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Amphiphilic RGD and GHK peptides synergistically
enhance liposomal delivery into cancer and
endothelial cells†

Mohamed Zoughaib, a Rais V. Pavlov,b Gulnara A. Gaynanova,b

Ruslan Garifullin, ac Vladimir G. Evtugynd and Timur I. Abdullin *a

This study reveals enhanced cancer-targeting properties of a peptide composition consisting of RGD

and GHK, recognized as an important cell adhesion factor and pleiotropic modulator of cellular

functions, respectively. C12-GGRGD-NH2 and C12-GGGHK-NH2 amphiphilic peptides comprising a lauric

acid moiety capable of insertion into the liposomal membrane were synthesized. Composite liposomes

made of phosphatidylcholine, cationic DOTAP and the peptide(s) were used at a pre-optimized

PC : DOTAP ratio of 35 : 1 and relative peptide content of 4 mol%. The RGD/GHK dual targeting system

exhibited a profound synergistic effect on the cellular uptake of the liposomal formulation in integrin-

overexpressing cancer and endothelial cells. Effective liposome activation via in situ association of the

amphiphilc peptide(s) with the liposomal membrane was carried out. Dual peptide-modified liposomes

loaded with doxorubicin or paclitaxel induced enhanced cytotoxicity accompanied by oxidative stress

and mitochondria depolarization in the target cells. The study shows joint potential of RGD and GHK

tripeptides as a targeting system in anticancer/antiangiogenic therapy and provides a methodology for

screening of combinatorial effects of bioactive peptides displayed on the liposome surface. Peptide-

modified liposomes were employed to reveal GHK–heparin binding, suggesting a potential complemen-

tary role of glycosaminoglycans in RGD/GHK-mediated liposomal delivery.

Introduction

The efficacy of modern chemotherapy of cancer diseases relies
on an appropriate balance between the ability to induce cancer-
targeted and non-specific toxic effects. Despite the progress
achieved in anticancer drug discovery, existing treatments are
often not sufficiently effective and/or poorly selective against
cancer cells/tissues, especially in the case of multi-drug resis-
tant (MDR) tumors requiring administration of increased drug
doses. Different strategies to improve the selectivity of che-
motherapy have been introduced, ranging from rational design
of small inhibitors of functional/signaling biomacromolecules1

to carrier formulation of established drugs aiming at increasing

their circulation half-life and delivery to tumors via different
mechanisms.2,3

Modification of both plain and formulated drugs with
targeting ligands is an attractive approach to enhance delivery
into cancer cells/tissues, reduce therapeutic doses/side effects
and improve treatment of MDR tumors.4,5 Oligopeptides are
one of the most powerful molecular tools for tumor targeting by
virtue of their natural specificity and potential safety in addi-
tion to higher availability and stability compared to full-length
proteins such as antibodies. Molecular biology and in silico
techniques can be used to identify cancer-specific peptide
sequences,6 whereas solid-phase peptide synthesis (SPPS)
methods provide effective production as well as on-resin deri-
vatization of the sequence of interest for drug development
purposes.7

The state of the art in cancer-specific oligopeptides and their
applications is considered in recent reviews.6,8,9 Distinct tumor
targeting can be provided by the simplest peptide sequences
from extracellular matrix (ECM) components carrying different
cell-adhesive peptide motifs. Overexpression of adhesion
receptors in various solid tumor cells and tumor-associated
endothelial cells underlies their targeting by ECM-derived
oligopeptides. For instance, the RGD peptide, essentially found
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in fibronectin and vitronectin, has been extensively studied as a
malignant tumor-specific ligand capable of binding to integrins
such as avb3, avb1, avb5, a5b1, and a4b1 involved in cancer
invasion, angiogenesis and metastasis.10,11 Another fibronectin
motif, NGR, is recognized by CD13/aminopeptidase N (APN)
receptor isoforms overexpressed in newly formed tumor
vasculature.12 The YIGSR peptide from the laminin b1 chain
can be specifically targeted to the 67 kDa laminin receptor
overexpressed in metastatic cancer cells.13

An important issue that remains poorly addressed is the
exploration of combinatorial effects of oligopeptide ligands on
drug delivery into cancer cells. We have shown recently that
affinity immobilized RGD and GHK peptides in a cryogel ECM
model provide synergistic interactions with mammalian cells
including human umbilical vein endothelial cells (HUVECs),
profoundly increasing cell proliferation and differentiation over
RGD alone.14 GHK is recognized as a tripeptide motif abundant
in ECM proteins such as collagen a2(I) and a2(V) chains, SPARC
glycoprotein and thrombospondin-1.15,16 GHK can be released
as a matrikine with pleotropic growth factor-like activities;
however, it does not seem to have distinct molecular
targets.16

Considering the above data, it was of particular interest to
establish whether the combination of the RGD and GHK
peptides can increase the anticancer effects of drug formula-
tions against tumor cells of epithelium and endothelium
origin. For this purpose, liposomes were used as powerful drug
carriers, which improve systemic and localized drug delivery17

and can be modified with peptides in a controllable manner to
assess their cell-targeting properties. Liposomal formulations
are particularly endowed with beneficial characteristics includ-
ing decreased toxicity and increased bioavailability as well as
compatibility with various drugs/labels and ligands with
stimuli-responsive, stealth and biospecific properties.18,19 In
addition to covalent conjugation, functional ligands can be
attached to the liposomes via hydrophobic/supramolecular
interactions.

The latter principle was exploited in our previous studies of
cationic surfactant-modified liposomes with improved electro-
static interactions with cellular membranes and organelles20–22

and was extended in this work to activate cationic liposomes
with the targeting peptides. The RGD and GHK peptides were
synthesized in the form of amphiphilic conjugates of lauric
acid, which were introduced to the liposomal membrane by
addition to the organic lipid phase or in situ surface association
with the liposomes in solution. Synergistically enhanced deliv-
ery of chemotherapeutic drug-loaded liposomes modified with
the RGD/GHK composition into cancer and endothelial cells
was reported for the first time.

Experimental
Materials and reagents

Soybean phosphatidylcholine (PC, 98%), 1,2-dioleoyl-3-
trimethylammonium propane (DOTAP, 98%) (both are a gift

from Lipoid GmbH, Germany), cholesterol (CHOL, 95%, Acros
Organics), rhodamine B (RhB, Z95%) and paclitaxel (PTX,
Z95%) (Sigma-Aldrich), doxorubicin hydrochloride (DOX,
Z98%, Alfa Aesar), Fmoc-Gly-OH, Fmoc-Arg(Pbf)-OH, Fmoc-
Asp(OtBu)-OH, Fmoc-His(Trt)-OH, Fmoc-Lys(Boc)-OH, lauric
acid (C12, 99%), Fmoc-Rink amide resin, 2-(1H-benzotriazol-1-
yl)-1,1,3,3-tetramethyluronium hexafluorophosphate, N,N-
diisopropylethylamine, triisopropylsilane, trifluoroacetic acid,
N,N-dimethylformamide, dichloromethane (Novabiochem,
Merck), and HPLC grade acetonitrile (Merck) were used. The
highly oriented pyrolytic graphite (HOPG, ZYA grade) substrate
was purchased from Tips Nano.

Cell culture media and reagents (Paneco, Russia), Lyso-
Tracker Green (Thermo Fisher Scientific), Hoechst 33258 (Acros
Organics), 20,70-dichlorodihydrofluorescin diacetate (DCFDA),
tetramethylrhodamine ethyl ester (TMRE), heparin sodium salt
from porcine intestinal mucosa and 3-(4,5-dimethylthiazol-2-
yl)-2,5-diphenyltetrazoliumbromide (MTT) (Sigma-Aldrich)
were used. Aqueous solutions were prepared with deionized
water (18.2 MO cm) from Direct-Q 5 UV equipment (Millipore).

Peptide synthesis

C12-GGRGD-NH2 and C12-GGGHK-NH2 as well as the free RGD-NH2

and GHK-NH2 (competitive inhibitors) peptide sequences with a
C-terminal amide group were synthesized by the Fmoc solid-phase
peptide synthesis (SPPS) method as detailed previously.23 Briefly,
Fmoc-Rink amide resin was swollen in N,N-dimethylformamide
(DMF) and deprotected using 20% (v/v) piperidine in DMF. Sub-
sequent coupling and deprotection cycles were carried out using
2 equiv. of Fmoc-protected amino acids, 1.98 equiv. of 2-(1H-
benzotriazol-1-yl)-1,1,3,3-tetramethyluronium hexafluorophosphate
(HBTU) and 3 equiv. of N,N-diisopropylethylamine (DIPEA) in
DMF. Finally, the peptides were released from the resin in a cleavage
mixture (95% trifluoroacetic acid (TFA), 2.5% H2O, 2.5% triisopro-
pylsilane (TIPS)) and collected with dichloromethane (DCM), which
was removed alongside TFA on a rotary evaporator. Following
trituration with cold diethyl ether, the peptides were separated
through centrifugation, and finally lyophilized from water. The
peptides were purified by preparative HPLC and analyzed by the
LC-MS technique.

Determination of the critical micelle concentration (CMC)

The CMC of the amphiphilic peptides was assessed using a
curcumin fluorescent probe in 96-well plate format24 with some
modifications. Briefly, a 20 mL aliquot of curcumin was added
to 80 mL of serially diluted peptides in 50 mM HEPES (pH = 7.4)
to obtain final concentrations of 10 mM (curcumin) and
1–1000 mM (peptides). The fluorescence intensity of micelle-
bound curcumin was measured on an Infinite M200 PRO
microplate analyzer at a lex/lem of 423/498 nm. CMC values
were determined from the inflection point on peptide concen-
tration vs. fluorescence signal curves.24

Preparation of liposomal formulations

Thin film method. The lipid components (PC, DOTAP,
CHOL) were dissolved in 0.5 mL of chloroform in a vessel
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and dried using a rotary evaporator to obtain a thin lipid film.
The film was then hydrated with deionized water. After 5
freeze–thaw cycles, the suspension was extruded 20 times
through a 100 nm polycarbonate membrane (Millipore) using
a syringe extruder LiposoFast Basic (Avestin). The total concen-
tration of lipids (PC + DOTAP + CHOL) was 12.9 mM, and their
molar ratios were as follows: PC liposomes 4 : 1 (PC:CHOL);
DOTAP liposomes 4 : 1 (DOTAP : CHOL); PC/DOTAP liposomes
35 : 1 : 9 (PC : DOTAP : CHOL).

Modification with peptides and drug loading

The liposomes were modified with amphiphilic peptides by
means of mixing the peptide(s) with lipids in organic solution
followed by thin film formation (method I). Alternatively, the
peptides in aqueous solution were added to the plain liposomes
and incubated for 2 h at 37 1C to allow in situ association of the
peptides with the liposome surface via insertion of a lauroyl
group into the lipid bilayer (method II). The amount of
peptide(s) in the modified liposomes was presented relative
to the amount of PC + DOTAP lipids. The corresponding molar
ratio of the lipid and peptide components varied in the range
from 125 : 1 to 5 : 1.

To obtain rhodamine B (RhB)- or doxorubicin (DOX)-loaded
liposomes, the thin lipid (lipid–peptide) films were hydrated
with a 0.5 mg mL�1 solution of the compounds in deionized
water. Paclitaxel (PTX) was pre-distributed in the film by dis-
solving the drug in the organic phase. The PTX concentration in
the resulting liposome suspension amounted to 0.34 mg mL�1.

Analysis of modification/loading of liposomes

The encapsulation efficiency (EE) and loading capacity (LC) of
the RhB and DOX-loaded liposomes were determined as the
ratio of the entrapped drug amount, respectively, to the total
drug or drug and lipids amounts by centrifugal filtration using
Amicon Ultra 100 kDa cut-off concentrators (Merck Millipore).
RhB or DOX were quantified in the filtrate using extinction
coefficients of 94 000 M�1 cm�1 (l = 555 nm) for RhB and
10 000 M�1 cm�1 (l = 482 nm) for DOX.

Similarly, peptide-modified liposomes were separated by
centrifugal filtration using Millipore Amicon Ultra 0.5 mL
filters with a 100 kDa threshold at 6700g (10 000 rpm Eppendorf
MiniSpin), and the filtrate was analyzed for the detection of free
peptides in extra-liposomal solution by reverse-phase HPLC. A
Dionex UltiMate 3000 HPLC system (Thermo Scientific)
equipped with a UV-Vis detector and Kromasil C18 column
was used. Gradient elution with a water/acetonitrile mobile
phase was applied at a constant flow rate of 0.5 mL min�1. The
peptide concentration was determined from the linear calibra-
tion graph (0.1–156 mM) by the peak area.

The amount of liposome-bound PTX was determined as
described previously25 with some modifications. The liposomes
were centrifuged at 27 000g for 2 h (4 1C), mixed with 500 mL of
acetonitrile and vortexed to solubilize the drug. An isocratic
elution with acetonitrile/water (60 : 40) was applied at a flow
rate of 0.5 mL min�1. The PTX concentration was calculated
from the linear calibration graph (0.02–1.62 mM).

Dynamic light scattering (DLS)

The colloidal properties of the liposomes were analyzed by the
DLS technique on a Zetasizer NanoZS analyzer (Malvern Instru-
ments) in a transparent zeta-cuvette at 25 1C with a back-
scattering angle of 1731, and using a 633 nm He–Ne laser.
The samples were diluted to a final lipid concentration of about
1 mM to ensure optimal count rates.

For studying peptide–heparin interactions, DOTAP-free PC
liposomes were used. The liposomes were modified with the
peptides by method II at a lipid : peptide ratio of 25 : 1 and
incubated in the presence of heparin (25.4 mg mL�1) for 15 min
prior to measurements.

The mean hydrodynamic diameter and zeta potential of the
liposomes were analyzed in MilliQ water or 50 mM HEPES
buffer (pH = 7.4). The data were processed using Dispersion
Technology Software 6.2 (Malvern Instruments).

Visualization of the liposomes

For transmission electron microscopy (TEM) analysis, an ali-
quot (3–5 mL) of the liposomes diluted in MilliQ water was
distributed on 3 mm formvar-carbon coated copper grids and
dried at room temperature. The samples were analyzed on a
Hitachi HT7700 Exalens microscope at an accelerating voltage
of 100 kV in high contrast mode.

Atomic force microscopy (AFM) measurements were made
on freshly prepared surfaces of highly oriented pyrolytic gra-
phite (HOPG) and mica sheets using a Bruker Dimension
FastScan microscope (Bruker). AFM images were obtained in
PeakForceQNM (quantitative nanomechanical mapping) mode
with the use of standard silicon cantilevers ScanAsyst-Air
(Bruker) having curvature 2 nm and stiffness 0.4 N m�1.

Cell culture

Primary human umbilical vein endothelial cells (HUVECs) were
grown in DMEM/F-12 supplemented with 20% fetal bovine
serum (FBS), penicillin (100 U mL�1)/streptomycin
(100 mg mL�1), L-glutamine (2 mM), sodium pyruvate (2 mM),
heparin (100 mg mL�1) and endothelial cell growth supple-
ments (ECGS) in a temperature- and humidity-controlled incu-
bator at 37 1C. The experiments with HUVECs were conducted
between passages 3 and 6. Human skin fibroblasts (HSF,
passage 5) and human prostate carcinoma PC-3 cells (ATCC)
were cultured in a-MEM culture medium supplemented with
10% FBS, penicillin (100 U mL�1)/streptomycin (100 mg mL�1)
and L-glutamine (2 mM) under standard conditions (tempera-
ture 37 1C, humidified air atmosphere with 5% CO2). The
culture medium was refreshed every 2 days.

MTT assay

The cytotoxicity of plain PC, DOTAP and PC/DOTAP liposomes
in a concentration range of lipids from 2 mM to 5 mM was
assessed on HSF and PC-3 cells (72 h). The cytotoxicity of
liposomal or free DOX (0.05–100 mM) and PTX (0.5–1000 nM)
was studied on PC-3 and HUVECs, respectively (24 h). The cells
were seeded in 96-well cell culture plates at a density of 5 � 103
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cells per well and allowed to grow for 24 h followed by the
addition of serially diluted formulations. Half-maximal inhibi-
tory concentrations (IC50) were determined using the MTT
indicator according to the conventional procedure and calcu-
lated using GraphPad Prism 5.0 software. Data were presented
as mean � SD (n = 3).

Cellular uptake study

PC-3 cells and HUVECs were plated at a density of 2 � 105 cells
per well in a 12-well plate. Following 24 h culturing, the cells
were exposed to free RhB (0.8 mM) or its liposomal formulations
for 2 h in serum-free medium. Additionally, the cells were
treated with the formulations for 2 h in the presence of
different effectors, namely, MnCl2 (1 mM), free RGD-NH2 or
GHK-NH2 peptides (both 1 mM), or an ATP-mediated endocy-
tosis inhibitor cocktail (0.65 mg mL�1 NaN3, 1 mg mL�1 NaF),
which were added to the culture medium 30 min prior to the
liposomes. The treated cells were washed with PBS three times,
harvested by trypsinization, and analyzed on a Guava EasyCyte
flow cytometer (Millipore). The percentage increment of the
fluorescence intensity (FI) signals generated by the peptide-
targeted liposomes was calculated relative to the control
non-targeted liposomes using the formula: (FIpeptide � FIctrl)/
FIctrl � 100%.

Intracellular trafficking

To assess the intracellular penetration and localization of the
RhB-loaded liposomes, HUVECs and PC-3 cells were cultured
on glass coverslips placed in a 6-well cell culture plate at a
density of 2 � 105 cells per well for 24 h. Then the cells were
incubated with the liposomes for 30 or 120 min, rinsed with
PBS three times and subsequently stained with LysoTracker
Green (50 nM, 40 min) and Hoechst 33258 (2 mg mL�1, 10 min)
for visualization of the lysosomes and nuclei, respectively,
using an LSM 780 laser scanning confocal microscope
(Carl Zeiss).

Detection of intracellular DOX and ROS and the mitochondrial
potential

HUVECs and PC-3 cells pre-cultured in a 12-well plate at a
density of 2 � 105 cells per well were respectively treated with
1 mM DOX and 0.5 mM PTX or their formulations with
PC/DOTAP liposomes for 2 h. To detect reactive oxygen species
(ROS), the cells were stained with 20 mM DCFDA for 30 min at
37 1C. HUVECs were additionally labeled with 200 nM TMRE for
30 min to assess the mitochondrial potential. Simultaneous
analysis of ROS and DOX in PC-3 as well as ROS and the
mitochondrial potential in HUVECs was performed on a Guava
EasyCyte flow cytometer.

Statistical analysis

Data were presented as means with standard deviations (SD).
Statistical significance was determined by one-way analysis of
variance (ANOVA) followed by Tukey’s Multiple Comparison
post-test (*p o 0.05, **p o 0.01, ***p o 0.001).

Results
Synthesis and characterization of the peptides

The amphiphilic peptides C12-GGRGD-NH2 and C12-GGGHK-NH2

(Fig. 1) synthesized by the Fmoc SPPS method consisted of RGD and
GHK bioactive motifs, a diglycyl spacer and a lauric acid (C12)
residue. C12 was selected to impart membranotropic properties26,27

while ensuring better aqueous solubility compared with higher fatty
acid homologues. A glycine-based spacer was previously introduced
to self-assembling bioactive peptide amphiphiles owing to its low
intermolecular H-bonding and b-sheet propensity.28,29

An additional aminohexanoic acid spacer used in related
peptide sequences for biomaterials modification23 was avoided
here as it could adversely affect the hydrophilic–lipophilic
balance of the peptide conjugates and impair their interaction
with the lipid bilayer. The identity of the peptides, hereafter
designated as RGD (C12-GGRGD-NH2) and GHK (C12-GGGHK-
NH2), was confirmed by the LC-MS technique (Fig. 1).

The micelle-forming properties of the peptides were studied
using a curcumin probe24 with more convenient fluorescence
parameters (lex/lem = 423/498 nm) for the microplate format than
a pyrene probe (lex/lem = 337/373(I1) nm). The working concen-
tration of curcumin was reduced to 10 mM instead of a higher
reported concentration24 to avoid deviation from the linear concen-
tration range. The calculated CMC values of RGD and GHK were
61 � 2 and 228 � 16 mM, respectively (Fig. S1, ESI†). The increased
micelle-forming ability of RGD can be explained by its lower
expected net charge (0), which leads to decreased mutual electro-
static repulsion of its headgroups compared with GHK (+2) (given
their amide form) and thus facilitates hydrophobic association of
the C12 moiety. RGD and GHK in an equimolar mixture had an
intermediate CMC value of 174� 10 mM. RGD/GHK mixed micelles
induced ca. 3-fold higher fluorescence of the probe than the single-
peptide systems attributed to additional electrostatic interactions of
the peptide moieties, which however does not significantly promote
the unimer–micelle transition compared with RGD alone
(Fig. S1, ESI†).

Optimization of the liposomal composition

To optimize the targeted liposomal formulation, the effect of
the lipid and peptide composition on the cellular uptake of PC,
DOTAP and PC/DOTAP liposomes was initially studied. RGD-
modified liposomes were prepared from mixed lipid–peptide
films (method I). The targeting ability of the RhB-loaded
liposomes was assessed using PC-3 prostate cancer cells
(Fig. 2), overexpressing integrins a5b1 and avb3.30

The liposomes formed purely from DOTAP exhibited 1.5-fold
better penetration into the cells compared with the equivalent
PC liposomes (Fig. 2A) apparently due to facilitation of lipo-
some–plasma membrane interactions by the quaternary amine
group of DOTAP.31 RGD noticeably enhanced the cellular
accumulation of both the PC and DOTAP liposomes by
1.9 and 2.4 times, respectively. Doping of the PC liposomes
with as low as B3 mol% DOTAP was sufficient to achieve a
positive zeta potential (ZP) over +40 mV (data not shown), which
should favor the cellular uptake32,33 and shelf life34 of the
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liposomes. The PC/DOTAP (35 : 1) liposomes were characterized by
similar targetability to that of the DOTAP liposomes both in the case
of the peptide-free and RGD-modified formulations (Fig. 2A). There-
fore, the cell penetration of the PC liposomes is improved by
minimal DOTAP additive increasing their cationic charge.

In addition, the plain PC/DOTAP liposomes were, on aver-
age, 1.6 times less cytotoxic than DOTAP with corresponding
IC50 values (mM) as follows: 0.59 � 0.04 (PC/DOTAP) and
0.39 � 0.01 (DOTAP) for PC-3 cells, and 0.38 � 0.05 (PC/DOTAP)
and 0.23 � 0.04 (DOTAP) for human skin fibroblasts (HSF)
(Fig. S2A and B, ESI†). Considering the increased cost and
cytotoxicity of the DOTAP lipid, the PC/DOTAP (35 : 1) lipo-
somes are preferable for drug delivery applications.

The cellular uptake of the PC/DOTAP liposomes increased in
proportion to the relative content of RGD (Fig. 2B and Fig. S3,
ESI†). In the range of molar lipid–peptide ratio up to 25 : 1 the

RhB fluorescence in the cells linearly increased (r2 = 0.98),
whereas a further 5-fold increment of the peptide content
insignificantly enhanced the signal. Therefore, a 25 : 1 lipid–
peptide ratio was selected to prepare the targeted liposomes.

Characterization of the peptide-modified liposomes

The optimized liposomal formulations were characterized by
the DLS, AFM and TEM techniques. The plain PC/DOTAP
liposomes formed a monodisperse positively charged system
with a hydrodynamic diameter (DH) of 117 nm and ZP of
+55 mV. The amphiphilic peptides insignificantly altered the
characteristics of the as-prepared liposomes in deionized water
(Table S1, ESI,† and Fig. 3), which therefore preserved their
colloidal properties after modification.

According to AFM, on the surface of highly hydrophobic
HOPG the dried liposomes (both plain and peptide-modified)

Fig. 1 Structural formulas and mass spectra of the C12-GGRGD-NH2 and C12-GGGHK-NH2 peptides.
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were found to be disrupted, apparently as a result of hydro-
phobic interactions with the substrate. On a mica substrate,
round structures of different diameter were detected (Fig. S3,
ESI†). These were generally attributed to individual liposomal
particles, which however were not expected to have relevant
morphology due to repulsion forces between the lipids and
highly hydrophilic mica surface.

According to TEM, the plain liposomes appeared as spread
roundish structures with somewhat variable morphology but a
typical diameter of 104 � 18 nm, which corresponds to indivi-
dual vesicles. Some liposomes tended to aggregate and form
bigger partially fused structures presumably as a result of inter-
particle interactions upon liquid evaporation. The individual
peptide-modified liposomes were also visualized but relatively
rarely detected (Fig. 3). Thus, the moderately hydrophobic
formvar surface seems to better support attachment of the
liposomes, allowing for more informative visualization by
TEM. However, the resultant morphology of the liposomes

could be variably affected by different factors (e.g., liposomal
cargo/composition, drying conditions, vacuum and electron
ionization in the TEM chamber, etc.).

Additional DLS analysis of the liposomes in HEPES buffer
(pH = 7.4) allowed for more sensitive detection of the peptide
component. Liposome modification with the peptides by
method I neither changed the size nor disturbed the homo-
geneity of the system (Table 1). However, RGD and GHK in
accordance with their net charge induced, respectively, a mod-
erate but significant (p o 0.05) decrease and increase in the
liposome ZP. This confirms immobilization of the peptide
component at the liposome–solution interface apparently due
to the insertion of the C12 tail into the lipid bilayer.

The liposomes modified by method II were characterized by
noticeably higher DH (on average by 16.6%) and polydispersity
index (PdI), remaining quasi-monodisperse, as well as more
distinct ZP values (Table 1 and Fig. S5, ESI†). The increased effects
of in situ associated peptides can be explained by their predominant

Fig. 2 Accumulation of RhB-loaded liposomes in PC-3 cells according to flow cytometry (2 h incubation). (A) Effect of the lipid composition and
modification with RGD (the molar lipid–peptide ratio was 25 : 1). (B) Effect of the RGD–lipid ratio in PC/DOTAP liposomes. Mean fluorescence intensity
values (MFI) are shown.
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localization at the outer surface of the liposomal membrane,
whereas with method I they should be equally distributed at both
membrane surfaces. According to HPLC analysis, no peptides were
detected in the extraliposomal solution for the peptide-modified
liposomes prepared by both methods. This shows that the concen-
tration of unbound peptides is below their established detection
limit of 0.1 mM, which corresponds to less than 1% of the amount of
peptides used for the liposome preparation/modification (for the
optimized formulations with a 25 : 1 lipid : peptide ratio), and there-
fore at least 99% of the added peptide molecules should be
associated with the liposomal surface.

Evaluation of the in vitro cellular uptake of the peptide-
modified liposomes

Liposome uptake by PC-3 cells. Delivery of the optimized
peptide-modified liposomal formulations into PC-3 cells was
studied. GHK and RGD individually increased the cellular

uptake of the composite PC/DOTAP–peptide liposomes (method I)
by 73 and 211%, respectively (Fig. 4A and Fig. S3, ESI†). The
enhanced cell targeting by RGD is attributed to its binding affinity
to integrins avb3 and a5b1.30 RGD–integrin coupling was confirmed
by the effect of manganese ions (Mn2+) used as a positive control for
integrin activation. When attached to metal ion-dependent adhe-
sion sites, Mn2+ ions are known to change the conformation of the
integrin receptor to increase its binding affinity toward RGD-based
ligands.35,36

As additional proof of the specificity of the RGD-mediated
cellular uptake of the liposomes, free non-conjugated RGD was
used as a competitive inhibitor of interaction of formulated
RGD with integrins35,37 (Fig. 4B). The results demonstrate that
in Mn2+-supplemented medium, the signal of intracellular RhB
was increased by 42.5%, whereas in the presence of free RGD-
NH2 it was decreased by 36.1% (p o 0.01).

Although the exact mechanism of the interaction of GHK with
the cell surface remains unknown, it may potentially involve low-
affinity binding to some membrane receptors, thus providing less
efficient accumulation of GHK-modified liposomes compared with
the RGD based counterpart (by ca. 1.7 times, Fig. 4A). The inter-
action of GHK with integrins was reported;38 however, GHK-
mediated uptake of the liposomes was insignificantly affected by
the integrin-binding modulators (Fig. 4B), assuming other potential
membrane target(s) for the GHK ligand.

It was found that the combination of RGD and GHK pro-
vided a clear synergistic enhancement of liposomal delivery
(461%) exceeding the additive effect of the individual peptides
(284%) (both relating to non-targeted liposomes).

Furthermore, the in situ modified liposomes (method II)
showed close individual and joint effects of RGD and

Fig. 3 Representative size distribution of the as-prepared plain and peptide-modified PC/DOTAP liposomes in deionized water (upper panel). TEM
images of the corresponding liposomes attached to the formvar-carbon substrate (lower panel).

Table 1 Colloidal characteristics of peptide-modified PC/DOTAP liposomes
prepared by method I (unfilled) and method II (grey) according to DLS

Formulationa DH (nm) ZP (mV) PdI

Plain 101 � 1 18.9 � 0.6 0.052 � 0.005
RGD 102 � 1 16.2 � 0.6 0.069 � 0.007
GHK 101 � 2 23.1 � 0.3 0.038 � 0.016
RGD/GHK 99 � 3 16.6 � 0.4 0.086 � 0.027
RGD 120 � 2 11.6 � 0.7 0.119 � 0.019
GHK 117 � 3 27.4 � 0.6 0.113 � 0.018
RGD/GHK 114 � 1 23.7 � 0.5 0.110 � 0.017

a 50 mM HEPES buffer (pH = 7.4), lipid concentration 1 mM, lipid–
peptide ratio 25 : 1. For method II the liposomes and peptides were
incubated for 2 h.
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GHK on the cellular uptake to those of the counterpart
lipid–peptide liposomes (method I) (Fig. 4A). This suggests that
the inclusion of C12-conjugated peptides into the lipid
phase upon liposome preparation (method I) and the associa-
tion of peptides with the surface of pre-formed liposomes
(method II) ensure similar liposome activation for targeting
purposes.

Distribution of liposomal RhB in PC-3 cells

LSCM analysis confirmed increased uptake of the peptide-
modified liposomes by PC-3 cells (RGD { RGD/GHK) over
the control non-targeted liposomes (Fig. 5). The intracellular
accumulation of RhB was in proportion to the time of cell
exposure to all liposomal formulations during 2 h. At 30 min
exposure, RhB fluorescence was partially co-localized with the
lysosomes according to probing with LysoTracker Green and
was detected in some other structures in the cytoplasm
(Fig. 5A).

At 120 min exposure, RhB was mainly distributed in the compart-
ments (Fig. 5B) attributed to mitochondria previously shown to
accumulate this dye.39 These data suggest that the liposomes may
enter the cells involving receptor-mediated endocytosis and lysoso-
mal uptake as well as presumably direct fusion with the plasma
membrane.

Liposome uptake by HUVECs

A similar delivery profile of the liposomal formulations was observed
for HUVECs, actively proliferating fetal endothelial cells expressing
avb3 integrins.40 In comparison with PC-3 cells, HUVECs were
somewhat more sensitive to RGD and GHK, which promoted cellular
uptake of the liposomes by 396 and 96%, respectively (Fig. 6A). The
RGD/GHK composition further increased the sum of the effects of
the individual peptides by 156%. The flow cytometry analysis
correlated with LSCM data on increased intracellular accumulation
of RhB formulated in RGD/GHK-modified liposomes (Fig. 6B).

Inhibition of active transport by NaN3/NaF41 somewhat
decreased the uptake by HUVECs in the following order: control
(6.3%) o GHK (7.3%) o RGD/GHK (10.1%) o RGD (20.3%)
(Fig. S6, ESI†). Therefore, although receptor-mediated endocy-
tosis may contribute to liposome delivery depending on the
type of peptide (RGD 4 GHK, p o 0.01), their direct fusion
seems to mainly determine the transport. Together, the results
demonstrate that co-presenting RGD/GHK on PC/DOTAP lipo-
somes provides enhanced delivery both into cancer and
endothelial cells expressing specific integrins.

Study of targeted liposomal formulations of anticancer drugs

The in vitro drug delivery properties of the dual-targeted
RGD/GHK liposomes were assessed using doxorubicin (DOX)

Fig. 4 (A) Accumulation of RhB-loaded PC/DOTAP liposomes prepared from lipid–peptide films (method I) and in situ modified with peptides (method
II) in PC-3 cells (2 h incubation). *p o 0.05, **p o 0.01, ***p o 0.001 vs. non-targeted liposomes (Ctrl). (B) Effect of manganese chloride (1 mM) and the
free non-conjugated peptides (f-RGD, f-GHK, 2 mM) on the cellular uptake of the peptide-modified liposomes. The molar lipid–peptide ratio was 25 : 1.
##p o 0.01 vs. RGD-targeted liposomes (Ctrl).
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and paclitaxel (PTX) as well-established anticancer/antiangio-
genic drugs.42,43 DOX was encapsulated into the liposomes
from the aqueous phase, whereas PTX was pre-distributed in
the lipid phase. The EE of the drugs was determined by
spectrophotometric and HPLC analyses, respectively. The

peptide-free PC/DOTAP liposomes encapsulated 45 � 1% and
73.9 � 2.7% DOX and PTX amounts, respectively, demonstrat-
ing better ability to retain membrane-bound PTX molecules.
The modification with RGD and GHK alone did not alter the EE
for both drugs; RGD/GHK together somewhat increased the EE

Fig. 5 LSCM images of PC-3 cells exposed to RhB-loaded PC/DOTAP liposomes for 30 min (A) and 120 min (B). The liposomes were modified with the
peptides by method I. The cells were stained with Lysotracker Green for lysosomes and Hoechst 33258 for nuclei.
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for DOX (55 � 3%). The drug loading was not accompanied by a
noticeable change in the DLS characteristics of the as-prepared
liposomes (Table S1, ESI†).

Effects on PC-3 cells

IC50 values of free and encapsulated DOX toward PC-3 cells
were determined using the MTT assay (24 h). All liposomal
formulations increased the DOX cytotoxicity as follows: control
o GHK o RGD o RGD/GHK (Fig. 7A). This dependence
correlated with the intracellular accumulation of DOX accord-
ing to flow cytometry analysis (2 h) (Fig. 7B). The DOX uptake
was accompanied by the induction of oxidative stress as
revealed by increased fluorescence of DCFDA, the cytoplasm

probe for ROS, in agreement with the established prooxidant
activity of anthracycline antibiotics.44,45 The results show that
the dual-targeted liposomes provide a considerable ca. 4- and
2-fold decrease of the IC50 values over the free drug and RGD-
modified liposomes, respectively, supporting increased tumor-
targeting potential of the RGD/GHK composition (Fig. 7A).

Effects on HUVECs

The liposomal formulations also promoted PTX cytotoxicity
toward HUVECs by 1.2–3.0 times with corresponding IC50

values (nM) of 10.8 � 1.3 (non-targeted liposomes), 7.4 � 0.7
(GHK), 6.0 � 0.6 (RGD) and 4.3 � 0.6 (RGD/GHK) (Fig. 8A).
These results demonstrate that the RGD/GHK composition

Fig. 6 (A) Accumulation of RhB-loaded PC/DOTAP liposomes in HUVECs (2 h incubation). (B) LSCM images of treated HUVECs stained with Lysotracker
Green and Hoechst 33258. The liposomes were modified with the peptides by method I.
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ensures enhanced cytotoxic activity of liposomal PTX against
endothelial cells. Probing with DCFDA showed that the PTX-
loaded liposomes modified with the peptide composition also
had a dramatically increased ability to induce oxidative stress in
HUVECs over the other formulations (Fig. 8B). This effect
was observed along with a proportional decrease in the transmem-
brane potential of mitochondria according to TMRE fluorescence
(Fig. 8B). The latter depolarizing effect apparently reflects earlier
mitochondria-damaging and proapoptotic action due to enhanced
peptide-mediated liposomal delivery of PTX into the cells.

Discussion

PC/DOTAP (35 : 1) liposomes were used to develop peptide-
targeted liposomal formulations. Different optimal ratios of
cationic and neutral lipids were earlier reported for the
liposomes.19,46 The DOTAP additive (Z10 mol%) was shown
to reduce the size distribution of PC liposomes and improve

PTX incorporation into the liposomal membrane.47 Based on
our results, increased DOTAP content does not seem reason-
able as it should increase the cytotoxicity of the formulations
(Fig. S2, ESI†) in addition to its high cost.48

Non-covalent introduction of fatty acid-conjugated peptides
to the liposomal membrane was advantageous for studying
targeting peptides, considering that conventional covalent
methods for liposome modification are characterized by rela-
tive laboriousness, variable yield, side reactions and by-
products.49 Therefore, RGD and GHK based sequences
(Fig. 1) were synthesized in the form of conjugates with lauric
acid with proven ability to associate with and be inserted into
lipid bilayers.26,27 Even shorter hexanoyl and decanoyl groups
were shown to anchor in PC based liposomal membranes,
allowing oligopeptide molecules to be presented at the outer
liposome surface.50

We compared two methods for liposome modification
with the amphiphilic peptides based on the preparation of

Fig. 7 (A) IC50 values of free DOX and DOX-loaded PC/DOTAP liposomes for PC-3 cells (MTT assay, 24 h). ***p o 0.001 vs. free DOX, ##p o 0.01, and
###p o 0.001 vs. DOX-loaded non-targeted liposomes. (B) MFI of DOX (left Y-axis) and DCFDA (right Y-axis) in PC-3 cells treated with free and
encapsulated DOX (1 mM) for 2 h according to flow cytometry. ***p o 0.001 vs. free DOX.
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lipid–peptide films (method I) and post-insertion of the pep-
tides into the liposomal membrane (method II). Although the
latter method is less conventional, it has proved suitable for the
immobilization of antibody fragments and peptides on
liposomes.51

The synthesized peptides had well-defined micelle-forming
properties with comparable CMC values to those previously
reported for short C12-conjugated peptides such as C12-
KKGRGDS (CMC = 95 mM).52 To provide appropriate ionization
of peptide groups, the CMC was determined in HEPES buffer
(pH = 7.4), which was also advantageous for ZP measurements.
Interestingly, in HEPES buffer the immobilized peptides
induced more distinct changes in the ZP of the liposomes,
allowing for better characterization of the liposome–solution
interface (Table 1). These data are in agreement with reported
ZP modulation of liposomes by the RGD peptide in PBS buffer

solution at pH 7.4.53 DLS and HPLC together showed effective
redistribution of the amphiphilic peptides from solution to the
liposome surface, supporting the feasibility of liposome mod-
ification with the peptides by co-incubation in situ (method II).

Along with the lipid composition, the optimal peptide con-
tent in the liposomes was found to be ca. 4 mol% of the lipid
amount. This peptide content, as shown for RGD, ensured
almost saturated intracellular accumulation of the liposomes;
at 20 mol% content the cellular uptake increased slightly and
became more variable (Fig. 2B).

Using the optimized liposomal formulation, the cell-
penetrating ability of the RGD, GHK and RGD/GHK systems
was accurately compared. Most of the previous studies were
focused on cell-targeting systems based on RGD peptide deri-
vatives;10,37 no data exist on such a characterization of the GHK
peptide and its composition with the RGD peptide. Epithelial

Fig. 8 (A) IC50 values of free PTX and PTX-loaded PC/DOTAP liposomes for HUVECs (MTT assay, 24 h). **p o 0.01, ***p o 0.001 vs. free PTX, #p o 0.05,
##p o 0.01, ###p o 0.001 vs. non-targeted liposomes (Ctrl). (B) Fold changes of the TMRE (left Y-axis) and DCFDA (right Y-axis) fluorescence intensities
in HUVECs treated with free and encapsulated PTX (0.5 mM) for 2 h according to flow cytometry. *p o 0.05, **p o 0.01, ***p o 0.001 vs. free PTX.
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cancer cells (PC-3) and primary endothelial cells (HUVECs)
both overexpressing membrane integrins30,40 were used as
relevant cells for cancer targeting.

Our results for the first time show that the dual modification
with RGD and GHK allows for a profound synergistic increase
of liposomal delivery to both types of cells (Fig. 4–6). Taking
into account the cationic nature of PC/DOTAP liposomes, the
enhancing effect of the GHK peptide in the GHK/RGD compo-
sition was attributed to its specific binding to certain plasma
membrane component(s) rather than electrostatic interactions
of the liposomes with the membrane (mediated by the positive
charge of GHK). The fact that the revealed synergy was observed
against a weak effect of GHK alone might suggest multiple low-
affinity interactions of the peptide with cell membrane targets
to complement high-affinity integrin–RGD binding.

Potential interaction of GHK with a6 and b1 integrins
in mesenchymal stem cells was shown.38 Based on the pre-
viously reported growth factor-like activities of free and

material-conjugated GHK peptides,14,23,54,55 their affinity to
some membrane receptors of polypeptide growth factors can
be envisaged. GHK may activate the angiotensin II AT1
receptor56 involved in the regulation of tumor growth and
induction of tumor-associated angiogenesis.57 Moreover, the
GHK motif within SPARC113 and SPARC118 was shown to
stimulate endothelial cell angiogenic differentiation and
proliferation.58

Furthermore, we hypothesized that the effect of the
RGD/GHK composition could be mediated by the GHK inter-
action with anionic glycosaminoglycans presented on the sur-
face of mammalian cells playing important roles in cell–matrix
interactions and regulation of various cellular functions includ-
ing activation of growth-factor receptors (e.g., heparin-binding
EGFR, FGFR, and others).

Based on this assumption, the peptide-modified liposomes
were additionally employed to assess binding of GHK and
heparin. To prevent non-specific electrostatic interactions with

Fig. 9 DLS characteristics of peptide-modified PC liposomes prepared by method II in the absence or presence of heparin (25.4 mg mL�1). (A) Mean
values and corresponding distributions of the zeta potential. (B) Mean hydrodynamic diameter and polydispersity index of the formulations. 50 mM
HEPES buffer (pH = 7.4), lipid concentration 1 mM, lipid–peptide ratio 25 : 1.
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anionic heparin, DOTAP-free PC liposomes were used to ensure
a negative charge of both the control and peptide-modified
formulations under experimental conditions. Interestingly,
heparin was found to strongly increase the negative charge of
the GHK-modified liposomes in contrast to the unmodified
ones, indicating GHK-mediated attachment of the glycosami-
noglycan to the liposomal surface. The additional RGD peptide
in the composition with GHK did not inhibit this binding
(Fig. 9A). Interaction of the liposomes with the peptides and
heparin modulated the liposome size without inducing any
decrease in homogeneity (Fig. 9B). These data support the
interaction of GHK with heparin in accordance with an
earlier spectroscopic study59 and also the idea that GHK-
modified liposomes are potentially capable of binding to
membrane glycosaminoglycans. Moreover, these results for
the first time suggest in situ peptide-modified liposomes as a
useful tool to characterize biorelevant interactions of peptide
ligands.

The reported mechanisms of internalization of soft lipo-
somes may involve both fusion with the plasma membrane,
which is promoted by fusogenic lipids like DOTAP,41 and an
endocytosis process with the participation of cell-adhesive
peptides like RGD.60 Our data suggest that peptide-mediated
delivery of the liposomes is mainly determined by their inter-
action/fusion with the cellular membrane rather than being
limited to receptor-mediated uptake. This is supported by both
the low effect of active transport inhibitors and the low degree
of co-localization of the liposomal dye with lysosomes.

Recently, in a peptide-modified cryogel ECM model, GHK
did not significantly promote primary adhesion and prolifera-
tion of mammalian cells, though when combined with RGD it
ensured synergistic regeneration-related effects in vitro also
attributed to specific interactions of the peptides with the cell
surface.14,23 This finding together with some established rela-
tionships between regenerative and oncogenic processes61

served as the basis for studying the cancer-targeting properties
of the RGD/GHK composition.

Previously, increased targeted delivery of liposomes into
glioma cells was also achieved by a combination of cyclic
RGD variants with transferrin62 or C-type natriuretic peptide-
22.63 Both of these ligands are of more complex sequences than
GHK, and their immobilization required covalent pre-
conjugation steps. According to our data, the combination of
the simplest RGD and GHK motif-based amphiphilic peptides
allows effective single-step activation of the liposomes to boost
their intracellular delivery. The cancer-targeting potential of the
composition was additionally assessed in vitro using pre-
characterized DOX and PTX-loaded liposomes as formulations
against different solid tumors64 and tumor vessels,43 respec-
tively. The capability of peptide-targeted liposomes to efficiently
encapsulate both hydrophilic and hydrophobic anticancer
agents and deliver them to the target cells was demonstrated.
The presented peptides did not negatively affect the drug EE of
the liposomes and, to the contrary, increased the EE presum-
ably due to the stabilizing effect on the lipid bilayer and/or
additional interactions with encapsulated drugs.

The encapsulation of DOX and PTX within RGD/GHK-
modified liposomes was accompanied, respectively, by a 4-
and 3-fold increase in drug cytotoxicity against PC-3 cells
(Fig. 7A) and HUVECs (Fig. 8A). This effect considerably
exceeded that of other targeted formulations and was asso-
ciated with enhanced intracellular accumulation of DOX, a
decrease in mitochondrial potential by PTX and oxidative stress
induced by both drugs (Fig. 7B and 8B). ROS generation and
mitochondria depolarization are key cellular processes involved
in pro-apoptotic activity of anticancer drugs.45,65 Although the
cancerous phenotype often relies on an increased ROS level, the
induction of an intense prooxidant effect is generally required
to kill cancer cells.66,67 ROS overproduction is known to under-
lie the cytotoxicity of DOX in addition to its direct DNA-
damaging ability.66

The early-detected effects of the formulated drugs, in addi-
tion to intense intracellular fluorescence of RhB and DOX
(Fig. 5, 6 and 7B), which is not expected for fluorophores if
they were still retained in the liposomes,68 suggest fast intra-
cellular release of the drugs. These results further support that
combined targeting effects of RGD and GHK peptides are of
particular interest for the development of improved anticancer
liposomal formulations carrying drugs with different properties
and modes of encapsulation.

Conclusions

Our study identifies the dual composition of synthesized RGD
and GHK peptides (Fig. 1) as a novel promising targeting
system. Elucidation of the exact mechanisms of this composi-
tion should involve establishment of the targets for the GHK
peptide along with further optimization of the RGD- and GHK-
containing sequences. This requires a separate study as no
specific targets for the GHK peptide have been proposed in
spite of its multiple bioactivities, and pharmacological and
cosmeceutical significance.15,16 Along with demonstrating the
targeting potential of the RGD/GHK composition, our study
provides a required methodology for studying combinatorial
effects of short peptide ligands on the surface of liposomal
formulations, including the synthesis of amphiphilic peptide
sequences and their controllable immobilization on the lipo-
somes. Two immobilization procedures, namely, mixing lipids
and peptides upon liposome preparation (method I) or post-
insertion of peptide molecules into the liposomal membrane
(method II), showed comparable in vitro delivery profiles
(Fig. 4A). We believe that the latter method is of particular
interest for the detection of biorelevant peptide-mediated inter-
actions as well as screening of targeted peptide systems based
on the combination of different peptide signals, and this can be
performed using both synthetic liposomes and potentially
natural vesicles derived from living cells.69 Furthermore, our
results pave the way for the development of improved liposomal
formulations capable of carrying both hydrophilic and hydro-
phobic anticancer drugs along with multiple membrane-bound
peptides with synergistic therapeutic effects.
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