
Two novel water soluble tolylacridines having viologen at
the para and ortho to the acridine chromophore have been syn-
thesized.  Photophysical and DNA binding studies have revealed
that the para-isomer exists in the extended conformation and
binds to DNA by partial intercalation whereas the ortho-isomer
exists both in folded and extended conformations and fails to
interact with DNA.

There is widespread interest in the study of interactions of
small molecules including drugs, dyes and toxic compounds with
DNA and also in compounds that can bind and cleave DNA in
unique and controllable ways.1 These studies not only lead to the
development of molecular probes for the recognition of DNA but
also provides the chemical basis for carcinogenicity and serve as
models for DNA–protein interactions.  Recently increasing inter-
est has been focused on the design of DNA probes based on
intercalators, groove binding agents and also hybrid molecules
consisting of both intercalative and groove binding moieties.2

With a view to designing molecular probes for DNA, we syn-
thesized two viologen linked tolylacridines 1 and 2 and examined
their photophysical and DNA binding properties. The acridine
chromophore in these molecules is expected to undergo intercala-
tion and upon excitation transfer an electron to the viologen moi-
ety.  The radical cation of acridine once formed can oxidize the
DNA bases at the site of binding leading to the charge separated
species and ultimately DNA cleavage.  Considering the interac-
tions of acridines with DNA, the study of effects of substituents
present on the acridine ring on DNA binding characteristics has
received less attention.3 In this paper, we report that the tolyl
group in 1 and 2 constitutes an interesting variation and it can be
used to probe the steric and conformational effects on photophysi-
cal and DNA binding properties of acridine derivatives.

The synthesis of 1 and 2 was achieved in moderate yields
through the SN2 reaction of the corresponding bromomethyl-
phenylacridine with 1-butyl-4,4'-bipyridinium bromide.4,5

Absorption properties of 1 and 2 were examined in water, DMSO
and alcohols.  The absorption spectra of 1 resemble closely to that
of the model compound p-tolylacridine in all solvents, whereas 2
in DMSO and alcoholic solvents exhibited a broad and structure-
less absorption at around 580 nm, in addition to the absorption
due to the acridine chromophore at 376 nm.  The broad band at
580 nm decreased with increasing temperature and solvent viscos-
ity and was not observed in acidic methanol solutions.  We assign

this absorption due to the existence of ground state charge transfer
interaction between the viologen and acridine moieties in 2.  The
pKa values were determined from the pH dependence of the
absorbance at 376 nm and were found to be 4.9 and 3.5 for 1 and
2 respectively.  Comparison of pKa values indicates that 2 is more
acidic than 1 and further supports the presence of effective inter-
actions between the interacting units in 2. 

Fluorescence properties of 1 and 2 were examined in differ-
ent solvents and the results in methanol and water are described in
Table 1.  Compounds 1 and 2 exhibited much lower quantum
yields, when compared to tolylacridines, indicating thereby that
the fluorescence of the acridine unit is efficiently quenched by the
viologen moiety in these systems and the mechanism of such
quenching could be by electron transfer from the excited acridine
to viologen.  The fluorescence quantum yields of 2 both in water
and methanol were nearly 6 times lower than that of 1, indicating
an efficient quenching in the former case because of close proxim-
ity of the interacting units.  Time-resolved fluorescence studies
show that 1 exhibits single exponential decay both in methanol
and water with a lifetime of 1.7 and 5.4 ns, respectively (Table 1).
In contrast, compound 2 exhibited biexponential fluorescence
decay both in methanol and water. 

These observations together with the absorption character-
istics establish that 1 exists as a single conformer, while 2 exists
in two conformations in which the viologen moiety has differ-
ent orientations with respect to the acridine plane.  In one of the
conformations, the viologen lies above the acridine plane (fold-
ed), where considerable spatial interactions exist between the
two interacting units, while in the other the viologen is away
from the acridine moiety (extended).  In support of this view,
we have carried out minimum energy calculations based on
AM1 program.6 These results confirm that 1 exists only in the
extended conformation (Figure 1) in which the distance
between the two interacting units is around 9.8 Å.  On the other
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hand, compound 2 exists both in extended and folded confor-
mations (Figure 1), where the extended conformer is slightly
more stable than the folded one by 0.18 kcal mol–1.

Figure 2 shows the change in absorption spectra of 1
obtained by the gradual addition of calf thymus DNA.  Addition
of DNA resulted in a strong decrease in absorption of the acri-
dine chromophore (50% at the ligand to DNA ratio of 1:6),
along with a small bathochromic shift of around 5 nm.
Interestingly, the absorption spectra of 2 showed negligible
changes with the addition of DNA.

The fluorescence emission of 1 decreased rapidly with the
increase in concentration of DNA (inset of Figure 2) and reached
saturation at the ligand to DNA ratio of 1:17 with a net quenching
of fluorescence yield by 60%.  No, significant changes in the fluo-
rescence spectra were observed when DNA was added to 2 in
buffer.  From the fluorescence data, the association constants of 1
with DNA were calculated according to McGhee and von Hippel7

(Table 1).  The values were found to be 1.1 × 105 M–1 and 4.9 × 104

M–1 at 2 and 100 mM NaCl, respectively, indicating the existence
of some electrostatic interactions.8 It is interesting to note that both
the absorption and fluorescence studies in the presence of DNA
reveals that the para-isomer 1 has considerable binding affinity
towards DNA, while the ortho-isomer 2 fails to interact with DNA.

The structural analysis of viologen linked tolylacridines
reveals that the acridine as well as the phenyl rings are out of
plane to each other and the dihedral angle according to the mini-
mum energy conformations is 86° and 76° for 1 and 2, respective-
ly.  In order to achieve effective intercalation of the acridine chro-

mophore, the phenyl ring has to undergo rotation during the
process of intercalation and the feasibility of this rotation is the
deciding factor in effective binding of these molecules to DNA.
In the case of 2 where it exists predominantly in the extended con-
formation in buffer (Figure 1B), the steric effects offered by the
ortho-substituted viologen group inhibits the rotation of the
phenyl group and thereby the substituent as a whole acts like a
block in preventing the intercalation of the acridine ring.  No such
steric factors exist in the case of 1 and hence the intercalation of
the acridine ring was observed.  However, the association con-
stants of 1 with DNA (Table 1) under different conditions are
found to be one order less than the values reported for acridines,3

indicating thereby the possibility of only partial intercalation of
the acridine chromophore in the case of 1.

In conclusion, this paper demonstrates that the steric and con-
formational factors discriminate between 1 and 2 in their photo-
physical and DNA binding properties.  Also, these studies indicate
that unfavorable chain length and steric effects in 2 inhibit the
electrostatic and minor groove binding abilities of the viologen
moiety with the phosphate backbone of DNA.  Since these mole-
cules constitute an electron donor–acceptor system, we believe
that these molecules and their derivatives can have potential appli-
cations in photoactivated DNA cleavage studies.  
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