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ABSTRACT: New hybrid liposomes based on cationic amphi-
philes with different structures of the head group (cetyltrimethy-
lammonium bromide (CTAB), 3-hexadecyl-1-hydroxyethylimida-
zolium bromide (IA-16(OH)), 1-(butylcarbamoyl)oxyethyl-3-
hexadecylimidazolium bromide (IAC 16(Bu)), and hexadecylme-
thylpyrrolidinium bromide (PR-16)) were developed for trans-
dermal administration of nonsteroidal anti-inflammatory drugs.
The different surfactant/lipid compositions were studied to obtain
stable liposomes with high functionality. The hydrodynamic
diameter of cationic liposomes was ∼110 nm. An admixture of
cationic surfactants and PC liposomes improves the physicochem-
ical properties of vesicles and transdermal diffusion rate and
prolongs the release of drugs. Liposomal diclofenac sodium (DS) and ketoprofen (KP) were tested (using Franz cells) for
transdermal penetration. Drug diffusion monitoring for 48 h demonstrated that the maximum DS and KP penetration through the
synthetic membranes (Strat-M) is characterized by values of 255 ± 2 and 186 ± 3 μg/cm2, respectively. The influence of the
surfactant head group on the properties (stability, release profile, permeability) of cationic liposomes was shown for the first time.
While the drug specificity is evident for the rate of release, the permeability increases as follows: conventional liposomes < CTAB/
PC < PR-16/PC < IAC-16(Bu)/PC < IA-16(OH)/PC for both medicines. The rat paw edema model was used to assess the anti-
inflammatory effect of the IA-16(OH)/PC leader formulation in vivo. It was found that liposomal DS and KP are effective for
relieving rat paw edema. It should be noted that DS-loaded hybrid liposomes demonstrated the highest therapeutic efficacy
compared to conventional vesicles.

1. INTRODUCTION
Among the numerous routes of administration, transdermal
drug delivery (TD) holds an essential place, as it allows for the
direct access of active compounds through the skin surface to
the bloodstream, hepatic avoidance, noninvasiveness, self-
administration, and high patient compliance.1 In addition, TD
can improve drug bioavailability, maintain plasma levels due to
slow release, and provide relief from gastrointestinal dis-
turbances. The efficiency of the transdermal drug penetration
is strongly dependent on the skin barrier function, mainly, the
stratum corneum (SC). Despite numerous investigations of
transdermal systems, the low SC permeability limits the range
of drugs that are suitable for topical and transdermal routes of
administration.2 Meanwhile, it has recently been documented
that lipid vesicles are actively used to overcome the SC.3,4

The interaction of liposomes with the skin and further
transdermal drug diffusion depend on several factors
conjugated with the nature of loads and features of
nanocarriers and structural conditions occurring inside the
skin and bioenvironment.5 Among others, an essential factor is

the physical state of the lipid bilayer. The phospholipid bilayers
in the liquid crystalline state are beneficial for transdermal
medicine delivery, providing a closer contact with the drug
formulation. Based on this criterion, liposomal nanocarriers
can be grouped into conventional and new deformable/
flexible/elastic liposomes.6 Conventional liposomes are
believed to be not suitable for transdermal drug delivery.
Their rigid structure does not allow penetration into the deep
skin layers, and therefore, unmodified liposomal formulations
were retained in the corneous layer.7−9 Moreover, the use of
conventional liposomes is limited due to their insufficient
stability and low encapsulation efficiency and loading
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capacity.10−13 Hence, a variety of strategies are developed for
the design of a new generation of liposomal formulations with
improved characteristics. One of the ways focuses on the
above-mentioned deformable liposomal formulations with
improved permeability, such as transfersomes,14 ethosomes,15

invasomes,16 mentosomes,17 and niosomes.18 The majority of
these vehicles involve an edge activator that can endow them
with the required elasticity. Also, it can destabilize the lipid
membrane and increase its fluidity due to the redistribution of
the lipids.19,20 Usually, a surfactant with a large radius of
curvature acts as an edge activator.21−24

One more finding is that the transdermal route of
administration can also depend on changing the charge of
liposomes. However, there is no consensus on this issue. The
lipid bilayer of the corneous layer contains a large number of
negatively charged fragments.25 Thus, positively charged
nanocontainers can better penetrate through the skin.26 Ref
27 demonstrated that transdermal penetration of liposomal
amphotericin B was better upon using charged liposomes
compared with uncharged ones. Moreover, vesicles with a
positive charge passed through the SC more effective than
negative ones. In ref 28, authors prepared cationic trans-
fersomes loaded with meloxicam. The introduction of cationic
surfactants into the formulations allows us not only to improve
the physicochemical characteristics of nanocontainers but also
to provide greater penetration of the drug through the skin,
compared to unmodified vesicles and suspensions. Also, the
authors found that increased permeation of cationic trans-
fersomes through the skin occurs due to the mechanisms of
vesicle adsorption and fusion with the SC.28 These authors also
established meloxicam-loaded transfersomes modified with
anionic surfactants. It was shown that these transfersomes
ensured greater permeation of meloxicam through the skin
compared to liposomes and suspensions. However, the particle
penetration mechanism differed from that of cationic trans-
fersomes. The authors found that the increase in the

penetration of meloxicam through the skin is due to the
destruction of SC lipids by transfersomes.29 In refs30, 31,
better penetration of negatively charged nanocontainers was
shown. Thus, the delivery mechanisms of different liposomal
nanocontainers through the skin are not well understood. The
mechanism can change the properties of the liposomal
formulation and medicine.32 Therefore, the search for new
penetration enhancers for transdermal drug delivery is a
significant area of research.

Recently, our study has been published, demonstrating
successful transdermal drug diffusion in vitro, ex vivo, and in
vivo with the use of ketoprofen-loaded liposomes non-
covalently modified with cationic surfactants bearing a
hydroxyethyl-substituted pyrrolidinium head group.33 To
confirm this trend and elucidate the effects of the structure
of the surfactant and drug, we launch novel work involving
cationic liposomes modified with surfactants with different
structures of head groups and a hexadecyl tail. According to the
literature data, there are a few studies on the effect of cationic
surfactant head groups in the liposome composition on the
ability for transdermal drug delivery. Cationic surfactants are
good modifiers due to their positive charge, which can help to
improve drug penetration through the SC. Moreover, cationic
surfactants may act as an edge activator due to their ability to
integrate into the lipid bilayer and promote the liquid
crystalline behavior of the lipid bilayer.34−36 Therefore, in
this study, hybrid liposomes loaded with the probe Rhodamine
B (RhB) and nonsteroidal anti-inflammatory drugs�diclofe-
nac sodium (DS) and ketoprofen (KP)�were obtained. A
variety of cationic surfactants with a hexadecyl tail and different
head groups were studied. Along with typical cationic
surfactant cetyltrimethylammonium bromide (CTAB), amphi-
philic compounds with cationic head groups have been chosen,
including unsubstituted analogues of the hydroxypyrrolidinium
surfactant used in ref 30 (PR-16) and imidazolium derivatives
bearing hydroxyethyl (IA-16(OH)) and carbamate (IAC-

Figure 1. Chemical structure of the compounds used in the work.
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16(Bu)) fragments. For these cationic surfactants, self-
assembling behavior and biomedical potential have been
earlier evaluated.37−39 These data are used herein as basic
fundamental information. In the present work, for all the
liposomal formulations, particle size, ζ potential, stability over
the time, and substrate release rate were evaluated. Liposomal
DS and KP were tested for the ability of transdermal diffusion
using Franz cells and were investigated for the ability to relieve
the rats’ paw inflammation caused by carrageenan injection.
The chemical structures of the compounds used in the work
are shown in Figure 1.

2. MATERIALS AND METHODS
2.1. Materials. Cetyltrimethylammonium bromide

(CTAB) (Sigma-Aldrich, ≥98%), 3-hexadecyl-1-hydroxyethy-
limidazolium bromide (IA-16(OH)), 1-[2-(butylcarbamoyl)-
oxyethyl]-3-hexadecyl-1H-imidazol-3-ium bromide (IAC 16-
(Bu)), and 1-hexadecyl-1-methylpyrrolidinium bromide (PR-
16) were synthesized by previously described procedures.38−40

Lipoid S PC (98%) was gifted from Lipoid GmbH
(Ludwigshafen, Germany). Rhodamine B (Sigma-Aldrich,
≥95%), ketoprofen (Sigma, ≥98%), and diclofenac sodium
(Sigma, ≥99%) were used without prior purification.
2.2. Preparation of Liposomes. The preparation of

cationic vesicles was carried out by the method of hydration of
the lipid film.41 In brief, PC powder was mixed with the
desired amount of surfactant in molar ratios of surfactant/lipid
components of 0.02/1 (0.4 mM surfactant/20 mM lipid),
0.029/1 (0.57 mM surfactant/20 mM lipid), and 0.04/1 (0.8
mM surfactant/20 mM lipid). The mixture was dissolved in an
organic solvent (chloroform 100−200 μL). After complete
removal of the solvent, the formed lipid film was hydrated and
stirred at 55−60 °C for 30 min. Next, the freeze/thaw
procedure was performed five times. Furthermore, the
liposome solution was passed through a LiposoFast Basic
extruder 20 times using Whatman Nuclepore track-etched
membranes (100 nm pore size).
2.3. Loading of the Drugs into Liposomes. Fabrication

of drug-loaded vesicles was carried out using the manipulations
described in the Section 2.2. An aqueous solution of the RhB
(0.5 mg/mL) and DS (5 mg/mL) was added to the lipid film.
In the case of hydrophobic KP (0.7 mg/mL), surfactants, lipid,
and KP were mixed in a dry consistency in certain quantities.
The mixture was dissolved in an organic solvent (chloroform
100−200 μL), dried, and dispersed with water.
2.4. Size and ζ Potential of Hybrid Liposomes. The

hydrodynamic radius (RH) and ζ potential of hybrid liposomes
were estimated using dynamic and electrophoretic light
scattering (DLS) on a ZetaSizer Nano apparatus (Malvern,
UK).42,43 The autocorrelation functions were analyzed using
Malvern DTS software, using intensity-weighted distribution
functions calculated by inverse Laplace transformation and Z-
averaged values of hydrodynamic radius and polydispersity
index (PdI) by applying the cumulant expansion method. The
Stokes−Einstein equation was used for the calculation of RH

D kT
R6 H

=
(1)

where T is the absolute temperature, D is the translational
diffusion coefficient, η is the solvent viscosity, and k is
Boltzmann’s constant. The solutions were diluted to 1 mM and

measured five times.44 The ζ potential was calculated using the
Smoluchowski equation

/= (2)

where ζ is the zeta potential, η is the dynamic viscosity of a
solvent, μ is the particle electrophoretic mobility, and ε is the
dielectric constant.45 Electrophoretic mobility for all samples is
given in the Supporting Information (Tables S1−S2, Figure
S1).
2.5. Transmission Electron Microscopy. Liposomes for

transmission electron microscopy (TEM) were prepared
according to the same procedure as described in the Section
2.2. TEM images were obtained in the Interdisciplinary Center
for Analytical Microscopy of KFU, using a Hitachi HT7700
Exalens microscope (Japan).46,47 The images were acquired at
an accelerating voltage of 100 keV in the high-contrast mode.
A sample of 3 μL was dispersed on 300-mesh 3 mm copper
grids (Ted Pella) with continuous carbon Formvar support
films. The samples were dried at room temperature under
normal conditions.
2.6. In Vitro Drug Release Studies and Quantitative

Parameter of Encapsulation. The in vitro release study of
substrates (RhB, DS, or KP) from hybrid vesicles was
performed using a Specord 250 Plus (Analytik Jena, Germany).
The release of substrates was monitored using the dialysis bag
(3.5 kDa molecular weight cutoff) diffusion method. At certain
intervals, 2 ml aliquots of the sample were taken from the
external medium. The content of substrates in the samples was
determined by measuring the optical density at a wavelength of
555 nm for RhB, 275 nm for DS, and 260 nm for CP. The
spectrophotometric data were used to plot the substrate release
profile, in which the solid lines are given to guide the eye.
Further calculations were performed using the Bouguer−
Lambert−Beer law (extinction coefficient for RhB was taken as
94 000 M−1·cm−1, with 14 957 M−1·cm−1 for DS (Figure S2a)
and 23 477 M−1·cm−1 for KP (Figure S2b)).

Encapsulation efficiency was determined by spectropho-
tometry. The proportion of the unencapsulated substrate was
found using centrifuge concentrators: the liposome samples
was centrifuged (10 min at 10 000 rpm) and then, the
concentration of substances was determined.

EE was computed using eq 3

EE
total amount of drug free drug

total amount of drug
100%=

· · · ·
· · ·

×
(3)

2.7. In Vitro Transdermal Diffusion Study. The vertical
Franz cells were used to study the transdermal penetration of
substrates in vitro. All experiments were performed under the
same conditions: 32 ± 1 °C,48 500 rpm, diffusion area of 0.785
cm2, phosphate buffer (PB) (pH = 7.4, 0.025 M) volume in the
capacity receptor of 5 mL, and sample volume in the donor cell
of 400 μL. Synthetic membranes made of polyethersulfone
Strat-M (Merck Millipore, diameter of 25 mm) acted as a skin
model. A sample was manually taken from the receptor
compartment and replaced with fresh PB at each time point.
The amount of the substrate in the sample was estimated
spectrophotometrically (Specord 250 Plus).
2.8. Assay of the Anti-inflammatory Activity of

Liposomal Formulations. The experiments with rats were
carried out according to the European Union Council
Directive 2010/63/EU and the protocol approved by the
Animal Care and Use Committee of Kazan Federal University.
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The Wistar rats (males) weighing 200−300 g were purchased
from the Animal Breeding Facility of the Shemyakin and
Ovchinnikov Institute of Bioorganic Chemistry (Puschino,
Russia). Before the experiments, the animals were acclimatized
to the environment for at least 1 week. Animals were kept in
plastic cages with sawdust, 12 h light/dark cycles, 20−22 °C, a
humidity of 60−70%, and ad libitum access to food and water.

Acute inflammation was studied using a rat paw edema
model induced by injection of carrageenan as previously
described.33,49 The volume of the paw was measured using a
plethysmometer (Ugo Basile, Varese, Italy). The mesuments
were performed before the injection of carrageenan and 1, 2, 3,
4, 5 and 24 h after the injection of carrageenan. A new bandage
with the liposomal formulations was wrapped after each
measurement. The rats were randomly divided into groups,
containing six animals in each group. The rats of the control
group were treated with physiological saline. The experimental
groups of animals were treated with the test compositions.

All data are given as means ± SE. Statistical significance was
estimated using one way analysis of variance (ANOVA)
followed by a post hoc test at the level of p < 0.05.

3. RESULTS AND DISCUSSION
3.1. Fabrication and Physiochemical Properties of

Empty Hybrid Liposomes. Many parameters of the vesicles
(size, charge, stability over time, encapsulation efficiency, drug
release rate) depend on the vesicle composition. Therefore, at
the first stage, the composition of the empty hybrid lipid
formulations was optimized by varying the surfactant/PC
ratios (0.02/1, 0.029/1, 0.04/1). The charge, size, and stability
of liposomes over time were measured by dynamic and
electrophoretic light scattering (Figures 2−3, Table S3).

Liposome size is the key parameter, which determines the
effectiveness of the transdermal drug penetration. According to
refs50, 51, the aggregates with a size of ∼80−120 nm are

optimal for transdermal diffusion. In our study, the Dh of the
liposomes varies from 84 to 114 nm according to DLS data.
The polydispersity index(PdI) of liposomes is lower than 0.2,
which indicates a narrow size distribution of aggregates (Table
S3). The ζ potential of the vesicles ranges from +28 to +54 mV
and depends on the composition of the liposomes. For the
studied systems, an increase in the amount of surfactants in the
composition of liposomes leads to an increase in the ζ
potential of liposomes. This is probably due to the high
content of amphiphile molecules in the lipid bilayer. In
addition, decorating liposomes with cationic surfactants
improves the stability of the systems. In particular, hybrid
liposomes are stable for at least 2 months; the stability of PC
liposomes does not exceed 2 weeks. Worth noting is that there
are no significant changes in the physicochemical parameters of
liposomes over the storage time.

The morphology of the liposomes (surfactant/PC molar
ratio of 0.029/1) was studied by transmission electron
microscopy. The TEM image shows a good correlation with
the DLS data (Figure 4). Liposomes are mostly monodisperse
and have a spherical shape.
3.2. Preparation of the Rhodamine B-Loaded Cati-

onic Hybrid Liposomes and In Vitro Release Study. A
hydrophilic probe, RhB, was loaded into hybrid liposomes, and
the physicochemical characteristics were assessed. The loading

Figure 2. Intensity−size distribution for the surfactant/PC hybrid
vesicles with a molar ratio of 0.029/1; 25 °C.

Figure 3. Electrokinetic potential of surfactant/PC hybrid vesicles
with a molar ratio of 0.029/1; 25 °C.

Figure 4. TEM images of the surfactant/PC hybrid liposomes with a
molar ratio of 0.029/1 (on the first day after preparation of
liposomes): (a) CTAB/PC; (b) IA-16(OH)/PC; (c) IAC-16(Bu)/
PC; and (d) PR-16/PC; 25 °C.
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of the probe into liposomes insignificantly affects the particle
size, but it changes the ζ potential (Tables 1 and S4). The ζ
potential of RhB-loaded liposomes is higher than that of empty
vesicles. This is probably due to the existence of the probe as a
salt. A high positive charge ensures the stability of liposomes
for a long time (more than 2 months). An increase in PdI
indexes occurring for some compositions upon the storage
probably reflects the partial degradation of samples accom-
panied by changes in the ζ potential. EE was calculated for all
systems for evaluation of the amount of the substrate
successfully encapsulated into liposomes. The EE was
essentially independent of the component’s molar ratio, but
it changes when varying the surfactant head group. In
particular, the highest EE values are observed for CTAB/PC
and PR-16/PC systems (89−92%), with lower values observed
for IA-16(OH)/PC and IAC-16(Bu)/PC systems (69−80%)
(Tables 1 and S4).

In vitro RhB release study was carried out by the dialysis
technique using a spectrophotometric method. Absorption
spectra were recorded at regular intervals (Figures S3-S6). The
spectrophotometric data were used to plot the substrate release
dependence on time (Figures 5 and S7). Figure 5 shows that
93% release of RhB from PC liposomes occurs for about 8 h;

its encapsulation in hybrid vesicles leads to a slower release
increase in the release time (Figure S7). From the IA-
16(OH)/PC and IAC-16(Bu)/PC systems for 8 h, about 80%
of the substrate was released. For CTAB/PC and PR-16/PC
liposomes, 58 and 70% of RhB are released during this time,
respectively (Figure 5). This may be because the imidazolium
surfactants increasingly loosen the structure of the liposomes,
which leads to a faster release. It is noteworthy that the RhB
release rate is practically independent of the surfactant/lipid
molar ratio.
3.3. Drug-Loaded Hybrid Liposomes. DS is a non-

steroidal anti-inflammatory drug (NSAID) widely used for the
treatment of rheumatoid arthritis, joint disease, and ankylosing
spondylitis.52 Also, it is applied to relieve the pain resulting
from minor surgery, trauma, and dysmenorrhea.52−54 How-
ever, oral application of DS can lead to stomach discomfort
and the risk of inducing ulcers. Transdermal delivery of DS
allows for avoiding first-pass metabolism and eliminating the
gastrointestinal side effects.55,56 Therefore, hybrid liposomes
have been evaluated as potential systems for the transdermal
delivery of DS.

The DH, ζ, and PdI of the drug-loaded vesicles were
analyzed using DLS (Tables 1 and S4). In contrary with RhB,
encapsulation of DS into liposomes did not affect the
hydrodynamic diameter of liposomes. The PdI was below
0.2, indicating the monodispersity of the systems. There is an
interesting trend for the ζ potential of particles: encapsulation
of DS changes the positive charge of the cationic liposome to
negative. This may be due to the adsorption of negatively
charged DS ions on the liposomes. Moreover, the higher the ζ
potential in empty liposomes was, the more the negative
charge in DS-loaded liposomes was observed, thereby
supporting the electrostatic mechanism of the effect observed.
It should be taken into account that the additional adsorption
of ions on the surface of liposomes can increase the EE. For
PC liposomes, the EE value did not exceed 50%, while for the
hybrid liposomes, the EE was about 80−85% (Tables 1 and
S4).

Table 1. Size (DH = 2RH, nm), ζ Potential (ζ, mV), Polydispersity Index (PdI), and Encapsulation Efficiency EE (%) of
Substrate-Loaded Hybrid Surfactant−PC Liposomes at a Molar Ratio of 0.029/1, 25 °C

1 day 2 months

system EE, % DH, nm PdI ζ, mV DH, nm PdI ζ, mV

Rhodamine B
PC 34 ± 1 105 ± 2 0.055 ± 0.002 −3 ± 1 not stable
CTAB/PC 92 ± 1 122 ± 2 0.088 ± 0.015 57 ± 1 141 ± 1 0.219 ± 0.010 50 ± 2
IA-16(OH)/PC 81 ± 1 111 ± 1 0.089 ± 0.006 53 ± 1 122 ± 2 0.096 ± 0.016 47 ± 1
IAC-16(Bu)/PC 69 ± 1 109 ± 2 0.078 ± 0.002 47 ± 1 112 ± 2 0.074 ± 0.003 39 ± 1
PR-16/PC 90 ± 1 123 ± 2 0.172 ± 0.010 51 ± 1 125 ± 1 0.174 ± 0.066 50 ± 2

Diclofenac Sodium
PC 50 ± 2 99 ± 4 0.115 ± 0.035 −23 ± 1 86 ± 4 0.250 ± 0.085 −10 ± 2
CTAB/PC 82 ± 1 127 ± 1 0.114 ± 0.017 −53 ± 1 119 ± 3 0.116 ± 0.015 −44 ± 4
IA-16(OH)/PC 80 ± 1 104 ± 1 0.049 ± 0.015 −37 ± 1 113 ± 3 0.056 ± 0.009 −31 ± 2
IAC-16(Bu)/PC 78 ± 1 100 ± 1 0.100 ± 0.018 −38 ± 2 103 ± 2 0.121 ± 0.017 −29 ± 4
PR-16/PC 81 ± 1 111 ± 2 0.053 ± 0.017 −42 ± 1 115 ± 3 0.053 ± 0.010 −35 ± 2

Ketoprofen
PC 98 ± 1 92 ± 2 0.091 ± 0.002 −7 ± 1 not stable
CTAB/PC 99 ± 1 104 ± 2 0.128 ± 0.002 34 ± 1 112 ± 2 0.176 ± 0.012 15 ± 1
IA-16(OH)/PC 98 ± 1 101 ± 2 0.106 ± 0.012 32 ± 1 105 ± 2 0.080 ± 0.012 19 ± 1
IAC-16(Bu)/PC 98 ± 1 126 ± 2 0.176 ± 0.016 30 ± 1 122 ± 1 0.181 ± 0.012 12 ± 1
PR-16/PC 99 ± 1 106 ± 2 0.095 ± 0.014 36 ± 1 116 ± 2 0.187 ± 0.020 17 ± 1

Figure 5. In vitro release profile of the RhB-loaded surfactant/PC
liposomes at a molar ratio of 0.029/1: CTAB/PC; IA-16(OH)/PC;
IAC-16(Bu)/PC; PR-16/PC, PB (25 mM), pH 7.4, 37 °C.
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The next step was the fabrication of KP-loaded hybrid
liposomes. As mentioned earlier, KP is a NSAID, which is
widely used to treat musculoskeletal disorders.57 DLS data
testify that the DH of vesicles is about 100−120 nm, with PdI
not exceeding 0.2 (Tables 1 and S4). The ζ potential of the
KP-loaded hybrid liposomes ranges from +26 to +42 mV
depending on the ratio of the PC/surfactant (Tables 1 and
S4). For the studied systems, the increase in the concentration
of the surfactant leads to the increase in the ζ potential. It
should be noted that the ζ potential of the KP-loaded
liposomes is lower than that of the empty vesicles. Liposomes
were stable for more than two months. However, a gradual
reduction of the charge and an increase of the polydispersity of
the systems were observed over time. The KP-loaded
liposomes are characterized by an excellent encapsulation
efficiency of 97−98%. This is probably due to the hydrophobic
nature of the drug, which allows it to be completely distributed
in the lipid membrane of the vesicles.
3.4. In Vitro Release Profile. The release profiles of DS

and KP were assessed using the dialysis technique by UV−vis
spectroscopy (Figures S8−S11, S13−S16). The DS release rate
estimation showed that the drug release is essentially
independent of the surfactant-to-PC ratio, similar to RhB. It
has been shown that the embedding of the surfactant into the
bilayer of the PC promotes the prolonged release of DS in
contrast to conventional liposomes (Figure S12). The DS yield
is 92% from unmodified liposomes and only 70% from hybrid
liposomes for 7 h. Depending on the surfactant head group, the
DS release rate decreases as follows: CTAB/PC > IA-
16(OH)/PC > PR-16/PC > IAC-16(Bu)/PC (Figure 6a).

The specificity of KP was shown. While prolonged KP
release is observed for cationic hybrid liposomes compared to
unmodified liposomes, their release rate differs to a less extent

than in the case of DS formulations (Figures 6b and S17). In
particular ∼55 ± 4% of the substrate is released from the PC
liposomes, while 43−50% release occurred from the hybrid
liposomes within 8 h. In addition, the surfactant structure and
the molar ratio of the components have little effect on the rate
of KP release. (Figures 6b and S17). This is probably due to
the physicochemical properties of KP. It is poorly soluble in
water and therefore located in the liposome lipid bilayer.
Likely, the release rate is mainly due to the concentration
gradient between the particles and the environment.
3.5. Transdermal Penetration Study and Anti-inflam-

matory Activity of Drug Liposomal Formulations.
Substrate permeation study through different barriers
(synthetic or natural) is a commonly used method for
determining the transdermal delivery system efficiency. Franz
diffusion cells are often used to demonstrate the transdermal
penetration. According to ref 58, in vitro permeation study of
DS- and KP-loaded hybrid liposomes was carried out at a
temperature of 32 ± 1 °C using Strat-M membranes.59−61 The
DS and KP penetration profiles are shown in Figure 7.

The membranes are composed of 300 μm-thick poly-
ethersulfone and showed a good agreement in the permeability
data (compared with human skin), which allows it to be used
as a surrogate to human skin.59−61

Conventional liposomes are unsuitable for the transdermal
administration of drugs because they can be retained in the
SC.62,63 Therefore, DS- and KP-loaded PC liposomes have
predictably shown low permeation through the Strat-M
membrane. Modification of liposomes with cationic surfactants
can significantly enhance the transdermal drug penetration.
Moreover, the surfactant head group structure strongly affects
the penetration properties of liposomes through the Strat-M.
For DS, this ability is enhanced as follows: PC < CTAB/PC <

Figure 6. In vitro DS (a) and KP (b) release from mixed liposomes at a surfactant/PC ratio of 0.029/1: CTAB/PC; IA-16(OH)/PC; IAC-16(Bu)/
PC; PR-16/PC, PB (25 mM), pH 7.4, 37 °C.

Figure 7. In vitro permeation of DS (a) and KP (b) (μg/cm2) through the Strat-M membrane for 48 h from hybrid and conventional liposomes, PB
(25 mM), pH = 7.4, 32 ± 1 °C.
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PR-16/PC < IAC-16(Bu)/PC < IA-16(OH)/PC. The total
DS that passed through the Strat-M in 48 h was 149 ± 2 μg/
cm2 for PC, 206 ± 4 μg/cm2 for CTAB/PC, 236 ± 2 μg/cm2

for PR-16/PC, 246 ± 2 μg/cm2 for IAC-16(Bu)/PC, and 257
± 2 μg/cm2 for IA-16(OH)/PC liposomes.

For KP, transdermal drug permeation is enhanced as
follows: PC < CTAB/PC < PR-16/PC < IAC-16(Bu)/PC <
IA-16(OH)/PC. The total amount of KP that passed through
the membrane in 48 h was 101 ± 2 μg/cm2 for PC, 112 ± 3
μg/cm2 for CTAB/PC, 155 ± 2 μg/cm2 for PR-16/PC, 169 ±
2 μg/cm2 for IAC-16(Bu)/PC, and 186 ± 3 μg/cm2 for IA-
16(OH)/PC liposomes.

These results indicate that cationic surfactants in the
liposome composition directly influence the permeation of
drugs through the Strat-M. Probably, in this case, the
adsorption/fusion mechanism of particle penetration is
realized.28,64 In particular, the positive charge on the head
groups of surfactants allows vesicles to adsorb on the skin
surface, while the amphiphilic nature of surfactants allows them
to act as edge activators. Hence, the vesicles are adsorbed on
the skin surface and fuse with the lipid membrane in the
corneum layer, and then, the drug molecule diffuses through
the skin.64 The difference in the penetration of liposomes
modified with different head groups is more likely directly
connected with the different abilities of surfactants to loosen
lipid bilayers. As mentioned earlier, edge activators are
surfactants with a large radius of curvature causing
destabilization of the lipid membrane and increasing its
elasticity. Therefore, the higher the ability of surfactants to
loosen the lipid bilayer, the more deformable the liposome can
be. In earlier studies, the membranotropic ability of the studied
amphiphiles (or similar in structures) was tested by changing
the temperature phase transition of the model lipid (DPPC) in
the presence of surfactants. It was shown that for the
ammonium surfactant, incorporation into the lipid bilayer
was the worst.65 The pyrrolidinium surfactant incorporated
better than the ammonium analogue but worse than the
imidazolium surfactants.30,35,38,66 The imidazolium series
amphiphiles with various structural fragments (hydroxyethyl
and carbamate) were incorporated at approximately the same
level. This is probably the main reason why there is a
considerable variation in the penetration of hybrid liposomes
based on the surfactant with different head groups.

Furthermore, we proceed from in vitro to in vivo studies
using leader liposomal formulations in terms of stability,
decelerated release (optionally), and improved permeability.

Consequently, DS- and KP-loaded IA-16(OH)/PC liposomes
were selected, while unmodified PC formulations were used as
a reference system. The anti-inflammatory ability was studied
using a rat paw edema model induced using carrageenan.
There were five groups of six animals in each one: control
group without any treatment (1); two groups under treatment
with DS (5 mg/mL) or KP (0.7 mg/mL) encapsulated in
liposomes based on PC (2,3); and two groups under treatment
with DS (5 mg/mL) or KP (0.7 mg/mL) loaded into IA-
16(OH)/PC liposomes (4,5). Carrageenan was injected
subcutaneously into the plantar rat paws, resulting in edema
and an increase in the paw size. Furthermore, the rat paws were
placed in a vessel with water, and the volume of the displaced
liquid was measured. The paw volume measurements are
shown in Tables S5 and S6. According to the data obtained,
the degree of edema was also calculated as a percentage relative
to the initial data presented in Figure 8.

In groups treated with DS, an increase in rat paw edema over
time was observed after the carrageenan injection. In the
control group (without the drug treatment), 4 h after the
carrageenan administration, the maximum increase in paw
volume (by 63%) was observed. The paw volumes were
significantly lower (p < 0.05) in the treatment with liposomal
DS, compared with the control group (Table S5). In the case
of treatment with DS (5 mg/mL)-loaded unmodified lip-
osomes, the highest increase in the volume of the paw was
observed after 3 h (11%). The edema was completely gone
after 5 h. The IA-16(OH)/PC liposomes with DS (5 mg/mL)
were the most effective. In this group of animals, the maximum
increase in edema (5.7%) was observed an hour after the
carrageenan injection, and the edema was completely gone
after 5 h. Hybrid liposomes IA-16(OH)/PC with DS exhibited
the largest anti-inflammatory activity (Figure 8a).

In groups treated with KP, in the group without the drug
treatment, the maximum increase in the volume of the paw was
detected 4 h after the carrageenan injection (by 63%).
Treatment with liposomal KP made it possible to significantly
reduce carrageenan-induced edema. The maximum increase in
edema was observed after an hour (21%) and 2 h (20%) in the
group treated with liposomal KP based on PC and IA-
16(OH)/PC, respectively. Remarkably, the evident drug
specificity occurred again in the in vivo assays. Unlike with
liposomal DS, demonstrating a higher effect in the case of
hybrid liposomes, the treatment with KP-loaded unmodified
and hybrid liposomes shows practically similar inflammation
inhibition. Importantly, in a recent in vivo study,30 a

Figure 8. (a) Anti-edema effect of DS (a) and KP (b) formulations using the carrageenan-induced rat paw swelling model. Results presented as a
mean ± SE of five animals in each group. *p < 0.05 compared to the control group of carrageenan-induced edema. #p < 0.05 compared to the PC
liposomes loaded with the DS group of carrageenan-induced edema.
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significantly higher anti-inflammatory effect of KP-loaded
cationic liposomes modified with hydroxyethylated pyrrolidi-
nium surfactants compared to PC liposomes has been
reported. In light of these data, the key role of the structure
of head groups rather than the occurrence of the positive
charge should be emphasized.

4. CONCLUSIONS
Liposomal formulations for transdermal drug delivery based on
phosphatidylcholine and cationic surfactants with various head
groups were obtained for the first time. Diclofenac sodium,
ketoprofen, and rhodamine B were used as substrates for
encapsulation into liposomes. The hybrid liposomes were
fabricated and optimized by varying the component molar
ratio. Addition of cationic surfactants to PC liposomes
improves the physicochemical properties and sustainability of
the vesicles over time. In vitro monitoring of the drug release
profile testified that prolonged release occurred in the case of
hybrid formulations, with the pronounced effect of the
medicines and surfactant structure observed. A comparative
study of the ability of liposomes with different compositions
for transdermal diffusion on Franz cells was performed. The
liposomes modified using cationic surfactants with different
head groups can significantly improve the transdermal drug
penetration, which changes as follows: PC < CTAB/PC < PR-
16/PC < IAC-16(Bu)/PC < IA-16(OH)/PC. Therefore, the
most effective IA-16(OH)/PC liposomes were chosen for the
in vivo study of the anti-inflammatory effect of KP and DS. A
common model for such experiments is the carrageenan-
induced rat paw edema. The treatment with KP-loaded
unmodified and hybrid liposomes demonstrated practically
similar inflammation inhibition. Conversely, DS-loaded hybrid
liposomes, IA-16(OH)/PC, exhibited the highest anti-
inflammatory activity. Maximum increases in edema of 11
and 5.7% were observed in the cases of unmodified and hybrid
liposomes, respectively, and the edema was completely gone 5
h after the carrageenan injection.

Thus, for the first time, the structural factor was elucidated
that controls the functional activity of liposomal formulations
upon their modification with cationic surfactants to impart
them affinity to the skin surface. Meanwhile, the most effective
modifier IA-16(OH) has demonstrated superior properties in
previous studies, e.g., this hydroxyethylated imidazolium
surfactant showed improved membranotropic activity com-
pared to CTAB and unsubstituted imidazolium analogues.35

Imidazolium surfactants are documented to possess a specific
charge character of the head group, which is responsible for
their effective complexation with DNA oligomers in the way
differing from other surfactants, with the electrostatic
mechanism neglected.38 In ref 12, IA-16(OH)-modified
liposomes exhibited a prolonged release profile and low
hemolytic activity and were successfully used as nanocarriers
for cisplatin, exerting higher cytotoxicity toward M-HeLa cells
compared to free drugs.
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