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Abstract Understanding the interaction between the
nanomaterials and bioactive molecules are of current in-
terest due to the potential application of nanomaterial in
biomedical field. The structural, electronic and optical
properties of newly synthesised fluorophore 2-(4-
methoxynaphthalen-1-yl)-1-phenyl-1H-phenanthro[9.10-
d]imidazole have been investigated in detail. The imid-
azole absorbs strongly on the surface of TiO,
nanocrystals probably because of the chemical affinity
of azomethine nitrogen atom of the imidazole, resulting
in lowering the HOMO and LUMO energy levels. The
TEM, SEM and EDX spectra confirm the adsorption of
imidazole on the surface of TiO, nanocrystals. The
growth behavior and stability of small stoichiometric
(TiO,), clusters have been analysed by using density
functional theory which reveals that clusters prefers
three-dimensional structures. In addition, the interaction
between the ground state structure of the (TiO,), cluster
and a single imidazole molecule have been studied. The
calculated binding energy (Ep) and the energy gap (E,)
indicate that the imidazole molecule preferably binds to
the Ti atom of the (TiO,), clusters through its
azomethine nitrogen atom; the binding energy is in range
5.24-7.89 eV. In order to understand the binding inter-
action with DNA docking study has been carried out.
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Introduction

Titanium dioxide (TiO,) has many promising applications be-
cause of its low cost, long-standing stability, catalytically ac-
tive surfaces and environmental compatibility, production of
hydrogen from water and solar energy, solar cells [1-8], sen-
sors [9], cleaning of water and air from organic contaminants
[10, 11] and photocatalysis [12—15]. The physical and chem-
ical properties of TiO, nanomaterials, namely nanowires,
nanoparticles and clusters, might be different from those of
bulk titania [16]. The ratio of surface to volume atoms in-
creases as the cluster size decreases; smaller TiO, nanoparti-
cles have more active sites and so the catalytic activity of the
TiO, materials is enhanced [17]. Due to their scientific and
technological importance, there are several experimental
[18-27] and theoretical studies on small neutral, negatively
and positively charged TiO, clusters [28—48] and nanoparti-
cles [49-52]. Structure, stability, electron affinities, harmonic
vibrational frequencies of stoichiometric and non-
stoichiometric neutral and charged clusters have been studied
by employing density functional theory (DFT) based methods
[36-44].

Arylimidazoles play important role in materials science and
medicinal chemistry due to their optoelectronic properties and
high thermal stabilities [53-57]. Substituted imidazoles are
extensively used as glucagon receptors [58], cannabinoid re-
ceptor antagonists [59] and modulators of glycoprotein medi-
ated multidrug resistance [60], antibacterial [61], anti-allergic
[62], analgesic [63], antitumor [64] and pesticides [65]. Many
of'the reported synthetic protocols for imidazoles [66—73] suf-
fer from disadvantages such as use of toxic and chlorinated
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organic solvents, acidic conditions, complex work-up and pu-
rification, side reactions, low yield and use of hazardous and
expensive reagents. Thus the development of a new catalyst is
essential to overcome these shortcomings and to fulfill the
criteria of a milder reaction conditions, higher yield and reus-
ability of catalyst.

Adsorption of pyridine to large TiO, nanocrystals via
carboxylic acid anchor group has been studied (C-site)
[40, 74]. The interaction between the adsorbed bioactive
organic molecules and TiO, surfaces, as well as the mech-
anism of the electron injection process is of current inter-
est [74-81]. Because of the wide potential use of TiO,
clusters it is essential to know their physical and chemical
properties. For the first time, the binding of bioactive
phenanthrimidazole with TiO, clusters has been analysed
in terms of their size, binding energy, geometry, binding
site, bond length and HOMO-LUMO energies. The ex-
perimental and theoretical results confirm the formation of
>N- Ti bond in imidazole— TiO, composites (N-site). The
overlap of d-orbital of titanium with azomethine nitrogen
atom probably leads to a large binding energy for the N-
site.

Experimental
Materials and Measurements

Phenanthroquinone, 4-methoxyaniline, 4-
methoxynapthaldehyde and all other reagents have been pur-
chased from Sigma-aldrich. NMR spectra were recorded on
Bruker 400 MHz NMR spectrometer and the mass spectra of
the samples were obtained using an Agilent LCMS VL SD in
electron ionization mode. The UV—vis and photoluminescence
spectra were recorded with Perkin Elmer Lambda 35 UV-vis
spectrophotometer and PerkinElmer LS55 fluorescence spec-
trometer, respectively. The UV—vis diffuse reflectance spec-
tra (DRS) were recorded with Perkin Elmer Lambda 35
spectrophotometer with RSA-PE-20 integrating sphere.
Cyclic voltammetry (CV) and lifetime measurements were
carried out with CHI 630A potentiostat electrochemical
analyzer and Horiba Fluorocube-01-NL lifetime system
with nano LED as the excitation source and TBX-PS as
detector, respectively. The quantum yields were measured
by comparing fluorescence intensities of a standard sam-
ple. Methanolic solution of imidazole of required concen-
tration was mixed with the nanoparticles dispersed in
methanol at different loading, after sonication, the absorp-
tion (1x107> M) and emission (1x107® M) spectra were
recorded. TEM analysis was carried out using JEOL JEM
2100 high resolution transmission electron microscope
(HR-TEM) with an accelerating voltage of 200 KV. X-ray
diffraction (XRD) patterns were recorded for the
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centrifuged and dried samples using X-ray Rigaku diffrac-
tometer with Cu K, source (30 kV, 100 mA), at a scan
speed of 3.0000 deg/min, step width of 0.1000 deg, in a
20 range of 20-80. The energy dispersive X-ray spectra
(EDX) of the nanosemiconductors were recorded with a
JEOL JSM-5610 scanning electron microscope (SEM)
equipped with back electron (BE) detector and EDX. The
sample was placed on an adhesive carbon slice supported
on copper stubs and coated with 10 nm thick gold using
JEOL JFC- 1600 auto fine coater prior to measurement.
Theoretical calculations were performed using Gaussian-
03 program [82]. The electrostatic potential for each mol-
ecule is obtained by moving a unit positive point charge
across the van der Waals surface and it is calculated at
various points j on this surface using, V;=g¢,/ r; Where g;
represents the partial charge of each atom i and rj; is the
distance between point’s j and atom i. Starting from the 3D
model of a molecule and its partial atomic charges, the
electrostatic potential is calculated for points on the molec-
ular surface.

Synthesis of 2-(4-Methoxynaphthalen-1-yl)
-1-Phenyl-1H-Phenanthro[9.10-d]Imidazole

A mixture of 4-methoxy-1-naphthaldehyde (1 mmol),
phenanthrene-9.10-dione (1 mmol), aniline (1 mmol)
and ammonium acetate (I mmol) with TiO, (1 mol%)
as catalyst was stirred at 120 °C with continuous stir-
ring with a bar magnet. The progress of the reaction
was monitored by TLC (Scheme 1). After completion
of the reaction, 10 mL ethyl acetate was added to the
reaction mixture and shaken well to dissolve the organic
components and the mass filtered to separate out TiO,
and the residue was washed with ethyl acetate. The
solid residue of TiO, was further washed with hot acetone
and then dried up. The product was purified by column chro-
matography using benzene: ethyl acetate (9:1) as the eluent.
The newly synthesised phenanthrimidazole have been
characterised by 'H and '*C NMR and mass (MS) spectra.
Yield: 75 %, M.p. 272 °C., Anal. calcd. for C3,H,,N,0: C,
85.31; H,4.92; N, 5.83. Found: C, 85.08; H, 4.82; N, 5.70. 'H
NMR (400 MHz, CDCl3): & 3.95 (s, 3H), 6.80 (d, J=8.8 Hz,
2H), 6.67 (d, J=8.0 Hz, 1H), 7.36 (d, J=8.0 Hz, 1H), 7.89 (d,
J=6.8 Hz, 1H), 8.25 (d, J=6.8 Hz, 1H), 8.73 (d, J=8.0 Hz,
1H), 8.79 (d, J=8.4 Hz, 1H), 8.88 (d, J=8.0 Hz, 1H), 7.29 (t,
J=6.4 Hz, 2H), 7.52 (t, 1H), 7.64 (t, 1H), 7.55 (t, 1H), 7.24—
7.22 (m, 2H), 7.46-7.44 (m, 2H). '*C NMR (400 MHz,
CDCly): 6 55.54, 102.72, 114.61, 120.45, 121.01, 122.02,
122.89, 123.15, 124.10, 124.85, 125.42, 125.48, 125.79,
126.33, 127.23, 127.29, 127.46, 127.59, 128.27, 129.19,
129.54, 129.95, 130.84, 134.25, 137.17, 151.18, 156.40,
159.74. MS: m/z. 450.53 [M'].
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Synthesis of Nanocrystalline TiO, by sol-gel Method

The TiO, nanocrystal was synthesised by sol—gel hydrolysis
of titanium (IV) isopropoxide, followed by calcination. About
1 mL of titanium isopropoxide (Merck, 97 %) was dissolved
in 20 mL isopropyl alcohol (Merck, 95 %) and the solution
was dropped slowly into 10 mL of distilled water, pH 2—6 was
adjusted by 1 M HNOj for acidic condition and 1 M NaOH
for basic condition. After stirring a mixture of water to alkox-
ide [Molar ratio 110] was added. The formed white sol-gel of

hydrous oxide was stirred vigorously for 4 h at room temper-
ature and then allowed to age overnight. The solid was cen-
trifuged and was redispersed in ethanol to minimize agglom-
eration. This process was repeated for five times and the solid
was filtered. The resulting material was then dried and calci-
nated at 400 and 600 °C for 2 h, respectively. The samples
were characterised by XRD, SEM, EDX and TEM. From
these results it is found that high acidity [pH 2] favor for the
formation of rutile phase while lower acidity [pH 6] favour for
anatase formation [83, 84].
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Synthesis of Phenanthrimidazole-TiO, Composites

About 1 mmol of phenanthrimidazole in dimethyl sulphoxide
(1 mL) was added to 1 mmol of TiO, (R) / TiO, (A) nanopar-
ticles suspended in dimethyl sulphoxide (1 mL) under con-
stant stirring for 3 h. The solid was filtered, washed with
dimethyl sulphoxide and dried at 110 °C.

Molecular Docking Studies

The structure of ct-DNA is composed two strands that wrap
around each other to form a right-handed double helix with the
B-form. The crystal structure of B-DNA [(CGCGAATTCG
CG),] is used in molecular docking were extracted from
Protein Data Bank (http://www.rcsb.org/pdb). MGL tools 1.
5.4 with AutoGrid4 and AutoDock4 were used to perform the
docking calculations between the 2-(4-methoxynaphthalen-1-
yl)-1-phenyl-1H-phenanthro[9.10-d]imidazole and DNA
sequence. Crystal structure of 2-(4-methoxynaphthalen-1-
yl)-1-phenyl-1H-phenanthro[9.10-d]imidazole was saved in
MOL file and used for docking. Receptor (DNA) and 2-(4-
methoxynaphthalen-1-yl)-1-phenyl-1H-phenanthro[9.10-d]
imidazole (drug) files were provided using AutoDock Tools.
All of the hetero atoms, water molecules and other unwanted
ions were removed from B-DNA using Discovery Studio 4.0
[85]. The polar hydrogen atoms, partial atomic charges and
Gasteiger charges of DNA were added to the compound by
AutoDock Tools [86, 87] before subjecting to docking analy-
sis. Ligand docking calculations were carried out using
Lamarckian genetic algorithm (LGA) [88]. The DNA mole-
cule was enclosed in a box with number of grid points of 126 x
126x 126 was created along the x, y and z axis and a grid
spacing of 0.375 A, i.e., blind docking was performed. The
output structures of the docked molecules were further ana-
lyzed with PyMOL software package [89].

Results and Discussion

Nanocrystalline anatase and rutile phases of TiO, was obtain-
ed by sol-gel method, characterized by XRD, SEM, TEM and
EDX, UV-visible diffuse reflectance and solid state
photoluminescence spectroscopies. We examine the photo-
electron transfer (PET) from photoexcited imidazole to TiO,
(A) and TiO, (R) and find that the imidazole can be used to
differentiate the rutile phase of TiO, from anatase phase.

Characterisation of TiO, (R) and TiO, (A) Nanocrystals
XRD pattern of both anatase and rutile phases of TiO, nano-
particles are shown in Fig. 1. The diffraction patterns of TiO,

(A) and TiO, (R) matches with the standard JCPDS pattern of
anatase (89-4921), body centered tetragonal with crystal
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constants a=b =3.7774A° and ¢=9.501 A and (89-4920) with
crystal constants a and b as 4.584A° and ¢ as 2.953 A, respec-
tively. The average crystallite sizes (D) of the TiO, (A) and
TiO, (R) have been obtained as 11.4 and 27.2 nm, respective-
ly, by using the Scherrer equation, D=0.9 A/3cos6, [A is the
wavelength of the X-ray used, 0 is the diffraction angle and 3
is the full width at half maximum of the peak]. The specific
surface area (S) of the nanocrystals have been deduced by
using the relationship S=6/pD (p is the material density).
The calculated surface areas for anatase and rutile phases of
TiO, are 135 and 38.8 m?/g, respectively. The large increase in
crystal size of rutile TiO, results in a large decrease of surface
area. The SEM images and EDX spectra of TiO, (A) and TiO,
(R) nanoparticles are displayed in Fig. 2. The EDX spectra of
TiO, (A) and TiO, (R) nanoparticles are displayed in Fig. 2.
Absence of peaks other than titanium and oxygen reveal the
purity of the samples.

Optical Properties

Figure 3 shows the diffuse reflectance spectra (DRS) of sol—
gel synthesized anatase and rutile TiO,. They are presented in
terms of F(R), deduced from the recorded reflectance (R) by
application of the Kubelka-Munk algorithm [F(R)=(1 — R)*/
2R]. The absorption edges of rutile and anatase TiO, are 379
and 343 nm respectively. The deduced absorption edges pro-
vide the band gap of anatase and rutile TiO, as 3.26 and
3.61 eV, respectively. The observed band gaps are in agree-
ment with the mean crystalline sizes of the synthesised TiO,
(A) and TiO, (A) nanoparticles. The band gap of anataseTiO,
is larger than reported value (3.2 eV) [90]. This is because the
smaller size of the synthesized nanoparticles: the size of the
nanoparticle is about 11 nm. Similarly the band gap of the
synthesised rutile TiO, is larger than the literature value.
This is also because of the smaller size of the synthesized
nanoparticles. Quantum confinement effect increases the band
gap energy.

The solid state photoluminescence spectra of the ana-
tase and rutile TiO, nanocrystals. The rutile TiO, exhibit
prominent emission at 378 and 403 nm, when excited at
340 nm. The shorter wavelength corresponds to the band
gap emission and the longer one is because of crystal
defects. The solid emission spectra of rutile TiO, and
anatase TiO, mainly display four emission bands: a strong
violet emission at 415 nm (2.99 eV), a blue band at
451 nm (2.75 eV), a blue-green band at 483 nm
(2.56 eV), and a weak green band at 526 nm (2.34 ¢V).
The emissions at 476 and 520 nm are assigned to the
transition from the oxygen vacancies with two trapped
electrons and one trapped electron to the valence band
of TiO,, respectively. The energy levels corresponding
to two kinds of the oxygen vacancies are located at 0.51
and 0.82 eV below the conduction band (CB) of TiO,,
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Fig. 1 X-ray diffraction patterns (XRD) of (a) TiO, (A); (b) TiO; (R)

respectively. Because of the presence of the energy levels
of oxygen vacancies, first the photogenerated electrons in
the CB is likely to reach the oxygen vacancies through a
non-radiative process and then recombine with the
photogenerated holes in the valence band (VB) followed
by the emission of fluorescence. The observed broad band
at 440-483 nm (2.56—2.81 eV) in the visible region is
also assigned to the radiative recombination of excitons
of the shallow traps identified with oxygen vacancies and
Ti*" adjacent to oxygen vacancies [91].
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Characterization of Nano Imidazole-TiO, (R)
and Imidazole-TiO, (A) Composites

Figure 4 displays the XRD pattern of both imidazole-TiO, (A)
and imidazole-TiO; (R) composites. The diffraction pattern of
imidazole-TiO, (A) composite match with the standard
JCPDS pattern of body centered tetragonal anatase (89—
4921) with crystal constants a=b =3.7774A° and c=
9.501 A. The diffraction pattern of imidazole-TiO, (R) com-
posite matches with the JCPDS pattern of tetragonal (89—
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Date :12 May 2014
Time 185335

ZEISS

TiO2 (R)

10

Fig. 2 SEM images of (a) TiO, (A); (b) TiO, (R); EDX spectra of (¢) TiO, (A); (d) TiO, (R)
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Fig. 3 Diffused reflectance spectra of TiO, (A) and TiO, (R)

4920). The crystal constants a or b and ¢ are 4.584 and
2.953 A, respectively. The average crystallite sizes (D) of
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the composites have been deduced by using the Scherrer equa-
tion as 17.6 and 27 nm respectively.

The calculated surface areas of imidazole-TiO, (A) and
imidazole-TiO, (R) composites are 87 and 36.2 m?/g, respec-
tively. The slight increase in crystal size of imidazole-TiO, (R)
composites results in a small decrease of surface area. The
SEM images and EDX spectra of imidazole-TiO, (A) and
imidazole-TiO, (R) composites (Fig. 5) and the TEM images
are displayed in Fig. 6. The SEM images show that adsorption
of imidazole significantly modifies the morphology of the
TiO, nanocrystal. The EDX spectra of imidazole-TiO, com-
posites confirm the adsorption of imidazole on TiO, nanocrys-
talline surface. The TEM images confirm that they are nano-
particles and the measured crystallite size agrees with that
obtained by XRD.

Ground State Interaction Between Imidazole and TiO,
Nanoparticles

The three absorption bands at 257, 233 and 305 nm are
assigned to '(7r - 7t*) transition corresponding to Platt’s

b
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Fig. 4 a Solid photoluminescence spectra of TiO, (A) and TiO, (R); X-ray diffraction patterns (XRD) of b imidazole-TiO, (A) composite and ¢

imidazole-TiO; (R) ¢ composite
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Fig.5 SEM images of (a) imidazole-TiO, (A) composite and (b) imidazole-TiO, (R) composite; EDX spectra of (¢) imidazole-TiO, (A) composite and

(d) imidazole-TiO, (R) composite

notations 'Ly, 'L, and 'B, in the excited states. The low and
high energy transitions, 'Ly« So, 'L,«So and 'B,«S,, re-
spectively are observed in the absorption spectra [92, 93]. The
superpositions of the bands corresponding to the donor and
acceptor subunits are only slightly perturbed by their interac-
tions. The low-energy absorption region of the imidazole con-
taining naphthyl as an electron acceptor indicates the presence
of additional charge transfer singlet states.

When TiO, nanoparticles were added to imidazole solution,
the absorbance around 257 nm increases along with a red shift.
No significant shift was observed with the bands around
233 nm and 305 nm at higher concentration of TiO,. These
changes in absorption of imidazole imply a strong electronic

Fig. 6 TEM images of (a)
imidazole-TiO, (A) composite
and (b) imidazole-TiO, (R)
composite

coupling between imidazole and TiO, nanoparticles. This may
result in change in electronic distribution in imidazole which
causes an increase in molar absorbance along with
bathochromic shift due to the formation of imidazole-TiO,
composite. The absorption characteristics of imidazole with
TiO, have been shown in Fig. 7. The absorption of imidazole
at 257 nm was shifted to 260 and 264 nm with TiO, (R) and
TiO, (A), respectively, and no significant shift was detected for
the bands at 233 and 305 nm. The binding strength of imidaz-
ole with nanoparticles were calculated using Benesi
Hildebrand equation [94], 77 = =+ K= AO)[;amp e
where A4 is the change in absorbance at a fixed wavelength,
A, and A_ are the absorbance of free sensitizer and the

@izole-TiO: (A) cofnw -
G
; BN
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Fig. 7 a Absorption spectra of (a) 10 uM imidazole, (b—f) 10 uM
imidazole with TiO, (A) (1) and TiO, (R) (2) nanoparticles (20— 100
nM) and (g) TiO, TiO, (A) and TiO, (R) nanoparticles (100 uM); (3)
Emission spectra of (a) 10 uM imidazole, (b—f) 10 nM imidazole with

composite [imidazole-nanoparticles], respectively For the
composite formation a linear relationship will be obtained be-
tween 1/AA and 1/[nanoparticles]. From the ratio of the inter-
cept 1/(4,—A,) to the slope 1/K (4,—A,), the binding constant
has been calculated, as 2.89x 10° and 11.01x 10° M-1 for TiO,
(A) and TiO, (R), respectively. The higher K value in the
presence of TiO, (R) nanoparticles indicates the strong binding
of imidazole with TiO, (R).

Fluorescence Quenching by TiO, (A)

The effect of increasing concentration of TiO, (A) on the
emission spectra of the imidazole is shown in Fig. 7.
Addition of these nanoparticles to imidazole results in fluores-
cence quenching [95, 96] and the binding constant has been
obtained using the following equation, 1/(Fy — F)=1/(Fy —
F)+1/ K (Fy — F’) [TiO; (A)], where Fy is the fluorescence
intensity of the bare imidazole, F” is the fluorescence intensity
of the imidazole adsorbed on TiO, nanoparticles and F is the
observed fluorescence intensity at different loading of TiO,.
The binding constant has been assessed as 3.91x10° M,
The ability of the excited state imidazole to inject its elec-
trons into the conduction band (CB) of TiO, nanoparticles is
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determined from the energy difference between the CB of
TiO nanoparticles and excited state oxidation potential of
imidazole. Using the equation E.. .=E, . —E, where, E__ .
is the oxidation potential of imidazole and £ is the excited
state energy the calculated oxidation potential of the excited
singlet state imidazole is —2.32 V. The excited state energy of
the imidazole is obtained from the fluorescence maximum
based on the reported method [97]. The energy level of the
CB of TiO, (A) nanoparticles is shown in Fig. 7 [98]. It im-
plies that the electron transfer from excited state of imidazole
to the CB of nanoparticulate TiO, (A) is favourable.

Fluorescence Enhancement by TiO, (R)

Emission spectra of imidazole in presence of TiO, (R) nano-
particles dispersed at different loading and also in their ab-
sence are displayed in Fig. 8. The rutile nanoparticles enhance
the emission of imidazole without shifting its emission max-
imum (406 nm). This indicates that the rutile nanocrystals do
not modify the excitation process of the imidazole. The en-
hanced emission observed with the dispersed rutile nanopar-
ticles is due to the adsorption of imidazole on semiconductor
surface. This is due to effective transfer of electron from the
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excited state of the imidazole to the CB of rutile TiO, nano-
particles. Fluorescence enhancement arises due to the forma-
tion of imidazole-TiO, (R) composite. The binding constant
(K) has been calculated as 10.12x10° M. Such a large bind-
ing constant indicates that imidazole is strongly associated to
the surface of nanocrystals by electrostatic interactions. The
obtained large binding constant is because of the surface area;
the surface area of the former is smaller than that of the latter.
The greater interaction of smaller nanocrystals with imidazole
is not only due to the large surface area of the smaller
nanocrystals but also because of larger surface curvature of
the smaller nanocrystals. The larger surface curvature reduces
the steric hindrance between the surface binding molecules
and provides a large number of unsaturated dangling bonds
on the nanocrystal surface and enhances the binding
interaction.

Several mechanisms for the enhancement are possible;
Free energy transfer (FRET) from imidazole to nanocrystals
and electron transfer from excited imidazole to the CB of
nanosemiconductors. On the basis of Forster’s energy transfer
(FRET) formalism, there are three requirements for FRET to
occur from imidazole to nanocrystals, i.e., efficient overlap
between emission and absorption spectra of imidazole and
nanocrystals, center-to-center distance of imidazole and
nanocrystals and coupling between imidazole and
nanocrystals transition dipole moments. Therefore the energy
transfer efficiency is related not only to the distance between
the acceptor TiO, and donor imidazole (r,) but also to the
critical energy transfer distance (R). The critical energy trans-
fer distance (Ry), R,°=8.8x10 *°K°N~ 4<pJ, where, K is the
spatial orientation factor of the dipole, N is the refractive index
of the medium, ¢ is the fluorescence quantum yield of the
donor and J is the overlap integral of the fluorescence emis-
sion spectrum of the donor and the absorption spectrum of the
acceptor. The value of J (1.05x 10" [TiO, (R) and 1.25x

10" cm®LM ! TiO, (A)] is calculated by using the equation,
J=IF(\)e(MAANME(V)dA, where, F()\) is the fluorescence in-
tensity of the donor and &(A) is molar absorptivity of the ac-
ceptor. The calculated values of R, and r, are 1.78% 10719,
TiO, (R) and 1.81x10~° m, TiO, (R) and 1.80 TiO, (R) and
2.47 nm TiO, (A), respectively. The value of KZ (=2/3) and N
(0.955) used are from the literature [28] and the ¢ value is
from the present study. The obtained donor-acceptor distance
(rp) 1s consistent with the covalent attachment of imidazole
with TiO, nanoparticles and the calculated value of R, is in
the range of maximal critical distance. The energy transfer
efficiency (E) was calculated using the formula E=mR,°/
(mR06+r06) where, R, is the critical distance when the transfer
efficiency is 50 % and m is the average number of acceptor
molecules interacting with one imidazole. A value of m lower
than 10 was estimated on the basis of imidazole to nanocrystal
concentration ratio, leading to an energy transfer efficiency
lower than 0.02 for both the composites. This means that the
energy transfer from imidazole to nanocrystal is negligible.
Therefore, the observed enhancing and quenching is likely
originated from an electron transfer process only. All these
results put forward that the optoelectronic behavior of imidaz-
ole will be enhanced in the presence of TiO, nanoparticles
which implies its potential application in the field of nano-
drug carriers. Ducking of napthyl moiety in the void space
of rutile TiO, and absence of such behaviour in the anatase,
due to steric reasons, is the possible cause for the contrasting
behaviour of fluorescence enhancement and quenching of im-
idazole by TiO, (R) and TiO, (A), respectively.

Photoelectron Transfer (PET)
The HOMO and LUMO energy levels have been calculat-

ed using the equations, HOMO=—e(E,c+4.71) (Ev);
LUMO=-¢e(E,q+t4.71) (V). On the basis of the relative
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position of energy levels of isolated imidazole molecule
and TiO, (R), it is confirmed that the electron injection is
thermodynamically allowed from the excited singlet of the
imidazole to the CB of TiO, (R). Fig. 8 presents the
HOMO and LUMO energy levels of an isolated imidazole
molecule along with the CB and valence band VB edges of
TiO, (R) nanoparticles. The electron in the LUMO of the
excited molecule is of higher energy than the CB of TiO,
(R). This should lead to transfer of electron from LUMO of
the excited molecule to the CB of TiO, (R) thereby
quenching the fluorescence of imidazole. However, con-
trary to the expectations, enhancement of fluorescence is
observed in presence of TiO, (R) nanocrystals. This may
be because of the lowering of the HOMO and LUMO en-
ergy levels of imidazole due to the adsorption on TiO, (R)
nanoparticles [99, 100].

The primitive tetragonal TiO, (R) and body centered tetrag-
onal TiO, (A) crystalline structures consist of deformed TiOg
octahedra connected differently by corners and edges. In ru-
tile, two octahedral edges are shared to form linear chains
along the 001 direction and the TiOg chains are linked to each
other through corner shared bondings. In anatase, each octa-
hedron shared four edges with other four octahedra, resulting
in a zig - zag structure. The cross section of the void space in
rutile is~4.6 A which is the unit cell length of rutile phase.
This void space permits seating of the phenanthrimidazole
moiety of the imidazole comfortably. The cross section of
the imidazole moiety is 4.0 A which is less than that of the
void space present in rutile. In anatase there is no such void
space and also the unit cell length is not as large as that of
rutile; the unit cell length in anatase is~3.8 A. This steric
restriction provides an explanation for the difference in the
behaviour of binding of imidazole with these two phases.
Insertion or the perfect seating of imidazole molecule in the
void space of rutile allows binding of each imidazole molecule
to rutile TiO, molecules. Since such insertion is not possible in
the case of TiO, (A), the imidazole molecule is bound to a
single site. This explains the different mode of adsorption of
imidazole on the rutile and anatase phases and based on this
imidazole is used to differentiate TiO, (R) from TiO, (A).

On irradiation at 250 nm, both the imidazole and TiO, (R)
are excited. Dual emission is expected due to LUMO—
HOMO and CB— VB electron transition. Also possible is
electron jump from the excited imidazole to the nanocrystal;
the electron in the LUMO of the excited imidazole is of higher
energy compared to that in the CB of TiO, nanocrystals. The
polar TiO, surface enhances the delocalisation of the 7t elec-
trons and lowers the HOMO and LUMO energy levels due to
adsorption [101]. The emission intensity of imidazole bound
to TiO, (R) is far larger than that of the isolated molecule; the
excited imidazole emits fluorescence at 406 nm. With the
imidazole adsorbed on TiO, (R) the semiconductor is also
excited on illumination. The recombination of the electron in
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the CB with the hole in the VB results in emission at 406 nm.
On interaction of imidazole with TiO, the polar TiO, (R)
surface enhances the delocalisation of the 7t electrons and
lowers the HOMO and LUMO energy levels of the adsorbed
imidazole due to ligand—semiconductor complex formation
[102]. If the HOMO and LUMO energy levels of imidazole
lowered by about 0.56 eV on complexation with TiO, the
energy difference between LUMO and CB of TiO, will be
about 3.05 eV. This corresponds to emission at 406 nm. The
additional path opened due to LUMO—CB electron jump
increase the intensity of emission at 406 nm.

Free-Energy Change (AG,) for Electron Transfer Process

The thermodynamic feasibility of excited state electron trans-
fer reaction has been confirmed by well known Rehm-Weller
expression [103], AGE,:E”z(ox)—El/z(red)—Es+C, where,
E' o) is the oxidation potential of imidazole, E'?.q, is the
reduction potential of rutile and anatase phases of TiO, nano-
particles, i.c., the conduction band potential of nanoparticles,
E; is the excited state energy of derivative and C is the cou-
lombic term. Since the ligand is neutral and the solvent used is
polar in nature, the coulombic term in the above expression
can be neglected. The negative AG,, around —3.12 eV in both
the cases indicate the thermodynamic feasibility of the elec-
tron transfer process [104, 105].

Decay Lifetime

Figure 9 displays the fluorescence decay of imidazole, the
decay follows a bi-exponential fit indicating imidazole is in
two excited states - one is likely to be the configuration in
which the naphthyl ring is perpendicular with the
phenanthrimidazole ring [excited state 1] and the other is the
one in which the same is coplanar with the
phenanthrimidazole ring [excited state II]. The X-ray crystal
structure [106] and theoretical calculation [82] show the per-
pendicular configuration as most stable and hence the ob-
served longer lifetime is attributed to the same. The observed
biexponential decay indicates that the imidazole composites
formation is possible with the both conformation of imidazole.
The perpendicular conformation of imidazole with nanoparti-
cles is predominant than the other with planner conformation
of imidazole. The radiative (k) and non-radiative (k,,) rate
constants of the excited state have been obtained using the
rate constants are k,=®/T; k,.=(1/1) - (P/7), T=(k,+knr)7l,
where @ is quantum yield and 7 is lifetime. The decrease in
lifetime for the composites formation was correlated with
electron transfer process. The rate constants for electron trans-
fer process (k) from excited state of imidazole to semicon-
ductor nanoparticles can be calculated using the equation, k,,=
1/7,4s - 1/7(Table 1). The observed intensity enhancement and
lifetime is indicative of the fact that the imidazole interaction
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Fig. 9 a Fluorescence lifetime a
decay spectra of imidazole and
imidazole-TiO, composites; b

Cyclic voltammogram of
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with TiO, (R) and TiO, (A) nanocrystals results in energy
transfer.

Evidence for Linkage

Cyclic voltametric studies were carried out to probe the effi-
cient binding of TiO, (R) and TiO, (A) nanoparticles with
imidazole. Figure 9 shows the cyclic voltammogram (CV)
of imidazole, imidazole-TiO, (R) and imidazole-TiO, (A)
composites. In presence of TiO, nanoparticles the CV of im-
idazole shows a shift in peak potentials along with decrease in
peak current [107]. It is evident that the TiO, (R) and TiO, (A)
nanoparticles have efficient binding with imidazole which
supports the electronic spectral results.

The FT-IR spectra of TiO,, imidazole and imidazole-TiO,
composites are displayed in Fig. 10. In the case of bare TiO,
(R) and TiO, (A). Ti-O stretching vibration is observed at
447 cm™'. For imidazole-TiO, composites, C=C and C-O-C
stretching vibrations are observed around 1509 and 1335 cm™'
in addition to the Ti-O stretching mode at 462 cm '. The
frequency observed around 1600 cm ' by imidazole and im-
idazole-TiO, composites corresponds to C=N function. The
absorption around 3050 cm ™" is due to>C-H of imidazole and
imidazole-TiO, composites. The peak at~966 cm ' is likely
due to the phenyl C-H stretching.

Among the three basic sites in the imidazole the
azomethine nitrogen is involved in the binding process with
TiO, nanoparticles. This is because of the high electron den-
sity at the azomethine nitrogen. In order to prove the higher
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electron density at azomethine nitrogen, we have performed
DFT calculation to get the molecular electrostatic potential
(MEP) for imidazole, bare TiO, and imidazole-TiO, compos-
ites. The MEP map (Fig. 11) shows that nitrogen atoms rep-
resent the most negative potential region (dark red).

The predominance of green region in the MEP surface
corresponds to a potential halfway between the two extremes
red and dark blue colours. Mulliken charge distribution shows
that titanium atom exhibits more positive charge and the
azomethine nitrogen atom exhibits a more negative charge
(Table S1 & S2).

Electronic Properties of TiO, Clusters and the Composites

The bent TiO, is energetically more stable by about 1.9 eV

than its linear isomer. The Ti—O bond length and O— Ti -0
bond angle are 1.65 A and 108°, respectively. The bent TiO,
formation is explained by the interaction of Ti atom with O,
molecule which results in a metastable structure in which the

O- Ti -O bond angle and Ti—O and O-O interatomic dis-
tances are 46.80, 1.82 and 1.47 A, respectively. The energy
of the bent structure is lower by 4.12 eV than the metastable
isomer and the energy barrier between these two structures is
0.26 eV. On interaction of Ti atom with metastable TiO, clus-
ter, the O—O bond is broken and planar Ti,O, is formed. Ti-Ti
and Ti—O bond lengths are 2.23 and 1.89 A, respectively. The
interaction of Ti,O, cluster with O, molecule results cis and
trans Ti,O4 clusters. Trans Ti,O, is 0.28 eV lower energy than
its cis isomer. The ring isomer of TizOg is less stable than its

Table 1  Bi exponential fitting parameter for fluorescence decay of imidazole, imidazole-TiO, (A) and imidazole-TiO, (R) composites
Compound 10% a, 10° T, (ns) 10% a, 10% 7, (ns) Tave (DS) k, Koy Ket
0 s ! 0 °s ! 0 s !
Imidazole —TiO, (A) 3.49 2.09 1.66 1.15 2.51 191 2.07 1.1
composite
Imidazole-TiO, (R) 3.61 2.14 1.29 1.23 2.49 1.93 2.09 1.3
composite
Imidazole 3.51 2.11 1.72 1.30 2.62 1.83 1.98 1.1
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Fig. 10 FT-IR spectra of imidazole, bare TiO, (A) & TiO, (R), imidazole-TiO, (A) composite and imidazole-TiO, (R) composite

cage isomer by 1.47 eV. Similar results are obtained for Ti4Og
and TisOq clusters.

The calculated total energy per TiO, unit (E7/m) (m and Er
are the number of TiO, units and the total energy of the cluster,
respectively) is obtained as 23.61, 24.31, 24.68 and 24.92 eV
for trans TiO,, cage TizOs, cage TiyOg and cage TisO, re-
spectively. Comparison of two-dimensional (2D) clusters with
the planar clusters show that all 2D clusters have a ring struc-
ture and the number of monovalent oxygen atoms is set to n
and Ti atoms bind to three oxygen atoms. The energy differ-
ence Ey5=E,,, - E,, between the lowest lying structure of a
particular cluster (£,,) and its planar isomer (£,,;,,) decreases
with decreasing n. The calculated positive £z shows that
three-dimensional (3D) cluster structures are more stable than
2D isomers. The formation of the 2D clusters become quite
unfavourable as the size of the cluster grows. For 3D clusters
the formal oxidation states of oxygen and titanium atoms are
(—2) and (+4), respectively. In contrast to 3D clusters, most of
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the oxygen and titanium atoms in the 2D clusters do not reach
their formal oxidation states, which lower the stability of these
planar structures. Presence of O—O repulsive interaction
lowers the stability of 2D clusters. The ring radius of the
planar clusters increases with n, which leads to a decrease in
average interatomic distance between oxygen atoms and low-
ering the repulsive interaction.

We have calculated the energy gap (E,) of the highest oc-
cupied molecular orbital (HOMO)-lowest unoccupied molec-
ular orbital (LUMO) (Fig. 12) of all the clusters in order to
elucidate the electronic properties. As a consequence of the
quantum confinement effect the HOMO-LUMO gap (£,) de-
creases as the material size grows. However, we have not
found any correlation between E, and size of the clusters.
The calculated E, values are much dispersed and the quantum
size effect emerges from confinement. The structure of the
clusters plays an important role in determining the electronic
properties, since the corresponding orbitals are localized on
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Fig. 14 Projected density of
states (PDOS) for imidazole, bare
(Ti0O,), and imidazole~(TiO,),,

composites

the surfaces and their energies depend on the surface struc-
tures. There is a correlation between the stability and £, of the
clusters; larger E, implies a higher stability of a particular
system. We have analysed in detail the interaction of the
ground state structures of the small titania clusters with a sin-
gle imidazole molecule via three different adsorption modes:
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molecular adsorption, dissociative adsorption and H-bonding.
The optimized structures of the composites are displayed in
Fig. 13. Molecular adsorption of imidazole is common for all
clusters and we have observed that the imidazole molecule
preferentially binds to one of the titanium atoms. But binding
of the imidazole with clusters decrease energy gap as shown

Table 2 Eyomo, ELumo, energy gap (E,), distance Ti-N (A), binding energies (E,), optimised energies (E) and dipolemoments of imidazole-TiO,
composites along with TiO, clusters

Compound Enomo Erumo E; (eV) Ey (eV) Ti-N D

N-site O-site
Imidazole -7.06 1.59 —-8.65 - - - 3.98
Imidazole-TiO, (linear) -7.31 (-10.25) 0.09 (-2.21) —7.40 (-8.04) 5.24 2.01 2.02 155(1.2)
Imidazole-TiO, (bent) —4.59 (-10.36) 0.13 (—1.98) —4.72 (—8.38) 5.52 291 2.02 16.65 (8.9)
Imidazole-Ti,O4 (cis) =5.75 (-9.72) —0.03 (-0.91) —5.72 (-8.81) 7.06 2.82 2.01 23.3 (8.82)
Imidazole-Ti,O, (trans) —6.48 (—12.23) —1.49 (-3.01) —4.99 (-9.22) 7.66 3.02 2.01 27.0 (0.00)
Imidazole-Ti;Og (ring) —7.79(-10.00) -1.19 (-2.14) —6.60 (—7.86) 7.19 3.20 2.02 18.03 (0.00)
Imidazole-Ti;O¢ (cage) —6.09 (—-12.21) —1.6 (-3.08) —4.49 (-9.13) 7.34 2.62 2.02 10.54 (9.80)
Imidazole-Ti4Og (cage 1) —6.31 (—10.86) —1.0 (-3.98) —5.31 (-6.88) 7.86 2.56 2.01 3234 (5.4)
Imidazole-Ti4Og (cage 2) =5.09 (-10.71) —1.69 (-3.15) —3.40 (-7.56) 7.89 242 2.01 29.06 (3.5)
Imidazole-TisO1 (ring) -7.83 (-12.12) —1.07 (-3.14) —6.76 (—8.98) 7.75 3.56 2.02 28.07 (0.00)
Imidazole-TisO (cage) —7.22 (-10.0) —0.85 (—4.34) —6.37 (—5.66) 7.80 3.89 2.02 24.40 (9.1)

values in the parenthesis corresponds to theoretical values
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Fig. 15 Molecular docked model of 2-(4-methoxynaphthalen-1-yl)-1-
phenyl-1H-phenanthro[9.10-d]imidazole located within the DNA

by Fig. 13. This is due to the effective overlap of d-orbital if
the titanium with the lone pair of the azomethine nitrogen
atom.

The projected density of states (PDOS) for the composites
is presented in Fig. 14. The bare TiO, DOS spectra contains a
broad VB and a broad CB, separated by a wide bandgap. The
PDOS shows that the energies of LUMO from the isolated
adsorbate and the edge of the CB coinsides and therefore the
LUMO of the composite contains contribution from both ad-
sorbate and substrate. The adsorbate LUMO coupled with CB
of TiO, and is spread over significant portion of the substrate
CB. The calculated dipolemoment of the composite is rela-
tively larger than that of bare imidazole and (TiO,)n clusters
due to the rearrangement of electron density upon the

Table 3 Binding interaction
energies of 2-(4-
methoxynaphthalen-1-yl)-1-
phenyl-1H-phenanthro[9.10-
dJimidazole with DNA

Conformation  Binding
Affinity
(Kcal/mol)

9.5
—92
—8.8
—8.7
—8.6
-85
-84
—8.2
—8.0
—7.8

O 00 3 O U A~ W N —

—_
(=)

formation of imidazole-TiO, composites. Due to the stronger
interaction of the lone electron pairs of the nitrogen atom with
the titania cluster the interatomic distance between the titani-
um and nitrogen atoms is around 2.01 A. The binding energy
(Ep) has been calculated using the equation, E,=Er
[(TiOy)n]+E7 [imidazole]- E7 [composite]; Ey, values ranging
from 1.35to 1.03 eV for the TiO, clusters. The magnitude and
shape of HOMO and LUMO levels and energy gap (E,) have
strong effects on the reactivity and chemical stability of a
material. Similar to electronic properties of the bare clusters,
the structure of the binding sites of the imidazole molecule and
the structure of the clusters influence the interaction strength
as displayed in Table 2. The change in the £, of the odd n
clusters upon adsorption of the imidazole molecule are larger
than those of the even n clusters [74]. Adsorption of imidazole
on clusters causes the magnetization of the composites with
induced magnetic moments. If the cluster size decreases, the
ground state energy increases because the surface to volume
ratio becomes high. The surface atoms have a lower coordi-
nation in smaller cluster and average number of bond is lower.
The surface energy contributes to the ground state energy and
becomes high in odd clusters which are of ionic nature the
even clusters are of covalent nature and the even clusters are
more stable than odd clusters.

Molecular Docking Studies

To understand the binding interaction between biological
macromolecule with 2-(4-methoxynaphthalen-1-yl)-1-phe-
nyl-1H-phenanthro[9.10-d]imidazole for the rational drug de-
sign and drug discovery molecular docking study has been
carried out. By placing the 2-(4-methoxynaphthalen-1-yl)-1-
phenyl-1H-phenanthro[9.10-d]imidazole into the binding site
of the target specific region of the DNA mainly in a non-
covalent fashion and to predict the correct binding mode and
binding affinities [108]. The more negative the binding energy
the stronger is the interaction between the 2-(4-
methoxynaphthalen-1-yl)-1-phenyl-1H-phenanthro[9.10-
dJimidazole and DNA, the most stable the complex formed
between 2-(4-methoxynaphthalen-1-yl)-1-phenyl-1H-
phenanthro[9.10-d]imidazole and DNA.

In our experiment, the 2-(4-methoxynaphthalen-1-yl)-1-
phenyl-1H-phenanthro[9.10-d]imidazole were successively
docked with DNA duplex of sequence d(CGCGAATT
CGCG)2 dodecamer (PDB ID: 1BNA) in order to expect the
selected binding site along with favored orientation of the
drug inside the DNA groove. The energetically favorable con-
formation of the docked pose exposed that 2-(4-
methoxynaphthalen-1-yl)-1-phenyl-1H-phenanthro[9.10-
dJimidazole binds to groove of DNA (Fig. 15). From the re-
sults (Table 3), it can be found that the binding free energy
(DG) is apparently lower when there are adenine (A) and
thymine (T) base pairs in the DNA sequences, indicating that
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the preferential binding site of 2-(4-methoxynaphthalen-1-yl)-
1-phenyl-1H-phenanthro[9.10-d]imidazole on the A-T rich
sequence of DNA. However, 2-(4-methoxynaphthalen-1-yl)-
1-phenyl-1H-phenanthro[9.10-d]imidazole prefers to bind on
the minor groove of A-T rich region of DNA molecule, which
is reliable with above experimental results, and the consider-
able change of conformation of 2-(4-methoxynaphthalen-1-
yl)-1-phenyl-1H-phenanthro[9.10-d]imidazole occurs in the
binding process with DNA to orient easily along the minor
groove.

Conclusion

Fluorescent enhancement of imidazole by rutile TiO, and
quenching by anatase TiO, have been explained and binding
constants have been obtained based on photoelectron transfer
(PET) mechanism; the negative AG,, values reveal that the
electron transfer process is thermodynamically favourable.
SEM with EDX, TEM and electronic spectral analyses show
the adsorption of imidazole on the TiO, surface. We have
studied the stability, structural and electronic properties of
the bare (Ti0O,), clusters of different sizes and their interaction
with imidazole. The calculated HOMO-LUMO orbital ener-
gies and their differences, exhibit geometry and size depen-
dence and do not follow a regular pattern. The interaction
between the imidazole and TiO, clusters is dominated by the
hybridization between d-orbitals of titanium and p-orbital of
the azomethine nitrogen atom and this determines the strength
of interaction of imidazole with TiO,. The interaction strength
between imidazole molecule and the ground state structure of
a particular cluster depends on the size of the cluster.
Adsorption of the imidazole on the TiO, clusters modifies
the electronic properties of the TiO, clusters and the
HOMO-LUMO analysis confirms the occurrence of charge
transfer. Mulliken charge distribution shows that titanium at-
om exhibits more positive charge and the azomethine nitrogen
atom exhibits a more negative charge. These two atoms form
the weak interaction of Ti—-N bond (N-site) in imidazole— TiO,
composites. The calculation reveals reduction in the energy
gap for imidazole-TiO, composite compared to the bare TiO,
and imidazole. Docking analysis shows that 2-(4-
methoxynaphthalen-1-yl)-1-phenyl-1H-phenanthro[9.10-
dJimidazole prefer to bind on the minor groove of A-T rich
region of DNA molecule.
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