ELSEVIER

Available online at www.sciencedirect.com

ScienceDirect

Tetrahedron
Letters

Tetrahedron Letters 49 (2008) 2701-2703

A co-assembled probing system using the homoadenine
self duplex signal

Young Jun Seo, Sankarprasad Bhuniya, Jeong Wu Yi, Byeang Hyean Kim *

Department of Chemistry, BK School of Molecular Science, Pohang University of Science and Technology, Pohang 790-784, Republic of Korea

Received 5 February 2008; revised 26 February 2008; accepted 29 February 2008
Available online 4 March 2008

Abstract

A co-assembly system consisting of fluorescent oligodeoxynucleotide (ODN) and biotin has been developed to recognize streptavidin
and it shows a fluorescent discrimination between blue and red signals through recognizing streptavidin.

© 2008 Elsevier Ltd. All rights reserved.

Self-assembled hydrogelators are promising supramole-
cules for use in the fields of gene/drug delivery systems,
implanted materials, and diagnostic and other medical
applications.' These important materials have the special
potential to entrap peptides, proteins, enzymes, and nucleic
acids without denaturation.” Hydrogels are also used to
build up peptide/protein microarrays,® affording a semi-
wet sensor as a matrix.>* Here we report how a fiber pat-
terned xerogel of a biotin hydrogelator® is co-assembled
with a specific fluorescent oligodeoxyadenylate system.®
This co-assembled system acts as a biosensor that can
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detect streptavidin®’ and discriminate it from other pro-
teins through a fluorescent signal change (Fig. 1).

We used ODN S1 (Fig. 2) as a probing material. ODN
S1 is a homoadenine self-duplex material that exhibits a
reddish color in solution (sol) under aqueous buffer condi-
tions.® However, it turned blue upon binding to the com-
plementary sequence ODN S2 (Fig. 3). We also used the
modified synthetic biotin G1 as hydrogelator.’

We first studied whether ODN S1 can be used as a
sol-gel transition signaling material. We added the hydro-
gelator G1 to the ODN S1 solution (0.3% MGC (minimum

Homoadenine
self structure

Xerogel
deformation

Fig. 1. Cartoon representation of the sol-‘solid island’-sol transition involving the ODN S1, gelator G1, and S1-G1 co-assembly to probe streptavidin.
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Fig. 2. Sequences of ODNs and the structure of the biotin hydrogelator
(G1).
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Fig. 3. (A) Photo image of sol to gel transition. (B) Normalized emission
spectra of (a) ODN S1 (sol), (b) duplex ODN S1-S2 and (c) Gl-gel
containing ODN S1. All samples were prepared in buffer (100 mM Tris—
HCI, 10 mM MgCl,, 100 mM NaCl; pH 7.2) and imaged at 20 °C while
irradiating at 386 nm.

gelation concentration)), and it formed the gel. We
observed fluorescence changes of ODN S1 during the
sol-gel transitions of the hydrogelator G1. In the solution,
ODN S1 exhibited its original reddish orange color,
whereas in the gel (0.3% MGC) it exhibited a blue color
(Fig. 3). This shows that ODN S1 can be used as a signal
unit in the hydrogelator.

In the course of this experiment we observed an interest-
ing phenomenon: ODN S1 was adsorbed on the G1 xerogel
(solid) before gel formation with a concomitant color
change from red to blue. Xerogel (solid) made of the biotin
hydrogelator G1 (1 mg, 2.8 mmol) was added to a solution
of ODN S1 (200 pL, 1.5 uM), and the resulting mixture
was set aside. After 12 h, the reddish color of the ODN
S1 probe in the solution had changed to blue on the surface
of the gelator particles (Fig. 4A).

From the emission spectra at different time intervals, we
observed a Ay. change of ODN S1 from 580 nm (red) to
465 nm (blue) (Fig. 4B). We believe that the homoadenine
self-duplex structure that formed between the modified
pyrene-containing ODN units in the solution state must
be changed after adsorption on the G1 xerogel.

The adsorption of ODN S1 on the G1 xerogel was con-
firmed using HPLC analysis. We synthesized an ODN S3
(Fig. 2; same sequence as that of ODN S1 but without
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Fig. 4. (A) Photo image of a solution of ODN S1 before and after the
addition of G1 xerogel (12 h). (B) Changes in the emission spectrum of
ODN S1 after adding G1 xerogel at different intervals of time. All samples
were prepared in buffer (100 mM Tris-HCI, 10 mM MgCl,, 100 mM
NaCl; pH 7.2) and the photo images were obtained at 20 °C using an
SL-20 High Performance Visualizer (Bioscience Co., Ltd, Seoul). Emission
spectra were obtained at 20 °C under irradiation at 386 nm.

pyrene) as control. First, a solution containing the ODN
(S1 or S3) was added to the G1 xerogel. After 12 h incuba-
tion the solution from each experiment was subjected to
HPLC analysis. In the chromatogram of the solution con-
taining S1, a dramatic decrease in the intensity of ODN S1
was observed, while in the chromatograms of the solutions
containing ODN S3, the intensity of the ODN did not
change. The HPLC study indicates that only ODN Sl1
(containing pyrene attached to deoxyadenosines) binds to
the G1 biotin xerogel in the solid isolated state. Next we
added unmodified biotin to the ODN S1 solution to con-
firm that the color change of this system originated from
the hydrophobic interaction between xerogel and ODN
S1. Unlike modified biotin (xerogel), the color change
and adsorption were not shown in the unmodified biotin.
We believe that, in this case, the hydrophobic unit (pyrene)
of ODN S1 interacts with the hydrophobic pocket of the
gel fibers.'’

Based on the above result, we suggest that there is a cer-
tain hydrophobic interaction between the pyrenes of ODN
S1 and the G1 xerogel; the only difference between ODN
S1 and ODN S3 is the presence of the pyrenes (in S1),
which are well-known hydrophobic planar aromatic bulky
molecules.

Biotin binds to the tetrameric structure of streptavidin.
This remarkable affinity has been utilized for bioanalysis,
immunolabeling, diagnostics, and affinity targeting.'’
More recently, this technology has been applied in bioengi-
neering and biomedicine, especially in drug targeting.''
Therefore, detection of this interaction and characteriza-
tion of streptavidin are standard tasks.

We investigated the biological sensor activity of an iso-
lated ODN S1-G1 co-assembly system. We prepared four
sample proteins—target protein streptavidin and BSA,
mut-S and mut-L as control proteins—to clarify the
sensitivity of ODN S1-G1 co-assembly islands. The basic
concept is that as our ODN S1-G1 co-assembly islands
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Fig. 5. Photo images of the ODN S1-G1 co-assembly islands. (A) Before
the addition of proteins, (B) After the addition of al = streptavidine,
bl =BSA, cl =mut-S or dl =mut-L. (C) Emission spectra at different
amounts of streptavidin, 1 =0.2mg, II1=04mg, Il =0.6mg, IV=
0.8 mg, V=1 mg. (Spectral conditions were the same as in Fig. 3.)

contain biotin, which can bind with streptavidin, the addi-
tion of streptavidin to this system must induce some phys-
ical change in the island system. In fact we did observe
disruption of the xerogel structure and, also, an intense
color change from blue to red after the addition of strepta-
vidin to S1-G1 co-assembly islands. Other proteins such as
BSA, mut-S and mut-L did not show the color change
(Fig. SA and B). We also observed a consistent increase
in emission intensity on increasing the amount of the strep-
tavidin (Fig. 5C).°

At the molecular level, after the addition of streptavidin
to the ODN S1-G1 co-assembly islands, the ureido group
of biotin must bind with streptavidin. As a consequence,
the co-assembled xerogel collapses. This disruption results
in the release of ODN S1 to the solution, where it regains
its original homoadenine self structure.

In conclusion, we have developed a co-assembly system
to discriminate streptavidin from other general proteins
using fluorescent ODN S1 and biotin-based hydrogelator
G1. At first, we observed a fluorescence signal change from
red to blue on addition of ODN S1 to the G1 xerogel. The
adsorption could be due to hydrophobic interactions
between the pyrene units of ODN S1 and the G1 xerogel
fibers. Such ODN S1-G1 ‘co-assembly system’ is disrupted

on addition of only streptavidin, as a result, the homoade-
nine self-duplex of ODN S1 is reproduced with fluores-
cence signal change. Thus, our ODN S1-G1 xerogel
‘co-assembly system’ is promising as a new optical strepta-
vidin sensor.

Acknowledgments

We are grateful to KOSEF for financial support through
the National Research Laboratory Program (Laboratory
for Modified Nucleic Acid Systems), the Gene Therapy
R&D program (M10534000011-05N3400-01110) and the
KNRRC program. We thank Prof Changill Ban for
providing the BSA, mut-S and mut-L samples.

References and notes

1. (a) Katakura, H.; Harada, A.; Kataoka, K.; Furusho, M.; Tanak, M.;
Wada, H.; Ikenaka, K. J. Gene. Med. 2004, 6, 471-477; (b) Ooya, T.;
Eguchi, M.; Yui, N. J. Am. Chem. Soc. 2003, 125, 13016-13017; (c)
Langer, R. Science 2001, 293, 58-59; (d) Venkatesan, N.; Seo, Y. J,;
Bang, E. K.; Park, S. M.; Lee, Y. S.; Kim, B. H. Bull. Korean Chem.
Soc. 2006, 27, 613-630; (e) Bhuniya, S.; Kim, B. H. Chem. Commun.
2006, 1842-1844.

2. (a) Kiyonaka, S.; Sugiyasu, K.; Shinkai, S.; Hamachi, 1. J. Am. Chem.
Soc. 2002, 124, 10954-10955; (b) Kiyonaka, S.; Shinkai, S.; Hamachi,
1. Chem. Eur. J. 2003, 9, 976-983; (c) Hamachi, I.; Kiyonaka, S.;
Shinkai, S. Chem. Commun. 2000, 1281-1282; (d) Jung, J. H.; Rim, J.
A.; Lee, S. J.; Lee, H.; Park, S. M.; Kim, B. H. Bull. Korean Chem.
Soc. 2005, 26, 34-35; (e) Park, S. M.; Lee, Y. S.; Kim, B. H. Chem.
Commun. 2003, 2912-2913.

3. Kiyonaka, S.; Sada, K.; Yoshimura, I.; Shinkai, S.; Kato, N.;
Hamachi, 1. Nat. Mater. 2004, 3, 58-59.

4. Yoshimura, I.; Miyahara, Y.; Kasagi, N.; Yamane, H.; Ojida, N.;
Hamachi, 1. J. Am. Chem. Soc. 2004, 126, 12204-12205.

5. (a) Xing, B. G.; Yu, C. W.; Chow, H. K.; Ho, P. L.; Fu, D. G.; Xu, B.
J. Am. Chem. Soc. 2002, 125, 14846-14847; (b) Yang, Z.; Gu, H;
Zhang, Y.; Wang, L.; Xu, B. Chem. Commun. 2004, 208-209; (c) van
Bommel, K. J. C.; Stuart, M. C. A.; Feringa, B. L.; Esch, J. V. Org.
Biomol. Chem. 2005, 3, 2917-2920.

6. Fald, k.; Leclerc, M. J. Am. Chem. Soc. 1998, 120, 5274-5278.

7. Chen, L.; McBranch, D. W.; Wang, H-L.; Helgeson, R.; Wudl, F.;
Whitten, D. G. Proc. Natl. Acad. Sci. U.S.A. 1999, 96, 12287-
12292.

8. Seo, Y.J.; Rhee, H.; Joo, T.; Kim, B. H. J. Am. Chem. Soc. 2007, 129,
5244-5247.

9. Bhuniya, S.; Park, S. M.; Kim, B. H. Org. Letz. 2005, 7, 1741-1744.

10. Maitra, U.; Mukhopadhyay, S.; Sarkar, A.; Rao, P.; Indi, S. Angew.
Chem., Int. Ed. 2001, 40, 2281-2283.

11. (a) Graf, R.; Friedl, P. Anal. Biochem. 1999, 273, 291-297; (b)
Nakamura, M.; Tsumoto, K.; Ishimura, K.; Kumagai, 1. Anal
Biochem. 2002, 304, 231-235; (c) Wilchek, M.; Bayer, E. A. Biomol.
Eng. 1999, 16, 1-4; (d) Wilchek, M.; Bayer, E. A. Anal. Biochem.
1988, /71, 1-32.



	A co-assembled probing system using the homoadenine self duplex signal
	Acknowledgments
	References and notes


