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Abstract: Alkyl-imidazolium chloride ionic liquids (ILs) have been broadly studied for biochemical
and biomedical technologies. They can permeabilize lipid bilayer membranes and have cytotoxic
effects, which makes them targets for drug delivery biomaterials. We assessed the lipid-membrane
permeabilities of ILs with increasing alkyl chain lengths from ethyl to octyl groups on large unilamellar
vesicles using a trapped-fluorophore fluorescence lifetime-based leakage experiment. Only the most
hydrophobic IL, with the octyl chain, permeabilizes vesicles, and the concentration required for
permeabilization corresponds to its critical micelle concentration. To correlate the model vesicle
studies with biological cells, we quantified the IL permeabilities and cytotoxicities on different cell
lines including bacterial, yeast, and ovine blood cells. The IL permeabilities on vesicles strongly
correlate with permeabilities and minimum inhibitory concentrations on biological cells. Despite
exhibiting a broad range of lipid compositions, the ILs appear to have similar effects on the vesicles
and cell membranes.
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1. Introduction

Ionic liquids (ILs) have emerged as a versatile molecular platform for a variety of applications.
These include electrochemical, industrial, and biomedical applications both at the lab and process
scale. ILs have many potential applications in biochemistry and biomedical technology such as drug
delivery, enzymatic reaction enhancement, and use as biomaterials. The biomass solubilization [1–4]
and protein structural stabilization and destabilization mechanisms [5–9] of ILs in aqueous solution
have been characterized extensively. These studies have primarily focused on either the molecular
diversity of IL pairs and the differential effects ion pairs have on activity or the mechanisms by which
different IL species disrupt protein structure/function.

The interactions between ILs in aqueous solution and lipid bilayer membranes have guided
the development of IL-based drug formulation and drug-delivery applications [10–20] and opened
research avenues for IL-based antibiotics and antibiotic-IL combinations. There have also been
several reports highlighting both experimental and computational studies on how ILs interact with
lipid bilayers [21,22]. Hydrophobic ILs can insert into lipid bilayers [2,16,19,23–29], leading to a
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bilayer reorganization [23,25,30]. ILs have also been incorporated with enzyme-hydrolyzing groups,
alkyl chains, and stable anions with reported antibacterial effects [31].

The alkyl-imidazolium chloride ILs have been broadly studied for biomedical techniques, including
membrane-permeabilization and antibacterial compounds [26,32,33]. Longer alkyl chains on IL
cations can more easily embed in the bilayer, increasing their cytotoxicity [2]. The imidazolium
chloride ILs discussed in this work are shown in Figure 1: 1-ethyl-3-methylimidazolium chloride,
[EMIM]Cl, 1-butyl-3-methylimidazolium chloride, [BMIM]Cl, 1-hexyl-3-methylimidazolium chloride,
[HMIM]Cl, and 1-octyl-3-methylimidazolium chloride, [OMIM]Cl. Increasing the alkyl chain length
from [EMIM]Cl to [OMIM]Cl increases the IL hydrophobicity, and in aqueous solution, the longer-chain
ILs can aggregate with critical micellar concentration (CMC) values inversely proportional to the alkyl
chain length [34]. The longer-chain ILs [HMIM]Cl and [OMIM]Cl can destabilize and permeabilize
membranes through surfactant effects [35].

Figure 1. From top to bottom, [EMIM]Cl, [BMIM]Cl, [HMIM]Cl, and [OMIM]Cl.

IL cytotoxicities are correlated with cation and anion lipophilicities and related to IL-membrane
permeabilization [24,36]. Studies of membrane-permeabilities and cytotoxicities of alkyl-imidazolium
chloride ILs have relied on variety of model membrane systems in which lipid composition is
tightly controlled and allow for fine-grained spectroscopic analysis of complex systems [21,32,37].
However, these model systems lack the diversity and complexity of natural cellular membranes in
both lipid composition and membrane protein content. The varied molecular composition of cellular
membranes in different organisms and species results in differential physiochemical properties of these
membranes. Bacteria generally have significantly higher content of anionic lipids, no or very little
sterol content, and a variable polysaccharide coat on the exterior of the cell. Additionally, there are
inherent structural differences in the single-membrane architecture of Gram positive bacteria and
the dual-membrane structure found in Gram negative species [38]. Fungi on the other hand have a
generally zwitterionic membrane surface with higher complexity of lipid species as well as a significant
variety of sterols and sphingolipids [39]. Mammalian membrane lipid compositions parallel that of
fungi with differences in the sterol identities, but more importantly mammalian membranes have an
added level of complexity through receptors and structures designed to allow for interaction with the
extracellular matrix and signaling molecules. Differences in cellular lipid composition affect baseline
permeability, bilayer fluidity, lipid raft formation, and membrane surface charges [38,39]. Furthermore,
significant differences in both lipid and protein composition between membranes of bacteria, fungi,
and mammals makes translating the results of the model lipid-bilayer systems to more complex cellular
environments difficult.

IL biocompatibility is an essential component in developing IL-based drug delivery vehicles
or any pharmaceutical or biomaterial containing ILs. Due to the essential role of membranes in
cellular function, ILs that damage or disrupt the membrane have significant cytotoxic potential [37,40].
Membrane disruption can lead to loss of ion homeostasis, protein content, proton motive force, and
allow entry of toxic or detrimental molecules into the cell. However, the mechanisms involved in IL
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mediated membrane disruption or destabilization may be impacted due to the variable membrane
compositions between organisms.

Vaden and coworkers have previously reported a fluorescence lifetime-based leakage assay
to quantify IL permeabilities in model lipid bilayer vesicles [11]. This assay, in which the
environment-sensitive fluorescence lifetime of a fluorophore entrapped in vesicles reports on membrane
leakage, is similar to the well-known calcein assay [41,42] but is very sensitive to small amounts of
leakage. To understand IL membrane permeability for real cellular applications, model lipid vesicle
membrane permeability results should be correlated with permeability, cytotoxicity, and antibiotic
activities. In this work we correlate membrane permeabilities of alkyl-imidazolium chloride ILs
with studies on a broad variety of cell lines using flow cytometry, cell-growth inhibition, and cell
permeability / antibacterial assays. The results conclusively demonstrate that the lipid bilayer membrane
permeabilization induced by [OMIM]Cl strongly correlates with permeabilization across a wide range
of model organisms including yeast, bacterial, and mammalian red blood cells, and also with cell
growth inhibition and cytoxicities.

2. Materials and Methods

2.1. Preparation of Model DOPC:DOPG Lipid Vesicles Entrapped with Ru(bpy)3
2+

1,2-Dioleoyl-sn-glycero-3-Phospho-rac-(1-glycerol) (DOPG)and1,2-Dioleoyl-sn-glycero-3-phosphocholine
(DOPC) were purchased from Avanti Polar Lipids, Inc (Alabaster, AL, USA). Cholesterol was
purchased from Sigma Aldrich (St. Louis, MO, USA) and used without purification. DOPC and DOPG
stock solutions were prepared with concentrations of 31.8 and 28.9 mM, respectively, in chloroform.
Cholesterol stock solutions were also prepared in chloroform. Multilamellar vesicles (MLVs) were
prepared by mixing 98% DOPC with 2% DOPG in chloroform and evaporating the solvent under
nitrogen flow followed by further drying under vacuum for 1 h. For MLVs containing cholesterol, 28%
cholesterol was added to a 70% DOPC / 2% DOPG mixture and dried. The final lipid concentration
was 20 mM.

Tris (2,2’-bipyridyl) ruthenium (II) (Ru(bpy)3
2+) was purchased from Fluka (St. Louis, MO, USA),

and a 60 mM stock solution was prepared in HEPES buffer. HEPES buffer was purchased from
Fisher. (Swedesboro, NJ, USA) Lipid vesicles with entrapped Ru(bpy)3

2+ were prepared as described
previously [11]. Briefly, Ru(bpy)3

2+ was added to the MLVs and then subjected to a 7-cycle freeze/thaw
process followed by extrusion (21 times) through two stacked 0.2 micrometer polycarbonate filter
membranes in a syringe extruder (Avanti Polar Lipids, Inc). The resulting Ru(bpy)3

2+-entrapped
200 nm large unilamellar vesicles (LUVs) were separated from the untrapped Ru(bpy)3

2+ using a G50
Sephadex size-exclusion chromatography column with an HBS (50 mM HEPES, 50 mM NaCl pH 7)
solvent. The final lipid concentration after column separation was 2 mM.

2.2. Fluorescence Lifetime-Based Leakage Assay of Ru(bpy)3
2+-Entrapped LUVs in the Presence of ILs

As reported previously, the fluorescence lifetime of Ru(bpy)3
2+ entrapped in lipid vesicles

can be used to detect lipid bilayer membrane permeabilization and vesicle leakage [11]. We
performed lifetime-based leakage assays in mixtures of ILs with Ru(bpy)3

2+-entrapped LUVs.
ILs were purchased commercially (1-ethyl-3-methylimidazolium chloride, [EMIM]Cl, Sigma;
1-butyl-3-methylimidazolium chloride, [BMIM]Cl, Sigma; 1-hexyl-3-methylimidazolium chloride,
[HMIM]Cl, Alfa Aesar; and 1-octyl-3-methylimidazolium chloride, [OMIM]Cl, Alfa Aesar) and
used without further purification. 1.0 M stock solutions of each IL were prepared in HEPES buffer.
IL solutions were added to chromatography fractions containing LUVs entrapped with Ru(bpy)3

2+.
After some incubation time (~30 minutes), the Ru(bpy)3

2+ fluorescence lifetimes were measured
with a home-built laser-induced fluorescence (LIF) instrument, described previously [11]. Briefly, the
355 nm output of a 10-ns Continuum Minilite Nd:YAG laser excited the samples and the fluorescence
emission was isolated at 610 nm with an Oriel Cornerstone 130 monochromator and detected with a
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photomultiplier tube. The signal was monitored with an oscilloscope. Raw data traces were fit with a
single exponential decay function where the reciprocal of the decay constant is the fluorescence lifetime.

2.3. Minimum-Inhibitory Concentration (MIC) Assays of ILs on Bacterial and Yeast Cells

Bacteria were streaked onto Luria-Bertani (LB) agar plates from frozen stock cultures of E. coli
D31 [43] and S. aureus ATCC: 27660. Growth inhibition of E. coli and S. aureus was investigated using
the standard minimal inhibitory concentration (MIC) assay [44,45]. For P. aeruginosa we used cell line
ATCC10145 and followed a literature procedure for growth [46]. Cultures of bacteria were grown by
inoculating 3 mL of LB broth with a single colony from the streaked plates and allowing the culture to
grow overnight at 37 ◦C with shaking. This culture was diluted 1:250 in fresh LB broth and allowed to
grow at 37 ◦C with shaking until the OD600 was between 0.2 and 0.6. This culture was again diluted to
a final density of ~105 cfu/mL in LB broth. Subsequently, 90 µL of culture was added to all wells of a
96-well plate which contained 10µL appropriately diluted aliquots of ILs resulting in a final volume in
each well of 100 µL. The plate was covered and incubated at 37 ◦C for 18 h. The OD600 was measured
with a Spectramax M5 multimode plate reader after incubation was complete.

2.4. Bacterial Membrane Permeabilization

Assays of E. coli outer membrane were performed similarly to as previously described [44].
A single colony of E. coli D31 was inoculated in LB Broth (Difco) supplemented with 100 µg/mL
ampicillin and incubated in a shaking incubator at 37 ◦C overnight. This saturated culture was
subsequently diluted 1:250 in fresh LB-ampicillin (~20 mL) and again grown at 37 ◦C with shaking
until the OD600 was ~0.2. This culture was centrifuged at 2500 rpm for 15 min to sediment the
cells. The pellet containing E.coli cells was then resuspended to the original volume in PBS (50 mM
Na2HPO4/NaH2PO4, 150 mM NaCl pH 7) and 80 µL added to a 96-well plate containing serially
diluted ILs or polymyxin B as a positive control. Immediately before the first measurement, nitrocefin
was added to the plate for a final concentration of 0.25 mg/mL and mixed by pipetting, ensuring no
bubble formation. The absorbance at 486 nm was measured in 5 min intervals for 90 min. All assays
were performed at least in triplicate.

Inner membrane permeabilization was performed as described previously [47]. The procedure
is similar to the outer membrane permeabilization assay with minor modifications. The E. coli were
incubated overnight in plain LB media lacking ampicillin and the subsequent dilution was in LB
supplemented with 5mM Isopropyl β-D-1-thiogalactopyranoside (IPTG). The experimental setup was
similar with the exception that the E. coli were not sedimented and resuspended but were added to
the plate directly in the culture medium. The positive control for the inner membrane assay was
the cationic detergent cetyltrimethylammonium bromide (CTAB). The substrate for the assay was
ortho-Nitrophenyl-β-galactoside (ONPG) dissolved in Z-buffer (0.1 M Na2HPO4/NaH2PO4, 10 mM
KCl, 1 mM MgSO4, 0.05 M β-mercaptoethanol, pH 7.0) at a stock concentration of 4 mg/ml. Aliquots of
this stock were added to each well (final concentration 0.6 mg/mL) immediately before measurement.
The absorbance at 420 nm was measured in 5 min intervals for 90 min. All assays were performed at
least in triplicate.

2.5. Fungal Membrane Permeabilization

S. cerevisiae were assayed for cell wall permeabilization as described previously [44]. Briefly,
~1 × 106 cells were exposed to [EMIM]Cl, [BMIM]Cl, [HMIM]Cl, or [OMIM]Cl at 1, 0.2, 0.04, 0.008,
or 0.00032 M concentrations in phosphate buffer saline (PBS) with 5 µg/mL propidium iodide (PI) for
30 min at 23 ◦C. Cells were washed 1X with PBS, counted in duplicate, and the fluorescence signal was
evaluated with 488 nm excitation and 575 nm emission on a BD FACSCelesta instrument. Cells that
are permeable take up PI and appear as fluorescent while impermeable cells do not [48]. The final
percentage of cells found to be permeable for all samples was established by gating around cells on a
histogram with increased PE-A signal indicated by positive control (CTAB). The positive PI control
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signal was established with the known permeabilization agent CTAB at 102 µM and PBS was used as a
negative permeabilization control.

2.6. Red Blood Cell Membrane Permeabilization

Ovine red blood cells (RBCs) from defibrinated whole sheep blood was first diluted 2-fold
from the stock solution in sterile PBS and RBCs were sedimented in a clinical centrifuge for 10 min.
The supernatant was discarded and the pellet containing RBCs was resuspended in sterile PBS to the
original volume. This was repeated three additional times such that there was no longer pink/red tint
in the supernatant. The final RBC pellet was resuspended in sterile PBS to the original volume. From
this suspension, 135 µL of RBCs was added to wells of a 96-well plate (round bottom wells) with each
well containing serially diluted ILs or the detergent TritonX-100 as a positive control. The plate was
incubated at 37 ◦C with gentle shaking for 60 min, then centrifuged at 4 ◦C to sediment the in-tact
RBCs. Subsequently 6 µL of the supernatant was transferred to a new 96-well plate (flat bottom
wells) containing PBS in each well for a final sample volume of 100 µL. Hemoglobin absorbance was
measured at 420 nm. Percent hemolysis was calculated based on the absorbance in each well after
subtraction of the absorbance in wells containing no IL, and then normalized against the absorbance in
the highest concentration of the TritonX-100 positive control wells, taken to be 100% hemolysis.

3. Results

3.1. Lifetime-Based Leakage Assay Results

The Ru(bpy)3
2+ fluorescence decay curves for the Ru(bpy)3

2+-entrapped LUVs in the presence
of ILs are shown in Figure 2. Previously, we have shown that the Ru(bpy)3

2+ fluorescence lifetime
is significantly shorter when Ru(bpy)3

2+ is inside a small LUV than when it is in bulk solution [11].
When the Ru(bpy)3

2+ leaks out of a permeabilized membrane, the fluorescence lifetime is similar to that
of the untrapped molecule. Therefore, the decay curves clearly show that when the LUVs are mixed
with [EMIM]Cl, [BMIM]Cl, and [HMIM]Cl the vesicles do not leak while the [OMIM]Cl permeabilizes
the membrane resulting in Ru(bpy)3

2+ leakage. This suggests that the increasing alkyl chain length,
and corresponding increasing hydrophobicity, leads to lipid bilayer membrane permeabilization with
8 carbons present. This is confirmed quantitatively in Figure 3, which shows the fluorescence lifetimes
plotted against increasing alkyl chain length. Averages and standard deviations are computed from
multiple trials. This shows that only the [OMIM]Cl can permeabilize the LUV membranes, and this
result does not change with the presence of cholesterol (Figure 3B). Please note that the Ru(bpy)3

2+

fluorescence lifetime is not changed the presence of the ILs alone, and therefore lifetime changes are
not due to Ru(bpy)3

2+ - IL interactions.

Figure 2. Fluorescence decay traces of 98% DOPC/2% DOPG Large Unilamellar Vesicles (LUVs)
entrapped with Ru(bpy)3

2+ in the presence of 0.5 M ILs.
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Figure 3. Laser-induced fluorescence (LIF0 lifetimes of LUVs entrapped with Ru(bpy)3
2+ in the

presence of 0.5 M ILs. (A) 98%DOPC/2%DOPG; (B) 70%DOPC/2%DOPG/28% cholesterol.

The concentration-dependence of membrane permeabilization by [OMIM]Cl is shown in Figure 4,
which presents vesicle-entrapped Ru(bpy)3

2+ lifetimes measured at different IL concentrations. Samples
were measured at different time points after mixing with ILs, but there are no significant differences
between the two data sets. The inflection point in the plot in Figure 4 is at about 0.25 M IL concentration.
Presumably at this point about half the vesicles have been permeabilized. Notably, this concentration
matches almost exactly the CMC value of [OMIM]Cl [34]. The [OMIM]Cl IL is known to destabilize
and permeabilize vesicle membranes [35], and the LIF-based leakage assay results are consistent with
the results from the literature.

Figure 4. LIF lifetimes of 98%DOPC/2%DOPG LUVs entrapped with Ru(bpy)3
2+ in the presence of

increasing [OMIM]Cl concentrations. Data were collected within either 30 min or 2 h after mixing
LUVs with ILs. Data changes likely reflect uncertainties in measured values.

3.2. MIC Assay Results for ILs on Yeast and Bacteria

The antibacterial activity of the ILs was examined by using a broth microdilution method for
determination of the minimal inhibitory concentration (MIC) values. The MIC results for [EMIM]Cl,
[BMIM]Cl, [HMIM]Cl, and [OMIM]Cl against E. coli, S. aureus, and P. aeruginosa are shown in Table 1.
The results show that antibacterial activity follows the IL chain length. Specifically, the shortest
chain length, [EMIM]Cl, exhibited no antibacterial activity against any strain tested at the highest
concentrations tested (100–200 mM IL). The IL activity increases (decreased MIC) with increasing
alkyl chain length. [OMIM]Cl is clearly the most effective IL at preventing bacterial growth with the
lowest MIC value. Notably, there were differences among the species tested, although the chain-length
dependence was evident for all bacterial strains tested.
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Table 1. MIC values (mM) of ILs on different cell lines.

IL S. aureus E. coli P. aeruginosa

[EMIM]Cl >200 >200 >100

[BMIM]Cl 25 50 100

[HMIM]Cl 6.25 6.25 25

[OMIM]Cl 2.5 1.25 10

3.3. Direct Permeabilization Assays of ILs on E.coli

The MIC results demonstrate that the ILs have varying degrees of efficacy as antibacterials;
however these assays do not inform on the mechanim(s) of action by which the antibacterial activity is
exerted. Considering the results of the vesicle leakage studies above, a permeabilization of the bacterial
membrane is a potential component of the mechanism of action. E. coli membrane permeabilization
assays were performed to investigate if the ILs caused any significant level of disruption of the bacterial
membrane. Briefly, the assays rely on a bacterial enzyme and a membrane impermeable chromogenic
substrate. Under normal conditions, the substrate has very low permeability across the bacterial
membrane, resulting in very little conversion to the product chromophore. However, if the membrane
is disrupted, the substrate has increased permeability resulting in higher degrees of conversion into
the product chromophore, resulting in measurable absorbance changes. The results of these assays
are shown in Figure 5. In Figure 5A permeabilization of the E. coli outer membrane monitored by the
breakdown of nitrocefin by β-lactamase is shown, while in Figure 5B permeabilization of the E. coli
inner membrane monitored by the breakdown of ONPG by β-galactosidase is shown. In both cases,
the shortest chain ILs ([EMIM]Cl and [BMIM]Cl) exhibit very little to no detectable permeabilization at
all concentrations tested. HMICl exhibits an intermediate level of permeabilization of both membranes,
but only at the highest concentration test (100 mM). Finally, the [OMIM]Cl exhibited significant levels
of permeabilization at 5–10 mM, paralleling the MIC results.

Figure 5. Assays of E. coli Membrane permeabilization by varying concentrations of ILs. (A) Outer
membrane permeabilization, (B) inner membrane permeabilization. In both panels data represent
absorbance measured after 30 min of exposure to ILs. All data are averages of 3 replicates.



Biomolecules 2019, 9, 251 8 of 13

3.4. Direct Permeabilization Assays of ILs on S. cerevisae

S. cerevisiae has been a widely used eukaryotic model for a variety of mammalian biological
processes and disease states owing to conserved pathways and cellular structures [48]. S. cerevisiae
has an external peptide-glycan cell wall to help protect against adverse environmental conditions [49].
Ionic liquid composition chain length has a direct and consistent effect on the ability of a given IL to
permeabilize the cell wall of the yeast model organism S. cerevisiae. Cell permeability has classically
been evaluated with the use of a cell-impermeant dye such as the fluorescent DNA binding dye, PI [48].
Living cells with an intact outer membrane are unable to take up the dye while cells which are either
dead or permeable exhibit fluorescence signal Ex/Em 535/617 as evaluated by flow cytometry [50].
At all concentrations tested, short chain length [EMIM]Cl and [BMIM]Cl failed to permeabilize
S. cerevisiae cell walls (Figure 6). At higher concentrations longer chain length ILs [HMIM]Cl and
[OMIM]Cl were able to permeabilize S. cerevisiae with permeabilization exhibiting chain length vs.
concentration dependence.

Figure 6. Effect of IL chain length on S. cerevisiae permeability. Cells with positive fluorescence at
575 nm were considered permeable. Exposure to cetyltrimethylammonium bromide (CTAB) (102 µM)
yielded 94% permeable cells vs. PBS treatment 4% (dotted lines).

3.5. Direct Permeabilization Assays of ILs on Red Blood Cells

While antibacterial and antifungal assays are of great importance, the potential for ILs to damage
host cell membranes is a significant concern relating to potential cytotoxicity. Red blood cell (RBC)
membranes are generally known to be relatively “fragile” and thus are often used as a model system for
membrane-mediated cytotoxicity [51,52]. Sheep red blood cells were isolated and exposed to varying
concentrations of the ILs to measure levels of released hemoglobin which is released from RBCs upon
membrane disruption or damage (Figure 7). Similar to the bacterial cell membrane permeabilization
assays (Figure 5), only OMICl exhibited any RBC membrane disruption at 5-10 mM. Notably, [HMIM]Cl
which exhibited some bacterial membrane permeabilization at 100 mM showed no detectable RBC
permeabilziation at the same concentration.
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Figure 7. Assays of ovine red blood cell permeabilization by varying concentrations of ILs. Data
represents hemolysis induced by 1-hour exposure of RBCs to ILs. Percent hemolysis was calculated
by normalizing against cells treated with Triton X-100 set to 100% leakage. All data are averages of 3
replicates. Error bars represent the standard deviation. In some cases the error bars are occluded by
the symbols.

4. Discussion

The results of the LIF-based vesicle leakage assays, cell MIC assays, and cell leakage assays
correlate the membrane-permeabilities of different alkyl methyl imidazolium ILs with their cell growth
inhibition activities. This work has focused on the IL cation. The chloride is not likely involved in
membrane permeability and cytotoxicity. The leakage assay clearly demonstrates that the longest-chain
(and most hydrophobic) IL, [OMIM]Cl, permeabilizes model LUVs while the less hydrophobic,
shorter-chain ILs do not. These results are similar to those reported in the literature using different
ILs in which the cationic component was either choline, guanidine, or tetramethyl guanidine, and
the anionic component contained variable alkyl chain lengths [28,53]. Recently, work from Wiedmer
and coworkers also showed a strong correlation between hydrophobic content of a variety of ILs,
interaction with model lipid vesicles, and cytotoxicity in mammalian and bacterial cells [54]. While
none of the above referenced studies directly studied imidazolium ILs, the similarities in behavior
indicate the hydrophobicity of IL components is directly linked to cytotoxic activity with both positive
implications in the case of antimicrobials and negative implications in the case of host mammalian
cells. This correlation has been established for other molecule types such as antimicrobial peptides and
polymers [41,55] and appears to extend to ILs.

Assay results for biological cells including bacterial and yeast cell lines as well as blood cells
demonstrate that the IL lipid-membrane permeabilities correlate with “real” biological activities.
[OMIM]Cl at just a few mM can permeabilize both the inner and outer membranes of E. coli
(Figure 5). [HMIM]Cl has some E. coli permeability (again on both inner and outer membranes)
but at two orders of magnitude higher concentration. A similar conclusion can be drawn from
the IL membrane-permeabilization assays on yeast cells (Figure 6) and red blood cells (Figure 7),
which have significantly different membrane compositions and structures. Bacterial membranes are
generally enriched in anionic lipids such as cardiolipin and those containing phosphatidylglycerol as a
headgroup, yielding a net anionic charge to the membrane surface. Additionally, bacterial membranes
contain high fractions of phosphatidylethanolamine (PE) headgroups which promote curvature strain
and/or packing strain [56]. Gram-negative bacteria, such as the E. coli and P. aeruginosa used in this
study, have two lipid bilayers with a rigid peptidoglycan layer in the intermembrane space while
Gram-positive bacteria, such as S. aureus, have only one lipid bilayer and a rigid peptidoglycan sheet
outside the cell. Both Gram-negative and -positive strains contain a polysaccharide coat. Fungi, on
the other hand, have a more complex lipid bilayer composition including sterols, significant content
of lipids with PE or phosphatidylcholine (PC) headgroups, sphingolipids, and glycolipids but do
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not contain significant anionic lipids and thus have a generally net-neutral surface charge [57,58].
The fungal cell wall which is composed of glycoproteins and carbohydrates, typically chitin and
glucans, provides an additional layer of rigidity to fungal cells [59]. In general, mammalian cells
are typically viewed as the most “fragile” since they are not evolved to exist in a single-celled form,
and thus lack the protective extracellular structures of bacteria and fungi. Mammalian red blood cell
membrane lipid composition mirrors that of fungi with high fractions of PC and sphingolipids, some
PE, and sterols [60,61]. It should be noted that ovine red blood cell membranes are enriched in PE
(as opposed to PC), sphingolipids, and cholesterol but are still generally net-neutral [62]. However,
mammalian cells do not contain any extracellular polysaccharide wall or coat. Despite these dramatic
differences in membrane compositions, the trend of IL permeabilization activity held across the three
different sources tested indicating that the mechanism of permeabilization is a fundamental IL-lipid
interaction, rather than a specific molecular target.

The MIC assays further help correlate IL permeability with antibacterial activities. The MIC values
improve (that is, decrease) with increasing alkyl chain length. Notably, the shorter-chain ILs [BMIM]Cl
and [HMIM]Cl have some MIC activity even though they have significantly lower permeabilities on
the model vesicles and biological cell lines. It is also notable that MIC values are significantly lower
than concentrations required for the model LUV permeabilization (200 mM for [OMIM]Cl) or yeast
cell permeabilization (400 mM for [OMIM]Cl). We can directly correlate MIC with IL permeability for
E. coli. The minimum [OMIM]Cl concentration required to permeabilize the inner and outer E. coli
membranes is 10 mM, which is exactly the same value as the [OMIM]Cl MIC on E. coli. The critical
value for [OMIM]Cl permeabilization is 0.2 M, which is consistent with literature values [35] and
corresponds to the CMC value for [OMIM]Cl micelle formation. This strongly indicates that membrane
permeability is the mechanism, or minimally a component of the mechanism, of bacterial growth
inhibition and the antibacterial properties of these molecules in general.

Taken together, our results demonstrate how the antibacterial activities of alkyl imidazolium
ILs are correlated with their hydrophobicities (increasing alkyl chain length) and lipid membrane
permeabilities. This information will be useful for future developments of IL-based or IL-inspired
drug-delivery or antibiotic formulations, perhaps involving membrane-permeable peptides [63]. It may
be useful to study amino acid-based ILs (where the amino acid is anion) to modify the cytotoxicities.
Previously, for special cases ILs can enhance antibiotic activities or assist in drug delivery. The current
results show a proof-of-concept about how model vesicle assays can be correlated with cell-based
assays to study different ILs for their biotechnological and pharmaceutical applications.

5. Conclusions

The results presented herein represents a parallel, side-by-side comparison of in vitro and in vivo
activity of imidazolium ILs as a function of alkyl chain length. The combination of vesicle leakage
and cell membrane permeabilization assays show a direct dependence on alkyl chain length, and
therefore hydrophobicity, on membrane disruption and antimicrobial activity. Finally, the results
show a clear parallel between IL activity against model membranes, fungal cells, bacterial cells, and
mammalian red blood cells. This indicates IL hydrophobicity is a fundamental driver of membrane
permeabilizing activity.

Author Contributions: K.C.: Investigation and Formal Analysis. K.T.: Investigation and Formal Analysis. A.S.:
Investigation and Formal Analysis. D.Y.: Investigation and Formal Analysis. A.S.: Investigation and Formal
Analysis. G.C.: Conceptualization, Validation, and Writing—Review and Editing. B.C.: Conceptualization,
Supervision, and Resources. T.V.: Conceptualization, Supervision, Resources, Formal Analysis, Validation, and
Writing—Original Draft.

Funding: This research received no external funding.

Acknowledgments: The authors would like to thank Patricia Jackson for assistance with the experiments.

Conflicts of Interest: The authors declare no conflict of interest.



Biomolecules 2019, 9, 251 11 of 13

References

1. Elgharbawy, A.A.; Alam, M.Z.; Moniruzzaman, M.; Goto, M. Ionic liquid pretreatment as emerging
approaches for enhanced enzymatic hydrolysis of lignocellulosic biomass. Biochem. Eng. J. 2016, 109, 252–267.
[CrossRef]

2. Mikkola, S.-K.; Robciuc, A.; Lokajová, J.; Holding, A.J.; Lämmerhofer, M.; Kilpeläinen, I.; Holopainen, J.M.;
King, A.W.T.; Wiedmer, S.K. Impact of Amphiphilic Biomass-Dissolving Ionic Liquids on Biological Cells
and Liposomes. Environ. Sci. Technol. 2015, 49, 1870–1878. [CrossRef] [PubMed]

3. Stanton, J.; Xue, Y.; Pandher, P.; Malek, L.; Brown, T.; Hu, X.; Salas-de la Cruz, D. Impact of ionic liquid type
on the structure, morphology and properties of silk-cellulose biocomposite materials. Int. J. Biol. Macromol.
2018, 108, 333–341. [CrossRef] [PubMed]

4. Pinkert, A.; Marsh, K.N.; Pang, S.; Staiger, M.P. Ionic Liquids and Their Interaction with Cellulose. Chem. Rev.
2009, 109, 6712–6728. [CrossRef] [PubMed]

5. Schroder, C. Proteins in Ionic Liquids: Current Status of Experiments and Simulations. Top. Curr. Chem.
2017, 375, 25. [CrossRef] [PubMed]

6. Van Rantwijk, F.; Sheldon, R.A. Biocatalysis in Ionic Liquids. Chem. Rev. 2007, 107, 2757–2785. [CrossRef]
[PubMed]

7. Liu, G. Applications of Ionic Liquids in Biomedicine. Biophys. Rev. Lett. 2012, 7, 121–134. [CrossRef]
8. Jens, S. Aqueous ionic liquids and their effects on protein structures: An overview of recent theoretical and

experimental results. J. Phys. Condens. Matter 2017, 29, 233001.
9. Kohn, E.M.; Lee, J.Y.; Calabro, A.; Vaden, T.D.; Caputo, G.A. Heme Dissociation from Myoglobin in the

Presence of the Zwitterionic Detergent N,N-Dimethyl-N-dodecylglycine betaine (Empigen BB®): Effects of
Ionic Liquids. Biomolecules 2018, 8, 126. [CrossRef]

10. Egorova, K.S.; Gordeev, E.G.; Ananikov, V.P. Biological Activity of Ionic Liquids and Their Application in
Pharmaceutics and Medicine. Chem. Rev. 2017, 117, 7132–7189. [CrossRef]

11. Hanna, S.L.; Huang, J.L.; Swinton, A.J.; Caputo, G.A.; Vaden, T.D. Synergistic effects of polymyxin and ionic
liquids on lipid vesicle membrane stability and aggregation. Biophys. Chem. 2017. [CrossRef] [PubMed]

12. Pendleton, J.N.; Gilmore, B.F. The antimicrobial potential of ionic liquids: A source of chemical diversity for
infection and biofilm control. Int. J. Antimicrob. Agents 2015, 46, 131–139. [CrossRef] [PubMed]

13. Singh, U.K.; Dohare, N.; Mishra, P.; Singh, P.; Bohidar, H.B.; Patel, R. Effect of pyrrolidinium-based ionic
liquid on the channel form of gramicidin in lipid vesicles. J. Photochem. Photobio. B Biol. 2015, 149, 1–8.
[CrossRef] [PubMed]

14. Singh, G.; Singh, G.; Kang, T.S. Effect of alkyl chain functionalization of ionic liquid surfactants on the
complexation and self-assembling behavior of polyampholyte gelatin in aqueous medium. Phys. Chem.
Chem. Phys. 2016, 18, 25993–26009. [CrossRef] [PubMed]

15. Singh, G.; Kang, T.S. Ionic Liquid Surfactant Mediated Structural Transitions and Self-Assembly of Bovine
Serum Albumin in Aqueous Media: Effect of Functionalization of Ionic Liquid Surfactants. J. Phys. Chem. B
2015, 119, 10573–10585. [CrossRef]

16. Alves, F.; Oliveira, F.S.; Schröder, B.; Matos, C.; Marrucho, I.M. Synthesis, characterization, and liposome
partition of a novel tetracycline derivative using the ionic liquids framework. J. Pharm. Sci. 2013, 102,
1504–1512. [CrossRef]

17. Weaver, K.D.; Kim, H.J.; Sun, J.; MacFarlane, D.R.; Elliott, G.D. Cyto-toxicity and biocompatibility of a family
of choline phosphate ionic liquids designed for pharmaceutical applications. Green Chem. 2010, 12, 507–513.
[CrossRef]

18. Riduan, S.N.; Zhang, Y. Imidazolium salts and their polymeric materials for biological applications. Chem.
Soc. Rev. 2013, 42, 9055–9070. [CrossRef]

19. Zakrewski, M.; Lovejoy, K.S.; Kern, T.L.; Miller, T.E.; Le, V.; Nagy, A.; Goumas, A.M.; Iyer, R.S.; Del Sesto, R.E.;
Koppisch, A.T.; et al. Ionic liquids as a class of materials for transdermal delivery and pathogen neutralization.
Proc. Natl. Acad. Sci. USA 2014, 111, 13313–13318. [CrossRef]

20. Zhang, Y.; Chen, X.; Lan, J.; You, J.; Chen, L. Synthesis and biological applications of imidazolium-based
polymerized ionic liquid as a gene delivery vector. Chem. Biol. Drug Des. 2009, 74, 282–288. [CrossRef]

21. Jing, B.; Lan, N.; Qiu, J.; Zhu, Y. Interaction of Ionic Liquids with a Lipid Bilayer: A Biophysical Study of
Ionic Liquid Cytotoxicity. J. Phys. Chem. B 2016, 120, 2781–2789. [CrossRef] [PubMed]

http://dx.doi.org/10.1016/j.bej.2016.01.021
http://dx.doi.org/10.1021/es505725g
http://www.ncbi.nlm.nih.gov/pubmed/25581350
http://dx.doi.org/10.1016/j.ijbiomac.2017.11.137
http://www.ncbi.nlm.nih.gov/pubmed/29174360
http://dx.doi.org/10.1021/cr9001947
http://www.ncbi.nlm.nih.gov/pubmed/19757807
http://dx.doi.org/10.1007/s41061-017-0110-2
http://www.ncbi.nlm.nih.gov/pubmed/28176271
http://dx.doi.org/10.1021/cr050946x
http://www.ncbi.nlm.nih.gov/pubmed/17564484
http://dx.doi.org/10.1142/S179304801230006X
http://dx.doi.org/10.3390/biom8040126
http://dx.doi.org/10.1021/acs.chemrev.6b00562
http://dx.doi.org/10.1016/j.bpc.2017.05.002
http://www.ncbi.nlm.nih.gov/pubmed/28526567
http://dx.doi.org/10.1016/j.ijantimicag.2015.02.016
http://www.ncbi.nlm.nih.gov/pubmed/25907139
http://dx.doi.org/10.1016/j.jphotobiol.2015.04.011
http://www.ncbi.nlm.nih.gov/pubmed/26025771
http://dx.doi.org/10.1039/C6CP04664A
http://www.ncbi.nlm.nih.gov/pubmed/27711659
http://dx.doi.org/10.1021/acs.jpcb.5b04854
http://dx.doi.org/10.1002/jps.23487
http://dx.doi.org/10.1039/b918726j
http://dx.doi.org/10.1039/c3cs60169b
http://dx.doi.org/10.1073/pnas.1403995111
http://dx.doi.org/10.1111/j.1747-0285.2009.00858.x
http://dx.doi.org/10.1021/acs.jpcb.6b00362
http://www.ncbi.nlm.nih.gov/pubmed/26910537


Biomolecules 2019, 9, 251 12 of 13

22. Yoo, B.; Shah, J.K.; Zhu, Y.; Maginn, E.J. Amphiphilic interactions of ionic liquids with lipid biomembranes:
A molecular simulation study. Soft Matter 2014, 10, 8641–8651. [CrossRef] [PubMed]

23. Yoo, B.; Zhu, Y.; Maginn, E.J. Molecular Mechanism of Ionic-Liquid-Induced Membrane Disruption:
Morphological Changes to Bilayers, Multilayers, and Vesicles. Langmuir 2016, 32, 5403–5411. [CrossRef]
[PubMed]

24. Gal, N.; Malferarri, D.; Kolusheva, S.; Galletti, P.; Tagliavini, E.; Jelinek, R. Membrane interactions of ionic
liquids: Possible determinants for biological activity and toxicity. Biochim. Biophys. Acta Biomembr. 2012,
1818, 2967–2974. [CrossRef] [PubMed]

25. Benedetto, A.; Heinrich, F.; Gonzalez, M.A.; Fragneto, G.; Watkins, E.; Ballone, P. Structure and stability of
phospholipid bilayers hydrated by a room-temperature ionic liquid/water solution: A neutron reflectometry
study. J. Phys. Chem. B 2014, 118, 12192–12206. [CrossRef] [PubMed]

26. Jeong, S.; Ha, S.H.; Han, S.-H.; Lim, M.-C.; Kim, S.M.; Kim, Y.-R.; Koo, Y.-M.; Therefore, J.-S.; Jeon, T.-J.
Elucidation of molecular interactions between lipid membranes and ionic liquids using model cell membranes.
Soft Matter 2012, 8, 5501–5506. [CrossRef]

27. Gayet, F.; Marty, J.-D.; Brûlet, A.; Viguerie, N.L.-D. Vesicles in Ionic Liquids. Langmuir 2011, 27, 9706–9710.
[CrossRef] [PubMed]

28. Rengstl, D.; Kraus, B.; Van Vorst, M.; Elliot, G.D.; Kunz, W. Effect of choline carboxylate ionic liquids on
biological membranes. Colloids Surf. B Biointerfaces 2014, 123, 575–581. [CrossRef]

29. Lim, G.S.; Jaenicke, S.; Klahn, M. How the spontaneous insertion of amphiphilic imidazolium-based
cations changes biological membranes: A molecular simulation study. Phys. Chem. Chem. Phys. 2015, 17,
29171–29183. [CrossRef]

30. Kontro, I.; Svedstrom, K.; Dusa, F.; Ahvenainen, P.; Ruokonen, S.K.; Witos, J.; Wiedmer, S.K. Effects of
phosphonium-based ionic liquids on phospholipid membranes studied by small-angle X-ray scattering.
Chem. Phys. Lipids 2016, 201, 59–66. [CrossRef]

31. Cole, M.R. Chemical and Biological Evaluation of Antibiotic-Based Ionic Liquids and Gumbos Against
Pathogenic Bacteria. Ph.D. Dissertation, Louisiana State University, Baton Rouge, LA, USA, 2012. Volume 487.

32. Bhattacharya, G.; Giri, R.P.; Saxena, H.; Agrawal, V.V.; Gupta, A.; Mukhopadhyay, M.K.; Ghosh, S.K. X-ray
Reflectivity Study of the Interaction of an Imidazolium-Based Ionic Liquid with a Soft Supported Lipid
Membrane. Langmuir 2017, 33, 1295–1304. [CrossRef] [PubMed]

33. Galletti, P.; Malferrari, D.; Samorì, C.; Sartor, G.; Tagliavini, E. Effects of ionic liquids on membrane fusion and
lipid aggregation of egg-PC liposomes. Colloids Surf. B Biointerfaces 2015, 125, 142–150. [CrossRef] [PubMed]

34. Jungnickel, C.; Łuczak, J.; Ranke, J.; Fernández, J.F.; Müller, A.; Thöming, J. Micelle formation of imidazolium
ionic liquids in aqueous solution. Colloids Surf. A Physicochem. Eng. Asp. 2008, 316, 278–284. [CrossRef]

35. Evans, K.O. Room-temperature ionic liquid cations act as short-chain surfactants and disintegrate a
phospholipid bilayer. Colloids Surf. A Physicochem. Eng. Asp. 2006, 274, 11–17. [CrossRef]

36. Kumar, R.A.; Papaïconomou, N.; Lee, J.-M.; Salminen, J.; Clark, D.S.; Prausnitz, J.M. In vitro cytotoxicities of
ionic liquids: Effect of cation rings, functional groups, and anions. Environ. Toxicol. Int. J. 2009, 24, 388–395.
[CrossRef] [PubMed]

37. Stolte, S.; Matzke, M.; Arning, J.; Boschen, A.; Pitner, W.-R.; Welz-Biermann, U.; Jastorff, B.; Ranke, J. Effects
of different head groups and functionalised side chains on the aquatic toxicity of ionic liquids. Green Chem.
2007, 9, 1170–1179. [CrossRef]

38. Sohlenkamp, C.; Geiger, O. Bacterial membrane lipids: Diversity in structures and pathways.
FEMS Microbiol. Rev. 2016, 40, 133–159. [CrossRef] [PubMed]

39. Van Meer, G.; Voelker, D.R.; Feigenson, G.W. Membrane lipids: Where they are and how they behave.
Nat. Rev. Mol. Cell Biol. 2008, 9, 112–124. [CrossRef]

40. Yoo, B.; Jing, B.; Jones, S.E.; Lamberti, G.A.; Zhu, Y.; Shah, J.K.; Maginn, E.J. Molecular mechanisms of ionic
liquid cytotoxicity probed by an integrated experimental and computational approach. Sci. Rep. 2016, 6,
19889. [CrossRef]

41. Saint Jean, K.D.; Henderson, K.D.; Chrom, C.L.; Abiuso, L.E.; Renn, L.M.; Caputo, G.A. Effects of Hydrophobic
Amino Acid Substitutions on Antimicrobial Peptide Behavior. Probiotics Antimicrob. Proteins 2018, 10, 408–419.
[CrossRef]

42. Chrom, C.L.; Renn, L.M.; Caputo, G.A. Characterization and Antimicrobial Activity of Amphiphilic Peptide
AP3 and Derivative Sequences. Antibiotics 2019, 8, 20. [CrossRef] [PubMed]

http://dx.doi.org/10.1039/C4SM01528B
http://www.ncbi.nlm.nih.gov/pubmed/25248460
http://dx.doi.org/10.1021/acs.langmuir.6b00768
http://www.ncbi.nlm.nih.gov/pubmed/27159842
http://dx.doi.org/10.1016/j.bbamem.2012.07.025
http://www.ncbi.nlm.nih.gov/pubmed/22877704
http://dx.doi.org/10.1021/jp507631h
http://www.ncbi.nlm.nih.gov/pubmed/25251987
http://dx.doi.org/10.1039/c2sm25223f
http://dx.doi.org/10.1021/la2015989
http://www.ncbi.nlm.nih.gov/pubmed/21718059
http://dx.doi.org/10.1016/j.colsurfb.2014.09.057
http://dx.doi.org/10.1039/C5CP04806K
http://dx.doi.org/10.1016/j.chemphyslip.2016.11.003
http://dx.doi.org/10.1021/acs.langmuir.6b03192
http://www.ncbi.nlm.nih.gov/pubmed/28092704
http://dx.doi.org/10.1016/j.colsurfb.2014.11.021
http://www.ncbi.nlm.nih.gov/pubmed/25483843
http://dx.doi.org/10.1016/j.colsurfa.2007.09.020
http://dx.doi.org/10.1016/j.colsurfa.2005.10.007
http://dx.doi.org/10.1002/tox.20443
http://www.ncbi.nlm.nih.gov/pubmed/18825729
http://dx.doi.org/10.1039/b711119c
http://dx.doi.org/10.1093/femsre/fuv008
http://www.ncbi.nlm.nih.gov/pubmed/25862689
http://dx.doi.org/10.1038/nrm2330
http://dx.doi.org/10.1038/srep19889
http://dx.doi.org/10.1007/s12602-017-9345-z
http://dx.doi.org/10.3390/antibiotics8010020
http://www.ncbi.nlm.nih.gov/pubmed/30845708


Biomolecules 2019, 9, 251 13 of 13

43. Burman, L.G.; Nordstrom, K.; Boman, H.G. Resistance of Escherichia coli to penicillins. V. Physiological
comparison of two isogenic strains, one with chromosomally and one with episomally mediated ampicillin
resistance. J. Bacteriol. 1968, 96, 438–446. [PubMed]

44. Kohn, E.M.; Shirley, D.J.; Arotsky, L.; Picciano, A.M.; Ridgway, Z.; Urban, M.W.; Carone, B.R.; Caputo, G.A.
Role of Cationic Side Chains in the Antimicrobial Activity of C18G. Molecules 2018, 23, 329. [CrossRef]
[PubMed]

45. Wiegand, I.; Hilpert, K.; Hancock, R.E. Agar and broth dilution methods to determine the minimal inhibitory
concentration (MIC) of antimicrobial substances. Nat. Protoc. 2008, 3, 163–175. [CrossRef] [PubMed]

46. Shirley, D.J.; Chrom, C.L.; Richards, E.A.; Carone, B.R.; Caputo, G.A. Antimicrobial activity of a porphyrin
binding peptide. Pept. Sci. 2018, 110. [CrossRef]

47. Nicoletti, I.; Migliorati, G.; Pagliacci, M.C.; Grignani, F.; Riccardi, C. A rapid and simple method for measuring
thymocyte apoptosis by propidium iodide staining and flow cytometry. J. Immunol. Methods 1991, 139,
271–279. [CrossRef]

48. Botstein, D.; Chervitz, S.A.; Cherry, J.M. Yeast as a model organism. Science 1997, 277, 1259–1260. [CrossRef]
49. Lipke, P.N.; Ovalle, R. Cell wall architecture in yeast: New structure and new challenges. J. Bacteriol. 1998,

180, 3735–3740.
50. Riccardi, C.; Nicoletti, I. Analysis of apoptosis by propidium iodide staining and flow cytometry. Nat. Protoc.

2006, 1, 1458–1461. [CrossRef]
51. Jikuya, T.; Tsutsui, T.; Shigeta, O.; Sankai, Y.; Mitsui, T. Species differences in erythrocyte mechanical fragility:

Comparison of human, bovine, and ovine cells. ASAIO J. 1998, 44, M452–M455. [CrossRef]
52. Schultz, G.W. Animal influence on man-biting rates at a malarious site in Palawan, Philippines. Southeast

Asian J. Trop. Med. Public Health 1989, 20, 49–53. [PubMed]
53. Rantamäki, A.H.; Ruokonen, S.-K.; Sklavounos, E.; Kyllönen, L.; King, A.W.T.; Wiedmer, S.K. Impact of

Surface-Active Guanidinium-, Tetramethylguanidinium-, and Cholinium-Based Ionic Liquids on Vibrio
Fischeri Cells and Dipalmitoylphosphatidylcholine Liposomes. Sci. Rep. 2017, 7, 46673. [CrossRef] [PubMed]

54. Ruokonen, S.-K.; Sanwald, C.; Robciuc, A.; Hietala, S.; Rantamäki, A.H.; Witos, J.; King, A.W.T.;
Lämmerhofer, M.; Wiedmer, S.K. Correlation between Ionic Liquid Cytotoxicity and Liposome–Ionic
Liquid Interactions. Chem. Eur. J. 2018, 24, 2669–2680. [CrossRef] [PubMed]

55. Kuroda, K.; Caputo, G.A.; DeGrado, W.F. The Role of Hydrophobicity in the Antimicrobial and Hemolytic
Activities of Polymethacrylate Derivatives. Chemistry 2009, 15, 1123–1133. [CrossRef] [PubMed]

56. Geiger, O.; Sohlenkamp, C. Bacterial membrane lipids: Diversity in structures and pathways.
FEMS Microbiol. Rev. 2015, 40, 133–159. [CrossRef]

57. Guan, X.L.; Wenk, M.R. Mass spectrometry-based profiling of phospholipids and sphingolipids in extracts
from Saccharomyces cerevisiae. Yeast 2006, 23, 465–477. [CrossRef]

58. Klose, C.; Surma, M.A.; Gerl, M.J.; Meyenhofer, F.; Shevchenko, A.; Simons, K. Flexibility of a Eukaryotic
Lipidome – Insights from Yeast Lipidomics. PLoS ONE 2012, 7, e35063. [CrossRef]

59. Bowman, S.M.; Free, S.J. The structure and synthesis of the fungal cell wall. Bioessays 2006, 28, 799–808.
[CrossRef]

60. Aoun, M.; Corsetto, P.A.; Nugue, G.; Montorfano, G.; Ciusani, E.; Crouzier, D.; Hogarth, P.; Gregory, A.;
Hayflick, S.; Zorzi, G.; et al. Changes in Red Blood Cell membrane lipid composition: A new perspective
into the pathogenesis of PKAN. Mol. Genet. Metab. 2017, 121, 180–189. [CrossRef]

61. Virtanen, J.A.; Cheng, K.H.; Somerharju, P. Phospholipid composition of the mammalian red cell membrane
can be rationalized by a superlattice model. Proc. Natl. Acad. Sci. USA 1998, 95, 4964–4969. [CrossRef]

62. Nelson, G.J. Studies on the lipids of sheep red blood cells. I. Lipid composition in low and high potassium
red cells. Lipids 1967, 2, 64–71. [CrossRef] [PubMed]

63. Avci, F.G.; Sariyar Akbulut, B.; Ozkirimli, E. Membrane Active Peptides and Their Biophysical
Characterization. Biomolecules 2018, 8, 77. [CrossRef] [PubMed]

© 2019 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
article distributed under the terms and conditions of the Creative Commons Attribution
(CC BY) license (http://creativecommons.org/licenses/by/4.0/).

http://www.ncbi.nlm.nih.gov/pubmed/4877126
http://dx.doi.org/10.3390/molecules23020329
http://www.ncbi.nlm.nih.gov/pubmed/29401708
http://dx.doi.org/10.1038/nprot.2007.521
http://www.ncbi.nlm.nih.gov/pubmed/18274517
http://dx.doi.org/10.1002/pep2.24074
http://dx.doi.org/10.1016/0022-1759(91)90198-O
http://dx.doi.org/10.1126/science.277.5330.1259
http://dx.doi.org/10.1038/nprot.2006.238
http://dx.doi.org/10.1097/00002480-199809000-00026
http://www.ncbi.nlm.nih.gov/pubmed/2505393
http://dx.doi.org/10.1038/srep46673
http://www.ncbi.nlm.nih.gov/pubmed/28429753
http://dx.doi.org/10.1002/chem.201704924
http://www.ncbi.nlm.nih.gov/pubmed/29265502
http://dx.doi.org/10.1002/chem.200801523
http://www.ncbi.nlm.nih.gov/pubmed/19072946
http://dx.doi.org/10.1093/femsre/fuv008
http://dx.doi.org/10.1002/yea.1362
http://dx.doi.org/10.1371/journal.pone.0035063
http://dx.doi.org/10.1002/bies.20441
http://dx.doi.org/10.1016/j.ymgme.2017.04.006
http://dx.doi.org/10.1073/pnas.95.9.4964
http://dx.doi.org/10.1007/BF02532003
http://www.ncbi.nlm.nih.gov/pubmed/17805724
http://dx.doi.org/10.3390/biom8030077
http://www.ncbi.nlm.nih.gov/pubmed/30135402
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Materials and Methods 
	Preparation of Model DOPC:DOPG Lipid Vesicles Entrapped with Ru(bpy)32+ 
	Fluorescence Lifetime-Based Leakage Assay of Ru(bpy)32+-Entrapped LUVs in the Presence of ILs 
	Minimum-Inhibitory Concentration (MIC) Assays of ILs on Bacterial and Yeast Cells 
	Bacterial Membrane Permeabilization 
	Fungal Membrane Permeabilization 
	Red Blood Cell Membrane Permeabilization 

	Results 
	Lifetime-Based Leakage Assay Results 
	MIC Assay Results for ILs on Yeast and Bacteria 
	Direct Permeabilization Assays of ILs on E.coli 
	Direct Permeabilization Assays of ILs on S. cerevisae 
	Direct Permeabilization Assays of ILs on Red Blood Cells 

	Discussion 
	Conclusions 
	References

