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This paper compares covalent and non-covalent approaches for the organisation of ligand arrays to
bind integrins. In the covalent strategy, linear RGD peptides are conjugated to first and second
generation dendrons, and using a fluorescence polarisation competition assay, the first generation
compound is demonstrated to show the most effective integrin binding, with an EC50 of 125 mM
(375 mM per peptide unit). As such, this dendritic compound is significantly more effective than a
monovalent ligand, which does not bind integrin, even at concentrations as high as 1 mM. However, the
second generation compound is significantly less effective, demonstrating that there is an optimum
ligand density for multivalency in this case. In the non-covalent approach to multivalency, the same
RGD peptide is functionalised with a hydrophobic C12 chain, giving rise to a lipopeptide which is
demonstrated to be capable of self-assembly. This lipopeptide is capable of effective integrin binding at
concentrations of 200 mM. These results therefore demonstrate that covalent (dendritic) and
non-covalent (micellar self-assembly) approaches have, in this case, comparable efficiency in terms of
achieving multivalent organisation of a ligand array.

Introduction

Multivalency, in which moieties with multiple binding ligands are
employed, can be a powerful mechanism for enhancing the binding
of synthetic ligands to biological targets.1 Multivalent ligands
exhibit enhanced binding through (i) a local concentration effect
(in which once a ligand dissociates from its binding partner, there
is a high local concentration to favour ligand rebinding) and/or (ii)
a primarily entropic effect, which after the initial binding event,
favours the binding of a second ligand to a second binding site
on the biological binding partner (Fig. 1). As such, the strategy
is widely employed for the binding of biomolecules with multiple
potential binding sites, such as glycoproteins and DNA.2

Integrins are heterodimeric, transmembrane proteins which play
important roles in cell adhesion and signalling.3 They have been
of interest in tissue engineering applications,4 and furthermore,
given that some integrins are over-expressed on specific cancer
cells, they are an important target for anti-cancer treatments.5 In
key work, the tri-peptide Arg-Gly-Asp (RGD) was shown to bind
to integrins.6 ‘Cilengitide’, a cyclic RGD peptide with enhanced
integrin binding affinity, is currently under development as an anti-
angiogenic agent,7 and the X-ray structure of this molecule bound
to the extracellular segment of integrin avb3, has been published.8
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Fig. 1 Origins of multivalency in biomolecular recognition.

As such, understanding the binding of peptides to integrin targets
in detail is an important target in studies of molecular recognition.
On initial inspection, integrins may appear to be unpromising
targets for multivalent binding, as they only possess a single
ligand binding site. However, in biological systems, integrins are
often clustered in cell membranes. As such, multivalent binding of
multiple integrins is a genuine possibility.9 To enhance the binding
of RGD peptides to integrins, there has therefore been interest in
using multivalent peptide arrays.10

Dendritic molecules,11 which have an inherently branched
architecture offer a versatile approach for organising covalent
multivalent ligand arrays.12 Pre-formed dendrimers have had
RGD-containing peptides conjugated to their surfaces, and it has
been demonstrated that their biological activities in a number
of assays appear to be enhanced, presumably by multivalency.13

However, it is worth noting that in general, the fundamental
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nature of the interaction between the RGD peptide and the
integrin protein has rarely been explored—with a greater focus on
biological outcome. Liskamp and co-workers recently reported a
dendritic RGD derivative, and carefully assayed its ability to bind
integrin using a competition assay,14 however, the use of cyclic
RGDs led to all compounds showing very strong binding, and
little evidence of multivalent binding. Dumy and co-workers, have
developed template-supported multivalent RGD arrays, and used
cell adhesion assays, to show that multivalency is important when
integrins are supported in cell membranes.15

An alternative approach to multivalency employs self-assembly
to spontaneously organise binding units into a multivalent array.
RGD-containing lipopeptides have been demonstrated to insert
into membranes which gain enhanced affinity for integrins,16 and
show improved cell internalisation,17 clustering at the integrin
binding part of the membrane.18 RGD-functionalised lipopeptides
have also been co-formulated with other active units to generate
assemblies capable of enhanced cellular gene delivery.19 Cyclic
RGDs have also been coupled to the surfaces of liposomes,
which have then exhibited enhanced cellular uptake.20 There
have also been studies on the ability of RGD functionalised
lipids to self-assemble in their own right.21 For example, Lee
and co-workers have demonstrated that lipids functionalised with
cyclic RGD self-assemble into nano-ribbons, and can deliver
hydrophobic molecules into cells.22 A number of groups, including
those of Stupp and Ulijn, have demonstrated that incorporating
RGD peptides into self-assembling soft materials can enhance
tissue engineering.23 It is, however, unclear whether self-assembly
enhances the RGD–integrin interaction in thermodynamic terms,
or whether it is simply a useful materials formulation tool.
There has recently been increasing interest in understanding in
fundamental terms how self-assembly can enhance multivalency,
for example in interactions with glycoproteins,24 collagen25 and

DNA,26 but such effects have not really been probed for integrin–
RGD interactions.

The goal of this paper was not to develop high-affinity or
highly selective integrin binding systems— there are a large
number of those already—but rather, to gain insight into different
ways in which ligands can be organised for multivalent binding.
We therefore chose to use linear RGD peptides for ligand
construction. Although they have relatively low affinity binding
and poor selectivity these compounds can be easily synthesised
in multi-gram quantities using straightforward solution-phase
peptide chemistry, and because their integrin binding is less
highly optimised and has relatively low affinity (mM), multivalent
binding effects may be more significant. In this paper, we therefore
report a simple comparison between different RGD peptides.
Monomeric PEG-RGD is compared with first generation dendritic
system G1-RGD3 having three RGD peptide surface groups, and
second generation dendron G2-RGD9 having nine (Fig. 2). This
provides an insight into the effect of covalent multimerisation on
integrin binding. We then compared hydrophilic PEG-RGD with
amphiphilic C12-RGD. The latter compound self-assembles and
can therefore provide insight into the effect of self-assembly on
multivalent ligand organisation. Using this approach, we hoped
to develop an enhanced understanding of the way in which ligands
can be organised to achieve multivalent binding.

Results and discussion

Synthesis and characterisation

The synthesis and characterisation data for all compounds are
provided in the Experimental section and/or ESI.† Dendron
G1-RGD3 was constructed (Scheme 1) from a first generation
‘Newkome-type’ amide/ether scaffold protected at the focal point

Fig. 2 Compounds investigated in this paper.
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Scheme 1 Synthesis of G1-RGD3.

with a benzyl carbamate group, synthesised using previously
published methodology.27 The three peripheral carboxylic acid
groups were then conjugated to the N-terminus of a protected
linear RGD peptide (synthesised via solution-phase peptide cou-
pling methodology—see ESI†) using propylphosphonic anhydride
(T3P) as a coupling agent. Finally, removal of the RGD-peptide
protecting groups using trifluoroacetic acid (TFA) and triiso-
propylsilane (TIS) gave rise to the target compound, G1-RGD3.
Second generation dendritic compound G2-RGD9 was synthesised
in an analogous manner.

Monovalent control, PEG-RGD, and lipopeptide C12-RGD
were constructed by simple conjugation of the N-terminus of
the protected RGD peptide with the appropriate carboxylic acids
mediated by propylphosphionic acid (T3P) and O-(benzotriazol-
1-yl)-N,N,N¢,N¢-tetramethyluronium tetrafluoroborate (TBTU)
respectively, followed by deprotection of the RGD-peptide
(Scheme 2). Negative control, PEG-GGG was synthesised via anal-
ogous solid-phase peptide and protecting group methodologies
(see ESI†). All target compounds were synthesised in good yield,
and fully characterised.

Scheme 2 Synthesis of C12-RGD and PEG-RGD.

Self-assembly of RGD peptides

Initially, we monitored whether the RGD peptides aggregated
in aqueous solution, using solubilisation experiments with the
hydrophobic dye Nile Red.28 If self-assembled architectures are
present, Nile Red will be solubilised into the hydrophobic domain
of the aggregates. Varying the concentration of the self-assembling
peptide will lead to increasing levels of dye solubilisation (Fig. 3A)
Plotting the fluorescence emission intensity of Nile Red at 635 nm
versus log[peptide] (Fig. 3B) then allows the determination of crit-
ical aggregation concentrations (CACs). As expected, PEG-RGD,

Fig. 3 A) Nile Red fluorescence emission spectra in the presence
of increasing concentrations of C12-RGD. B) Fluorescence emission
intensities of Nile Red at 635 nm plotted against log[C12-RGD] in order
to determine the Critical Aggregation Concentration (CAC). Excitation
wavelength: 550 nm.

G1-RGD3 and G2-RGD9 showed no evidence of self-assembly at
concentrations <1 mM. Conversely, C12-RGD showed evidence
of self-assembly, with the CAC being calculated as ca. 300 mM in
aqueous phosphate buffered saline (PBS) (pH 7.4).

Transmission electron microscopy (TEM) was then per-
formed on C12-RGD dried from aqueous solution in order
to gain some insight into the morphology of the aggregates.
This revealed that at high concentration (1 mM) small (10–
50 nm diameter) spherical micelles were formed in TRIS
(tris(hydroxymethyl)aminomethane) and PBS buffers. On dilution
to just above the CAC (400 mM), however, larger lamellar
aggregates were observed (see ESI† for TEM images). These
experiments clearly demonstrate that self-assembly of C12-RGD
is taking place.

Integrin binding affinity

We then probed the ability of these peptides to bind integrin avb3.
To monitor the binding, we employed a competitive fluorescence
polarisation (FP) assay, first established by Li et al.29 This
assay uses the fluorescent probe 5(6)-FL-c[RGDfK] based on a
cyclic RGD peptide30 (Fig. 4, synthesised according to literature
methods—see ESI†). This probe is bound to the integrin, and the
ligand of interest is then titrated into the solution. If binding
occurs between the ligand and the integrin, the fluorescent
probe is displaced, and the FP signal decreases in intensity as
the probe mobility increases. Determining the concentration of

This journal is © The Royal Society of Chemistry 2011 Org. Biomol. Chem., 2011, 9, 4795–4801 | 4797
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Fig. 4 Structure of cyclic RGD-peptide fluorescent probe
5(6)-FL-c[RGDfK].

ligand required for the apparent 50% displacement of the probe
from the integrin binding site yields an EC50 value (effective
concentration) for each ligand of interest. Although there has
been some discussion about the advantages and disadvantages of
fluorescence polarisation assays,31 this approach remains a power-
ful one for comparing related families of ligands and their relative
affinities to bind to the same biological target under equivalent
conditions, and as such, allows us to gain some insight into the
comparative affinities of our family of linear RGD peptides for
integrin avb3.

Initially, the binding of fluorescent probe 5(6)-FL-c[RGDfK]
to integrin avb3 was assessed via FP titration methods and,
in line with the literature,29 as the integrin was added to the
probe (10 nM), the FP signal increased from ca. 35 mP (milli
polarisation units) in the absence of integrin to over 100 mP when
the concentration of integrin was >400 nM. The binding process
was kinetically fast and incubating the samples for longer than
5 min did not have any significant effect on the FP signal.

We then performed competition assays using increasing con-
centrations of our RGD peptides against fixed concentrations
of fluorescent probe (10 nM) and integrin (280 nM). In the
first instance we compared the binding of PEG-RGD, G1-RGD3

and G2-RGD9 in order to investigate whether the covalent den-
dritic strategy to multivalency yielded enhanced integrin binding.
Monovalent ligand PEG-RGD only reduced the normalised FP
signal to ca. 70% of its initial value, and was unable to reduce
the value below 50% (Fig. 5) even at very high concentrations
(ca. 1 mM). As expected, monovalent linear RGD only has weak
affinity for integrin,32 and is therefore unable to fully displace the
strongly binding cyclic RGD fluorescent probe from the protein.
Importantly, PEG-GGG, the negative control, did not displace
5(6)-FL-c[RGDfK] from its integrin binding site at all, with the
FP signal remaining unchanged even at the maximum tested
concentration. This demonstrates that the RGD peptide in PEG-
RGD is directly responsible for the decrease in FP signal, which
can therefore be attributed to weak integrin binding. Compound
G1-RGD3, however, showed enhanced integrin binding (Fig. 5),
reducing the normalised FP signal to <50% of its initial value
at a concentration of ca. 125 mM. Compared with cyclic RGD
peptides, this is still weak binding, but the enhancement in contrast
with the data from PEG-RGD clearly indicates the advantage of a
multivalent strategy. On a per-RGD-peptide basis, the reduction
of FP signal to below 50% of its initial value occurs at 375 mM
for G1-RGD3—significantly below the concentrations assayed for
monovalent PEG-RGD.

Fig. 5 Normalised titration curves for the displacement of
5(6)-FL-c[RGDfK] probe (10 nM) from integrin avb3 (280 nM) on the
addition of the synthetic ligands: G1-RGD3 (blue), G2-RGD9 (red),
PEG-RGD (green) and PEG-GGG (purple) after incubating at 29 ◦C for
5 min.‡§

We then investigated G2-RGD9 binding to integrin avb3 using
the same approach. On adding this second generation dendron
to the integrin, there was initially a decrease in the FP signal
as the fluorescent probe was displaced from the RGD binding
site—however, this did not occur at such low concentrations as for
G1-RGD3 (Fig. 5). This indicates that the first generation system is
better able to bind to integrin than the second generation analogue.
Similar effects have previously been reported for saccharide
binding to glycoproteins, where increased steric hindrance at
higher generations can limit the ability of the surface ligands
to effectively bind to their biological target.2a We can therefore
conclude that the first generation system is, in this case, optimal
for integrin binding and we suggest that the surface rigidity and
steric hindrance of the higher generation dendrimer acts to limit
its integrin affinity.

The data above demonstrate the advantage of a dendritic
approach to multivalency, and would suggest it is playing a
significant role in this binding event. At first sight this is surprising,
because integrin only has a single binding site, and the mechanism
by which multivalency may operate is not completely clear.
However, in this assay, the solution-phase integrin is not strictly
‘free’ protein. As a membrane-bound protein, integrin avb3 is
supplied stabilised in Triton X-100 surfactant. This was the form
of integrin used in the assays here. Fig. 6 shows the TEM image of
the Triton X-100-integrin assemblies prior to the addition of G1-
RGD3. This formulation of integrin protein is somewhat similar
to the situation within a cell membrane. As such, we propose
that the dispersion of integrin in the surfactant phase allows
the significant enhancement of binding on the application of a
multivalent, dendritic ligand.

However, it should also be noted that on further addition of
all ligands, the FP signal began to rapidly increase in intensity
(Fig. 7). This was particularly notable for G2-RGD9, where the

‡ Fluorescence polarisation data were normalised to 100 mP units in order
to enable comparability between different competition experiments.
§ Data are presented as mean values ± standard deviations from at least 5
independent scans.
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Fig. 6 TEM image of integrin-Triton X-100 assemblies prior to addition
of RGD peptide ligands—scale bar = 500 nm.

Fig. 7 Normalised titration curves at elevated concentrations for the
displacement of 5(6)-FL-c[RGDfK] probe (10 nM) from integrin avb3

(280 nM) on the addition of the synthetic ligands: G1-RGD3 (blue),
G2-RGD9 (red) and PEG-RGD (green) after incubating at 29 ◦C for
5 min.‡§

increase in FP intensity started at 250 mM, but was also the
case for G1-RGD3, where the increase started at 800 mM and
PEG-RGD, where the increase started at ca. 2 mM. It should
be noted that these linear RGD ligands are being applied at
relatively high micromolar concentrations in this assay—owing to
their low binding affinities for integrins. We therefore propose that
this increase in FP signal is caused by a non-specific interaction
between the RGD ligands and the integrin target. This could be
mediated by terminal carboxyl group on each of the ligands,
leading to non-specific binding (e.g. integrin surface binding)
and subsequent aggregation/precipitation, hence explaining the
increase in apparent FP intensity. This argument is supported
by the observation that the onset of this process occurs at
a concentration of 250 mM for G2-RGD9—an effective ligand
concentration of 2.25 mM (250 mM ¥ 9), for G1-RGD3 the effective
ligand concentration is 2.4 mM (800 mM ¥ 3) and for PEG-RGD
the effect is also observed at an effective ligand concentration of
ca. 2 mM.

We then investigated the potential of C12-RGD to bind to
integrin, and assess whether self-assembling a multivalent array
of RGD ligands is a plausible replacement strategy for the

synthetically more demanding construction of a covalent dendritic
ligand array, such as G1-RGD3. For C12-RGD, the normalised
FP signal was reduced below 50% of its initial value when the
concentration of C12-RGD was increased to ca. 200 mM (Fig. 8).
This makes monovalent C12-RGD a significantly more effective
ligand in comparative terms than the control monovalent ligand
PEG-RGD—a potential multivalent effect. It is interesting to note
that per RGD unit, C12-RGD (200 mM) is a more effective integrin
binder than G1-RGD3 (375 mM). This demonstrates that the self-
assembled system uses its peptide units more effectively in binding
to the integrin than the covalently structured dendritic array. It is
interesting to speculate that the reversible nature of self-assembly
generates ligand arrays with a greater degree of flexibility, and
potentially a better ability to satisfy the binding requirements
of the integrin. This is certainly true when comparing self-
assembling C12-RGD with second generation G2-RGD9 where
the self-assembly approach yields significantly enhanced integrin
binding—perhaps as a result of the better ability of self-assembled
ligands to recombine and better adapt to the binding site of
integrin.

Fig. 8 Normalised titration curves for the displacement of
5(6)-FL-c[RGDfK] probe (10 nM) from integrin avb3 (280 nM) on the
addition of the synthetic ligands. C12-RGD (orange), PEG-RGD (green)
and SDS (light blue) after incubating at 29 ◦C for 5 min.‡§

We suggest that binding to integrin may actually encourage the
surfactant-like peptide to aggregate, even below its CAC. It is also
plausible that C12-RGD may itself insert into the Triton X-100
assemblies and that the overall combined multivalent aggregate
then binds to integrin proteins in adjacent assemblies. TEM
imaging indicates that the Triton–integrin assemblies do change
morphology somewhat in the presence of C12-RGD, in support
of this latter hypothesis (see ESI†).

We were concerned that C12-RGD may be affecting the FP
signal by interfering with the Triton X-100 surfactant assemblies,
rather than forming specific interactions with integrin. We there-
fore tested the interaction of a control mono-anionic surfactant,
which also contained a twelve carbon atom hydrophobic chain,
sodiumdodecylsulfate (SDS), with the integrin. Detergent SDS
showed no effect at all on the FP assay (Fig. 8), unambiguously
demonstrating that the effect of C12-RGD can be attributed
to specific interactions between the RGD peptide unit of the
lipopeptide and the integrin protein, rather than the disruptive
surfactant-like nature of the compound.

This journal is © The Royal Society of Chemistry 2011 Org. Biomol. Chem., 2011, 9, 4795–4801 | 4799
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Conclusions

In summary, this paper reports the synthesis of dendritic RGD
peptides, an RGD lipopeptide and positive and negative control
peptides. Interestingly, the dendritic approach appeared to give op-
timal binding at the first generation, with the more highly branched
second generation system having lower affinity recognition as well
as a greater degree of non-specific ligand–protein interaction.
Endowing the RGD unit with a hydrophobic chain encourages
lipopeptide self-assembly and appears to enhance integrin binding.
Notably, the self-assembled approach is comparable to, and
competitive with the use of a first generation dendritic scaffold
to organise a multivalent ligand array (Fig. 9).

Fig. 9 Comparison of dendritic and self-assembled approaches to
multivalency.

As such, the data in this paper indicate that both dendritic
(covalent), and self-assembly (non-covalent) strategies to multiva-
lency can be used in similar ways to enhance the binding of RGD
peptides to integrins, although in this case, the self-assembled
approach appears to give rise to slightly higher affinity integrin
binding. In further work, by modifying the peptide (e.g. RGDS), or
changing the lipophilic group to enhance self-assembly, we believe
that significantly enhanced binding affinities will be achieved, and
alternative nanostructures with higher integrin affinities will be
achieved.
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