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ABSTRACT: We demonstrate experimental evidence of the effect
of surface plasmon resonance of noble metal nanoparticles (NPs)
on the activity of a well-known biomedicinal drug in the proximity
of a semiconductor having a wide band gap for enhanced
photodynamic therapy (PDT) efficacy. We have chosen riboflavin
(Rf) (or vitamin B2) as a model photosensitizer, attached with ZnO
NPs and further attached with gold (Au) NP-decorated ZnO to
increase the efficiency. The synthesized nanohybrids are charac-
terized with the help of different microscopic, optical spectroscopic,
and density functional theory (DFT)-based techniques. The DFT
and time-dependent DFT-based calculations validate the exper-
imental findings. A detailed ultrafast spectroscopic study has been
carried out further to study the excited-state charge dynamics in the
interface of the nanohybrids. The occurrence of a Förster resonance energy transfer (FRET) between Rf and Au has been found to
be the key reason for the increased efficiency in the Rf−ZnO−Au nanohybrid over the Rf−ZnO one. The dipolar coupling between
Au and Rf in the Rf−ZnO−Au nanohybrid further facilitates the generation of reactive oxygen species (ROS) in comparison to Rf−
ZnO under blue-light irradiation. The greater efficiency in ROS generation by the Rf−ZnO−Au nanohybrid has been utilized for
antimicrobial action against methicillin-resistant S. aureus (MRSA). Overall, the present study highlights the dual sensitization for
achieving enhanced electron injection efficiency in the Rf−ZnO−Au nanohybrid in order to use it as an antibacterial agent that
could be translated in PDT.
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1. INTRODUCTION

Photodynamic therapy (PDT) is a revolutionary most exciting
therapy strategy that involves non-invasive treatment of
cancers of various types and locations.1−4 It depends on the
application of a photosensitizer (PS), which is intensely
assembled in pathological tissues. The PS molecules generate
reactive oxygen species (ROS) upon excitation at a particular
wavelength which involves the selective destruction of infected
cells.5 Over the past 5 decades, riboflavin (Rf) or vitamin B2
has been used as a potential photosensitizer because of its
tremendous ROS generation ability under visible light
irradiation.6,7 It is a water-soluble essential micronutrient and
is substantially available in dietary products of both vegetable
and animal origin.8−10

The effectiveness of PDT depends on the photoexcitation of
the PS assembled at the target sites as well as its
pharmacokinetic properties to achieve the desired biological
response. However, the conventional therapeutic agents have
some limitations such as poor solubility, short circulation time,
high immunogenicity, and non-specific distribution throughout
the body, which lead to the induction of various side effects in
normal tissues.11,12 Nanomaterials as drug carriers can

overcome these limitations as they exhibit upgraded
pharmacokinetics and biodistribution of drugs, and their
accumulation at the targeted site reduces toxicity.13 Also, the
solubility of hydrophobic drugs increases upon their
formulation as nanoconjugates.14 Moreover, sensitization of
drugs by inorganic NPs through formulation of a nanohybrid is
key for the enhancement of drug activity.15 In recent years, a
variety of nanohybrids have been used to deliver drugs and
biomolecules to achieve satisfying therapeutic effects.16−18

Among all, ZnO-based nanohybrids are most promising in
terms of modulation of drug activity, disease site-specific
targeted delivery, and less toxicity.19

Utilization of dual sensitization can be very useful in order to
get more efficiency in PDT. This novel approach is based on
the Förster resonance energy transfer (FRET) between
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covalently linked donor molecules to the acceptor, attached to
the surface of the semiconductor which has been previously
used to enhance the efficiency in dye-sensitized solar cells.20,21

In recent times, a few groups have reported dual-sensitized
nanohybrids consisting of quantum dots and upconversion
nanomaterials.22−26 All the earlier reported nanohybrids are
not only toxic but also require complicated and expensive
methods for their synthesis. However, the implementation of
this kind of system in PDT is not highlighted in the
contemporary literature. In this regard, development of an
organic/inorganic nanohybrid system using plasmonic NPs
could be a better solution for the enhanced efficacy of PDT
and thus is one of the main motives of the present work.
Herein, we have selected Rf as a model photosensitizer,

which is attached with ZnO NPs and further attached with Au-
decorated ZnO. We have specifically chosen Au as the noble
metal because of its greater biocompatibility than other noble
metals and the ease of synthesis.27 The sizes of the NPs and
decoration of Au on the ZnO surface are confirmed by electron
microscopic techniques. The attachment of Rf has been
investigated by optical spectroscopic and DFT-based methods.
The picosecond-resolved fluorescence study explores the
excited-state photoelectron-transfer process from Rf to ZnO
and FRET from RF to Au in Rf−ZnO−Au nanohybrids, which
has been confirmed by the fluorescence transient of the Rf−
Al2O3−Au nanohybrid. The presence of Au influences huge
charge separation in the Rf−ZnO−Au nanohybrid upon blue-
light irradiation which leads to greater production of ROS
upon blue-light irradiation. The Rf−ZnO−Au nanohybrids
show enhanced antibacterial activity in a dose-dependent
manner against MRSA due to photoinduced ROS. In short, the
present study demonstrates the dual sensitization of Rf for
enhanced ROS generation for potential antibacterial activity
that could be effective for PDT.

2. MATERIALS AND METHODS
The chemicals of analytical grade were used without further
modification. ZnO NPs (size <50 nm), Al2O3 NPs (size <50 nm),
Rf, and chloroauric acid (HAuCl4·H2O) were purchased from Sigma-
Aldrich. Ethanol was purchased from Merck, and Millipore water was
used for aqueous solutions. The DCFH-DA (2,7-dichlorodihydro-
fluorescein diacetate) probe was purchased from Calbiochem for the
DCFH oxidation assay. In order to investigate the antibacterial
activity of the Rf−ZnO−Au nanohybrid, Luria-Bertani broth (LB)
and LB top agar from HIMEDIA were used as media.

2.1. Synthesis of the Rf−ZnO Nanohybrid
The Rf−ZnO nanohybrid was synthesized by addition of ZnO NPs
(10 mg) to 10 mL of Rf solution (0.5 mM solution in ethanol) under
magnetic stirring at room temperature for 12 h. After that, the
solution was centrifuged for 30 min and washed with ethanol four
times to wash out free dyes. The nanohybrid was then dried in an
oven for 4 h at 70 °C.

2.2. Synthesis of the Au−ZnO Nanohybrid
12 mg of ZnO NPs was slowly added to 5 mL of 1 mM chloroauric
acid (HAuCl4·H2O) aqueous solution under continuous stirring for
15 min at room temperature. Then, an aqueous solution of 5 mM
sodium borohydride (NaBH4) was added dropwise to the solution for
the reduction of gold chloride to Au NPs. Immediately, the solution
turned red from pale yellow, indicating the decoration of the Au NPs
on the surface of ZnO NP NPs.

2.3. Synthesis of the Rf−ZnO−Au Nanohybrid
The Rf−ZnO−Au nanohybrid was synthesized upon addition of 10
mg of the Au−ZnO nanohybrid to 10 mL of Rf solution (0.5 mM
solution in ethanol) at room temperature under continuous stirring

for 14 h. The solution was then centrifuged for 20 min and washed
with ethanol four times to remove any free Rf. The synthesized Rf−
ZnO−Au nanohybrid was then dried in the oven for 4 h at 70 °C.

2.4. Synthesis of Rf−Al2O3 and Rf−Al2O3−Au Nanohybrids
The Rf−Al2O3 nanohybrid was synthesized upon addition of 10 mg of
Al2O3 NPs to 10 mL of Rf solution (0.5 mM solution in ethanol)
under magnetic stirring at room temperature for 12 h. After that, the
solution was centrifuged for 30 min and washed with ethanol and
double-distilled water four times to wash out free dyes. The
nanohybrid was then dried in the oven for 4 h at 80 °C. The
Al2O3−Au nanohybrid was synthesized by following the synthesis
procedure of the Au−ZnO nanohybrid. The Rf−Al2O3−Au nano-
hybrid was synthesized by adding 10 mg of the synthesized Al2O3−Rf
nanohybrid to the Rf solution in ethanol (0.5 mM), followed by
continuous stirring at room temperature for 14 h. The solution was
then centrifuged for 30 min, and the prepared Rf−Al2O3−Au
nanohybrid was dried in the oven for 4 h at 70 °C.

2.5. Characterization Techniques
In order to prepare the samples for transmission electron microscopy
(TEM) analysis, diluted solutions of Au−ZnO in ethanol were spread
over a carbon-coated copper grid. In order to record X-ray diffraction
(XRD) patterns, the samples were measured using a PAN analytical
XPERTPRO diffractometer equipped with Cu Kα radiation (at 40
mA and 40 kV) at a rate of 0.02° S−1 in the 2θ range from 30 to 70°.
A Shimadzu spectrophotometer (UV-2600) and a HORIBA
Fluorolog were used to measure absorption and steady-state
emissions, respectively. To measure time-resolved photolumines-
cence, a time-correlated single-photon counting setup from Edinburgh
Instruments was used. The measured IRF (instrument response
function) was 80 ps. The nonlinear least-squares procedure was used
to fit the fluorescence transients.28 The Förster distance (R0) is
determined by

R Q J0.2110
2 4

D
1/6κ η= × [ ]−

(1)

After getting the value of R0, the distance (r) between the donor
and the acceptor was calculated using the following equation

r E E(1 )/6 = − (2)

where E is the efficiency of energy transfer.

2.6. Measurement of ROS
DCFH was prepared by the de-esterification reaction of DCFH-DA.29

Rf (1.2 μM), the Rf−ZnO nanohybrid (the concentration of Rf in the
nanohybrid is 1.2 μM), the Rf−ZnO−Au nanohybrid (the
concentration of Rf is 1.2 μM), the Rf−Al2O3 nanohybrid (the
concentration of Rf in the nanohybrid is 1.2 μM), the Rf−Al2O3−Au
nanohybrid (the concentration of Rf in the nanohybrid is 1.2 μM),
and Au−ZnO (the concentration of Au−ZnO is the same as the
concentration of Au−ZnO in Rf−ZnO−Au) were used for ROS
measurements.

2.7. Bacterial Strain and Culture Conditions
The strain of methicillin-resistant S. aureus (MRSA) was used for the
bacteriological assay. The cells were incubated with 0.20 mg/mL Rf−
ZnO−Au nanohybrid or Rf−ZnO nanohybrid, and others as the
control (the concentration of Rf was used on the basis of Rf loading
on the ZnO surface, and the concentrations of ZnO and Au−ZnO
were equivalent to the concentration of the Rf−ZnO−Au nano-
hybrid) for 3 h. The experiments were performed in the absence as
well as in the presence of blue light (λmax = 409 nm) for 30 min. The
colony forming units (CFU) of S. aureus were counted to quantify the
antibacterial activity.

3. COMPUTATIONAL METHODS
The structure of Rf vitamin was obtained from PubChem (CID
493570). The DFT and TD-DFT calculations were performed in
Gaussian 16 software. Geometric optimization of the pristine Zn12O12
nanocage was performed at the level of DFT using the B3LYP30−32
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exchange correlation functional and the 6-311++g(d,p)33 basis set. It
is composed of eight (ZnO)3 and six (ZnO)2 rings forming a
cluster.34,35 To prepare the Au-doped Zn12O12 structure of NPs,
several doping configurations were optimized with the B3LYP/6-311+
+G(d,p)-SDD-based method,36 and further calculations were carried
out with the most favorable structure. The band-gap energies (Eg)
were calculated from the energy of the lowest unoccupied molecular
orbital (ELUMO) and the energy of the highest occupied molecular
orbital (EHOMO) in the following form

E E Eg LUMO HOMO= − (3)

Density of states (DOS) for all the studied structures was plotted
by using the GaussSum 2.1.4 program.37

4. RESULTS AND DISCUSSION
Figure 1a,b shows the HRTEM image of Au-decorated ZnO
NPs. It depicts Au NPs that are uniformly decorated on the

surface of ZnO, and the average diameter of Au NPs is found
to be ∼10 nm. The interplanar distance of the lattice fringes of
ZnO NPs is measured to be 0.28 nm, which corresponds to the
(100) crystal planes. Whereas, an interplanar distance of 0.31
nm for the Au NPs signifies the (222) crystal planes.28,38 The
low-magnification TEM images of Au−ZnO show the uniform
decoration of Au on the surface of ZnO (Figure S1a−c). The
size distribution of Au nanoparticles (NPs) on the surface of
ZnO has been calculated (Figure S1d). The average size of Au
NPs is found to be ∼9 nm. We have investigated the EDAX
spectra of at least 20 NPs and found them to be consistent.
The compositional analysis of Au−ZnO is obtained from
EDAX, as shown in Figure S2 and tabulated in Table S1. The
atomic percentage of Au is found to be 6.85. Figure 1c displays
characteristic XRD patterns of ZnO and Au−ZnO hybrids.
The diffraction pattern of ZnO NPs suggests a hexagonal
wurtzite structure.39 The decoration of Au NPs on the surface
of ZnO NPs could not change the position of the diffraction
peaks of ZnO, which indicates that the surface of ZnO remains
intact upon Au decoration. However, some additional
characteristic peaks of Au NPs appear in the XRD pattern of
the Au−ZnO nanohybrids. The positions (2θ value) of the

diffraction peaks of Au NPs are observed to be at 38.13, 44.28,
and 64.55°, which signify the (111), (200), and (220) crystal
planes, respectively.40

The absorption spectra (Figure 2a) of Rf in ethanol exhibit
two characteristic peaks at 351 and 445 nm. In the case of Rf−

ZnO and Rf−ZnO−Au, the change in the absorbance peak at
445 nm indicates the complex formation between Rf and the
surfaces of both ZnO and Au−ZnO, as shown in Figure 2a.17,28
The absorption spectra of Au−ZnO possess two characteristic
peaks of Au and ZnO at 536 and 369 nm, respectively. No
distinct peak of Rf is observed in both nanohybrids due to a
very low concentration of Rf and significant scattering of the
NPs. However, the characteristic peak of ZnO is visible for
both nanohybrids. However, the attachment of Rf is concluded
from the steady-state emission spectrum. It shows a sharp
emission peak at 520 nm upon excitation at 409 nm in ethanol.
In the case of Rf−ZnO and Rf−ZnO−Au, the characteristic
peak of Rf is observed along with significant quenching in
emission intensity, as depicted in Figure 2b. The emission
quenching for both nanohybrids signifies the existence of the
excited-state non-irradiative process.
Further, the DFT- and TD-DFT-based computational

calculations are performed to understand the electronic
structures. Computational investigations are particularly useful
for understanding trends observed in the properties of
molecular materials. The structure of Rf is optimized by the
DFT/B3LYP method, as shown in the inset of Figure S2a. The
UV−vis absorption spectra are calculated using the most stable
structure of Rf by the TD-DFT/B3LYP-based method, as
depicted in Figure S3a, which well matches with experimental
absorption. Figure S3b depicts the calculated emission spectra
of Rf. The calculated emission peak is well consistent with the
experimental findings. The TDOS of Rf is calculated using the
DFT/B3LYP exchange correlation functional method and
plotted in GaussSum 2.1.4 software, as shown in Figure S4a. It
is composed of the valence band (VB) and conduction band

Figure 1. (a) TEM image of Au−ZnO. (b) HRTEM image of Au−
ZnO. (c) Powder XRD pattern of ZnO (violet) and Au−ZnO
(green).

Figure 2. (a) UV−vis absorption spectra of Rf (blue), Rf−ZnO
(pink), ZnO (red), Au−ZnO (black), and Rf−ZnO−Au (green) in
ethanol. The inset shows enlarge absorption spectra of Rf in ethanol,
(c) room-temperature emission spectra of Rf (blue), Rf−ZnO (pink),
and Rf−ZnO−Au (green) in ethanol.
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(CB) of Rf, which are separated by an energy gap of 2.7 eV.
Figure S4b shows the electron delocalization of Rf at the
HOMO and LUMO.
The structure of pristine Zn12O12 is prepared by eight

hexagons of (ZnO)3 and six tetragons of (ZnO)2 rings with
tetrahedral rotational as well as inversion symmetry. The inset

of Figure 3a depicts the structural geometry of pristine
Zn12O12. The average bond lengths of hexagons (L1) and
tetragons (L2) are about 1.88 and 1.96 Å, respectively. The
angles in hexagons (θ1, θ2) and tetragons (θ3, θ4) are 126.68,
112.29, 91.07, and 87.75°, respectively. Recently, the
optimized structure of Zn12O12 using DFT/B3LYP exchange

Figure 3. (a) Theoretical UV−visible absorbance of ZnO. The inset shows the structure of Zn12O12. (b) DOS plot of ZnO. (c) LUMO (top) and
HOMO (bottom) of the optimized geometrical structure of ZnO. The energy gap between HOMO and LUMO is 3.48 eV. (d) Theoretical UV−
visible absorbance of Au−ZnO. The inset shows the structure of Au-doped Zn12O12. (e) DOS plot of Au−ZnO. (f) LUMO (top) and HOMO
(bottom) of the optimized geometrical structure of Au−ZnO. The energy gap between HOMO and LUMO is 1.89 eV.

Figure 4. (a) Picosecond-resolved fluorescence transients of Rf (blue), Rf−ZnO (pink), Rf−ZnO−Au (green), and Rf−Al2O3−Au (red) in
ethanol. (b) Spectral overlap between emission of Rf (red) and absorption of Au−ZnO (black). (c) Room-temperature emission spectra of Rf
(blue), Rf−ZnO (pink), Rf−ZnO−Au (green), Rf−Al2O3 (gray), and Rf−Al2O3−Au (red) in ethanol.
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correlation functions showed that the distances L1 and L2
were 1.85 and 1.93 Å, respectively. The calculated θ1, θ2, θ3,
and θ4 angles were obtained to be 126.41, 112.37, 91.97, and
86.92°, respectively.41 It can be concluded that the obtained
theoretical results well matches with previously reported
literature values.41,42 The absorption spectrum of Zn12O12 is
calculated by using the same exchange correlation function.
The calculated absorption peak is found to be at a wavelength
of 350 nm, as shown in Figure 4a, which is well consistent with
our experimental absorption spectra.35 The TDOS of Zn12O12
is calculated using the B3LYP exchange correlation functional
method and plotted in GaussSum 2.1.4 software, as shown in
Figure 3b. It depicts proper orbital delocalization in VB and
CBs of Zn12O12 NPs. The HOMO and LUMO of Zn12O12 are
separated by a band gap of 3.48 eV, which well matches with
the reported literature.34 Figure 3c depicts surfaces of the
frontier molecular orbitals (HOMO/LUMO) of Zn12O12. The
molecular orbitals (HOMO and LUMO) of the Zn12O12 NPs
are localized on the respective Zn and O sites, which imply that
the Zn sites are electrophilic and O sites are nucleophilic in
nature. The Au-doped Zn12O12 NPs are prepared by replacing
two Zn atoms of the optimized Zn12O12 structure with two Au
atoms. The inset of Figure 3d depicts the optimized geometry
of the Au-doped Zn12O12 structure calculated by the B3LYP/6-
311++G (d,p)-SDD-based method. The UV−vis absorption
spectra of Au-doped Zn12O12 are calculated with the most
stable geometry of hybrids, as shown in Figure 3d, which well
matches with our experimental results. The TDOS of Au-
doped Zn12O12 NPs is calculated, as shown in Figure 3e. The
doping of Au shifts the HOMO level to higher energies and
consequently the band gap becomes comparatively narrowed.
The calculated band gap is found to be 1.89 eV, which
indicates the formation of Au-doped Zn12O12 hybrid nanoma-
terials. The surfaces of the frontier molecular orbitals
(HOMO/LUMO) of the Au-doped Zn12O12 hybrid are
depicted in Figure 3f. It depicts the electron density being
shifted toward Au due to a higher electron affinity. The
attachment of Rf on the surface of Au−ZnO is optimized by
using the DFT/B3LYP method, as shown in Figure S5a. The
DOS of Rf−ZnO−Au (Figure S5b) depicts some additional
states, which indicates the electron transfer process from the
LUMO of Rf to the CB of ZnO.43

In order to study the charge-transfer process, the pico-
second-resolved fluorescence experiment is performed. The
time-resolved transients depict the faster fluorescence decay for
both Rf−ZnO and Rf−ZnO−Au nanohybrids, as compared to
the Rf only solution (Figure 4a). The fluorescence decay was
monitored at 520 nm with excitation of a 409 nm laser source.
The fluorescence transient of Rf is characterized by two time
constants of 643 and 5313 ps with an average lifetime of 3762
ps, which decreases significantly for Rf−ZnO due to the
presence of an additional faster component of ∼54 ps (having
46.33% contribution). The faster component of 54 ps is
attributed to the interfacial excited-state photoelectron-transfer

process from the LUMO of Rf to the CB of ZnO NPs.44−46 In
the case of the Rf−ZnO−Au nanohybrid, the faster component
of 48 ps is attributed to interfacial excited-state electron
transfer.15 It has to be stated that the time component of 155
ps could be manifestation of FRET from Rf to Au.44 Moreover,
we have introduced the Rf−Al2O3−Au nanohybrid (Al2O3 is
an insulator) and measured time-resolved fluorescence for
further clarification. Herein, the time constant of 143 ps
(contribution of 38.6%) indicates the energy transfer from Rf
to Au NPs (since Al2O3 is an insulator, the possibility of the
excited-state photoelectron-transfer process from Rf to Al2O3 is
insignificant). In the case of the Rf−ZnO−Au nanohybrid,
almost a similar time constant of 155 ps implies the energy
transfer from Rf to Au. The fitting parameters of fluorescence
transient are listed in Table 1. Moreover, the overlap between
the emission of the donor (Rf) and the absorption of the
acceptor, as shown in Figure 4b (herein, gold is the acceptor),
confirms the possibility of significant dipolar coupling between
Rf and Au. The steady-state emission of all the samples is
represented in Figure 4c. It shows significant emission
quenching of Rf−Al2O3−Au with respect to only Rf, which
also indicates the FRET between RF and Au. The scheme of
FRET is created to determine the distance between the donor
and the acceptor using eq 2. The FRET efficiency and the
overlap integral [J (λ)] are calculated to be 47.83% and 5.89 ×
1015 M−1 cm−1 nm4, respectively. The distance between the
donor (Rf) and the acceptor (surface of Au NPs) is found to
be 5.11 ± 0.025 nm, which is within the probing limit of FRET
(1−10 nm). The presence of Au NPs with the SPR band
influences the enhanced electron injection from Au to ZnO, as
evident from other reported literature studies.47−50

Photoinduced ROS generation is illustrated using a well-
known non-fluorescent marker, DCFH. DCFH oxidizes to
fluorescent dichlorofluorescein (DCF) by ROS, exhibiting an
emission near 520 nm upon excitation at 488 nm. Thus, the
enhancement of the ROS level is demonstrated by the
enhancement of the emission intensity at 520 nm.51 The
oxidation of DCFH is monitored for 8 min in the dark and
then under irradiation of blue light for 24 min. In the dark,
there is no enhancement of emission intensity at 520 nm.
However, with the increase in the light exposure time, a greater
enhancement of emission intensity is observed for the Rf−Au−
ZnO nanohybrid as compared to Rf−ZnO, Rf−Al2O3−Au, Rf,
and others as controls (Figure 5a). On the other hand, Rf−
ZnO produces greater ROS as compared to Rf−Al2O3−Au,
Rf−Al2O3, Au−ZnO, Rf, and DCFH only. In the course of the
excited-state photoelectron-transfer process of the Rf−ZnO
nanohybrid, the separated free electrons and the holes produce
a significant amount of ROS (free electrons produce
superoxide from oxygen molecules, and holes generate
hydroxyl radicals from water molecules) from neighboring
oxygen and water molecules.52−54 In the case of the Rf−ZnO−
Au nanohybrid, the energy transfer from Rf to Au NPs takes
place due to dipolar coupling between Rf and Au NPs. Besides

Table 1. Lifetime of Picosecond Time-Resolved Fluorescence Transients of Rf, Rf−ZnO, Rf−ZnO−Au, and Rf−Al2O3−Au in
Ethanol

system excitation wavelength (nm) emission wavelength (nm) τ1 (ps) τ2 (ps) τ2 (ps) τavg (ps)

Rf 409 520 643 (33.20%) 5313 (66.80%) 3762.56
Rf−ZnO 409 520 54 (46.33%) 646 (28.67%) 5020 (25%) 1466.23
Rf−ZnO−Au 409 520 48 (54.6%) 155 (32.3%) 4202 (13.1%) 626.84
Rf−Al2O3−Au 409 520 143 (38.6%) 823 (28.6%) 5098 (32.8%) 1962.72
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the photoelectron transfer process from the excited state of Rf
to the CB of ZnO in the Rf−ZnO−Au nanohybrid, the dipolar
coupling between Rf and Au NPs also leads to electron transfer
from Au NPs to the CB of ZnO.48−50 There seems to be a
huge charge separation in the Rf−ZnO−Au nanohybrid upon
excitation, which results in an excessive amount of ROS
production over the Rf−ZnO nanohybrid and other controls
under blue-light irradiation.
Next, we have evaluated the antimicrobial action of Rf−ZnO

and Rf−Au−ZnO toward MRSA in the dark and under blue-
light illumination. In order to determine the dose-dependent
toxicity of the RF−ZnO−Au nanohybrid toward MRSA, the
variable concentration of Rf−ZnO−Au (ranging from 0 to 2
mg/mL) was examined on the growth of MRSA using the cfu
assay under dark conditions (Figure 6a). The minimum
inhibition in the bacterial growth was observed at a
concentration of 0.2 mg/mL, whereas at a concentration of 1
mg/mL, the inhibition of bacterial growth is quite significant.
In order to examine the photodynamic action, a concentration
of 0.2 mg/mL of the Rf−ZnO−Au nanohybrid has been
prepared. Next, the concentration of 0.2 mg/mL was kept
under incubation with the culture of MRSA for 3 h in the dark
prior to 30 min irradiation of blue light. The inset of Figure 6b
shows the pictures of MRSA culture plates treated with the
Rf−ZnO−Au nanohybrid in the absence and in the presence
of blue-light illumination. The images of MRSA plates show
that the bacterial CFU are significantly less in number in the
presence of light as compared to those in the dark. There is no
antibacterial activity observed under dark and light-irradiated
conditions for the control-treated samples (Figure 6b). In the
case of the Rf−ZnO-treated sample, the bacterial growth is
observed to have decreased by 65.9% in CFU compared to
96.7% for the Rf−ZnO−Au nanohybrid-treated samples under
irradiation with blue light. Thus, the inhibition in the growth of
bacteria for the Rf−ZnO−Au nanohybrid is the highest
(96.7%) relative to the other controls.

5. CONCLUSIONS
We have explored the effectiveness of the Rf−ZnO−Au
nanohybrid in visible light harvesting over the Rf−ZnO

nanohybrid for implementation in PDT. The attachment of
Rf on the ZnO surface and the Au−ZnO surface was
characterized by electron microscopy, optical spectroscopy,
and DFT analysis techniques. The DFT- and TD-DFT-based
calculations corroborate the results from the experimental data.
The picosecond-resolved fluorescence transient shows the
excited-state electron-transfer dynamics of Rf−ZnO and Rf−
ZnO−Au. The photoinduced excited-state charge transfer
from Rf to ZnO in the nanohybrid is responsible for overall
efficient ROS generation over the free Rf dye. Besides the
excited-state photoelectron-transfer process, the presence of
Au on the ZnO surface influences the dipolar coupling
between Au and Rf, which leads to a huge charge separation in
the Rf−ZnO−Au nanohybrid upon excitation at blue light.
This huge charge separation upon excitation results in greater
production of ROS for the Rf−ZnO−Au nanohybrid over the
Rf−ZnO nanohybrid. The key advantage of Au on the ZnO
surface in the Rf−ZnO−Au nanohybrid is the enhancement of
efficiency in ROS generation. The photodynamic antibacterial
action on MRSA by both Rf−ZnO and Rf−ZnO−Au
nanohybrids is confirmed by the cfu assay. After incubation
of MRSA with the Rf−ZnO−Au nanohybrid, a significant
reduction (96.7%) in cfu’s was observed upon blue-light
irradiation. Overall, the results highlight the crucial role of the
plasmonic NPs in the Rf−ZnO−Au nanohybrid which
influences the efficiency of ROS production and hence
antibacterial activity under blue-light irradiation. It provides a
promising aspect for the improvement of visible-/NIR-light
driven PDT, which could be translated for other suitable
photosensitizers.

Figure 5. (a) DCFH oxidation (monitored at 520 nm) with time in
the presence of Rf (blue), Rf−ZnO (pink), Rf−ZnO−Au (green),
Rf−Al2O3 (gray), Rf−Al2O3−Au (red), and DCFH (cyan) only under
the dark (8 min) and blue light (24 min).

Figure 6. (a) Dose-dependent antibacterial effect of Rf−ZnO−Au at
concentrations ranging from 0 to 2 mg/mL on MRSA under dark
conditions. (b) Bacterial viability after treatment with 0.2 mg/mL Rf−
ZnO−Au in the presence and absence of blue-light irradiation (30
min). The inset shows images of MRSA plates treated with Rf−ZnO−
Au before (I) and after (II) blue-light irradiation.
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