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Cationic water-soluble cyclophane bearing a pyrene 1 was
synthesized as a host for inclusion of anionic guest molecules.
Cationic host 1 was found to be incorporated into human
hepatoblastome HepG2 cells effectively. Moreover, 8-anilinonaph-
thalene-1-sulfonate (ANS) having an inherent poor cell perme-
ability was taken up into the cells in the presence of 1 through
formation of hostguest complexes.

The development of artificial carriers exhibiting cellular
uptake capability is of great importance for applications such as
drug delivery systems1 and live-cell imaging.2 Organic chemists
have made numerous attempts to develop artificial carriers based
on polymers,3 dendrimers,4 and other molecular assemblies5 that
can permeate and invade cells. The cellular uptake of the artificial
carriers is claimed to depend principally on the size, hydro-
phobicity, and hydrophilicity of the molecules.6 On these grounds,
we have focused on water-soluble cyclophanes having a well-
defined molecular structure and an inherent potential to act as
a host for inclusion of guest molecules. In order to develop
functionalized cyclophanes7 as a carrier, we have now designed
new cationic and anionic fluorescent cyclophanes 1 and 2,
respectively, which are composed of a tetraaza[6.1.6.1]paracyclo-
phane skeleton, three polar side chains, and a pyrene moiety
(Figure 1). We report here the synthesis of water-soluble cyclo-
phanes having a pyrene moiety, their guest-binding abilities, and
cellular uptake with emphasis on the molecular delivery.

Cationic cyclophane bearing pyrene group 1 was prepared by
following the reaction sequence given in Scheme 1. Anionic
cyclophane 2 was derived from 1 by a reaction with succinic
anhydride (Scheme 1). All the novel products were purified by
gel-filtration chromatography and identified by 13CNMR and IR
spectroscopy as well as by elemental analyses (see the Supporting
Information).8 Even though compounds 1 and 2 contain a
hydrophobic cavity and a pyrene group, both compounds are
soluble in aqueous neutral media at biological pH owing to three
polar side chains.

Pyrene-appended water-soluble cyclophanes 1 and 2 showed
characteristic fluorescence spectra originating from pyrene moie-

ties in aqueous media (Figure 2). The guest-binding behavior of 1
and 2 toward a well-known fluorescent guest, 8-anilinonaphtha-
lene-1-sulfonate (ANS),9 was examined by fluorescence spec-
troscopy in aqueous HEPES {2-[4-(2-hydroxyethyl)-1-piperazin-
yl]ethanesulfonic acid} buffer (0.01M, pH 7.4, 0.15M with NaCl).
Upon addition of ANS to an aqueous HEPES buffer containing 1,
a fluorescence intensity originating from pyrene moiety of 1 at 379
and 396 nm decreased along with a concomitant increase of the
fluorescence intensity of entrapped ANS molecules at around
510 nm, as shown in Figure 2a, reflecting the formation of host
guest complexes. Such fluorescence quenching of 1 at 379 and
396 nm seems to be caused by the interactions between the pyrene
group of 1 and entrapped ANS molecules. A similar trend of guest-
binding behavior was also observed for complexation of 2 with
ANS (Figure 2b). Binding constants (K) for the 1:1 hostguest
complexes were calculated on the basis of a BenesiHildebrand
relationship on the basis of spectroscopic data obtained at various
concentrations of the guests in a manner as described previously;10

7.2 © 104 and 2.1 © 104M¹1 for the complexes of 1 and 2,
respectively.

First, we investigated the cell (human hepatoblastome HepG2
cells) uptake of water-soluble cyclophanes with a pyrene moiety 1
and 2 using microscopic observation with a fluorescent micro-
scope. The cells were exposed to either cationic host 1 or anionic
host 2 for 60min and incubated for 6 h at 37 °C followed by
washing. Fluorescence images were recorded at the excitation

Figure 1. Water-soluble cyclophanes having a pyrene moiety 1 and
2 and ANS.
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Scheme 1. Preparation of 1 and 2. Reagents and conditions: (a)
Fmoc-¢-Ala, DCC, DCM; (b) piperidine, DCM; (c) 1-pyrenebutylic
acid, DCC, DCM; (d) 30% TFA; (e) succinic anhydride, DCM.

Figure 2. Fluorescence spectral changes for aqueous solution of 1
(a) and 2 (b) upon addition of ANS in HEPES buffer (0.01M, pH 7.4,
0.15M with NaCl) at 298K. [1] = [2] = 1.0¯M. [ANS] = 0, 5.0, 10,
15, 20, 25, 30, 35, and 40¯M (from top to bottom at 379 and 396 nm).
Ex. 322 nm.
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wavelength of pyrene and the emission wavelength for the blue
fluorescence. As shown in Figure 3, the microscopic images
revealed that cationic host 1 was taken up efficiently by the cells,
while anionic host 2 was taken up poorly. These results suggested
that the poor cellular uptake of anionic host 2 seems to be caused by
the electrostatic repulsion between anionic host and negative
charges at the cellmembrane surfaces. In the case of cationic host 1,
the resulting host was distributed in the cytoplasm rather than in the
nucleus of the cell. The localization of the host upon cell uptake
was explored in more detail using double staining experiments11

with LysoTracker Red12 which was commonly used as a lysosomal
marker (Figure 4). Red-labeled lysosomes manifest themselves
upon excitation, as shown in Figure 4b. Computer overlap of the
two micrographs, i.e., red LysoTracker Red and green pyrene host
1, affords merged yellow-to-orange spots (Figure 4c). These results
indicated that cationic host 1was incorporated in the lysosomes and
hence may have been taken into the cells via endocytosis.

We further investigate cellular uptake of ANS molecules in
the absence and presence of 1 using microscopic observation. As a
control experiment in the absence of 1, HepG2 cells were exposed
to ANS alone for 60min and incubated for 6 h at 37 °C followed
by washing. The fluorescence intensity originating from internal-
ized ANS was hardly detectable (Figure 5a). On the other hand,
the amount of ANS internalized into the cells was enhanced in the
presence of 1 compared to the case in the absence of 1 (Figure 5b).
Therefore, ANS molecules were delivered into the cells to some
extent through formation of the hostguest complexes.13

In conclusion, cationic cyclophane 1 was incorporated into
HepG2 cells effectively as confirmed by fluorescent microscopic
observation. Moreover, ANS having poor cell permeability was
taken up into the cells in the presence of 1 through formation of the
hostguest complexes. We believe that our concept of molecular
design provides a useful guidepost for preparation of carrier
models that are capable of performing as drug delivery systems.
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Figure 3. Microphotographs (top) and their fluorescence images
(bottom) of HepG2 cells after a 60min incubation with an aqueous
solution (pH 7.3 with PBS) of (a) 1 (5 nM) and (b) 2 (5 nM) at 37 °C,
followed by washing twice the PBS buffer. The cells were then
incubated for 6 h and analyzed by fluorescence microscopy.

Figure 4. Cellular distribution of 1 (blue, a) and LysoTracker Red
(red, b) in HepG2 cells after incubation in the presence of 1 (5 nM) for
1 h and then, LysoTracker RED (50 nM) for 10min at 37 °C. The
image shown in (c) is the overlay of the green (a) and red (b) image.

Figure 5. Microphotographs (top) and their fluorescence images
(bottom) of HepG2 cells after a 60min incubation with an aqueous
solution (pH 7.3 with PBS) of (a) ANS (5 nM) and (b) ANS
(5 nM) + 1 (5 nM) at 37 °C, followed by washing twice the PBS
buffer. The cells were then incubated for 6 h and analyzed by
fluorescence microscopy.
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