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Abstract: The functional mechanisms of local anesthetics (LAs) have not yet been fully explained,
despite their importance in modern medicine. Recently, an indirect interaction between channel
proteins and LAs was proposed as follows: LAs alter the physical properties of lipid membranes,
thus affecting the channel proteins. To examine this hypothesis, we investigated changes in thermal
stability in lipid membranes consisting of dioleoylphosphocholine, dipalmitoylphosphocholine, and
cholesterol by adding the LAs, lidocaine and tetracaine. The miscibility temperature of liquid-ordered
(Lo) and liquid-disordered (Ld) phase separation was lowered, whereas that of phase separation
between solid-ordered (So) and Ld phases was unchanged by LAs. Furthermore, we measured
the line tension at the Lo/Ld interface from domain boundary fluctuation and found that it was
significantly decreased by LAs. Finally, differential scanning calorimetry (DSC) revealed a change in
the lipid main transition temperature on the addition of LAs. Based on the DSC measurements, we
considered that LAs are partitioned into two coexisting phases.
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1. Introduction

Local anesthetics (LAs) are essential drugs, especially in modern surgical medicine, and are
frequently used to suppress pain. The mechanism behind the suppression of pain signals by LAs
is believed to result from the deactivation of sodium ion channel proteins and the inhibition of the
action potentials of neural cell membranes [1–3]. Molecular simulations have partly explained the
inhibition of ion channels as direct interactions between LAs and the binding sites on the proteins [4,5].
These studies have demonstrated the closure behavior of cation-gate structures that accompanies
conformational change. However, the direct interaction hypothesis does not adequately explain the
deactivation of ion channels by LAs.

Recent studies have suggested indirect interactions between the channels and LAs [6,7]. Since
most LA molecules have large hydrophobic parts in their structures, LAs may interact with the
hydrophobic region and alter the physical properties of the biomembranes. As a result, the channel
proteins in biomembranes would be indirectly influenced by LAs through changes in the physical
properties of the membranes. Some groups have focused on the hydrophobicity of LAs [8] and
examined the interactions between phospholipid membranes and LAs using nuclear magnetic
resonance (NMR) [9,10]. In addition, it has been reported that the structures of membrane proteins
are influenced by the bending rigidity of lipid membranes [11]. Some studies have found that the
membrane tension mediated by a mechanical stimulus affects the function of ion channels [12].
As shown in these cases, modulation of the function of membrane proteins via changes in the
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physical properties of the membrane, such as bending rigidity and membrane tension, is central
to understanding the function and behavior of membrane proteins.

The importance of indirect interactions between channel proteins and LAs has attracted much
attention, and the interactions between biomembranes and LAs are thus worthy of investigation.
Biomembranes, which are mainly composed of a phospholipid bilayer structure, are known to be
involved in signal transduction mechanisms, such as vesicle formation [13]. Furthermore, it is believed
that compositional heterogeneity emerges spontaneously in biomembranes. These heterogeneous
structures are known as “lipid rafts” [14,15]. The lipid raft is a specific region containing a large amount
of cholesterol (Chol) and saturated phospholipids, as well as some functional proteins including ion
channel proteins and membrane receptors. Therefore, lipid rafts are thought to be important platforms
for signal transduction. Additionally, sodium ion channel proteins, which can be affected by LAs, are
also known to exist in lipid rafts [16]. Hence, it is important to clarify the correlation between lipid
rafts and biosignal transductions such as those that occur in anesthesia.

Due to the complexities of biomembranes, however, it is difficult to investigate the stability of the
lipid raft by adding LAs. Thus, to reveal the interactions between lipid rafts and additive molecules
such as LAs, liposomes—regarded as model biomembranes—are widely used. In particular, typical
multicomponent lipid membranes consisting of unsaturated lipids, saturated lipids, and Chol exhibit
phase separation between the unsaturated lipid-rich liquid-disordered (Ld) phase and the saturated
lipid/Chol-rich liquid-ordered (Lo) phase [17–22]. Since the Lo phase is composed of saturated lipids
and Chol, it is considered a suitable model of the raft region. The adsorption of LAs onto solid-ordered
(So) phase, consisting of saturated lipids and Lo phases, has been investigated by quartz crystal
microbalance with dissipation [23,24]. Furthermore, we have observed the suppression of phase
separation on raft-mimetic liposomes composed of unsaturated and saturated lipids and Chol via
microscopy. Since the fluidity of the Ld phase decreases on the addition of LAs and the fluidity gap
between the Lo and Ld phases reduces, these events result in the suppression of phase separation [25].
Conversely, in the case of binary lipid mixtures consisting of unsaturated and saturated lipids, the
fluidity difference between the So and Ld phases is not adequately reduced. Consequently, phase
separation between So and Ld phases is not suppressed by LAs [25].

Furthermore, from a physiological aspect, anesthesia via LAs can be enhanced by dosing at higher
temperatures [26]. Therefore, it is also important to discuss the thermal stability of the Lo phase in the
presence of LAs. Differential scanning calorimetry (DSC) measurements have revealed that the thermal
stabilities of the So and Lo phases are decreased by LAs [23,24,27]. Gray et al. revealed that lowering
the miscibility temperature, defined as the temperature for the transition between phase separation and
the homogeneous phase, via the addition of liquid general anesthetics using giant plasma membrane
vesicles isolated from living cells, correlates with the strength of general anesthetics [28]. Although
the effects of LAs depend on the presence of Chol, the relationship between LAs and Chol is not
fully understood.

In this study, we investigated the thermal stability of the phase-separated structures in
biomimetic lipid membranes containing LAs. First, the miscibility temperatures in unsaturated
lipids, dioleoylphosphocholine (DOPC)/saturated lipids, dipalmitoylphosphocholine (DPPC)/LAs,
and DOPC/DPPC/Chol/LAs were measured by fluorescence microscopy. Next, we measured the line
tension at the Lo/Ld interface from the fluctuation of the domain boundary in DOPC/DPPC/Chol/LAs
to examine the stability of the domain. Finally, DSC measurements were used to clarify the lipid
transition temperatures in LA-containing lipid membranes. From the results of the DSC experiments,
it was considered that LAs are partitioned as coexisting phases. Moreover, we discussed the influence
of LAs on the thermal stability of phase-separated domains in multicomponent lipid membranes.
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2. Materials and Methods

2.1. Materials

Unsaturated lipids, 1,2-dioleoyl-sn-glycero-3-phosphocholine (DOPC), saturated lipids,
1,2-dipalmitoyl-sn-glycero-3-phosphocholine (DPPC), and Chol were purchased from Avanti Polar
Lipids (Alabaster, AL, USA). Fluorescent probes, Rhodamine B 1,2-dihexadecanoyl-sn-glycero-3
phosphoethanolamine, and triethylammonium salt (Rhod-DHPE) were purchased from Thermo Fisher
Scientific (Waltham, MA, USA). Rhod-DHPE molecules are mainly located in the DOPC-rich Ld phase.
The LAs 2-(diethylamino)-N-(2,6-dimethylphenyl)acetamide (lidocaine) and 2-(dimethylamino)ethyl
4-(butylamino)benzoate (tetracaine) were purchased from Nacalai Tesque (Kyoto, Japan) and Tokyo
Chemical Industry (Tokyo, Japan), respectively. Ultrapure water (specific resistance ≥18 MΩ) was
obtained using a Millipore Milli-Q purification system (Merck Millipore, Billerica, MA, USA). The
chemical structures of the lipids and LAs are shown in Figure 1.
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Figure 1. Chemical structures of (a) DOPC; (b) DPPC; (c) Chol; (d) lidocaine; and (e) tetracaine.

2.2. Experimental Methods

2.2.1. Microscopic Observation of Phase-Separated Structure on Liposomes

Liposomes for microscopic observation were prepared by the natural swelling method. Lipids
(DOPC, DPPC, Chol), LAs (lidocaine, tetracaine), and the fluorescent probe (Rhod-DHPE) were
dissolved in chloroform, at concentrations of 2, 0.5 and 0.1 mM, respectively. The stock solutions
were transferred into glass test tubes and mixed to the desired compositions. The organic solvent was
evaporated under a flow of nitrogen gas, and the lipids were further dried under vacuum for least
3 h to form thin lipid films. The films were then hydrated overnight with Milli-Q water at 55 ◦C to
produce unilamellar liposomes. The final concentrations of lipids and LAs were 0.2 mM, and that of
Rhod-DHPE was 1 µM.

To observe the effects of LAs on phase separation by fluorescent microscopy, we added LAs
to DOPC/DPPC lipid mixtures with a DOPC:DPPC ratio of 1:1, and to the DOPC/DPPC/Chol
lipid mixtures with a DOPC:DPPC:Chol ratio of 2:2:1. Therefore, the compositions examined were
DOPC/DPPC/LAs 50:50:0, 45:45:10; and 40:40:20, and DOPC/DPPC/Chol/LAs 40:40:20:0, 36:36:18:10,
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and 32:32:16:20. The sample temperature was controlled using a microscope stage (MATS-555MORA-BU,
Tokai hit, Shizuoka, Japan) at 20–34 ◦C.

We counted 30 liposomes in each composition at each temperature, and plotted the fraction of
phase-separated liposomes. Based on the experimental plots, we calculated the miscibility temperature
(Tmix) for the multicomponent lipid membranes. The miscibility temperature is defined as the
temperature at which the fraction of phase-separated liposome reaches 50%. To obtain the miscibility
temperature, the experimental results were fit with the sigmoidal Boltzmann function:

P =
1

1 + exp[(T − Tmix)/dt]
(1)

where P is the fraction of phase-separated liposomes, T is the temperature, Tmix is the miscibility
temperature, and dt is the slope of the sigmoidal curve.

2.2.2. Line Tension Measurement by Flicker Spectroscopy of Domain Boundary Fluctuation

We obtained the line tension from the domain boundary fluctuation of a liquid domain [29,30].
Domains were imaged for 1 s at 30 frames/s. Traces of the domain boundary were obtained from
binarized images using ImageJ (Ver. 1.49, National Institutes of Health, Bethesda, MD, USA). The
radius from the center of mass of domain r as a function of the polar angle ψ was represented in terms
of a Fourier series expansion:

r(ψ) = rav

[
1 + a0 +

∞

∑
k=1

ak cos(kψ) +
∞

∑
k=1

bk sin(kψ)

]
(2)

where rav is the average domain radius, k is the mode number, and ak, bk are the Fourier coefficients.
The excess free energy arises due to the fluctuation and is expressed as:

∆F ' πrav

2
γ

∞

∑
k=2

(
k2 − 1

)(
a2

k + b2
k

)
(3)

where γ is the line tension. The free energy for each independent mode becomes kBT from the
generalized equipartition theorem, where kB is the Boltzmann constant. Therefore, we obtained
the equation:

〈a2
k〉+ 〈b

2
k〉 =

2kBT
πravγ

(
1

k2 − 1

)
(4)

where brackets < . . . > mean the average value of 30 images. The experimental data was fit with
Equation (4) and we obtained the line tension γ. We measured the line tension of five to 10 domains
for each condition.

2.2.3. DSC Measurements

DPPC, Chol, and the LAs were dissolved in chloroform, at concentrations of 300, 150 and 150 mM,
respectively, and were subsequently stored at −20 ◦C. The solutions were transferred into test tubes,
and the desired composition was mixed to give a total volume of 60 µL. The mixed solutions were
dried under a gentle stream of nitrogen gas, and formed into lipid films. To evaporate all of the
remaining solvent, samples were dried under vacuum for at least 3 h. Lipid films were hydrated with
Milli-Q water (60 µL), and sonicated for 1 h at least once at 50–60 ◦C to allow them to be peeled from
the bottom of the test tube. The final concentration of the lipid/LA mixtures in liposomal solution was
150 mM. The compositions examined were DPPC/LAs 100:0, 97.5:2.5, 95:5, 92.5:7.5, and 90:10; and
DPPC/Chol/LAs 90:10:0, 87.75:9.75:2.5, 85.5:9.5:5, 83.25:9.25:7.5, and 81:9:10.

Thermographs were obtained by a DSC-822e (Mettler Toledo International Inc., Greifensee,
Switzerland). A total of 12–15 µL of liposomal solutions were placed into aluminum sample pans after
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stirring by a vortex mixer for over 30 s. We used sample pans filled with Milli-Q water as reference
cells. The weight of the water was identical in both the reference and sample cells. Heating/cooling
cycles were performed three times between 20 and 60 ◦C, and the third heating process is shown as a
representative thermograph. Heating and cooling rates were set at 5 ◦C/min. Each heating/cooling
scan was started after a 3–5 min pre-scan incubation at 20/60 ◦C. All raw data were normalized by
the weights of the samples. The same measurements were performed at least three times to ensure
reproducibility of the data.

We found some asymmetrical peaks at several compositions and they could be described as a
linear combination of two independent transitions. An asymmetrical peak is expressed as a linear
combination between two Lorentzian functions, as shown in Figure 2.
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Figure 2. An example for curve fitting. Black-solid and red-dashed lines indicate experimental data and
calculated fitting curve, respectively. Yellow- and green-dashed lines are the curves for two independent
transitions, and the sum of these curves corresponds to the calculated fitting curve (red-dashed line).

3. Results

3.1. Miscibility Temperature Measurement in LA-Containing Lipid Membranes

We observed the effects of LAs on the thermostability of phase-separated structures in
multicomponent lipid membranes. First, we investigated the lipid mixtures consisting of
DOPC/DPPC/LAs without Chol. In this experiment, we fixed the ratio of DOPC/DPPC to 1:1 and set
the LA concentrations to 0%, 10%, and 20%. At lower temperatures, coexistence between the DOPC-rich
Ld phase and DPPC-rich So phase was observed, as shown in Figure 3a. Rhod-DHPE is localized in the
Ld phase; the bright and dark regions correspond to the Ld and So phases, respectively. The anisotropic
shape domains can be regarded as So domains. To examine the thermostability of phase-separated
domains, we measured the fraction of phase-separated liposomes as the temperature increased. The
results following the addition of lidocaine or tetracaine are shown in Figure 3b,c, respectively. In all
cases, the fractions of the phase-separated liposomes decreased as the temperature increased. This
is because the mixing entropy becomes predominant at higher temperatures. The temperature at
which the fraction of phase-separated liposomes reaches 50% is the miscibility temperature (Tmix).
To identify the miscibility temperature of each lipid mixture, we fit the experimental data with
Equation (1). The obtained miscibility temperatures were Tmix = 33.1 ◦C (control), 32.9 ◦C (lidocaine
10%), 32.1 ◦C (lidocaine 20%), 32.7 ◦C (tetracaine 10%), and 31.8 ◦C (tetracaine 20%). We did not
observe any significant changes in the miscibility temperatures after adding LAs. Therefore, So/Ld
phase separation was not significantly affected by the LAs.
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Figure 3. (a) Microscopy image of So/Ld phase-separated liposomes. Scale bar 10 µm; (b,c) The
fractions of phase-separated liposomes as a function of temperature in DOPC/DPPC/lidocaine and
DOPC/DPPC/tetracaine, respectively. We fixed the DOPC:DPPC ratio to 1:1; (d) Microscopy image of
Lo/Ld phase-separated liposomes. Scale bar 10 µm; (e,f) The fractions of phase-separated liposomes
as a function of temperature in DOPC/DPPC/Chol/lidocaine and DOPC/DPPC/Chol/tetracaine,
respectively. We fixed the DOPC:DPPC:Chol ratio to 2:2:1.

Next, DOPC/DPPC/Chol/LAs lipid mixtures were investigated to gain an understanding of
the effects of Chol and LAs on phase separation. We fixed the DOPC/DPPC/Chol ratio to 2:2:1 and
set the LA concentrations to 0%, 10%, and 20%. In the presence of Chol, the So phase transforms into
the Lo phase [17]. Therefore, Lo/Ld phase separation is observed in most of the liposomes at lower
temperatures, as shown in Figure 3d. Here, the bright and dark regions correspond to the Ld and Lo

phases, respectively. The miscibility temperatures were Tmix = 27.7 ◦C (control), 26.6 ◦C (lidocaine
10%), 23.0 ◦C (lidocaine 20%), 23.2 ◦C (tetracaine 10%), and 21.6 ◦C (tetracaine 20%). Although we
did not find any significant changes in the miscibility temperatures in DOPC/DPPC/LA systems
without Chol, they clearly decreased as the LA concentrations increased in lipid mixtures with Chol.
The reduction in miscibility temperature with tetracaine was greater than that with lidocaine.

3.2. Line Tension Measurement at the Liquid Domain Boundary in LA-Containing Lipid Membranes

Line tension at the domain boundary is one of the most important factors affecting the stability of
phase-separated domains. Generally, the line tension at the Lo domain boundary is about ~3 pN [31,32].
Here, we obtained the line tension at the Lo domain boundary in LA-containing lipid membranes by
the flicker spectroscopy of domain boundary fluctuations. We analyzed several images in which an
isolated domain was present at the center of the liposome surface. Because this analysis calculates
displacement from the circular shape, we ignored the non-circular domain shown in Figure 3a. The
domain boundary fluctuation was imaged for 1 s at 30 frames/s (Figure 4a) and the trace of the domain
boundary was obtained by ImageJ (Figure 4b). The radial fluctuation is plotted in Figure 4c and the
power spectrum calculated from the radial fluctuation is shown in Figure 4d. The average Fourier
coefficients obtained from 30 images are plotted in Figure 4e, and the line tension was calculated from
the slope of the plot by Equation (4).
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Figure 4. Analytical sequences of line tension at the Lo/Ld phase boundary from domain boundary
fluctuations. (a) Sequential images of a fluctuating Lo domain at a DOPC/DPPC/Chol ratio of 40:40:20
membrane at 28 ◦C; (b) Domain boundary trace of the image in (a) at 0 s; (c) Radial fluctuation
as a function of the polar angle ψ (◦); (d) Power spectrum calculated from (c); (e) Average Fourier
coefficients obtained from 30 images plotted against 1/(k2 − 1).

The line tension values are summarized in Figure 5. Without LAs, the line tension was about
3 pN at room temperature (20–22 ◦C), and this value is in good agreement with that reported in
previous studies [31,32]. As the temperature increases, the line tension decreases just before reaching
the miscibility temperature. When the temperature approaches the miscibility temperature, the
composition difference between the coexisting two phases generally becomes smaller. Therefore,
the line tension is reduced because the differences in physical properties between the two phases
(spontaneous curvature, membrane thickness, and chain ordering) become smaller. We saw the same
tendency in our systems containing LAs. Specifically, the line tension in the system containing LAs
was lower than that in the system without LAs. Moreover, it decreased in an LA-concentration
manner. The reduction in line tension of the tetracaine-containing membranes was larger than that
of lidocaine-containing membranes. This tendency was largely consistent with the results obtained
in our miscibility temperature measurements, and clearly shows that LAs strongly decrease the line
tension at the Lo/Ld domain boundary. The previous study also indicated that the line tension in a
DOPC/DPPC/Chol mixture is quantitatively decreased by the addition of dibucaine, which is one of
the LAs [33]. We explain why LAs reduce the line tension in the Discussion.
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Figure 5. Line tension at the Lo/Ld phase boundary in DOPC/DPPC/Chol/LA mixtures as a function
of temperature. Black lines with circles indicate the control (DOPC/DPPC/Chol mixture without
LAs), and colored lines with triangles and squares show LAs at 10 and 20 mol % added to the
membranes, respectively. Orange and blue lines denote lidocaine-added membranes (a); and red and
green lines denote tetracaine-added membranes (b); Miscibility temperatures measured by microscopic
observations in Figure 3 are shown as arrows. Colors of the arrows correspond to those of the
lipid compositions.

3.3. DSC Measurement in LA-Containing Lipid Membranes

Next, we discuss the effects of LAs on the thermostability of lipid membranes based on DSC.
The representative thermographs for DPPC/LA mixtures are shown in Figure 6. Sharp peaks can
be seen at 42 ◦C that correspond to the main transition of the lipids between solid (ripple) phase
and liquid phase, and the broad peak at 37 ◦C corresponds to the pretransition state between the
solid and ripple phases in the DPPC single component system without LAs, shown as black lines
in Figure 6a,b. This thermograph is consistent with some previous reports [17,21,22]. Since the
pretransition peak disappears as the LA concentration increases, we focused on the main transition
peak. When both lidocaine and tetracaine were present, the main transition peak shifted toward a
lower temperature as the LA concentration increased. Interestingly, the shape of the peak became
asymmetrical at a lidocaine concentration of 7.5% and tetracaine concentration of 5%. We presumed
that the asymmetrical peak could be described as a linear combination of two independent transitions.
The results of peak deconvolution are shown in Figure 6c–f. We expressed an asymmetrical peak as
a linear combination between two Lorentzian functions. Figure 5c,d show stronger peaks at higher
temperatures, corresponding to the transitions of the DPPC-rich phase. On the other hand, the weaker
peaks at lower temperatures, shown in Figure 6e,f, correspond to the transition of the LA-rich phase.
Therefore, as the concentration of the LA increased, some molecules could not dissolve in the DPPC
membranes, which led to the formation of an LA-rich phase. This result implies a low affinity between
DPPC and LAs. Moreover, compared with lidocaine, tetracaine seemed to show a lower affinity
to DPPC.
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Figure 6. (a,b) Representative DSC thermographs of DPPC/lidocaine and DPPC/tetracaine
membranes, respectively. Black, orange, blue, red, and green lines indicate LA at 0, 2.5, 5, 7.5, and 10
mol %, respectively; (c,d) Stronger peaks obtained from peak deconvolution in the DPPC/lidocaine
and DPPC/tetracaine membranes, respectively; (e,f) Weaker peaks obtained from peak deconvolution
in DPPC/lidocaine and DPPC/tetracaine membranes, respectively. Since the peak shape is almost
symmetrical for lidocaine below 5 mol % and tetracaine below 2.5 mol %, we did not perform peak
deconvolution in (c–f).

We also performed DSC measurements for the mixtures of DPPC/Chol/LAs. The thermograph
of the DPPC/Chol binary mixture without an LA is denoted by a black line in Figure 7a,b. A clear
peak can be seen around 41.5 ◦C. It has been reported that phase separation between the So and Lo

phases occurs at a DPPC/Chol ratio of 90:10 [34]. As per the DPPC/LA mixtures, we performed
peak deconvolution based on a two-state transition; the strong and weak components are shown in
Figure 7c–f, respectively. These strong and weak peaks correspond to the DPPC-rich So and Chol-rich
Lo phases, respectively [34]. In Figure 7c,d, the stronger peaks shift toward a lower temperature as the
LA concentration increases. This behavior resembles that of DPPC-rich phase in DPPC/LA binary
mixtures, as indicated in Figure 6. On the other hand, the positions of the weaker peaks were not
significantly changed by the addition of LAs, as shown in Figure 7e,f. In Figure 8, we summarized the
temperature shifts of both the strong and weak peaks. The temperature shift of the So phase in the
DPPC/LA mixtures was almost identical to that of the So phase in the DPPC/Chol/LA mixtures. Since
an LA-rich phase is formed in DPPC/LA mixtures, the So phase in DPPC/LAs can be considered an
LA-poor phase. Therefore, we speculate that the So phase in DPPC/Chol/LA mixtures also becomes
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an LA-poor phase. On the other hand, the clear LA-rich phase was not found in the DPPC/Chol/LA
mixtures. In DPPC/Chol/LAs systems, we believe that large amounts of LAs are included in the Lo

phase. We further discuss LA localization in heterogeneous membranes based on the DSC results in
Section 4.Membranes 2017, 7, 33 10 of 15 
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Figure 7. (a,b) Representative DSC thermographs of DPPC/Chol/lidocaine and
DPPC/Chol/tetracaine membranes, respectively. Black, orange, blue, red, and green lines
indicate LA at 0, 2.5, 5, 7.5, and 10 mol %, respectively; (c,d) Stronger peaks obtained from peak
deconvolution in DPPC/Chol/lidocaine and DPPC/Chol/tetracaine membranes, respectively; (e,f)
Weaker peaks obtained from peak deconvolution in DPPC/Chol/lidocaine and DPPC/Chol/tetracaine
membranes, respectively. Insets show magnifications of the peaks.
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Figure 8. (a) Shifts in peak temperatures obtained from peak deconvolution of the DSC thermographs
in DPPC/LA mixtures as a function of LA concentration. Blue and red lines represent lidocaine
and tetracaine-containing membranes, respectively. Solid and dashed lines indicate the temperature
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4. Discussion

Microscopic observation revealed that the miscibility temperature (Tmix) of the phase-separated
structures on DOPC/DPPC membranes was not significantly changed by adding LAs (Figure 3b,c).
Furthermore, according to the results of the DSC experiment on DPPC/LA mixtures, an LA-rich phase
was formed at higher concentrations of LAs (Figure 6a,b), which suggests a low affinity between
DPPC and LAs. Therefore, most LA molecules can be partitioned into DOPC-rich Ld phases in
DOPC/DPPC/LAs membranes. LAs did not impart any crucial effects on the DPPC-rich So phase,
and the miscibility temperature in DOPC/DPPC/LA mixtures was not shifted by them.

On the other hand, as the concentrations of LAs increased, the miscibility temperatures for
DOPC/DPPC/Chol/LA lipid membranes decreased and the thermostability of the Lo phase was
lowered (Figure 3e,f). From the results of the DSC experiments, the shift in the peak temperature of the
So phase in the DPPC/LA mixtures was almost identical to that of the So phase in the DPPC/Chol/LA
mixtures (Figure 8). Therefore, we can consider that the amount of LA in both So phases was almost
the same. The DSC results for the DPPC/LA mixtures indicated that the So phase corresponded to the
LA-poor phase. Based on this finding, the So phase for DPPC/Chol/LA mixtures can be also regarded
as the LA-poor phase. In addition, we could not find a clear LA-rich phase among the DPPC/Chol/LA
mixtures. Therefore, a large amount of LA molecules may be included in the Lo phase in these lipid
mixtures. This implies that the presence of Chol promotes the partitioning of LAs. Although a large
amount of LA may have been partitioned into the DOPC-rich Ld phase in DOPC/DPPC/Chol/LA
membranes, some was included in the Lo phase. The LA molecules in the Lo phase significantly
decreased the thermostability. We can think of two mechanisms that explain why the presence of Chol
enhances the partitioning of LAs into Lo phase. First, the DPPC-rich phase transitions to the liquid
phase from the solid phase in the presence of Chol. Therefore, LA can be partitioned into the Lo phase,
because Chol loosens the packing between the DPPC molecules. This hypothesis indicates that Chol
indirectly promotes the partitioning of LAs into Lo phase. The second hypothesis is a direct attraction
between LAs and Chol. Because LAs and Chol are hydrophobic molecules, they are buried in the
hydrophobic region of lipid membranes and may directly interact with each other. This mechanism
could be revealed by a future NMR study.
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The distribution of LAs into the Lo phase is also supported by the line tension measurements.
The LAs decreased the line tension at the Lo/Ld domain boundary in DOPC/DPPC/Chol membranes
(Figure 5). Some studies have mentioned that the additive molecules adsorb onto the domain interface
and reduce the line tension [35–40]. Such molecules are called “linactant” based on an analogy to a
surfactant [38]. Although the line energy at the domain boundary is decreased by the adsorption of
linactants, entropic loss arises instead of line energy gain. Therefore, it is difficult for a molecule to be a
linactant, because it would have to possess a structure with an affinity for both coexisting phases. Since
the LAs used in this study do not seem to have such structures (see Figure 1), they may not be linactants.
Therefore, we think that some LAs are incorporated within the Lo phase, as mentioned above. As
a result, the chain ordering of the Lo phase is disturbed by the presence of LAs. The differences in
physical properties between the two coexisting phases (spontaneous curvature, membrane thickness,
chain ordering) become smaller, which decreases the line tension. This mechanism was indicated by
electron spin resonance [41], and Laurdan generalized the polarization measurements among different
lipid mixtures [42]. On the other hand, according to our DSC experiments, the transition temperatures
of lipids in the Lo phase were not significantly changed by adding LAs. A similar tendency has been
reported in some other studies [24,27]. However, it is important to investigate the relationship between
chain ordering and the transition temperature in future studies.

Tetracaine showed more significant effects than lidocaine on the physical properties of the lipid
membranes, such as the miscibility temperature, line tension at the Lo/Ld interface, and main transition
temperature. These findings are consistent with the results of a previous study, which reported
that tetracaine suppresses phase separation at room temperature more strongly than lidocaine [25].
Moreover, Paiva et al. showed that tetracaine has a stronger effect than lidocaine on the transition
temperature of raft-mimetic membranes [23]. Generally, tetracaine is a more powerful and toxic
LA than lidocaine [43]. In other words, tetracaine shows anesthetic and cytotoxic effects at lower
concentrations than lidocaine. Thus, from these results, the potencies of the LAs and suppression
of phase separation may be associated. Furthermore, n-alcohol general anesthetics are reported
to correlate with pharmacological strength and membrane phase behavior [28]. As the length of
the hydrocarbon tail of alcohol becomes longer, the lipid transition temperature decreases and the
strength of the anesthesia becomes stronger. Therefore, increased hydrophobicity leads to increased
anesthetic action. Moreover, an LA oil/water partitioning experiment showed that the action of the
anesthetic and the molecular hydrophobicity are correlated [44]. On the other hand, we suggested the
importance of the affinity between the Lo phase and LAs. Thus, the relationship between the molecular
hydrophobicity of LAs and anesthetic action based on the stability of the Lo phase on the addition of
LAs should be evaluated in future studies by an NMR investigation of the interactions between LAs
and the Lo phase.

Since a large part of LA is hydrophobic, we discussed the phase behavior based on the
hydrophobic interaction between lipid membranes and LAs. LAs are medically used as chloride
salts to increase the water solubility. Although LAs were directly included in lipid membranes in our
study, LAs were added to lipid membranes by dissolving them in water phase in some studies [33].
However, because the experimental results about the main transition temperature shift and phase
behavior are almost consistent with our study, the behavior of charged LAs is similar to that of
uncharged LAs. Therefore, we believe that the hydrophobic interaction between LAs and lipid
membranes is the most important factor. Moreover, in actual living cells, the electric charges on LAs
are well screened by many kinds of cations in the vicinity of cell membranes, and the effect of electric
charges on LAs may be negligible. On the other hand, some studies mentioned the importance of
electric charges on the phase separation in multicomponent lipid membranes [45]. The studies on
the hydrogen bonding between LAs and phospholipids, and the effect of LAs on the hydration water
near the surface of an LA-containing lipid membrane, as well as the electric charge of LAs, will be
important in the near future.
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We showed that the raft-mimicking structure (Lo phase) is destabilized by adding LAs. If raft
domains are also destabilized by LAs in the cell membranes, the sodium ion channel proteins present
may be strongly affected. Voltage-dependent sodium channels form gate structures that allow the
selective permeation of specific cations by subunits in the structure-forming multimers [46]. The gate
structure is controlled by miniscule structural changes in the proteins of well organized subunits. If
the raft structure is altered by LAs, the order, structure, and movement of the subunits forming the
gate structure may be impaired. In fact, Brohawn et al. found that the function of ion channels placed
in membranes isolated from cells can be controlled by the external pressure achieved by poking the
membranes with a glass capillary [12]. The application of external pressure to membranes is known to
change the phase behavior [47] and impact the anesthetic dose. Therefore, the membrane proteins in
raft domains are influenced by changes in the physical properties of the membranes, such as rigidity,
thickness, fluidity, and phase. Future studies should investigate the mechanisms controlling channel
activities via changes in the phase state of the membranes.

5. Conclusions

In this study, we demonstrated the changes mediated by the thermal behavior of phase-separated
structures in the presence of LAs. LAs lowered the miscibility temperature (Tmix) in
DOPC/DPPC/Chol/LA mixtures, whereas the miscibility temperature of DOPC/DPPC/LA mixtures
without Chol did not change significantly. Moreover, we also showed that the line tension at the Lo/Ld
domain boundary was reduced by LAs. DSC measurements revealed that LAs could be partitioned
into the Lo phase with the help of Chol. Subsequently, the miscibility temperature and the line tension
are decreased significantly.

Voltage-dependent sodium ion channels, which could be deactivated by LAs, are known to
exist on lipid rafts in the cellular membrane. Our results suggest that LAs destabilized raft-mimetic
structures composed of saturated phospholipids and Chol. The change in phase behavior could
influence the gating or binding abilities of membrane proteins, such as ion channels. Based on our
results, the relationship between ion channel activity and the stability of raft domains should be
further investigated.

Acknowledgments: Naofumi Shimokawa acknowledges support from a Grant-in-Aid for Scientific Research
(C) (JP17K05610) from the Japan Society for the Promotion of Science (JSPS). Masahiro Takagi acknowledges
support from a Grant-in-Aid for Scientific Research on Innovative Areas “Thermal Biology” (JP15H05928) from
the Ministry of Education, Culture, Sports, Science and Technology of Japan (MEXT) and a Grant-in-Aid for
Scientific Research (B) (JP17H03467) from JSPS.

Author Contributions: Ko Sugahara and Masahiro Takagi conceived and designed the experiments; Ko Sugahara
performed the experiments; Ko Sugahara and Naofumi Shimokawa analyzed the data; Ko Sugahara and Naofumi
Shimokawa wrote the paper. Masahiro Takagi coordinated the study.

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

References

1. Becker, D.E.; Reed, K.L. Local anesthetics: Review of pharmacological considerations. Anesth. Prog. 2012, 59,
90–102. [CrossRef] [PubMed]

2. Ragsdale, D.S.; McPhee, J.C.; Scheuer, T.; Catterall, W.A. Common molecular determinants of local anesthetic,
antiarrhythmic, and anticonvulsant block of voltage-gated Na+ channels. Proc. Natl. Acad. Sci. USA 1996, 93,
9270–9275. [CrossRef] [PubMed]

3. Scholz, A. Mechanisms of (local) anaesthetics on voltage-gated sodium and other ion channels. Br. J. Anaesth.
2002, 89, 52–61. [CrossRef] [PubMed]

4. Boiteux, C.; Vorobyov, I.; French, R.J.; French, C.; Yarov-Yarovoy, V.; Allen, T.W. Local anesthetic and
antiepileptic drug access and binding to a bacterial voltage-gated sodium channel. Proc. Natl. Acad. Sci. USA
2014, 111, 2–7. [CrossRef] [PubMed]

5. Catterall, W.A. From Ionic Currents to Molecular Mechanisms: The Structure and Function of Voltage-Gated
Sodium Channels. Neuron 2000, 26, 13–25. [CrossRef]

http://dx.doi.org/10.2344/0003-3006-59.2.90
http://www.ncbi.nlm.nih.gov/pubmed/22822998
http://dx.doi.org/10.1073/pnas.93.17.9270
http://www.ncbi.nlm.nih.gov/pubmed/8799190
http://dx.doi.org/10.1093/bja/aef163
http://www.ncbi.nlm.nih.gov/pubmed/12173241
http://dx.doi.org/10.1073/pnas.1408710111
http://www.ncbi.nlm.nih.gov/pubmed/25136136
http://dx.doi.org/10.1016/S0896-6273(00)81133-2


Membranes 2017, 7, 33 14 of 15

6. Tsuchiya, H.; Mizogami, M. Interaction of local anesthetics with biomembranes consisting of phospholipids
and cholesterol: Mechanistic and clinical implications for anesthetic and cardiotoxic effects. Anesthesiol. Res.
Pract. 2013, 2013. [CrossRef] [PubMed]

7. Komai, H.; McDowell, T.S. Differential effects of bupivacaine and tetracaine on capsaicin-induced currents
in dorsal root ganglion neurons. Neurosci. Lett. 2005, 380, 21–25. [CrossRef] [PubMed]

8. Tateuchi, R.; Sagawa, N.; Shimada, Y.; Goto, S. Enhancement of the 1-Octanol/Water Partition Coefficient
of the Anti-Inflammatory Indomethacin in the Presence of Lidocaine and Other Local Anesthetics. J. Phys.
Chem. B 2015, 119, 9868–9873. [CrossRef] [PubMed]

9. De Paula, E.; Schreier, S.; Jarrell, H.C.; Fraceto, L.F. Preferential location of lidocaine and etidocaine in lecithin
bilayers as determined by EPR, fluorescence and 2H NMR. Biophys. Chem. 2008, 132, 47–54. [CrossRef]
[PubMed]

10. Weizenmann, N.; Huster, D.; Scheidt, H.A. Interaction of local anesthetics with lipid bilayers investigated by
1H MAS NMR spectroscopy. Biochim. Biophys. Acta Biomembr. 2012, 1818, 3010–3018. [CrossRef] [PubMed]

11. Booth, P.J.; Riley, M.L.; Flitsch, S.L.; Templer, R.H.; Farooq, A.; Curran, A.R.; Chadborn, N.; Wright, P.
Evidence that bilayer bending rigidity affects membrane protein folding. Biochemistry 1997, 36, 197–203.
[CrossRef] [PubMed]

12. Brohawn, S.G.; Su, Z.; MacKinnon, R. Mechanosensitivity is mediated directly by the lipid membrane in
TRAAK and TREK1 K+ channels. Proc. Natl. Acad. Sci. USA 2014, 111, 3614–3619. [CrossRef] [PubMed]

13. Marsh, M.; McMahon, H.T. The structural era of endocytosis. Science 1999, 285, 215–220. [CrossRef] [PubMed]
14. Simons, K.; Ikonen, E. Functional rafts in cell membranes. Nature 1997, 387, 569–572. [CrossRef] [PubMed]
15. Simons, K.; Sampaio, J.L. Membrane Organization and Lipid Rafts. Cold Spring Harb. Perspect. Biol. 2011, 3,

a004697. [CrossRef] [PubMed]
16. Pristerà, A.; Baker, M.D.; Okuse, K. Association between tetrodotoxin resistant channels and lipid rafts

regulates sensory neuron excitability. PLoS ONE 2012, 7. [CrossRef] [PubMed]
17. Morales-Penningston, N.F.; Wu, J.; Farkas, E.R.; Goh, S.L.; Konyakhina, T.M.; Zheng, J.Y.; Webb, W.W.;

Feigenson, G.W. GUV preparation and imaging: Minimizing artifacts. Biochim. Biophys. Acta Biomembr. 2010,
1798, 1324–1332. [CrossRef] [PubMed]

18. Ahmed, S.N.; Brown, D.A.; London, E. On the origin of sphingolipid/cholesterol-rich detergent-insoluble
cell membranes: Physiological concentrations of cholesterol and sphingolipid induce formation of a
detergent-insoluble, liquid-ordered lipid phase in model membranes. Biochemistry 1997, 36, 10944–10953.
[CrossRef] [PubMed]

19. Heberle, F.A.; Feigenson, G.W. Phase Separation in Lipid Membranes. Cold Spring Harb. Perspect. Biol. 2011,
3, a004630. [CrossRef] [PubMed]

20. Veatch, S.L.; Keller, S.L. Separation of liquid phases in giant vesicles of ternary mixtures of phospholipids
and cholesterol. Biophys. J. 2003, 85, 3074–3083. [CrossRef]

21. Veatch, S.L.; Keller, S.L. Seeing spots: Complex phase behavior in simple membranes. Biochim. Biophys. Acta
Mol. Cell Res. 2005, 1746, 172–185. [CrossRef] [PubMed]

22. Feigenson, G.W. Phase diagrams and lipid domains in multicomponent lipid bilayer mixtures.
Biochim. Biophys. Acta Biomembr. 2009, 1788, 47–52. [CrossRef] [PubMed]

23. Paiva, J.G.; Paradiso, P.; Serro, A.P.; Fernandes, A.; Saramago, B. Interaction of local and general anaesthetics
with liposomal membrane models: A QCM-D and DSC study. Coll. Surf. B Biointerfaces 2012, 95, 65–74.
[CrossRef] [PubMed]

24. Serro, A.P.; Galante, R.; Kozica, A.; Paradiso, P.; da Silva, A.M.P.S.G.; Luzyanin, K.V.; Fernandes, A.C.;
Saramago, B. Effect of tetracaine on DMPC and DMPC + cholesterol biomembrane models: Liposomes and
monolayers. Coll. Surf. B Biointerfaces 2014, 116, 63–71. [CrossRef] [PubMed]

25. Sugahara, K.; Shimokawa, N.; Takagi, M. Destabilization of phase-separated structures in local
anesthetic-containing model biomembranes. Chem. Lett. 2015, 9–11. [CrossRef]

26. Arai, Y.C.P.; Ikeuchi, M.; Fukunaga, K.; Ueda, W.; Kimura, T.; Komatsu, T. Intra-articular injection of warmed
lidocaine improves intraoperative anaesthetic and postoperative analgesic conditions. Br. J. Anaesth. 2006,
96, 259–261. [CrossRef] [PubMed]

27. Bandeiras, C.; Serro, A.P.; Luzyanin, K.; Fernandes, A.; Saramago, B. Anesthetics interacting with lipid rafts.
Eur. J. Pharm. Sci. 2013, 48, 153–165. [CrossRef] [PubMed]

http://dx.doi.org/10.1155/2013/297141
http://www.ncbi.nlm.nih.gov/pubmed/24174934
http://dx.doi.org/10.1016/j.neulet.2005.01.004
http://www.ncbi.nlm.nih.gov/pubmed/15854744
http://dx.doi.org/10.1021/acs.jpcb.5b03984
http://www.ncbi.nlm.nih.gov/pubmed/26121007
http://dx.doi.org/10.1016/j.bpc.2007.10.004
http://www.ncbi.nlm.nih.gov/pubmed/17976897
http://dx.doi.org/10.1016/j.bbamem.2012.07.014
http://www.ncbi.nlm.nih.gov/pubmed/22842001
http://dx.doi.org/10.1021/bi962200m
http://www.ncbi.nlm.nih.gov/pubmed/8993334
http://dx.doi.org/10.1073/pnas.1320768111
http://www.ncbi.nlm.nih.gov/pubmed/24550493
http://dx.doi.org/10.1126/science.285.5425.215
http://www.ncbi.nlm.nih.gov/pubmed/10398591
http://dx.doi.org/10.1038/42408
http://www.ncbi.nlm.nih.gov/pubmed/9177342
http://dx.doi.org/10.1101/cshperspect.a004697
http://www.ncbi.nlm.nih.gov/pubmed/21628426
http://dx.doi.org/10.1371/journal.pone.0040079
http://www.ncbi.nlm.nih.gov/pubmed/22870192
http://dx.doi.org/10.1016/j.bbamem.2010.03.011
http://www.ncbi.nlm.nih.gov/pubmed/20302841
http://dx.doi.org/10.1021/bi971167g
http://www.ncbi.nlm.nih.gov/pubmed/9283086
http://dx.doi.org/10.1101/cshperspect.a004630
http://www.ncbi.nlm.nih.gov/pubmed/21441593
http://dx.doi.org/10.1016/S0006-3495(03)74726-2
http://dx.doi.org/10.1016/j.bbamcr.2005.06.010
http://www.ncbi.nlm.nih.gov/pubmed/16043244
http://dx.doi.org/10.1016/j.bbamem.2008.08.014
http://www.ncbi.nlm.nih.gov/pubmed/18805392
http://dx.doi.org/10.1016/j.colsurfb.2012.02.027
http://www.ncbi.nlm.nih.gov/pubmed/22424911
http://dx.doi.org/10.1016/j.colsurfb.2013.12.042
http://www.ncbi.nlm.nih.gov/pubmed/24448175
http://dx.doi.org/10.1246/cl.150636
http://dx.doi.org/10.1093/bja/aei292
http://www.ncbi.nlm.nih.gov/pubmed/16339791
http://dx.doi.org/10.1016/j.ejps.2012.10.023
http://www.ncbi.nlm.nih.gov/pubmed/23142844


Membranes 2017, 7, 33 15 of 15

28. Gray, E.; Karslake, J.; Machta, B.B.; Veatch, S.L. Liquid general anesthetics lower critical temperatures in
plasma membrane vesicles. Biophys. J. 2013, 105, 2751–2759. [CrossRef] [PubMed]

29. Esposito, C.; Tian, A.; Melamed, S.; Johnson, C.; Tee, S.-Y.; Baumgart, T. Flicker spectroscopy of thermal lipid
bilayer domain boundary fluctuations. Biophys. J. 2007, 93, 3169–3181. [CrossRef] [PubMed]

30. Stottrup, B.L.; Heussler, A.M.; Bibelnieks, T.A. Determination of line tension in lipid monolayers by Fourier
analysis of capillary waves. J. Phys. Chem. B 2007, 111, 11091–11094. [CrossRef] [PubMed]

31. Tian, A.; Johnson, C.; Wang, W.; Baumgart, T. Line tension at fluid membrane domain boundaries measured
by micropipette aspiration. Phys. Rev. Lett. 2007, 98, 18–21. [CrossRef] [PubMed]

32. Shimokawa, N.; Mukai, R.; Nagata, M.; Takagi, M. Formation of modulated phase and domain rigidification
in fatty acids-containing lipid membranes. Phys. Chem. Chem. Phys. 2017, 19, 13252–13263. [CrossRef]
[PubMed]

33. Yoshida, K.; Takashima, A.; Nishio, I. Effect of dibucaine hydrochloride on raft-like lipid domains in model
membrane systems. Medchemcomm 2015, 6, 1444–1451. [CrossRef]

34. Hancock, J.F. Lipid rafts: Contentious only from simplistic standpoints. Nat. Rev. Mol. Cell Biol. 2006, 7,
456–462. [CrossRef] [PubMed]

35. Konyakhina, T.M.; Goh, S.L.; Amazon, J.; Heberle, F.A.; Wu, J.; Feigenson, G.W. Control of a
nanoscopic-to-macroscopic transition: Modulated phases in four-component DSPC/DOPC/POPC/Chol
giant unilamellar vesicles. Biophys. J. 2011, 101, L8–L10. [CrossRef] [PubMed]

36. Goh, S.L.; Amazon, J.J.; Feigenson, G.W. Toward a better raft model: Modulated phases in the four-component
bilayer, DSPC/DOPC/POPC/CHOL. Biophys. J. 2013, 104, 853–862. [CrossRef] [PubMed]

37. Konyakhina, T.M.; Wu, J.; Mastroianni, J.D.; Heberle, F.A.; Feigenson, G.W. Phase diagram of a 4-component
lipid mixture: DSPC/DOPC/POPC/chol. Biochim. Biophys. Acta Biomembr. 2013, 1828, 2204–2214. [CrossRef]
[PubMed]

38. Trabelsi, S.; Zhang, S.; Lee, T.R.; Schwartz, D.K. Linactants: Surfactant analogues in two dimensions.
Phys. Rev. Lett. 2008, 100, 2–5. [CrossRef] [PubMed]

39. Sriram, I.; Singhana, B.; Lee, T.R.; Schwartz, D.K. Line tension and line activity in mixed monolayers
composed of aliphatic and terphenyl-containing surfactants. Langmuir 2012, 28, 16294–16299. [CrossRef]
[PubMed]

40. Brewster, R.; Pincus, P.A.; Safran, S.A. Hybrid lipids as a biological surface-active component. Biophys. J.
2009, 97, 1087–1094. [CrossRef] [PubMed]

41. Georgieva, R.; Chachaty, C.; Hazarosova, R.; Tessier, C.; Nuss, P.; Momchilova, A.; Staneva, G.
Docosahexaenoic acid promotes micron scale liquid-ordered domains. A comparison study of
docosahexaenoic versus oleic acid containing phosphatidylcholine in raft-like mixtures. Biochim. Biophys.
Acta Biomembr. 2015, 1848, 1424–1435. [CrossRef] [PubMed]

42. Shimokawa, N.; Nagata, M.; Takagi, M. Physical properties of the hybrid lipid POPC on micrometer-sized
domains in mixed lipid membranes. Phys. Chem. Chem. Phys. 2015, 17, 20882–20888. [CrossRef] [PubMed]

43. Onizuka, S.; Yonaha, T.; Tsuneyoshi, I. Local anesthetics with high lipophilicity are toxic, while local
anesthetics with low pka induce more apoptosis in human leukemia cells. J. Anesth. Clin. Res. 2011, 2, 1–5.
[CrossRef]

44. Strichartz, G.R.; Sanchez, V.; Arthur, G.R.; Chafetz, R.; Martin, D. Fundamental properties of local anesthetics.
II. Measured octanol:buffer partition coefficients and pKa values of clinically used drugs. Anesth. Analg.
1990, 71, 158–170. [CrossRef] [PubMed]

45. Himeno, H.; Shimokawa, N.; Komura, S.; Andelman, D.; Hamada, T.; Takagi, M. Charge-induced phase
separation in lipid membranes. Soft Matter 2014, 10, 7959–7967. [CrossRef] [PubMed]

46. Catterall, W.A. Structure and Function of Voltage-Gated Sodium Channels at Atomic Resolution. Exp. Physiol.
2014, 99, 1–26. [CrossRef] [PubMed]

47. McCarthy, N.L.C.; Brooks, N.J. Using High Pressure to Modulate Lateral Structuring in Model Lipid Membranes,
1st ed.; Elsevier: Amsterdam, The Netherlands, 2016; Volume 24.

© 2017 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://dx.doi.org/10.1016/j.bpj.2013.11.005
http://www.ncbi.nlm.nih.gov/pubmed/24359747
http://dx.doi.org/10.1529/biophysj.107.111922
http://www.ncbi.nlm.nih.gov/pubmed/17644560
http://dx.doi.org/10.1021/jp074898r
http://www.ncbi.nlm.nih.gov/pubmed/17764170
http://dx.doi.org/10.1103/PhysRevLett.98.208102
http://www.ncbi.nlm.nih.gov/pubmed/17677743
http://dx.doi.org/10.1039/C7CP01201B
http://www.ncbi.nlm.nih.gov/pubmed/28492655
http://dx.doi.org/10.1039/C5MD00108K
http://dx.doi.org/10.1038/nrm1925
http://www.ncbi.nlm.nih.gov/pubmed/16625153
http://dx.doi.org/10.1016/j.bpj.2011.06.019
http://www.ncbi.nlm.nih.gov/pubmed/21767476
http://dx.doi.org/10.1016/j.bpj.2013.01.003
http://www.ncbi.nlm.nih.gov/pubmed/23442964
http://dx.doi.org/10.1016/j.bbamem.2013.05.020
http://www.ncbi.nlm.nih.gov/pubmed/23747294
http://dx.doi.org/10.1103/PhysRevLett.100.037802
http://www.ncbi.nlm.nih.gov/pubmed/18233038
http://dx.doi.org/10.1021/la303735r
http://www.ncbi.nlm.nih.gov/pubmed/23101697
http://dx.doi.org/10.1016/j.bpj.2009.05.051
http://www.ncbi.nlm.nih.gov/pubmed/19686656
http://dx.doi.org/10.1016/j.bbamem.2015.02.027
http://www.ncbi.nlm.nih.gov/pubmed/25767038
http://dx.doi.org/10.1039/C5CP03377B
http://www.ncbi.nlm.nih.gov/pubmed/26214181
http://dx.doi.org/10.4172/2155-6148.1000116
http://dx.doi.org/10.1213/00000539-199008000-00008
http://www.ncbi.nlm.nih.gov/pubmed/2375517
http://dx.doi.org/10.1039/C4SM01089B
http://www.ncbi.nlm.nih.gov/pubmed/25154325
http://dx.doi.org/10.1113/expphysiol.2013.071969
http://www.ncbi.nlm.nih.gov/pubmed/24097157
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Materials and Methods 
	Materials 
	Experimental Methods 
	Microscopic Observation of Phase-Separated Structure on Liposomes 
	Line Tension Measurement by Flicker Spectroscopy of Domain Boundary Fluctuation 
	DSC Measurements 


	Results 
	Miscibility Temperature Measurement in LA-Containing Lipid Membranes 
	Line Tension Measurement at the Liquid Domain Boundary in LA-Containing Lipid Membranes 
	DSC Measurement in LA-Containing Lipid Membranes 

	Discussion 
	Conclusions 

