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Over the past two decades, DNA hybrid materials have become
the materials of choice in the development of new strategies for genetic
detection,' templated synthesis,” programmed self-assembly,” and
molecular computing.* Hybridized mixtures of materials containing
multiple DNA strands, such as DNA-functionalized comb polymers’
and DNA-functionalized gold nanoparticles (GNPs),® have notably
sharpened dehybridization, or melting, profiles compared to unmodified
DNA:DNA duplexes. This enhanced melting property can be used to
improve the selectivity for single-nucleotide polymorphisms (SNPs)
and has been attributed in one model to cooperative melting of
neighboring duplexes.’ This “neighboring-duplex” model proposes that
hybridization of complementary multi-DNA materials leads to a
network of interlinked DNA duplexes where the condensed ion cloud
around each DNA duplex can appreciably overlap with those of its
neighbors. Under these conditions, the coalesced ion cloud stabilizes
the duplexes, causing them to melt as a cooperative unit in a switchlike
fashion.® Such cooperative melting is predicted to be observable with
as few as 2—3 cooperative duplexes,”'® beyond the limit of alternative
theories that ascribe sharp melting behavior to macroscopic phase
transition (see Supporting Information (SI) for details)."’

To date, switch-like melting transitions have only been observed
for large polymer-DNA>® and GNP-DNA aggregates® linked through
numerous DNA duplexes. Herein, we report the first observation of
cooperative melting in discrete DNA-hybrid structures where caged
dimers are formed from small molecule-DNA hybrids (SMDHs)
possessing only three DNA strands around a rigid (r) small-molecule
core (Figure 1, pathway a). This result demonstrates the important roles
that local geometry and ion concentration play in DNA hybridization/
dehybridization processes and points the way for designing new DNA-
based materials with enhanced recognition properties.

Our rSMDHs were designed with a rigid tris(phenylacetylene) core
that allows for the placement of exactly three DNA strands at 120°
intervals with a fixed distance from the central benzene. While these
rSMDH cage dimers possess fewer DNA strands per structure than
the polymer-DNA and GNP-DNA hybrids, they exhibit similarly
sharpened melting transitions. When compared to unmodified DNA:
DNA duplexes, their melting temperatures (7y,) increased by >10 °C
and their transitions narrowed from >20 to 3 °C.

Previous theoretical'? and experimental'* studies on the aggregation
behavior of complementary structures with three or more “arms”
surrounding a central hub found that A:B dimers tend to form when
the corresponding partners are combined in dilute solutions. Accord-
ingly, we expect that a dilute 1:1 mixture of rfSMDH molecules
possessing complementary DNA strands, attached through the 5
terminus, would result in caged dimers (Figure 1, pathway a). By
design, the rigid small-molecule core and short spacer sequences
consisting of six thymidine units (Ts) would allow these dimers to
have all three duplexes approximately parallel to each other with 20—40
A duplex center—duplex center distances, within the theoretical
distance necessary for ion-cloud overlap.” In contrast, concentrated
samples are not expected to melt cooperatively as they should form
large aggregates (Figure 1, pathway b) with the ion clouds not in
parallel alignment.
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Figure 1. Synthetic scheme for rfSMDHs and possible hybridized structures
between rSMDH-A and rSMDH-B, with a digital image of a native PAGE gel
containing rfSMDH materials: lane 1, A:B rfSMDH caged dimers formed in
dilute solution; lane 2, purified nonhybridized rfSMDH-A; lane 3, crude sample
of nonhybridized rSMHD-A showing a large percentage of cores with
incomplete DNA conjugation. Both the 1-arm and 2-arm functionalized
materials can be seen eluting faster than the fully conjugated rfSMDH-A. Lane
4, A:B rSMDH aggregates formed in concentrated solution. While the
concentrated sample may have up to 50% of the dimer present (based on the
gel data, see also Figure SI-2), the observed melting is noncooperative.

Symmetric rfSMDH materials were prepared by synthesizing the
initial DNA arm from the surface of a controlled porosity glass bead
(CPG), followed by addition of the small-molecule core 1 and coupling
of the two remaining DNA arms (Figure 1).'* Following removal from
the solid support, the crude rfSMDH products were purified by size-
selective dialysis to give the desired triply functionalized rSMDHs.

Hybridized rfSMDHs were formed by combining equimolar amounts
of two complementarily functionalized rSMDHs in phosphate buffer
at 50 °C, annealing the mixture at 50 °C for 5 min, and allowing the
mixture to cool to room temperature over 8 h. The melting profile of
the hybridized mixture was ascertained by heating the samples from
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Figure 2. Melting curves for ISMDH:rSMDH hybridization mixtures at high
(3.80 M) and low (0.38 uM) concentrations in saline buffer (10 mM PBS,
pH = 7.0, 150 mM NaCl). (Inset) First derivatives of the melting curves.

Table 1. Melting Data for Unmodified DNA (DNA:DNA) and
rSMDH (rSMDH:rSMDH) Hybrids

entry  hybridization mixture  [DNA] (uM)  [NaCl] (mM)? T, (°C)  fwhm (°C)
1 DNA:DNA 0.38 150 39.2 20.0
2 DNA:DNA 3.80 150 44.1 23.0
3 rSMDH:rSMDH 3.80 75 37.5 20.0
4 rSMDH:rSMDH 3.80 150 41.5 17.5
5 rSMDH:rSMDH 3.80 300 49.0 22.0
6 rSMDH:rSMDH 0.38 75 432 32
7 rSMDH:rSMDH 0.38 150 51.5 2.0
8 rSMDH:rfSMDH 0.38 300 56.0 3.7

“ NaCl concentration in a 10-mM PBS buffer solution at 7.0 pH.

15to 70 °C at arate of 1 °C per minute while monitoring the increase
in UV absorbance at 260 nm at 0.1 °C intervals.

As predicted by the neighboring-duplex model, the 7;, and the
overall melting range of rfSMDH mixtures differ significantly depend-
ing on the concentration (Figure 2). Most notably, the dilute sample
(0.38 uM [DNA]) has a Ty, of 52 °C and a fwhm (full width at half-
max of the derivative curve) of 2.5 °C, 12 °C higher and considerably
sharper than a DNA:DNA duplex of the same sequence (Table 1,
entries 1 and 2). Conversely, the concentrated sample (3.80 uM [DNA])
has a Ty, of 41.5 °C and a fwhm of 17.5 °C—nearly identical to that
of unmodified DNA duplexes.

Using the neighboring-duplex theory, the number of duplexes
interacting cooperatively can be determined from the salt concentration
dependence of the melting temperature for the -SMDH hybridization
mixtures (Table 1, entries 3—8).”# The average number of cooperative
duplexes is calculated to be 2.97 for the caged dimers in the dilute
samples and 0.91 for the concentrated samples where larger aggregates
are favored (see SI for details). This “speciation” is further confirmed
by the nondenaturing PAGE gel shown in Figure 1: the dilute sample
(lane 1) eluted quickly as a well-defined spot, signifying a single entity
with low charge/volume ratio, consistent with the compactness of the
caged dimer. In contrast, the concentrated sample (lane 4) eluted slowly
as a long band with many species. The species in both lanes 1 and 4
eluted slower than the free fSMDH A (lane 3), consistent with their
hybridized states.

Shchepinov et al. reported that DNA hybrids with a flexible
dendrimer core can form 1:1 dimer structures upon annealing.'*> While
these flexible dimers also exhibited increased melting temperatures,
their dehybridization profiles are broad like that of unmodified DNA
duplexes. Together with our data, this observation suggests that while
multivalent interactions are responsible for enhanced melting temper-
ature, the rigid core of our rfSMDH system is vital in forcing the
connected DNA duplexes to remain in the parallel geometry that is
necessary for cooperative interactions via shared ion clouds.” It is

noteworthy that mixtures containing a high concentration of rfSMDHs
did not exhibit an enhanced melting temperature (Table 1, cf. entries
2 and 4 vs 7), presumably due to the lack of multivalent interactions
between neighboring rfSMDHs: on average each rfSMDH is only linked
to another rSMDH through a single DNA duplex (see SI for details).

In conclusion, well-defined rSMDHs possessing three DNA strands
have been synthesized and used to form caged dimers in dilute
solutions. These caged dimers comprise the first discrete small
molecule-DNA hybrids that exhibit both switchlike dehybridization
properties and enhanced melting temperatures similar to aggregates
of DNA-modified gold nanoparticles® and polymer-DNA hybrids.’
These results provide conclusive evidence to support the neighboring-
duplex model as a critical tool for understanding DNA hybridization/
dehybridization processes at the discrete molecular/supramolecular level
where phase-transition theory relying on aggregate formation/dissolu-
tion cannot be applied. It may also allow researchers to push the limits
in the design of the next generation of DNA-based materials to
maximize DNA’s natural recognition ability via precisely spaced and
finely tuned duplex interactions.

Acknowledgment. We would like to thank Professor G. C. Schatz
and Dr. Tatiana Prytkova for helpful and informative discussions.
Financial support for this work was provided by the NSF (Grant EEC-
0647560 through the NSEC program) and the NIH (NCI 1U54
CA119341-01 through the CCNE program).

Supporting Information Available: Synthetic procedures and char-
acterization data for rigid small molecule-DNA hybrids; methods and data
for hybridization experiments. This material is available free of charge
via the Internet at http://pubs.acs.org.

References

(1) (a) Gaylord, B. S.; Heeger, A. J.; Bazan, G. C. jnninuniiniay. 2003,
125, 896-900. (b) Marti, A. A.; Puckett, C. A.; Dyer, J.; Stevens, N.;
Jockusch, S.; Ju, J.; Barton, J. K Turro, N. J. “ 2007,
129, 8680-8681. (c) Yu, C. J; Wan Y.; Yowanto, H.; Li, J.; Tao, C;
James, M. D.; Tan, C. L.; Blackburn, G. F.; Meade, T. J. M
Soc. 2001, /23, 11155-11161.

(2) (a) Becerril, H. A.; Stoltenberg, R. M.; Wheeler, D. R.; Davis, R. C.; Harb,
J. N.; Woolley, A. T | 2005, 7127, 2828-2829. (b)
Daubendiek, S. L.; Ryan, K.; Kool, E. T. . 1995, 117,
7818-7819. (c) Eckardt, L. H.; Naumann, K.; Pankau, W. M.; Rein, M.;
Schweitzer, M.; Windhab, N.; von Kledrowckl G. WZOOZ 420, 286~
286. (d) Nlelsen M.; Dauksalte V.; Kjems, J.; Gothelf, K. V. Sigsoiitsis

Chem. 2005, 16, 981-985. (e) Summerer D Marx, A. il

2002, 41, 89-90.
(3) (a) Aldaye, F. A.; Sleiman, H. F. . 2006, 45, 2204—
2209. (b) Gothelf, K. V.; Thomsen, A.; Nielsen, M.; Clo, E.; Brown, R. S.
. 2004, 726, 1044-1046. (c) Li, Y. G.; Tseng, Y. D.;
Kwon, S. Y.; D’Espaux, L.; Bunch, J. S.; Mceuen, P. L.; Luo, D. Nat,
Mager. 2004, 3, 38-42. (d) Mueller, J. E.; Du, S. M.; Seeman, N. C. LAz,
i 1991, 113, 6306-6308. (e) Shih, W. M.; Quispe, J. D.; Joyce,
G. F. Nagg 2004, 427, 618-621. (f) Stewart, K. M.; McLaughlin, L. W.
. 2004, 126, 2050-2057.
(4) (a) Frutos, A. G.; Smith, L. M.; Corn, R. M. . 1998, 120,
10277-10282. (b) Saghatelian, A.; Voelcker, N. H.; Guckian, K. M.; Lin,
V. S.-Y.; Ghadiri, M. R. . 2003, 125, 346-347. (c) Wu,
G.; Seeman, N. C. . 2006, 5, 427-441.
(5) Gibbs, J. M.; Park, S. J.; Anderson, D. R.; Watson, K. J.; Mirkin, C. A.;
Nguyen, S. T. . 2005, 7127, 1170-1178.
(6) Taton, T. A.; Mucic, R. C.; Mirkin, C. A.; Letsinger, R. L. joutiinieliii
Soc. 2000, /22, 6305-6306.
(7) Jin, R. C.; Wu, G. S.; Li, Z.; Mirkin, C. A.; Schatz, G. C. il
Soc. 2003, 125, 1643-1654.
(8) Gibbs-Davis, J. M.; Schatz, G. C.; Nguyen, S. T. jniniiiag 2007,
129, 15535-15540.
(9) Long, H.; Kudlay, A.; Schatz, G. C. il 2006, //0, 2918-
2926.

(10) Kudlay, A.; Gibbs, J. M.; Schatz, G. C.; Nguyen, S. T.; de la Cruz, M. O.
2007, 111, 1610-1619.

(11) (a) Lukatsky, D. B.; Frenkel, D. J. Chem. Phys. 2005, 122, 214904/1—
214904/11. (b) Park, S. Y.; Stroud, D. Phys. Rev. B 2003, 68, 224201/1—
224201/11.

(12) Mammen, M.; Shakhnovich, E. I.; Deutch, J. M.; Whitesides, G. M. J.

. 1998, 63, 3821-3830.
(13) Shchepmov M. S.; Mir, K. U.; Elder, J. K.; Frank-Kamenetskii, M. D.;

Southern, E. M. iy 1999. 27. 3035-3041.
JA801572N

J. AM. CHEM. SOC. = VOL. 130, NO. 30, 2008 9629


http://pubs.acs.org/action/showImage?doi=10.1021/ja801572n&iName=master.img-001.jpg&w=226&h=140

