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We demonstrate the self-assembly of tripeptide amphiphiles into
spherical hollow capsules from linear nanoribbons via control of
the molecular packing. We achieved a transition of arrangement
from anisotropic to isotropic by an elaborate design of the
molecular architecture.
The self-assembly of peptide amphiphiles into well-organized
nanostructures has been the subject of intense study due to the
fundamental importance of understanding the natural peptide
assembly and their potential applications.1 Synthetic peptide
amphiphiles have adopted secondary structures like a-helices
and b-sheets, and further organized into more complicated
nanostructures.2,3
Recently, the construction of one-dimensional (1D) structures
from short peptides such as di- or tripeptide molecules has
attracted considerable attention because of their simple synthetic
procedure and well-deﬁned nanostructures with potential
applications and practical implications.4 Such nanostructures
include nanoribbons, twisted ribbons, and nanotubes obtained
from the self-assembly of simple peptides.5 Such peptides usually
consist of three main segments: (i) a hydrophobic group, commonly
a side chain of an amino acid, such as phenylalanine and
tryptophan, or aromatic segments that drive aggregation
through hydrophobic and p–p interaction; (ii) a b-sheet-forming
peptide backbone that promotes 1-D nanoﬁber structures;
(iii) a hydrophilic group either at the N or C terminal of the
peptide amphiphiles or in the side chain of an amino acid
(i.e. lysine or glutamic acid) that provides charge repulsion to
prevent undeﬁned agglomeration but instead promotes welldeﬁned nanostructures.6
In small peptide systems, the formation of b-sheet structures
is the main driving force for assembly, and 1-D nanostructures
are commonly observed due to the directional ordering derived
from b-sheet hydrogen bonding. Thus, tuning of b-sheet characteristics by modifying the molecular architecture will be a
rational strategy for the control of aqueous nanostructures.
For this reason, we designed three tripeptides based on
lysine, where the middle lysine is functionalized with pyrene
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at its e-position acting as a hydrophobic unit. The N-termini
diﬀer and are hydrogen, acetyl and Fmoc (ﬂuorenyl-9-methoxycarbonyl), respectively (Fig. 1). Our key strategy to tune b-sheet
characteristics is this variation of the N-terminal, as self-assembly
of these tripeptides requires a delicate balance between electrostatic repulsion (here: lysine ammonium side-chains), hydrogen
bonding (stabilized by hydrophobic N-termini), and hydrophobic
p–p interactions induced by the pyrene units. Herein, we present
the self-assembly of these tripeptides into 0-D vesicle, 1-D twisted
ribbon and 1-D ﬂat ribbon structures by changing the molecular
packing from an isotropic to an anisotropic arrangement induced
by b-sheet formation (Fig. 1).
Transmission electron microscopy (TEM) image of tripeptide 1
functionalized with Fmoc at the N-terminal revealed the formation
of ﬁbers with uniform diameters of 6.7 nm and lengths reaching the

Fig. 1 Molecular structures of the tripeptides and schematic presentation
of their self-assembled nanostructures. Peptide 1 which has similar height
and width aggregates into a ﬂat ribbon. Peptide 2 which can be described by
rectangular shape forms a twisted ribbon. Peptide 3 which has a more
narrow width assembles into a vesicle structure.
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Fig. 2 Negatively stained TEM images in water at 200 mM.
(a) Tripeptide 1, (b) 2, (c) 3 and insets are magniﬁed images of (a) and
(b). (d) Cryo-TEM images of tripeptide 3 (5 mM aqueous solution).

micrometer-scale (Fig. 2a). Atomic force microscopy (AFM)
images of tripeptide 1 conﬁrmed that this ﬁbril is of a ﬂat ribbon
like structure with an average height of 3.2 nm (Fig. S3, ESIw).
In contrast, tripeptide 2 functionalized with an acetyl group at
the N-terminal formed twisted nanoribbons with sizes of 8–30 nm
in width and several hundred nanometers in length (Fig. 2b).
Interestingly, tripeptide 3 showed a spherical shaped aggregation
in TEM with a radius of about 40 nm (Fig. 2c). Considering the
distance between the hydrophilic amine at the e-position of lysine
and the pyrene units in 3 to be 2.5 nm, the dimension of the
spheres exceeds the extended molecular length by a factor of about
16, which strongly suggests that the objects might be vesicles rather
than simple micelles. In addition, the concaveness which is
observed in the negatively stained TEM image indicates the shape
of shrunk spheres formed during the drying process, providing
further evidence of the hollow nature of the vesicular structures
(Fig. 2c). To further corroborate the formation of vesicles, we
performed a cryo-TEM investigation. As shown in Fig. 2d and
Fig. S8 (ESIw), the micrograph shows hollow spherical objects
with a uniform wall thickness of 3.3 nm, which is slightly less than
twice the extended molecular length, suggesting an interdigitated
bilayer molecular packing of tripeptide 3 (Fig. 1).
The self-assembling behavior of the tripeptides was further
scrutinized by ﬂuorescence spectroscopy and dynamic light
scattering (DLS) experiments. The absorption maxima of
tripeptides 1 and 2 in aqueous solution are red-shifted and the
intensities decreased with respect to the monomers in acetonitrile.
This absorption behavior and the observed quenching of ﬂuorescence indicate J-type aggregation of the pyrene segments within the
ribbon structure (Fig. S4 and S5, ESIw).7 Remarkably, the ﬂuorescence of tripeptide 3 only showed the excimer peak at longer
wavelength regions in water, which is an indication of inter-pyrene
electronic communication between closely packed pyrene units in
the excited state (Fig. 3a).8 DLS experiments of 3 showed a
monomodal size distribution with an average hydrodynamic radius
(RH) of 40 nm (Fig. 3b). In comparison, tripeptides 1 and 2 showed
bimodal distributions and hydrodynamic radii much larger than
that of 3. These results correlate with the TEM data.
Fourier-transform infrared (FTIR) spectroscopy and circular
dichroism (CD) studies were applied to determine the secondary
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Fig. 3 (a) Fluorescence spectrum (lex = 340 nm) of tripeptides in
aqueous solution at 1 mM. Only 3 shows the excimer peak at 490 nm.
Inset: 1 mM aqueous solutions of 1 (left), 2 (middle), 3 (right) illuminated
by a UV (365 nm) lamp. (b) RH distribution of peptides obtained by DLS
(200 mM aqueous solutions). (c) FTIR spectra of peptides in D2O at
1 mM. (d) CD analysis of peptide secondary structures (1 mM aqueous
solution) 1 (solid), 2 (dashed) and 3 (dotted).

structure within the self-assembled nanostructures.9 As shown
in Fig. 3c, the FTIR spectrum of tripeptide 1 shows a strong
band at 1625 cm 1 and a weak signal at 1675 cm 1, which
are typical signals of antiparallel b-strands.10 In contrast,
tripeptide 2 showed a broad peak at 1633 cm 1, indicative of
the weak b-sheet hydrogen boding within the twisted ribbon.
Tripeptide 3 showed a strong peak at 1672 cm 1 which is
assigned to the triﬂuoroacetate counterions of the ammonium
group in lysine units.11 This indicates that tripeptide 3 adopts a
random coil structure between the peptide backbone, as revealed by
the lack of the characteristic peaks of hydrogen bonding in
the FTIR spectrum. The CD spectrum of tripeptide 1 showed
pronounced negative Cotton eﬀects in water, while 2 and 3
displayed ﬂat signals. This indicates that Fmoc-containing
tripeptide 1 assembles into highly oriented chiral structures
in water via strong b-sheet formation (Fig. 3d).
We propose a packing model for the self-assembly of the
tripeptides as shown in Fig. 1. In the case of tripeptide 1, the
6.7 nm width of the ribbon structure ﬁts well with the length of
three pairs of stacked b-sheets in an antiparallel packing
fashion (the length of one fully extended monomeric unit was
determined to be 2.2 nm from molecular modeling). Furthermore,
the 3.2 nm height of the nanoribbon determined by AFM is
comparable to the calculated height of an interdigitated b-sheet
bilayer stack, presumably driven by hydrophobic and p–p stacking
interactions of overlapped pyrene units (Fig. 1). The nanoribbons
are composed of a hydrophobic pyrene interior in the bilayer
b-sheet peptide domains, and a hydrophilic exterior consisting
of the side chain of two lysines facing the aqueous interface.
The b-sheet structure might be further stabilized by intermolecular p–p interaction between the ﬂuorenyl groups of
neighboring antiparallel b-sheets.
The decreasing hydrophobicity of the N-terminal group
from Fmoc to acetyl induced a morphological transition from
a long ﬂat ribbon to a short twisted ribbon. This is because
of a loss of p–p interactions between neighboring antiparallel
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b-sheets, which results in a destabilization of the b-sheet and a
premature termination of ribbon growth. The resulting decreased
interaction between b-sheets causes weak directional ordering
along the peptide backbone, resulting in the increase in width
and formation of a twisted structure rather than a laterally
ﬁnite ﬂattened ribbon.
The removal of the hydrophobic group from the N-terminal
changes the molecular packing from an anisotropic conformation
to an isotropic one. Tripeptides 1 and 2 show directional order
forming b-sheets induced by the hydrophobic interactions at
N-termini, resulting in a 1-D nanoribbon structure. In the case
of peptide 3, the absence of the hydrophobic interactions at
N-termini increases the ﬂexibility of the molecular arrangement,
which provides the possibility of forming curvature. Also, by the
ﬂexibility of the molecular arrangement, peptide 3 can make a
denser packing structure with a face-to-face overlapping of interpyrene units resulting in excimer formation. These results suggest
that tripeptide 3 adopts an isotropic planar conformation rather
than the directional ordered anisotropic conformation like 1 and 2,
leading to hollow vesicular structures.
In conclusion, we reported the rational design of tripeptide
amphiphiles for the formation of 0-D and 1-D nanostructures
and explained the self-assembling behavior based on their
molecular architecture. Tripeptide 1 forms 1-D ﬂat ribbons
through an anisotropic arrangement of peptides by strong
b-sheet formation stabilized with intermolecular ﬂuorenyl p–p
interaction at the N-terminal Fmoc. Peptide 2 with acetyl as a
smaller hydrophobic N-terminal, aggregates into a twisted
ribbon structure due to weaker b-sheet formation. The
removal of the hydrophobic group from the N-terminal induces
an isotropic molecular packing, resulting in 0-D spherical
nanocapsules. The results here imply that a delicate balance
between b-sheet formation and hydrophobic p–p interaction
plays a critical role in the self-assembly of short peptide
amphiphiles. We believe that this fundamental understanding
of peptide self-assembly will provide an important strategy to
design well-deﬁned nanostructures using small peptide building
blocks for advanced nano- and biomaterials.
We gratefully acknowledge the National Research Foundation
of Korea (NRF) grant funded by the Korean government (MEST)
(No. 2012-0001240 and 2011-35B-C00024). We acknowledge a
fellow of BK21 program from the Ministry of Education and
Human Resource Development.

Notes and references
1 (a) E. Gazit, Chem. Soc. Rev., 2007, 36, 1263–1269; (b) S. Zhang,
Nat. Biotechnol., 2003, 21, 1171–1178; (c) Y. Lim, K. S. Moon and
M. Lee, Chem. Soc. Rev., 2009, 38, 925–934; (d) M. Zelzer and

This journal is

c

The Royal Society of Chemistry 2012

2

3

4

5

6

7
8

9

10

11

R. V. Ulijn, Chem. Soc. Rev., 2010, 39, 3351–3357; (e) H. Cui,
M. J. Webber and S. I. Stupp, Biopolymers, 2010, 94, 1–18.
(a) V. Percec, A. E. Dulcey, V. S. K. Balagurusamy, Y. Miura,
J. Smidrkal, M. Peterca, S. Nummelin, U. Edlund, S. D. Hudson,
P. A. Heiney, H. Duan, S. N. Magonov and S. A. Vinogradov,
Nature, 2004, 430, 764–768; (b) I. W. Hamley, Soft Matter, 2011, 7,
4122–4138; (c) Y. Lim, K. Moon and M. Lee, Angew. Chem., Int.
Ed., 2009, 48, 1601–1605; (d) S. Scanlon and A. Aggeli, Nano
Today, 2008, 3, 22–30; (e) X. Zhao, F. Pan, H. Xu, M. Yassen,
H. Shan, C. A. E. Hauser, S. Zhang and J. R. Lu, Chem. Soc. Rev.,
2010, 39, 3480–3498.
(a) A. Aggeli, M. Bell, N. Boden, J. N. Keen, P. F. Knowles, T. C. B.
McLeish, M. Pitkeathly and S. E. Radford, Nature, 1997, 386,
259–262; (b) R. P. W. Davies, A. Aggeli, A. J. Beevers, N. Boden,
L. M. Carrick, C. W. G. Fishwick, T. C. B. McLeish, I. Nyrkova and
A. N. Semenov, Supramol. Chem., 2006, 18, 435–443; (c) H. Cui,
T. Muraoka, A. Cheetham and S. I. Stupp, Nano Lett., 2009, 9,
945–951; (d) M. J. Krysmann, V. Castelletto, J. E. McKendrick,
L. A. Clifton and I. W. Hamley, Langmuir, 2008, 24, 8158–8162;
(e) C. W. G. Fishwick, A. J. Beevers, L. M. Carrick,
C. D. Whitehouse, A. Aggeli and N. Boden, Nano Lett., 2003, 3,
1475–1479.
(a) H. Shao, J. W. Lockman and J. R. Parquette, J. Am. Chem.
Soc., 2007, 129, 1884–1885; (b) Y. Lin, Y. Qiao, P. Tang, Z. Li and
J. Huang, Soft Matter, 2011, 7, 2762–2769; (c) N. Amdurskky,
M. Molotskii, E. Gazit and G. Rosenman, J. Am. Chem. Soc.,
2010, 132, 15632–15636.
(a) H. Shao, T. Nguyen, N. C. Romano, D. A. Modarelli and
J. R. Parquette, J. Am. Chem. Soc., 2009, 131, 16374–16376;
(b) M. Reches and E. Gazit, Phys. Biol., 2006, 3, S10–S19;
(c) H. Shao, J. Seifert, N. C. Romano, M. Gao, J. J. Helmus,
C. P. Jaroniec, D. A. Modarelli and J. R. Parquette, Angew. Chem.,
Int. Ed., 2010, 49, 7688–7691; (d) H. Shao and J. R. Parquette,
Chem. Commun., 2010, 46, 4285–4287.
(a) M. Z. Menzenski and I. A. Banerjee, New J. Chem., 2007, 31,
1674–1680; (b) G. Cheng, V. Castelletto, C. M. Moulton,
G. E. Newby and I. W. Hamley, Langmuir, 2010, 26, 4990–4998;
(c) R. Orbach, L. Adler-Abramovich, S. Zigerson, I. MironiHarpaz, D. Seliktar and E. Gazit, Biomacromolecules, 2009, 10,
2646–2651.
(a) F. Wurthner, T. E. Kaiser and C. R. Saha-Moller, Angew.
Chem., Int. Ed., 2011, 50, 3376–3410; (b) J. B. Birks, Rep. Prog.
Phys., 1975, 38, 903–974.
(a) K. H. Han, E. Lee, J. S. Kim and B. K. Cho, J. Am. Chem. Soc.,
2008, 130, 13858–13859; (b) J. S. Yang, C. S. Lin and C. Y. Hwang,
Org. Lett., 2001, 3, 889–892; (c) E. J. Jun, H. N. Won, J. S. Kim,
K. H. Lee and J. Yoon, Tetrahedron Lett., 2006, 47, 4577–4580.
(a) M. A. Bryan, J. W. Brauner, G. Anderle, C. R. Flach,
B. Brodsky and R. Mendelsohn, J. Am. Chem. Soc., 2007, 129,
7877–7884; (b) J. Kong and S. Yu, Acta Biochim. Biophys. Sin.,
2007, 39, 549–559; (c) S. M. Kelly and N. C. Price, Curr. Protein
Pept. Sci., 2000, 1, 349–384.
(a) R. Khurana and A. L. Fink, Biophys. J., 2000, 78, 994–1000;
(b) P. Kupser, K. Pagel, J. Oomens, N. C. Polfer, B. Koksch,
G. Meijer and G. von Helden, J. Am. Chem. Soc., 2010, 132,
2085–2093; (c) D. M. Kashirinn, A. V. Sibilev, V. L. Beloborodov
and V. I. Deigin, Pharm. Chem. J., 2000, 34, 619–622.
(a) C. J. Bowerman, W. Liyanage, A. J. Federation and B. L. Nilsson,
Biomacromolecules, 2011, 12, 2735–2745; (b) J. Madine, H. A. Davies,
C. Shaw, I. W. Hamley and D. A. Middleton, Chem. Commun., 2012,
48, 2976–2978.

Chem. Commun., 2012, 48, 8481–8483

8483

