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Herein we describe an electroactive substrate that was
designed to turn on the migration of mammalian cells. The
migration of cells is important in many developmental and
disease processes that are temporally regulated.[1] Mechanistic
studies of cell migrationÐwhich depend on specific interac-
tions of cell-surface receptors with ligands of the extracellular
matrix[2]Ðare complicated by the large number of ligands
present in the matrix and the changes in ligand activity over

isomer in 81 % yield. Protection as the ethoxyethyl (EE) ether
followed by desilylation and oxidation of the resulting alcohol
with TPAP/NMO provided ketone 37. Exposure of 37 to EtSH
in the presence of Zn(OTf)2 gave mixed thioketal 38. Finally,
radical reduction[18] of 38 furnished the target GHIJKLM ring
system 2 in 56 % overall yield from 36. The configuration of 2
was unambiguously determined by NOE experiments.

In conclusion, we have developed a highly convergent
synthetic route to the GHIJKLM ring system 2 of ciguatoxin.
The present synthesis demonstrates the general applicability
of a strategy based on B-alkyl Suzuki coupling to the
convergent synthesis of a polyether system. Progress toward
the completion of the total synthesis of ciguatoxins is under-
way.

Received: September 18, 2000 [Z 15822]

[1] a) M. Murata, A.-M. Legrand, Y. Ishibashi, T. Yasumoto, J. Am.
Chem. Soc. 1989, 111, 8929 ± 8931; b) M. Murata, A.-M. Legrand, Y.
Ishibashi, M. Fukui, T. Yasumoto, J. Am. Chem. Soc. 1990, 112, 4380 ±
4386; c) M. Satake, A. Morohashi, H. Oguri, T. Oishi, M. Hirama, N.
Harada, T. Yasumoto, J. Am. Chem. Soc. 1997, 119, 11 325 ± 11326;
d) T. Yasumoto, T. Igarashi, A.-M. Legrand, P. Cruchet, M. Chinain, T.
Fujita, H. Naoki, J. Am. Chem. Soc. 2000, 122, 4988 ± 4989, and
references therein.

[2] For reviews on ciguatoxins, see a) T. Yasumoto, M. Murata, Chem.
Rev. 1993, 93, 1897 ± 1909; b) P. J. Scheuer, Tetrahedron 1994, 50, 3 ±
18.

[3] a) J.-N. Bidard, H. P. M. Vijverberg, C. Frelin, E. Chungue, A.-M.
Legrand, R. Bagnis, M. Lazdunski, J. Biol. Chem. 1984, 259, 8353 ±
8357; b) A. Lambet, J. N. Bidard, M. Lazdunski, FEBS Lett. 1987, 219,
355 ± 359.

[4] a) M. Sasaki, M. Inoue, T. Noguchi, A. Takeichi, K. Tachibana,
Tetrahedron Lett. 1998, 39, 2783 ± 2786; b) M. Sasaki, T. Noguchi, K.
Tachibana, Tetrahedron Lett. 1999, 40, 1337 ± 1340; c) M. Inoue, M.
Sasaki, K. Tachibana, Tetrahedron 1999, 55, 10 949 ± 10 970; d) M.
Sasaki, M. Inoue, K. Takamatsu, K. Tachibana, J. Org. Chem. 1999, 64,
9399 ± 9415; e) M. Inoue, M. Sasaki, K. Tachibana, J. Org. Chem. 1999,
64, 9416 ± 9429; f) M. Sasaki, S. Honda, T. Noguchi, H. Takakura, K.
Tachibana, Synlett 2000, 838 ± 840, and references therein.

[5] For recent synthetic studies from other groups, see a) S. Hosokawa, M.
Isobe, J. Org. Chem. 1999, 64, 37 ± 48; b) R. Saeeng, M. Isobe,
Tetrahedron Lett. 1999, 40, 1911 ± 1914; c) L. K. Eriksson, S. T. Guy, P.
Perlmutter, J. Org. Chem. 1999, 64, 8396 ± 8398; d) E. M. Campi, L. K.
Eriksson, S. T. Guy, W. R. Jackson, P. Perlmutter, J. Mol. Catal. A
1999, 143, 243 ± 252; e) T. Oishi, M. Maruyama, M. Shoji, K. Maeda, N.
Kumahara, S. Tanaka, M. Hirama, Tetrahedron 1999, 55, 7471 ± 7498;
f) K. Maeda, T. Oishi, H. Oguri, M. Hirama, Chem. Commun. 1999,
1063 ± 1064; g) H. Oguri, S. Sasaki, T. Oishi, M. Hirama, Tetrahedron
Lett. 1999, 40, 5405 ± 5408; h) T. Oishi, Y. Nagumo, J.-Y. L. Brazidec,
H. Uehara, M. Hirama, Chem. Commun. 1999, 2035 ± 2036; i) M. A.
Leeuwenburgh, C. Kulker, H. S. Overkleeft, G. A. van der Marel,
J. H. van Boom, Synlett 1999, 1945 ± 1947; j) T.-Z. Liu, M. Isobe,
Synlett 2000, 266 ± 268; k) T.-Z. Liu, B. Kirschbaum, M. Isobe, Synlett
2000, 587 ± 590; l) K. Fujiwara, H. Tanaka, A. Murai, Chem. Lett. 2000,
610 ± 611; m) T.-Z. Liu, M. Isobe, Tetrahedron 2000, 56, 5391 ± 5404;
n) K. Kira, M. Isobe, Tetrahedron Lett. 2000, 41, 5951 ± 5955, and
references therein.

[6] For reviews, see a) E. Alvarez, M.-L. Candenas, R. PeÂrez, J. L. Ravelo,
J. D. Martín, Chem. Rev. 1995, 95, 1953 ± 1980; b) Y. Mori, Chem. Eur.
J. 1997, 3, 849 ± 852.

[7] a) M. Sasaki, H. Fuwa, M. Inoue, K. Tachibana, Tetrahedron Lett.
1998, 39, 9027 ± 9030; b) M. Sasaki, H. Fuwa, M. Ishikawa, K.
Tachibana, Org. Lett. 1999, 1, 1075 ± 1077; c) M. Sasaki, K. Noguchi,
H. Fuwa, K. Tachibana, Tetrahedron Lett. 2000, 41, 1425 ± 1428; d) H.
Fuwa, M. Sasaki, K. Tachibana, Tetrahedron Lett. 2000, 41, 8371 ±
8375.

[8] For reviews on Suzuki reaction, see a) N. Miyaura, A. Suzuki, Chem.
Rev. 1995, 95, 2457 ± 2483; b) A. Suzuki, J. Organomet. Chem. 1999,
576, 147 ± 168.

[9] For recent applications of B-alkyl Suzuki coupling in syntheses of
natural products, see a) D. Meng, S. J. Danishefsky, Angew. Chem.
1999, 111, 1582 ± 1585; Angew. Chem. Int. Ed. 1999, 38, 1485 ± 1488;
b) D. Trauner, J. B. Schwarz, S. J. Danishefsky, Angew. Chem. 1999,
111, 3756 ± 3758; Angew. Chem. Int. Ed. 1999, 38, 3542 ± 3545; c) C. R.
Harris, S. D. Kuduk, A. Balog, K. Savin, P. W. Glunz, S. J. Danishefsky,
J. Am. Chem. Soc. 1999, 121, 7050 ± 7062; d) B. Zhu, J. S. Panek, Org.
Lett. 2000, 2, 2575 ± 2578; e) N. C. Kallan, R. L. Halcomb, Org. Lett.
2000, 2, 2687 ± 2690; f) S. R. Chelmer, S. J. Danishefsky, Org. Lett.
2000, 2, 2695 ± 2698; g) C. B. Lee, T.-C. Chou, X.-G. Zhang, Z.-G.
Wang, S. D. Kuduk, M. D. Chappell, S. J. Stachel, S. J. Danishefsky, J.
Org. Chem. 2000, 65, 6525 ± 6533, and references therein.

[10] Review: T. B. Grindley, Adv. Carbohydr. Chem. Biochem. 1998, 53,
17 ± 142.

[11] D. H. R. Barton, S. W. McCombie, J. Chem. Soc. Perkin Trans. 1 1975,
1574 ± 1585.

[12] a) N. Hori, H. Matsukura, G. Matsuo, T. Nakata, Tetrahedron Lett.
1999, 40, 2811 ± 2814; b) N. Hori, H. Matsukura, T. Nakata, Org. Lett.
1999, 1, 1099 ± 1101; c) G. Matsuo, N. Hori, T. Nakata, Tetrahedron
Lett. 1999, 40, 8859 ± 8862.

[13] M. Caron, K. B. Sharpless, J. Org. Chem. 1985, 50, 1557 ± 1560.
[14] a) M. Yamaguchi, J. Inanaga, K. Hirata, H. Sasaki, T. Katsuki, Bull.

Chem. Soc. Jpn. 1979, 52, 1989 ± 1993; b) J. Mulzer, P. A. Mareski, J.
Bushmann, P. Luger, Synthesis 1992, 215 ± 228.

[15] K. C. Nicolaou, G.-Q. Shi, J. L. Gunzner, P. Gärtner, Z. Yang, J. Am.
Chem. Soc. 1997, 119, 5467 ± 5468.

[16] S. J. Danishefsky, M. T. Bilodeau, Angew. Chem. 1996, 108, 1482 ±
1522; Angew. Chem. Int. Ed. Engl. 1996, 35, 1380 ± 1419.

[17] S. V. Ley, J. Norman, W. P. Griffith, S. P. Marsden, Synthesis 1994,
639 ± 666.

[18] K. C. Nicolaou, C. V. C. Prasad, C.-K. Hwang, M. E. Duggan, C. A.
Veale, J. Am. Chem. Soc. 1989, 111, 5321 ± 5330.

[19] E. J. Corey, D. P. Jardine, S. Virgil, P.-W. Yuen, R. D. Connel, J. Am.
Chem. Soc. 1989, 111, 9243 ± 9244.

[20] K. Fuji, T. Kawabata, E. Fujita, Chem. Pharm. Bull. 1980, 28, 3662 ±
3664.

[*] Prof. M. Mrksich, M. N. Yousaf, B. T. Houseman
Department of Chemistry
The University of Chicago
Chicago, IL 60637 (USA)
Fax: (�1) 773-702-0805
E-mail : mmrksich@midway.uchicago.edu

[**] We are grateful for support of this work by DARPA and the National
Institute of Health (GM 54621). This work used facilities of the
MRSEC supported by the National Science Foundation (DMR-
9808595). M. M. is a Searle Scholar and an A. P. Sloan Fellow. B. T.
Houseman is supported by MD/PhD Training Grant HD-09007.



ZUSCHRIFTEN

1128 � WILEY-VCH Verlag GmbH, D-69451 Weinheim, 2001 0044-8249/01/11306-1128 $ 17.50+.50/0 Angew. Chem. 2001, 113, Nr. 6

time. Studies of cell migration would benefit from model
substrates that both define completely the ligand ± receptor
interactions between substrate and cell and that allow those
interactions to be regulated in time. We now report a class of
dynamic substrates that can selectively ªturn onº ligands
under electrical control and induce the migration and
proliferation of cells. We use this substrate to demonstrate a
new screening assay for the discovery of promigratory and
antimigratory compounds.

The dynamic substrate is based on a self-assembled
monolayer (SAM) that presents hydroquinone groups on a
background of penta(ethylene glycol) groups.[3, 4] We have
shown that the hydroquinone group undergoes oxidation
when an electrical potential is applied to the underlying gold
film to give the corresponding quinone, which then undergoes
a selective and efficient Diels ± Alder reaction with cyclo-
pentadiene to afford a covalent adduct.[5] When the diene is
tethered to a ligand, the Diels ± Alder reaction results in the
immobilization of the ligand on the monolayer.[6] This strategy
therefore provides an electrochemical route to turn on the
presentation of immobilized ligands. The penta(ethylene
glycol) groups, which comprise the major component of the
monolayer, are critical to this design because they prevent the
nonspecific adsorption of proteins to the monolayer and

ensure that the interaction of cells with the substrate is
mediated by the immobilized ligands alone.[7]

To create a surface that could be electrically switched from
a state that prevented cell attachment (an inert monolayer) to
a state that promoted cell attachment, we prepared a
monolayer presenting hydroquinone and penta(ethylene
glycol) groups in a ratio of 1:99. This monolayer was
completely inert to the attachment of cells. Application of
an electrical potential of 500 mV (versus Ag/AgCl refer-
ence[8]) for 10 seconds resulted in the oxidation of hydro-
quinone to quinone, which then reacted with a conjugate of
cyclopentadiene and the peptide Gly-Arg-Gly-Asp-Ser-NH2

(i.e. RGD-Cp) to install the peptide at the surface (Figure 1).
This RGD peptide, found in the central cell-binding domain
of fibronectin, mediates cell adhesion by binding to cellular
integrin receptors.[9] In previous work, we showed that
monolayers presenting this peptide mixed with oligo(ethylene
glycol) groups supported the integrin-mediated attachment
and spreading of cells.[10] Swiss 3T3 fibroblasts also attached
and spread efficiently on dynamic substrates on which peptide
was immobilized.[11] Immunofluorescence microscopy showed
that the adherent cells assembled focal adhesions and actin
stress filaments (data not shown). Further, adherent cells
could be released from the substrate when soluble Gly-Arg-

Figure 1. Strategy for the design of a substrate that can be electrically switched to turn on cell adhesion. A monolayer
presenting a mixture of hydroquinone groups and penta(ethylene glycol) groups (left) is converted into a monolayer
presenting the corresponding quinone groups (center) by application of a potential to the underlying gold. Both monolayers
are inert to the attachment of cells (bottom left optical micrograph). Addition of a conjugate of cyclopentadiene and the
peptide Gly-Arg-Gly-Asp-Ser-NH2 to the monolayer presenting the quinone group results in the Diels ± Alder-mediated
immobilization of peptide (right). 3T3 Fibroblasts attach and spread on the resulting surface. Monolayers presenting the
hydroquinone group are unaffected by the treatment with RGD-Cp and remain inert to cell attachment.
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Gly-Asp-Ser-NH2 (GRGDS) was added to the medium,[10]

confirming that adhesion to the monolayer was mediated
entirely by the immobilized peptide ligands and that the
surface was otherwise inert to nonspecific adsorption and
matrix remodeling. We also found that monolayers presenting
only penta(ethylene glycol) groups remained inert to cell
attachment after an identical electrochemical and chemical
treatment, showing that cell adhesion resulted from the
Diels ± Alder mediated immobilization of peptide.

We next demonstrate that the conditions required to turn
on the immobilization of ligands are compatible with cell
culture, and that this active substrate could turn on the
migration and growth of cells in situ. We patterned a
monolayer of hexadecanethiolate into circular regions
(220 mm in diameter) and derivatized the remaining bare
regions of gold with a mixed monolayer presenting hydro-
quinone and penta(ethylene glycol) groups (Figure 2).[12, 13]

Immersion of the patterned substrate in a solution of
fibronectin resulted in adsorption of protein only to the

Figure 2. Example of turning on the migration and growth of cells with an
electroactive substrate. A) Substrates were prepared by evaporating
titanium (3 nm) and then gold (15 nm) onto glass coverslips. B) Micro-
contact printing was used to pattern hexadecanethiolate into circles. C) A
second monolayer was assembled on the remaining regions of gold by
immersing the substrate into a solution of hydroquinone-terminated
alkanethiol (HQ) and penta(ethylene glycol)-terminated alkanethiol
(EG5OH). D) The substrate was then immersed in a solution of fibronectin
in PBS for four hours. A scanning electron micrograph shows that protein
adsorbed only to the methyl-terminated regions of the monolayer.
E) 3T3 Fibroblasts attached only to the circular regions presenting
fibronectin, and when cultured in serum-containing media divided to fill
these regions entirely. The surrounding inert monolayer strictly confined
the cells to the circular regions. F) Electrochemical oxidation of the
monolayer in the presence of serum-free media containing RGD-Cp
(2 mm) led to the immobilization of the peptide and migration of cells from
the circular regions.

circular regions. Swiss 3T3 fibroblasts attached only to these
regions of the monolayer and proliferated to fill them
completely. Cells remained confined to the circular regions
for several days when cultured in serum-containing media.
The inert regions of the substrate were turned on by applying
an electrical potential of 500 mV (10 seconds) to the gold
substrate in the presence of serum-free culture medium
containing RGD-Cp (2 mm).[14] The immobilization of RGD-
Cp was essentially complete after two hours, at which time
substrates were transferred to culture-media containing
serum and maintained at 37 8C. Cells immediately began to
migrate from the circular patterns onto the regions that were
previously inert. After 7 hours most cells had moved com-
pletely off the pattern, and by 22 hours, the cells were evenly
distributed on the substrate and the original pattern was no
longer evident. After two days in culture, the cells had
proliferated to give a near confluent layer across the entire
substrate.[15] Control experiments showed that oxidation of
the substrate and addition of RGD-Cp were both required to
induce cell migration from the patterned regions.

These substrates provide new opportunities for mechanistic
studies of cell migration and for identifying molecules that
affect migration in a novel screening assay. In the screening
experiment, patterned cells are treated with candidate
molecules at a specified concentration and for a designated
period of time (Figure 3). The inert regions of the substrate

Figure 3. Example of a screening assay for compounds that influence cell
migration. Top) 3T3 Fibroblasts patterned to a substrate. Upon electro-
chemical treatment and immobilization of RGD (described in Figure 2) the
cells migrate off the pattern. Middle) Cells treated with Cytochalasin D
migrate more slowly than cells on control substrates. Bottom) Cells treated
with Nocodazole do not migrate from the pattern.

are then turned on by immobilization of RGD-Cp and cell
migration is monitored. In three parallel experiments, cells
were treated with either no compound, cytochalasin D, or
nocodazole. Both compounds disrupt remodeling of the
cytoskeleton and interfere with the migration process. Fig-
ure 3 shows the striking effects of the two drugs on migration.
Nocodazole completely prevented migration of cells from the
patterned regions, while cytochalasin D significantly retarded
migration. When the medium was exchanged to remove the
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Enantiomerically enriched organic compounds that have
been used as chiral catalysts and ligands in asymmetric
synthesis possess a heteroatom(s) such as oxygen, nitrogen,
sulfur, and phosphorus in addition to carbon and hydrogen
atom(s).[1] To the best of our knowledge, no chiral hydro-
carbon has ever been used successfully as a chiral ligand or
catalyst in asymmetric synthesis. On the other hand, [6]- and

compounds, cells resumed migration and proliferated to give a
confluent layer, indicating the drugs were not cytotoxic over
the time course of this assay.

This example establishes that the dynamic substrates are
compatible with experiments to modulate cell behavior in situ
and in real time. Our results suggest that this method will be
broadly useful in assays for screening libraries of drug
candidates that have antimigratory effects, and that can block
metastasis in cancer.[16] These substrates also offer immediate
opportunities for mechanistic studies of cell migration includ-
ing investigations of the dependence of cell migration on the
density and affinity of immobilized ligands. Finally, these
active surfaces can be combined with microelectrode arrays to
modulate the presentation of ligands on select regions of the
substrate and to even immobilize multiple ligands on the
substrate.

The most important feature of this method is that these
substrates are defined at the molecular scale and therefore
provide complete control over ligand ± receptor interactions
between cell and substrate. The use of physical organic and
synthetic chemistry was critical to the design and preparation
of this dynamic substrate. This molecular approach is
significant because it can be applied to the design of dynamic
substrates having other functions, including those that selec-
tively release immobilized ligands and that reversibly mod-
ulate the activities of ligands.[17] Most importantly, the
chemical approach described here provides unprecedented
control in developing tailored substrates for modulating cell
behavior, and will have an impact on programs in bioorganic
chemistry, cell biology, and materials science.
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