendency to
form micelle-like aggregates in water was conceivable. In turn, killerFLIP aggregation
might modulate the water-membrane partition equilibrium [31]. To test this hypothesis,
we performed experiments directed to characterize peptide aggregation in aqueous
solutions.
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Fig. 1. Peptide-induced vesicle leakage, (a) kinetics of CF release after addition of peptide (10 µM) to
POPC/POPS liposomes with different PS content (b) fraction of CF released 20 minutes after peptide
addition in liposomes of varying composition. Liposomes concentration 50 µM

Dynamic light scattering (DLS) measurements at low peptide concentrations (i.e. below
1.5 μM) showed only one distribution of particle sizes (Fig.2), with diameters of 10 nm or
below. This likely corresponds to the monomeric peptide as the size resolution of the light
scattering technique is limited by the visible wavelength used by the instrument. At a
concentration of 1.5 μM, the distribution became bimodal, with a population of much
larger sizes (hundreds of nm), indicating the formation of aggregates. At higher
concentrations, the monomer population was not observed anymore, indicating a highly
cooperative aggregation process, reminiscent of micelle formation. Formation of large
aggregates was previously reported for killerFLIP, but in that case experiments were
performed at a single concentration [20]. DLS experiments performed in the presence of
the reducing agent dithiothreitol (DTT), at a 10 mM concentration, had a very similar
trend (data not shown), indicating that the possible formation of intermolecular disulphide
bonds did not affect significantly the aggregation equilibria. For this reason, all
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experiments were carried out without adding any reducing agent, i.e. under the same
conditions used in the cellular studies.

Fig. 2. Peptide aggregation, DLS measurements of the size of peptide aggregates, at different killerFLIP
concentrations

We studied the aggregation process of killerFLIP more in detail by using an assay based
on the vibronic structure of the fluorescence emission spectra of pyrene. The ratio of the
intensities of the first (372 nm) and third (382 nm) vibronic peaks in the emission
spectrum of this probe is sensitive to the polarity of the environment [49]. Pyrene is
hydrophobic and its solubility in water is very limited. Therefore, when aggregates
stabilized by the hydrophobic effect (such as detergent micelles, or peptide aggregates)
are present in solution, it preferentially solubilizes in the interior hydrophobic regions of
these supramolecular structures [50]. Fig. 3a shows the emission spectra of pyrene (0.1
µM) in the absence and presence of the peptide at a concentration corresponding to an
aggregated state, according to the DLS data. Peptide addition caused a significant
increase in the I3/I1 intensity ratio. Fig. 3b reports the changes of this ratio as a function of
peptide concentration. At low concentrations, the pyrene fluorescence spectrum was very
similar to that observed in water, with I3/I1 ~0.64 [49]. With increasing peptide
concentration, a sudden, sigmoidal increase in I3/I1 was observed, then reaching a plateau.
This trend is the behavior expected for the formation of aggregates formed by a high
number of monomers, such as micelles, where the transition between the monomeric and
the aggregated state takes place at a well-defined concentration, called critical
aggregation concentration (CAC). Due to its high hydrophobicity, pyrene inserts into the
aggregates as soon as they are formed. The fraction of pyrene molecules bound to
micelles increases with the increasing concentration of aggregates, but when all pyrene
molecules are inserted in micelles, a plateau is observed [50-53]. The critical
concentration was determined by fitting the data with a phenomenological Boltzmanntype sigmoidal curve [47], obtaining 1.5±0.1 μM. It is important to note that this value is

9

lower than the active concentrations for all biological assays (anticancer activity and
toxicity) [20]. Therefore, the biological effects of killerFLIP are determined by the
aggregated peptide.

Fig. 3. Peptide critical aggregation concentration, (a) emission spectrum of pyrene (0.1 μΜ) in phosphate buffer, 10
mM (pH 7.4) containing NaCl 140 mM and EDTA 0.1 mM, in the absence (black line) and presence (red line) of the
peptide (6.6 μΜ). (b) variation of the ratio between the intensities of the third (382 nm) and first (372 nm) vibronic
peaks of pyrene fluorescence as a function of peptide concentration; error bars represent the standard error of the
mean (± S.E.M). The continuous line represents a fit to the data [47], the dashed lines are defined in the materials
and methods section, and their intersection defines the CAC, marked by the vertical solid line.

Finally, the morphology of killerFLIP aggregates was studied by fluorescence
microscopy, using the dye Nile Red whose fluorescence is strongly enhanced after its
spontaneous insertion in peptide aggregates [54]. The microscopic images show
aggregates of globular shape, with a size distribution compatible with the DLS data
(Fig.4).
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Fig. 4. Fluorescence microscopy images of Nile Red labelled killerFLIP aggregates and distribution of their
radii.

3.3.

KillerFLIP is unstructured both in the monomeric and in the aggregated state

To investigate possible structural changes induced by aggregation, circular dichroism
experiments were performed. Fig. 5 shows the CD spectra of killerFLIP at peptide
concentrations going from 0.5 to 7 µM, i.e. from concentrations below the CAC to values
above this threshold. No variations in the CD spectra were observed by increasing the
peptide concentration. At all concentration tested, the shape of the CD spectra was typical
of a random coil conformation [55], indicating that killerFLIP is unstructured both in the
monomeric and in the aggregated state.
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Fig. 5. Peptide secondary structure, circular dichroism spectra of killerFLIP in phosphate buffer (10mM, pH 7.4,
NaF 140 mM), measured at different peptide concentrations. Per residue molar ellipticities are reported.

3.4.

KillerFLIP is selective for anionic membranes only in the aggregated state

In principle, self-association can perturb the water-membrane partition equilibria, by
shielding the hydrophobic residues from the water phase, thus reducing the hydrophobic
driving force for association to membranes, and particularly to neutral bilayers [31].
To test this hypothesis, we studied the peptide-induced CF leakage at two peptide
concentration values, 0.2 μM and 5 μM, which are below and above the threshold
concentration for peptide aggregation determined above, respectively. To this end, we
devised a novel method to follow peptide-induced vesicle leakage. Contrary to the typical
leakage studies, where liposome concentration is maintained constant and the peptide
concentration is varied, in this case we kept the peptide concentration fixed and varied the
peptide to lipid ratio by performing experiments at different lipid concentrations. Fig. 6
shows the fraction of dye leakage observed 20 minutes after peptide addition, under
different conditions of peptide and lipid concentration. In the experiments performed at a
concentration where the peptide is aggregated (5.0 μΜ), we observed a high selectivity
for membranes of different composition, just as reported in Fig. 1. Peptide-induced
leakage was much higher for POPC/POPS liposomes than for pure POPC vesicles, as in
the two cases 50% leakage was reached at approximately 2 μΜ and 60 μΜ lipid
concentration, respectively. By contrast, measurements performed with monomeric
peptide (0.2 μΜ) showed a very similar activity in both liposome compositions, reaching
50% leakage at the same concentration. Therefore, aggregation has a striking influence on
peptide selectivity.
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Fig. 6. Aggregation and membrane selectivity, effect of peptide concentration on selectivity for different
membranes, [Peptide] = 5μΜ with POPC/POPS (1:1molar ratio): red square, POPC: blue square and [Peptide] = 0.2
μΜ with POPC/POPS (1:1molar ratio): red circle, POPC: blue circle. Each point is the average of three repetitions.

3.5.

Selectivity of aggregated killerFLIP derives from differential membrane binding

Having demonstrated that killerFLIP acts directly on membranes, targeting bilayers
containing negatively charged lipids, we investigated the determinants of peptide
selectivity. The different pore-forming activities of killerFLIP on charged and neutral
membranes could be due to a difference in affinity, or to a distinct behavior of the peptide
once bound to the membranes. To discriminate between these possibilities, we assessed
peptide affinity towards membranes of different compositions. Peptide association to a
bilayer is typically followed by a significant blue shift of its fluorescence spectrum, as a
result of the lower polarity of the membrane environment (Fig.7). The extent of the
spectral changes was followed by determining the wavelength of maximum fluorescence
emission. Titrating with POPC liposomes did not cause any significant shift of the
fluorescence spectra, showing the lack of affinity for neutral membranes. These data
showed that peptide selectivity was due to a much higher affinity of the peptide for
charged than neutral lipid bilayers. This selectivity could be a simple consequence of the
cationic nature of killerFLIP. However, previous studies performed in our laboratory and
in other groups [28-30] demonstrated that charge is not sufficient to determine the
selectivity of membrane-active peptides. Indeed, we studied peptide-membrane binding
also at a concentration where it is monomeric. Peptide emission spectra were collected by
titration of a 0.2 μM solution of killerFLIP with increasing amounts of POPC and
POPC/POPS (1:1) liposomes. In contrast with the experiments performed with 10 μM
peptide, in this case a blue shift of the fluorescence spectrum was observed with both
lipid compositions. A plot of the wavelength of maximum fluorescence intensity as a
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function of lipid concentration (Fig.8) shows that monomeric killerFLIP exhibits a
comparable affinity for both charged and neutral lipid membranes.

Fig. 7. Peptide-membrane association, Water-membrane partition as measured from the blue-shift in the emission
spectrum of the Trp residue, [Peptide] = 10 μM, POPC, (blue symbols) and POPC/POPS, 1:1 molar ratio vesicles
(red symbols).

Fig.8. Peptide water-membrane partition for monomeric killerFLIP, the wavelength of maximum peptide
fluorescence is reported as a function of lipid concentration for POPC (blue symbols) and POPC/POPS, 1:1 molar
ratio (red symbols) liposomes. [Peptide] = 0.2 μM.

4.

Discussion

Our data demonstrate that the monomeric and aggregated state of killerFLIP have a
remarkably different selectivity for lipid bilayers mimicking the membranes of pathogens
and those of eukaryotic cells. While the monomer is not selective, the aggregate is 30
times more active on anionic membranes than on neutral bilayers. This finding is caused
14

by a differential binding of the aggregated peptide to the two membrane types, while the
monomer has a similar affinity for both lipid compositions. The CAC for killerFLIP is
lower than the active concentrations for all biological assays (anticancer and toxicity)
[20]. Therefore, the aggregated state is the relevant form regarding the biological effects
of this peptide.
Given the amphipathic nature of HDPs, aggregation or self-assembly in the aqueous
phase is a common finding for these molecules, and oligomerization, micellization,
fibrillation of even gelation have been observed [8, 56]. Therefore, our data point to a
previously unappreciated, possibly general role of supramolecular structure formation in
determining HDP selectivity.
HDPs are typically cationic and amphipathic. Their association to membranes of any
composition is driven by the hydrophobic effect, but affinity for negatively charged
bilayers is enhanced by electrostatic interactions. Several studies concur to show that
peptide hydrophobicity must be finely tuned to optimize activity and selectivity, and that
two thresholds exist [8]. When the hydrophobicity is too low, peptide affinity for
membranes might be insufficient, or the position in the bilayer might be too superficial to
perturb the surface tension and lead to the formation of pores. Therefore, molecules of
low hydrophilicity are often not membrane-active. However, if hydrophobicity surpasses
a second, higher threshold, toxicity is observed, because binding to neutral membranes
becomes significant. A high hydrophobicity often affects binding to neutral membranes
more than to charged bilayers, and hemolysis more than bactericidal activity [57, 58].
This finding can be explained by considering that electrostatic and hydrophobic effects
are not additive [59, 60]: an increased hydrophobic driving force causes a deeper
embedding of the peptide inside the lipid bilayer, and therefore a reduction in its
electrostatic interactions with negatively charged head groups.
Hydrophobicity is often calculated based on the sequence of a peptide. However,
conformational equilibria affect the degree to which the hydrophobic side chains are
exposed to the water phase, and therefore modulate the driving force for membrane
binding, i.e. the “effective” peptide hydrophobicity [8, 30, 61]. Reversed-phase
chromatography retention times have resulted to be an accurate measure of the effective
peptide hydrophobicity of peptides [62]. Interestingly, strong correlation between RPHPLC retention times and the hemolytic activity of AMPs has been reported [63-65]. For
instance, many studies indicate that disrupting a perfectly amphipathic alpha helix by
inserting helix-breaking residues [30], or by inserting polar residues on the hydrophobic
face of the helix [65-68] increases peptide selectivity, by reducing the hydrophobic
driving force for membrane binding [8]. The present study indicates that aggregation can
be an additional mechanism for obtaining a similar effect.
Aggregation of amphiphilic peptides decreases their effective hydrophobicity by hiding
the apolar moieties from the aqueous phase. As a consequence, the hydrophobic driving
force for membrane binding is reduced in the aggregates [31-33, 69-71]. Considering the
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two hydrophobicity thresholds discussed above, this effect can explain the increase in
selectivity observed after aggregation for killerFLIP.
The effects of aggregation and self-assembly have received limited attention in the HDP
literature, and the few available data are somewhat contradictory. Consistently with our
findings, some studies reported an increase in selectivity with aggregation, due to
differential effects on membrane binding [72, 73]. However, in other investigations a
decrease in selectivity was observed upon the formation of supramolecular structures [69,
74]. Shankar et al. [75] suggested that toxicity of self-assembled lipopeptides depends on
the specific structure of the fibrillar aggregates. These discrepancies are most likely due
to the fact that often conclusions on the effects of aggregation are derived by modulating
formation of supramolecular structures by altering the peptide properties, or by varying
electrostatic interactions by changing the ionic strength of the solution. It is therefore
difficult to discriminate between the direct effects of these changes (e.g. an increase in the
hydrophobicity of the peptide sequence) and the consequence of the variations they
induce in aggregation. By contrast, in our case, comparison of the same peptide in a
monomeric and in an aggregated state allows a direct analysis of the effects of
aggregation.
Of course, it should be mentioned that in cellular studies aggregation could affect
selectivity through mechanisms that are not present in model membranes. For instance,
preassembled HDPs might be unable to cross the LPS layer or the cell wall, and thus to
reach the plasma membrane of bacteria. At the same time, they would still be able to
interact with the “naked” membrane of host cells [74, 76-78]. However, this line of
reasoning does not apply to selectivity between cancer and healthy cells (as in the case of
killerFLIP), which both lack a cell envelope.
A computational study indicated that aggregation could lead to membrane selectivity both
by thermodynamic and kinetic effects on membrane binding, with a prevalent role of
time-dependent processes [73]: binding to host mammalian membranes will be slow and
inefficient as long as the lipopeptides form micelles in solution, while binding to the
bacterial surface will still be efficient, thanks to electrostatic interactions and to the higher
fluidity of the membrane. However, in our case, peptide-membrane association was much
faster than the time-resolution of our spectral measurements, and, most importantly, than
the time-scale of peptide-induced leakage. Therefore, we can rule out that kinetic effects
are at play in our system.
5. Conclusions

Overall, our data indicate that peptide aggregation should be taken into account as an
additional method to vary the effective hydrophobicity of membrane-active HDPs, and
therefore their cell-selectivity. Peptide aggregation or ordered self-assembly presents
additional advantages, since it reduces susceptibility to proteolytic degradation, it affects
the pharmacokinetics and pharmacodynamics [72, 79-81], and it allows the local release

16

of a high peptide concentration at a single site in the membrane [82-84]. Finally,
aggregates of membrane-active peptides could be even considered for the entrapment of
small-molecule drugs inside the hydrophobic core of the particles, for targeted delivery
[85-86], leading to the development of new therapeutic tools based on synergistic effects
[87].
Conflicts of interest

There are no conflicts to declare.

Acknowledgements

The authors would like to thank AIRC (IG2016 19171, to LS) and MIUR (grant PRIN
20157WW5EH_007, to LS) for financial support and Dr. E. Nicolai and Dr. A. Di Venere
for assistance with DLS experiments.
References
1 J. P. Gillet and M. M. Gottesman, Mechanisms of multidrug resistance in cancer,
Methods Mol Biol. 596 (2010) 47-76.
2 B. S. Avner, A. M. Fialho and A. M. Chakrabarty, Overcoming drug resistance in multidrug resistant cancers and microorganisms, Bioengineered 3 (2012) 262-270.
3 D. Gaspar, A. S. Veiga and M. A. Castanho, From antimicrobial to anticancer peptides,
Front. Microbiol. 4 (2013) 294.
4 F. H. Groenendijk and R. Bernards, Drug resistance to targeted therapies: deja vu all over
again, Mol. Oncol. 8 (2014) 1067-1083.
5 B. Khameneh, R. Diab, K. Ghazvini and B. S. F. Bazzaz, Breakthroughs in bacterial
resistance mechanisms and the potential ways to combat them, Microb. Pathog. 95 (2016)
32-42.
6 M. R. Felício, O. N. Silva, S. Gonçalves, N. C. Santos and O. L. Franco, Peptides with
dual antimicrobial and anticancer activities, Front. Chem. 5 (2017) 5, doi:
10.3389/fchem.2017.00005
7 E. F. Haney, S. K. Straus, & R. E. W Hancock, Reassessing the host defense peptide
landscape. Frontiers in chemistry, 7 (2019) 43, doi: 10.3389/fchem.2019.00043
8 S. Bobone and L. Stella, in: Antimicrobial Peptides: Basics for Clinical Application, K.
Matsuzaki, Ed; Springer, 2019, ISBN 978-981-13-3587-7. DOI 10.1007/978-981-133588-4_11.
9 J. Connor, C. Bucana, I. J. Fidler and A. J. Schroit, Differentiation-dependent expression
of phosphatidylserine in mammalian plasma membranes: quantitative assessment of

17

outer-leaflet lipid by prothrombinase complex formation, Proc. Natl. Acad. Sci. U.S.A 86
(1989) 3184–3188.
10 L. V. Rao, J. F. Tait and A. D. Hoang, Binding of annexin V to a human ovarian
carcinoma cell line (OC-2008). Contrasting effects on cell surface factor VIIa/tissue
factor activity and prothrombinase activity, Thromb. Res. 67 (1992) 517–531.
11 B. Szachowicz-Petelska, I. Dobrzynska, Z. Figaszewski and S, Sulkowski, Changes in
physico-chemical properties of human large intestine tumour cells membrane, Mol. Cell.
Biochem. 238 (2002) 41–47.
12 H. Schröder-Borm, R. Bakalova and J. Andrä, The NK‐lysin derived peptide NK‐2
preferentially kills cancer cells with increased surface levels of negatively charged
phosphatidylserine, FEBS Lett. 579 (2005) 6128–6134.
13 J. E. Vance, R. Steenbergen, Metabolism and functions of phosphatidylserine, Prog.
Lipid Res. 44 (2005) 207–234.
14 D. L. Daleke, Regulation of phospholipid asymmetry in the erythrocyte membrane, Curr.
Opin. Hematol. 15 (2008) 191–195.
15 F. Schweizer, Cationic amphiphilic peptides with cancer-selective toxicity, Eur. J.
Pharmacol. 625 (2009) 190–194
16 B. Fadeel and D. Xue, The ins and outs of phospholipid asymmetry in the plasma
membrane: roles in health and disease, Crit. Rev. Biochem. Mol. Biol. 44 (2009) 264–
277.
17 C. Kirszberg, L. G. Lima, D. O. Da Silva, W. Pickering, E. Gray, T. W. Barrowcliffe, V.
M Rumjanek and R. Q. Monteiro, Simultaneous tissue factor expression and
phosphatidylserine exposure account for the highly procoagulant pattern of melanoma
cell lines, Melanoma Res. 19 (2009) 301–308.
18 D. W. Hoskin and A. Ramamoorthy, Studies on anticancer activities of antimicrobial
peptides, Biochim. Biophys. Acta, Biomembr. 1778 (2008) 357-75.
19 S. Riedl, D. Zweytick and K. Lohner, Membrane-active host defense peptides–challenges
and perspectives for the development of novel anticancer drugs, Chem. Phys Lipids 164
(2011) 766-781.
20 B. Pennarun, G. Gaidos, O. Bucur, A. Tinari, C. Rupasinghe, T. Jin, R. Dewar, K. Song ,
M.T. Santos, W. Malorni, D. Mierke and R. Khosravi-Far, killerFLIP: a novel lytic
peptide specifically inducing cancer cell death, Cell Death Dis. 4 (2013) e894.
21 F. Savini, S. Bobone, D. Roversi, M.L. Mangoni and L. Stella, From liposomes to cells:
Filling the gap between physicochemical and microbiological studies of the activity and
selectivity of host-defense peptides, Pep. Sci. 110 (2018) e24041.
22 R. Bessalle, H. Haas, A. Goria, I. Shalit and M. Fridkin, Augmentation of the
antibacterial activity of magainin by positive-charge chain extension, Antimicrob Agents
Chemother. 36 (1992) 313-317.

18

23 K. Matsuzaki, K. I: Sugishita, M. Harada, N. Fujii and K. Miyajima, Interactions of an
antimicrobial peptide, magainin 2, with outer and inner membranes of Gram-negative
bacteria, Biochim. Biophys. Acta, Biomembr. 1327 (1997) 119-130.
24 M. Dathe, H. Nikolenko, J. Meyer, M. Beyermann and M. Bienert, Optimization of the
antimicrobial activity of magainin peptides by modification of charge, FEBS Lett. 501
(2001) 146-150.
25 A. Giangaspero, L. Sandri and A. Tossi, Amphipathic α helical antimicrobial peptides. A
systematic study of the effects of structural and physical properties on biological activity,
Eur. J. Biochem. 268 (2001) 5589-5600.
26 I. Zelezetsky and A. Tossi, Alpha-helical antimicrobial peptides—using a sequence
template to guide structure–activity relationship studies, Biochim. Biophys. Acta,
Biomembr. 1758 (2006) 1436-1449.
27 S. Bobone, A. Piazzon, B. Orioni, J. Z. Pedersen, Y. H. Nan, K.S. Hahm, H. S. Shin and
L. Stella, The thin line between cell‐penetrating and antimicrobial peptides: the case of
Pep‐1 and Pep‐1‐K, J. Pept. Sci. 17 (2011) 335-341.
28 M. Dathe, M. Schumann, T. Wieprecht, A. Winkler, M. Beyermann, E. Krause, K.
Matsuzaki, O. Murase and M. Bienert, Peptide helicity and membrane surface charge
modulate the balance of electrostatic and hydrophobic interactions with lipid bilayers and
biological membranes, Biochemistry 35 (1996) 12612-12622.
29 I. Cornut, K. Buttner, J. L. Dasseux and J. Dufourcq, The amphipathic α-helix concept:
application to the de novo design of ideally amphipathic Leu, Lys peptides with
hemolytic activity higher than that of melittin, FEBS Lett. 349 (1994) 29-33.
30 S.Bobone, G. Bocchinfuso, Y. Park, A. Palleschi, K. S. Hahm and L. Stella, The
importance of being kinked: role of Pro residues in the selectivity of the helical
antimicrobial peptide P5, J. Pept. Sci. 19 (2013) 758-769.
31 L. Stella, C. Mazzuca, M. Venanzi, A. Palleschi, M. Didonè, F. Formaggio, C. Toniolo
and B. Pispisa, Aggregation and water-membrane partition as major determinants of the
activity of the antibiotic peptide trichogin GA IV, Biophys. J., 86 (2004) 936-945.
32 C. Mazzuca, L. Stella, M. Venanzi, F. Formaggio, C. Toniolo and B. Pispisa, Mechanism
of membrane activity of the antibiotic trichogin GA IV: a two-state transition controlled
by peptide concentration, Biophys. J. 88 (2005) 3411-3421.
33 E. Gatto, C. Mazzuca, L. Stella, M. Venanzi, C. Toniolo and B. Pispisa, Effect of peptide
lipidation on membrane perturbing activity: a comparative study on two trichogin
analogues, J. Phys. Chem. B 110 (2006) 22813-22818.
34 T. G. Jin, A. Kurakin, N. Benhaga, K. Abe, M. Mohseni, F. Sandra, K. Song, B. K. Kay
and R. Khosravi-Far, R., Fas-associated protein with death domain (FADD)-independent
recruitment of c-FLIPL to death receptor 5, J. Biol. Chem. 279 (2004) 55594-55601.
35 A. Makovitzki, D. Avrahami and Y. Shai, Ultrashort antibacterial and antifungal
lipopeptides, Proc. Natl. Acad. Sci. USA 103 (2006) 15997-16002.

19

36 A. Schmidtchen, M. Pasupuleti, M. Moergelin, M. Davoudi, J. Alenfall, A. Chalupka,
and M. Malmsten, M., Boosting antimicrobial peptides by hydrophobic oligopeptide end
tags, J. Biol. Chem. 284 (2009) 17584-17594.
37 M, Pasupuleti, A. Schmidtchen, A. Chalupka, L. Ringstad and M. Malmsten, M., Endtagging of ultra-short antimicrobial peptides by W/F stretches to facilitate bacterial
killing, PLoS One 4 (2009) e5285.
38 A. Schmidtchen, L. Ringstad, G. Kasetty, H. Mizuno, M. W. Rutland and M. Malmsten,
Membrane selectivity by W-tagging of antimicrobial peptides, Biochim. Biophys. ActaBiomembr. 1808 (2011) 1081-1091.
39 B. Legrand, M. Laurencin, J. Sarkis, E. Duval, L. Mouret, J. F. Hubert, J. F., M. Collen,
V. Vié, C. Zatylny-Gaudin, J. Henry, M. Baudy-Floc'h, A. Bondon, Structure and
mechanism of action of a de novo antimicrobial detergent-like peptide, Biochim.
Biophys. Acta, Biomembr. 1808 (2011) 106-116.
40 M. Malmsten, G. Kasetty, M. Pasupuleti, J. Alenfall, J. and A. Schmidtchen, Highly
selective end-tagged antimicrobial peptides derived from PRELP, PloS One 6 (2011)
e16400.
41 S. Singh, A. Datta, A. Schmidtchen, A. Bhunia and M. Malmsten, Tryptophan endtagging for promoted lipopolysaccharide interactions and anti-inflammatory effects, Sci.
Rep. 7 (2017) 212.
42 J. C. M. Stewart, Colorimetric determination of phospholipids with ammonium
ferrothiocyanate, Anal. Biochem. 104 (1980) 10-14.
43 H. Edelhoch, Spectroscopic determination of tryptophan and tyrosine in proteins,
Biochemistry 6 (1967) 1948-1954
44 C.A. Schneider, W.S. Rasband, K.W. Eliceiri, NIH Image to ImageJ: 25 years of image
analysis. Nat. Methods 9 (2012) 671-675.
45 C. Mazzuca, B. Orioni, M. Coletta, F. Formaggio, C. Toniolo, G. Maulucci, M. De
Spirito, B. Pispisa, M. Venanzi and L. Stella, Fluctuations and the rate-limiting step of
peptide-induced membrane leakage, Biophys. J. 99 (2010) 1791-1800.
46 I. B. Berlman, Handbook of Fluorescence Spectra of Aromatic Molecules, Second
Edition, 1971, Academic Press, Elsevier.
47 J. Aguiar, P. Carpena, J. Molina-Bolivar and C. C. Ruiz, On the determination of the
critical micelle concentration by the pyrene 1: 3 ratio method, J. Colloid Interface Sci.
258 (2003) 116-122.
48 V. Teixeira, M. J. Feio and M. Bastos, Role of lipids in the interaction of antimicrobial
peptides with membranes, Prog. Lipid Res. 51 (2012) 149-177.
49 K. Kalyanasundaram and J. Thomas, Environmental effects on vibronic band intensities
in pyrene monomer fluorescence and their application in studies of micellar system, J.
Am. Chem. Soc. 99 (1977) 2039-2044.
50 A. Chaudhuri, S. Haldar and A. Chattopadhyay, Organization and dynamics in micellar
structural transition monitored by pyrene fluorescence, Biochem. Biophys. Res.
Commun. 390 (2009) 728-732.

20

51 M Frindi, B. Michels and R. Zana, Ultrasonic absorption studies of surfactant exchange
between micelles and bulk phase in aqueous micellar solutions of nonionic surfactants
with a short alkyl chain. 3. Surfactants with a sugar head group, J. Phys. Chem. 96 (1992)
8137-8141.
52 R. Zana, R., H. Levy and K. Kwetkat, Mixed micellization of dimeric (Gemini)
surfactants and conventional surfactants. I. Mixtures of an anionic dimeric surfactant and
of the nonionic surfactants C12E5and C12E8, J. Colloid Interface Sci. 197 (1998) 370376.
53 O. Regev, and R. Zana, Aggregation behavior of tyloxapol, a nonionic surfactant
oligomer, in aqueous solution, J. Colloid Interface Sci. 210 (1999) 8-17.
54 R. Mishra, D. Sjölander, P. Hammarström, Spectroscopic characterization of diverse
amyloid fibrils in vitro by the fluorescent dye Nile red. Mol. Biosys., 7 (2011) 12321240.
55 B. A. Wallace and R. W. Janes, Modern techniques for circular dichroism and
synchrotron radiation circular dichroism spectroscopy, 2009, Ios Press.
56 X. Tian, F. Sun, X. R. Zhou, S.Z. Luo and L. Chen, Role of peptide self‐assembly in
antimicrobial peptides, J. Pept. Sci. 21 (2015) 530-539.
57 T. Wieprecht, M. Dathe, M. Beyermann, E. Krause, W. L. Maloy, D. L. MacDonald and
M. Bienert, Peptide hydrophobicity controls the activity and selectivity of magainin 2
amide in interaction with membranes, Biochemistry 36 (1997) 6124-6132.
58 M. Dathe, J. Meyer, M. Beyermann, B. Maul, C. Hoischen, M. Bienert, General aspects
of peptide selectivity towards lipid bilayers and cell membranes studied by variation of
the structural parameters of amphipathic helical model peptides, Biochim. Biophys. Acta,
Biomombr. 1558 (2002) 171-186.
59 A. S. Ladokhin and S. H. White, Protein chemistry at membrane interfaces: nonadditivity of electrostatic and hydrophobic interactions, J. Mol. Biol. 309 (2001) 543-552.
60 W. C. Wimley, in: Proteins Membrane Binding and Pore Formation, 2010, Springer,
New York, 14-23.
61 M. M. Konai, S. Samaddar, G. Bocchinfuso, V. Santucci, L. Stella and J. Haldar,
Selectively targeting bacteria by tuning the molecular design of membrane-active
peptidomimetic amphiphiles, Chem. Commun. 54 (2018) 4943-4946.
62 S. Kim, S. S. Kim and B. J. Lee, Correlation between the activities of α-helical
antimicrobial peptides and hydrophobicities represented as RP HPLC retention times,
Peptides 26 (2005) 2050-2056.
63 S. E. Blondelle and R. A. Houghten, Hemolytic and antimicrobial activities of the
twenty-four individual omission analogs of melittin, Biochemistry 30 (1991) 4671-4678.
64 L. H. Kondejewski, M. Jelokhani-Niaraki, S. W. Farmer, B. Lix, C. M. Kay, B. D. Sykes,
R. E. Hancock and R. S. Hodges, Dissociation of antimicrobial and hemolytic activities
in cyclic peptide diastereomers by systematic alterations in amphipathicity, J. Biol.
Chem. 274 (1999) 13181-13192.

21

65 T. Tachi, R. F. Epand, R. M. Epand and K. Matsuzaki, Position-dependent
hydrophobicity of the antimicrobial magainin peptide affects the mode of peptide− lipid
interactions and selective toxicity, Biochemistry 41 (2002) 10723-10731.
66 Z. Jiang Z, C. T. Mant, M. Vasil and R. S. Hodges, Role of positively charged residues
on the polar and non‐polar faces of amphipathic α‐helical antimicrobial peptides on
specificity and selectivity for Gram‐negative pathogens, Chem. Biol. Drug Des. 91
(2018) 75–92.
67 W. C. Wimley, Describing the mechanism of antimicrobial peptide action with the
interfacial activity model, ACS Chem. Biol. 5 (2010) 905-917.
68 B. Orioni, G. Bocchinfuso, J. Y. Kim, A. Palleschi, G. Grande, S. Bobone, Y. Park, J. I.
Kim, K. S. Hahm and L. Stella, Membrane perturbation by the antimicrobial peptide
PMAP-23: a fluorescence and molecular dynamics study, Biochim Biophys Acta,
Biomembr. 1788 (2009) 1523-1533.
69 Y. Chen, M. Guarnieri, A. Vasil, M. Vasil, C. T. Mant and R. S. Hodges, Role of peptide
hydrophobicity in the mechanism of action of α-helical antimicrobial peptides,
Antimicrob. Agents Chemother. 51 (2007) 1398-1406.
70 A. F. Chu-Kung, R. Nguyen, K. N. Bozzelli and M. Tirrell, Chain length dependence of
antimicrobial peptide–fatty acid conjugate activity, J. Colloid Interface Sci. 345 (2010)
160-167.
71 A. Farrotti, P. Conflitti, S. Srivastava, J. K. Ghosh, A. Palleschi, L. Stella and G.
Bocchinfuso, Molecular dynamics simulations of the host defense peptide temporin L and
its Q3K derivative: an atomic level view from aggregation in water to bilayer
perturbation, Molecules 22 (2017) E1235.
72 L. Chen and J. F. Liang, Peptide fibrils with altered stability, activity, and cell selectivity,
Biomacromolecules 14 (2013) 2326-2331.
73 D. Lin and A. Grossfield, Thermodynamics of micelle formation and membrane fusion
modulate antimicrobial lipopeptide activity, Biophys. J. 109 (2015) 750-759.
74 I. Kustanovich, D. E: Shalev, M. Mikhlin, L. Gaidukov and A. Mor, Structural
requirements for potent versus selective cytotoxicity for antimicrobial dermaseptin S4
derivatives, J. Biol. Chem. 277 (2002) 16941-16951.
75 S. S. Shankar, S. N. Benke, N. Nagendra, P. L. Srivastava, H. V. Thulasiram and N. H.
Gopi, Self-assembly to function: design, synthesis, and broad spectrum antimicrobial
properties of short hybrid E-vinylogous lipopeptides, J. Med. Chem. 56 (2013) 84688474.
76 Z. Oren and Y. Shai, Cyclization of a cytolytic amphipathic α-helical peptide and its
diastereomer: effect on structure, interaction with model membranes, and biological
function, Biochemistry 39 (2000) 6103-6114.
77 N. Sal-Man, Z. Oren and Y. Shai, Preassembly of membrane-active peptides is an
important factor in their selectivity toward target cells, Biochemistry 41 (2002) 1192111930.

22

78 M. L. Mangoni and Y. Shai, Temporins and their synergism against Gram-negative
bacteria and in lipopolysaccharide detoxification, Biochim. Biophys. Acta, Biomembr.
1788 (2009) 1610-1619.
79 D. Raimondo, G. Andreotti, N. Saint, P. Amodeo, G. Renzone, M. Sanseverino, I.
Zocchi, G. Molle, A. Motta and A. Scaloni, A folding-dependent mechanism of
antimicrobial peptide resistance to degradation unveiled by solution structure of
distinctin, Proc. Natl. Acad. Sci. USA 102 (2005) 6309-6314.
80 Z. Tu, J. Hao, R. Kharidia, X. G. Meng and J. F. Liang, Improved stability and selectivity
of lytic peptides through self-assembly, Biochem Biophys Res Commun. 361 (2007) 712717.
81 R. Lei, J. Hou, Q. Chen, W. Yuan, B. Cheng, Y. Sun, Y Jin, L. Ge, S. A. Ben-Sasson, J.
Chen, H. Wang, W. Lu and X. Fang, Self-assembling myristoylated human α-defensin 5
as a next-generation nanobiotics potentiates therapeutic efficacy in bacterial infection,
ACS Nano 12 (2018) 5284–5296.
82 J. Ravi, A. Bella, A. J. Correia, B. Lamarre and M. G. Ryadnov, Supramolecular
amphipathicity for probing antimicrobial propensity of host defence peptides, Phys.
Chem. Chem. Phys. 17 (2015) 15608-15614.
83 E. De Santis, H. Alkassem, B. Lamarre, N. Faruqui, A. Bella, J. E. Noble, N. Micale, S.
Ray, J. R. Burns, A. R. Yon,. B. W. Hoogenboom, M. G. Ryadnov, Antimicrobial peptide
capsids of de novo design. Nat. Comm. 8 (2017) 2263.
84 M. Beter, H. K. Kara, A. E. Topal, A. Dana, A. B. Tekinay, M. O- Guler, Multivalent
presentation of cationic peptides on supramolecular nanofibers for antimicrobial activity.
Mol. Pharm. 14 (2017) 3660-3668.
85 T. Fan, X. Yu, B. Shen, and L. Sun, Peptide self-assembled nanostructures for drug
delivery applications, J. Nanomater. 11 (2017) 41-60.
86 N. Habibi, N. Kamaly, A. Memic and H. Shafiee, Self-assembled peptide-based
nanostructures: Smart nanomaterials toward targeted drug delivery, Nano Today 11
(2016) 41-60.
87 V. Castelletto, E. De Santis, H. Alkassem, B. Lamarre, J. E. Noble, S. Ray, A. Bella, J. R.
Burns, B. W. Hoogenboom M. G. Ryadnov Structurally plastic peptide capsules for
synthetic antimicrobial viruses. Chem. Sci. 7 (2016) 1707-1711.

23

