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ABSTRACT: The antioxidant therapy to preserve residual hearing
is relatively recent, and the search for effective antioxidants is still
ongoing. Though nanoceria has shown promising radical-scavenging
capability, improving its antioxidant ability and the dispersion
stability of its nanofluid, which is critical to the desired site, i.e.,
cochlea, still remains a major challenge. The objective of the present
work is to study the radical-scavenging capability of poly(ethylene
glycol) (PEG)-coated CeO2 and Ce0.5Zr0.5O2 nanoparticles in water
and the biologically relevant fluid (PBS buffer). Nanoparticles in the
size range of 4.0−9.0 nm are synthesized using the coprecipitation
method and characterized using suitable techniques. The scavenging
and dispersion stability of the synthesized nanofluid are analyzed
using a UV−vis spectrophotometer. It is found that the addition of
PEG during the synthesis process promoted the generation of finer nanoparticles with a narrow size distribution and the doping of
zirconium produced a large number of defects in the crystallite structure. The PEG coating over the nanoparticles improved the
dispersion stability of nanofluids without affecting their surface reactivity, and it is found to be 94 and 80% in water and PBS,
respectively, at 500 μM and 60 min, which is maintained till 90 min. The highest scavenging of hydroxyl radicals by PEG-coated
Ce0.5Zr0.5O2 is found to be 60%, which is significantly superior to that of CeO2. The scavenging capability is found to be increased
with the concentration of nanoparticles, showing the best scavenging activity at 190 and 150 μM for PEG-coated CeO2 and
Ce0.5Zr0.5O2, respectively, and the scavenging in water is at par with that of PBS, indicating that these nanoparticles are suitable to be
used in sites where a biologically relevant fluid is present, e.g., the cochlea. It is proposed that PEG-coated Ce0.5Zr0.5O2 having an
average size of ∼ 4 nm can be a potential antioxidant in relevant biomedical applications.

1. INTRODUCTION
The catalytic ability and regeneration characteristics of
nanoceria have been tested in several reactive oxygen species
(ROS)-induced disease models under both in vitro and in vivo
conditions. ROS such as superoxide anions, hydrogen
peroxide, and hydroxyl radicals are natural byproducts, which
help during cell signalling and immune response. However, the
concentration of ROS in the cell needs to be under strict
regulation because of their high reactivity with the DNA and
lipid membranes.1 The effective protection by nanoceria
against disease models, where the oxidative stress condition
or the excess generation of ROS plays a prominent role, can be
seen in several studies.2−10 The antioxidant, antiapoptotic,
anti-inflammatory, angiogenic, and antibacterial characteristics
of nanoceria and its promising potential as a biomaterial for
tissue engineering, wound healing, cardiac and nerve repair,
and regeneration have also been reported by many
researchers.11−17 Very recently, many attempts have been
focused towards assessing the protective effects of anti-
inflammatory antioxidants in preserving the loss of residual
hearing post cochlear implantation after evidences suggested
their association with excess generation of ROS.18−20 The first

in-human/clinical trial on minimizing the hearing loss after
cochlear implant (CI) fixation used a combination of dietary
antioxidants containing vitamin A, vitamin C, vitamin E, and
magnesium.21 The administration of the drug (6 tablets per
day) was done orally for 105 days, which was found to preserve
the hearing for 3 months after the implantation and last for a
minimum of 13 years. However, the antioxidant therapy is
relatively recent, whereby the protection has been achieved
only to a certain extent. The search for new antioxidants with
the intention of an effective outcome has become a hot topic
and is currently being investigated by several research groups
across the world.22

The protective effects of nanoceria as an antioxidant have
been found to work within a range of concentrations only (0.5
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μg/g,23 1 μg/mL,24 0.5 and 0.7 mg/kg,25 and 100 μg/mL26),
and no scavenging has been observed beyond these
concentrations. Thus, the uniformity in the concentration is
required to be maintained when delivering the nanoceria at the
site to ensure its scavenging effects. Several attempts have been
made to improve the dispersion stability of ceria nanofluids by
functionalizing the nanoparticles with polymers such as
dextran, poly(ethylene glycol) (PEG), chitosan, glucose,
poly(vinyl alcohol) (PVA), poly(lactic-co-glycolic acid), and
poly(acrylic acid).27−29 However, maintaining the stability of
the nanofluids at a pH relevant to the biological fluid has been
difficult and the research is still ongoing. Glucose and dextran
have been found to be susceptible to oxidation, and chitosan
has been found to hinder the surface activity at higher
concentrations and faces agglomeration issues at lower
concentrations.28,30 Hanafy et al.31 have reported an improved
stability of aqueous solutions of nanoceria by coating them
with ethylene glycol and ethylene glycol acetate, which results
from the steric hindrance effect of the polymers. Perez et al.32

have patented the synthesis method of biodegradable polymer-
coated ceria nanoparticles that are able to form a stable
colloidal suspension in both water and PBS under physio-
logical conditions (pH 7).
In order to optimize the concentration of nanoparticles for

effective scavenging capability, understanding the redox activity
of nanoceria is important. From the reaction mechanism of
Ce3+ to Ce4+, it is inferred that the factors that alter the Ce3+/
Ce4+ ratio, such as particle size, lattice defects, and chemical
nonstoichiometry, play a pivotal role in determining the redox
and catalytic properties of nanoceria.22,33,34 In addition, the
rate of regeneration of Ce3+ ions from Ce4+, which is
responsible for the long-term scavenging, is equally important
as the conversion is energetically not favorable in the
autoconversion process. Doping of zirconium into the ceria
lattice has been found to cause structural distortions due to the
difference in the ionic radiii of Ce4+ (0.097 nm) and Zr4+

(0.084 nm) and thus, the ratio of Ce3+/Ce4+ and the catalytic
activity can be tailored as per the requirement. However, the
enhanced catalytic characteristics of zirconium-doped nano-
ceria have been so far applied in the field of manufacturing and
industrial applications only.35−43 The first study on the use of
ceria-zirconia nanoparticles in controlling ROS and inflamma-
tory diseases was reported by Soh et al.44 They have shown
that Ce0.7Zr0.3O2 manifests significant protection against
superoxide and hydroxyl radicals and successfully subsides
the cycle of the inflammatory response due to the high ratio of
Ce3+/Ce4+, which is reported to be 53%. Some of the
researchers from the same group45 have also patented the
synthesis process of ceria-zirconia nanoparticles with and
without a phospholipid-poly(ethylene glycol) layer and studied
the scavenging ability. The zirconium doping into ceria results
in increased concentration of Ce3+ and promotes faster
reproduction of Ce3+ from Ce4+. However, the replacement
of Ce4+ by Zr4+ should be limited in such a way that it does not
affect the Ce3+/Ce4+ ratio significantly, as the ratio determines
the rate of conversion between these two oxidation states. Tsai
et al.46 have reported a fourfold increase in the scavenging
activity of the hydrogen peroxide radical by Ce0.7Zr0.3O2
compared to CeO2, and the calculations are made using
catalytic reactions at high temperature with the assumption
that a similar process happens at room temperature as well.
It has been shown that the presence of biologically

significant anions such as sulfates, carbonates, and chloride

has no impact on the catalytic ability of nanoceria.47 However,
the exposure of ceria nanofluid to phosphate buffer at the
concentration of 50 mM or more results in the formation of
cerium phosphate and a corresponding loss of superoxide
dismutase activity in the scavenging.48 Though these studies
reported the behavior of uncoated and undoped ceria
nanofluid under biologically relevant conditions, no research
details are available about the same when a coating is present
and the nanoparticles are doped with zirconium.
The objective of this paper is to improve the radical-

scavenging capability of CeO2 nanoparticles by doping of
zirconium and to achieve a stable nanofluid, which is critical to
many biological applications, by coating the nanoparticles with
PEG during the synthesis process. In order to confirm the
same, the responses of PEG-coated CeO2 and Ce0.5Zr0.5O2
nanoparticles in two types of free radical systems, i.e., hydroxyl
and DPPH radicals, has been studied and their scavenging
abilities have been reported. Additionally, phosphate buffer has
been used to study the effect of the presence of different ionic
concentrations on the stability and scavenging capability of the
nanoparticles.

2. MATERIALS AND METHODS
Cerium(III) nitrate hexahydrate Ce(NO3)2·6H2O, zirconyl
nitrate ZrO(NO3)2·xH2O, ammonium hydroxide 30%
(NH4OH), and PEG 600 were purchased from Loba Chemie,
Mumbai, India. Hydrogen peroxide 30% and iron (II) sulfate
heptahydrate were purchased from Merck Specialities Pvt. Ltd.,
Mumbai, India. All of the chemicals were of analytical grade
and used as received without further purification.

2.1. Synthesis of Nanoparticles. PEG-coated CeO2 and
Ce0.5Zr0.5O2 nanoparticles are synthesized using the copreci-
pitation method as suggested by Arya et al.49 The selection of
poly(ethylene glycol) (PEG) is done as it is an FDA-approved
excipient in a variety of drug formulations owing to its water
solubility, hydrophilicity, biocompatibility, and having very less
side effects even at a daily dose of up to 10 mg/kg body
weight.50 PEG has also been found to be stable in the presence
of strong oxidizers such as H2O2, which further adds to its
suitability for choosing.51,52 The selection of Ce0.5Zr0.5O2
nanoparticles is based on our earlier studies, where different
compositions of ceria-zirconia oxides (CexZr1−xO2, where x =
1, 0.8, 0.7, 0.6, 0.5, and 0.4) were assessed, and it was observed
that the Ce0.5Zr0.5O2 nanoparticles have the highest Ce3+

concentration and oxygen storage capacity (Synthesis and
characterization of zirconia doped ceria nanoparticles as
antioxidant for effective reactive oxygen species scavenging:
Communicated). The synthesis method used to prepare PEG-
coated CeO2 and Ce0.5Zr0.5O2 nanoparticles is schematically
represented in Figure S1 in Supporting Information. A 0.025
M aqueous solution of cerium (III) nitrate hexahydrate
(Ce(NO3)2·6H2O) is added in a 1 wt %/vol aqueous solution
of PEG having the molecular wt of 600 g·mol−1 under
continuous stirring. In the case of Ce0.5Zr0.5O2, a mixed
solution of zirconyl nitrate ZrO(NO3)2·xH2O and Ce(NO3)2·
6H2O, each of 0.025 M, is used. To start the precipitation, the
pH value of the solution is increased by adding ammonium
hydroxide (2 M) at a rate of 0.1 mL/min using a microfluidic
pump, and it leads to the colloidal solution. In order to obtain
complete hydrolysis of the salts, the solution is stirred
continuously for another 4 h. The precipitates are then washed
with acetone and water, thrice each, to remove the water-
soluble impurities. The centrifuged precipitates are vacuum
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dried, and the obtained nanoparticles are used for further
characterization and testing. For control studies, uncoated
ceria nanoparticles are prepared in a similar way without
adding the PEG solution and calcined at 350 °C.
2.2. Preparation of Nanofluid. The nanofluid of CeO2

and Ce0.5Zr0.5O2 nanoparticles with and without PEG coating
is prepared via a two-step method53 by dispersing the required
amount of nanoparticles in water or PBS. A 20 min magnetic
stirring and a 15 min tip sonication are employed to achieve
uniform dispersion with good stability. The selection of the
mixing parameter is based on the best dispersion obtained
from the trial-and-error method.
2.3. Characterization. 2.3.1. Structural Characterization.

The structural characterization of all of the nanoparticles is
studied using a Rigaku advanced powder diffractometer with a
monochromated Cu Kα radiation (λ = 1.5406 Å) at an
operating voltage of 40 kV and 112 mA current. All of the
samples are scanned from 20 to 80° with a step size and speed
of 0.02 and 20° per min, respectively. The phase identification
is done using PDXL software and compared with the standard
respective ICDD files. The average crystallite size of the
nanoparticles is calculated using Scherrer’s equation, where the
shape factor (Scherrer constant) and wavelength of the
incident X-rays are 0.94 and 1.5406 nm, respectively.
2.3.2. Morphological Characterization and Elemental

Analysis. Scanning electron microscopy is performed using a
Sigma 300 field emission scanning electron microscope, Ziess,
fitted with in-lens SE, SE (secondary electron), and BS
(backscatter electron) detectors. The samples are loaded on a
carbon tape, and the data are analyzed using SmartSEM
software. High-resolution transmission electron microscopy
(HRTEM) images are recorded using JEOL and JEM 2100 to
confirm the size, morphology and crystallinity of the
nanoparticles, and energy-dispersive X-ray spectroscopy
(EDX) mapping is done to assess the composition of the
samples. The samples are prepared using the drop cast method
on a copper-coated carbon grid and dried in an oven at 60 °C.
2.3.3. Coating Characterization. The interaction between

the PEG and nanoparticles is studied using a PerkinElmer
Fourier transform infrared (FTIR) spectrometer, Spectrum
Two. An appropriate quantity of the sample, which is dried at
60 °C for 2 h, is mixed with dried potassium bromide (KBr)
and pre-compacted at 5 MPa. An initial scan without a sample
is done to detect any background noise. Samples are then
scanned from 400 to 4000 cm−1. The baseline correction is
done as suggested by the accompanying software, Spectrum,
from PerkinElmer. The transmitted rays show different types of
molecular bonding based on their vibrations, rotations, or
stretching.
The adsorption of the PEG coating over the nanoparticles is

quantified by thermogravimetric analyzer (TGA) studies using
PerkinElmer STA 8000. A weight loss between 200 and 700
°C is used to confirm the amount of PEG over the
nanoparticles. The test is performed under an argon environ-
ment, which is maintained at a flow rate of 20 mL/min
between 30 and 800 °C, with a heating rate of 5 °C/min as
suggested by Caputo et al.54

The stability of the PEG coating over the nanoparticles is
measured using a rheometer (Anton Paar, Physica MCR 101)
by subjecting the nanofluid to a shear stress of 3 Pa at a body
temperature of 37 °C and recording the change in viscosity of
the nanofluids.

2.3.4. Defect Characterization. As the Raman spectroscopy
can identify the configurations at the oxygen sublattice level,
Raman studies are performed to confirm the presence of
oxygen vacancies in the lattice. Raman spectra are recorded at
room temperature using a Laser Micro RAMAN spectroscope
(Jovin Yvon, triax 550) equipped with a CCD detector. A
monochromatic light of 488 nm is used as the source of
excitation.
The oxygen storage capacity (OSC) of the nanoparticles is

evaluated by the thermogravimetry technique (PerkinElmer
STA 8000) as suggested by Ozawa et al.55 in the temperature
range of 300−800 °C to assess the concentration of oxygen
vacancies. The samples are (1) heated from 30 to 800 °C
under argon, (2) cooled down to 150 °C in air, and (3) heated
again from 150 to 800 °C in air at a heating/cooling rate of 10
°C/min. The weight loss of the nanoparticles during the
second heating cycle corresponds to the oxygen release
capacity of the nanoparticles, which is then converted to the
oxygen vacancy content or OSC using the involved reactions.

2.3.5. Effect of PEG Coating on the Stability of the
Nanofluid. The stability of the nanofluid is quantitatively
evaluated using a UV−vis spectrophotometer, model UVmini
1240. The UV absorbance at 300 nm is obtained at different
intervals for 1 h, and the change in percentage of absorbance is
calculated using eq 1.

A
A

absorbance % 100t

0
= ×

(1)

where At and A0 are the absorbance at time t and absorbance at
time t = 0, respectively.

2.3.6. Radical Scavenging Study. The free radical-
scavenging capability of the nanoparticles is studied using
DPPH (2,2-diphenyl-1-picrylhydrazyl) assay. DPPH (100 μL
of 0.1 mM) is added to the nanoceria solutions with different
concentrations (0, 5, 50, and 500 μM), and the absorbance is
measured at 517 nm after 30 min of incubation in the dark.
The radical scavenging is calculated in terms of percentage
inhibition or quenching using a commonly used expression (eq
2),56 where At and A0 are the absorbance of the DPPH
solution with and without the antioxidant, respectively.

I
A A

A
% 100t0

0
=

−
×

(2)

2.3.7. Hydroxyl Scavenging Study. Methyl violet (MV) at a
concentration of 50 μM is used as an indicator. Dispersed
solutions of nanoceria are prepared in a similar way as in the
case of the dispersion stability tests. The prepared test
solutions are as follows: (1) water + MV; (2) water + MV +
FeSO4 + H2O2; and (3) water + MV + FeSO4 + ceria/ceria-
zirconia nanoparticles + H2O2. The test solution of 4 mL is
added in the same order as mentioned above, and the
absorbance is recorded after 5 min of the incubation period. In
order to ensure that the reaction solutions do not have any
effect on the absorption of MV, the absorption spectrum of
each reaction solution with the base solution (water + MV) is
also measured and compared.

3. RESULTS AND DISCUSSION
3.1. Structural Analysis by X-ray Diffraction (XRD).

XRD was performed to measure the solid solubility, crystallite
size, and lattice parameters of the nanoparticles. The XRD
patterns of all of the test samples along with their
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corresponding standard ICDD files 00-004-0593 (CeO2), 00-
007-0343 (ZrO2), and 01-076-8752 (Ce0.5Zr0.5O2) are shown
in Figure 1. The four strongest peaks of CeO2 nanoparticles

without PEG coating appear at around 28.5, 33.0, 47.4, and
56.2°, corresponding to the respective (111), (200), (220),
and (311) crystallographic planes of the cubic fluorite
structure. There is a positive shift of peaks by 0.1° for PEG-
coated CeO2 at smaller 2θ (28.5, 33.0°) angles. The XRD
spectra of Ce0.5Zr0.5O2 nanoparticles without PEG coating
showed four major peaks at around 28.6, 33.3, 47.7, and 56.5°
assigned to the cubic fluorite structure of Ce0.5Zr0.5O2. The
negative shift in the peak position is observed in the PEG-
coated Ce0.5Zr0.5O2, which varies in the range of 0.2−0.3° at
smaller 2θ (28.6, 33.3°) angles and in the range of 0.5−0.6° at
higher 2θ (47.7 and 56.5°) angles. The peak positions are
directly related to the interplanar spacing (d) by Bragg’s law.
As the experimental conditions have been kept the same for all
of the samples, it is assumed that the shift does not arise from
the instrumental causes and is due to the variation of the
interplanar spacing of the samples. The peaks corresponding to
the separate phase of ZrO2 are not found, which indicates that
a homogeneous solid solution of Ce0.5Zr0.5O2 is formed.
It is also observed from Figure 1 that the order of peak

broadening is as follows: CeO2 < PEG-coated CeO2 <
Ce0.5Zr0.5O2 < PEG-coated Ce0.5Zr0.5O2. This implies that
the size of the nanoparticles gets reduced by the addition of
PEG during the synthesis process and the doping of zirconium
into the ceria lattice. The average crystallite size obtained from
Scherrer analysis on the peaks (111) and (220) and the lattice
parameters of the nanoparticles are summarized in Table 1.
It is observed that under similar synthesis conditions,

zirconium-doped samples showed smaller crystallite sizes, 4.04
and 6.98 nm for Ce0.5Zr0.5O2 with and without PEG coating,
respectively, compared to the undoped nanoparticles, 7.72 and
8.95 nm for CeO2 with and without PEG coating, respectively.
Controlling the size of the ceria nanoparticles is critical to the
antioxidant ability, and it has been found that by doping with
transition and nontransition metal ions (Al3+, Si4+, Ti4+, Zr4+,
etc.) the size can be reduced, keeping the synthesis conditions

similar.35 The smaller crystallite size of ceria-zirconia catalysts
compared to ceria is due to the relaxation of the strain induced
by the substitution of Ce4+ ions (0.97 Å) by smaller Zr4+ ions
(0.84 Å) and has been reported in many studies.36,57 The
smaller size of PEG-coated nanoparticles is due to the fact that
the coordination between PEG and the cerium ion affects the
hydrolysis reaction as shown in Figure 2, which influences the
frequency of nucleation and growth. The hydrolysis reaction is
the primary stage of formation of the cerium oxide nucleus.
When the cerium salt is dissolved in water, there is a partial
charge transfer from the water molecule to the empty “d”
orbitals of the cerium cation. Depending on the magnitude of
the charge transfer and synthesis conditions, a large number of
possible precursors may form from the following auqo-hydroxo
and hydroxo complexes (Figure 2).59

The oxygen molecules of the ether group and the terminal
OH group of the PEG act as a base and help in hydrolysis and
the nucleation process. After the formation of cerium oxide
nanocrystals, the molecules of PEG coat over them, restricting
their further growth. The smaller size of ceria nanoparticles in
the presence of the polymer during the synthesis process has
also been reported in several studies.27,52,60,61

It is observed from Table 1 that the lattice parameters do
not differ much in the case of CeO2 and PEG-coated CeO2
despite their being a significant difference in their respective
crystallite sizes. The lattice parameter of Ce0.5Zr0.5O2 is found
to contract compared to that of the pure ceria. The decrease of
lattice size upon the addition of zirconium into the ceria lattice
is due to the smaller ionic radius of Zr4+ (0.84 Å) compared to
Ce4+ (0.97 Å). The same kind of observation was also reported
by Chen et al.62 and Deng et al.63 However, the lattice
parameter of PEG-coated Ce0.5Zr0.5O2 is found to be increased
in comparison to that of pure ceria. The increased lattice
parameter despite having a smaller ionic radius of zirconium in
the lattice suggests the generation of more number of Ce3+.
The ionic radius of Ce3+ is 1.03 Å, which is larger than that of
Ce4+ (0.97 Å) or Zr4+ (0.84 Å). Due to the generation of more
number of Ce3+ having a higher ionic radius, it is found to
dominate over the doping effect from the zirconium having a
lower ionic radius, resulting in lattice expansion and an
increased lattice parameter. The above proposed hypothesis is
also supported by the study carried out by Deshpande et al.,64

who established a correlation between the particle size and the
lattice parameter in nanoceria in the size range of 3−30 nm
and found an increasing trend of the lattice size with the
reduction of the size of nanoparticles, which is also observed in
our study.

3.2. Morphological Characterization and Elemental
Analysis. The morphology and uniformity of the synthesized
nanoparticles have been studied using SEM and TEM. Figure
3a−d presents the TEM images of the CeO2 and Ce0.5Zr0.5O2
nanoparticles with and without PEG coating. The SEM images
of the samples are given in Figure S2a−d of the supplementary

Figure 1. XRD patterns of nanoparticles.

Table 1. Influence of the Synthesis Method and Doping of
Zirconium in Ceria

2θ for highest
intensity (deg)

crystallite size
(nm)

lattice
parameter (Å)

CeO2 28.5 8.95 5.41
PEG-coated CeO2 28.6 7.72 5.40
Ce0.5Zr0.5O2 28.6 6.98 5.39
PEG-coated
Ce0.5Zr0.5O2

28.5 4.04 5.43
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document. The precipitation method followed in this study
yielded spherical nanoparticles. It is known that nanoparticles

with sharp edges cause mechanical damage to the cell
membranes and therefore, are considered to be less

Figure 2. Hydrolysis of cerium cation and formation of possible precursors.

Figure 3. TEM images of the nanoparticles and the comparative particle size distribution. (a) CeO2; (b) PEG-coated CeO2; (c) Ce0.5Zr0.5O2; (d)
PEG-coated Ce0.5Zr0.5O2; and (e) comparative particle size distribution.
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biocompatible.65 The spherical shape of the nanoparticles
obtained in our study eliminates such occurrences. In addition,
the size of the spherical nanoparticles is found to influence the
scavenging of different types of radicals significantly at the
desired biological site, i.e., cochlea.58 The size distribution of
the nanoparticles is measured using ImageJ software from the
TEM images and is shown in Figure 3e. The average particle
sizes of the samples were calculated to be 9.03 ± 1, 7.67 ± 1,
5.89 ± 1, and 3.75 ± 1 nm for CeO2, PEG-coated CeO2,
Ce0.5Zr0.5O2, and PEG-coated Ce0.5Zr0.5O2, respectively, which
is in good agreement with the results obtained from the SEM
(Figure S3) and XRD studies. The presence of PEG during the
synthesis process resulted in finer and uniformly sized
nanoparticles with a narrow size distribution. The better
control over the morphological characteristics is believed to be
due to the uniform growth process caused by the coating of
PEG over the nanoparticles, and it is also supported by
Djuricǐc ́ et al.66 The appearance of the PEG-coated samples is

in the form of short chain-like clusters, which is consistent with
the studies by Karakoti et al.30 The HRTEM images (Figure
4a−d) showed that all of the samples exhibited the (111) plane
as the preferred plane (d = 0.31 ± 2% nm) on the surface. The
SAED pattern shown in the inset (Figure 4b,d) shows the
diffraction rings corresponding to the (111), (200), (211), and
(311) planes, which confirmed the polycrystalline nature and
cubic fluorite structure of the nanoparticles. TEM EDX
analysis of PEG-coated Ce0.5Zr0.5O2 (Figure 4e) showed that
Ce and Zr were present in a ratio of close to 1:1, confirming
that the synthesized Ce0.5Zr0.5O2 has an almost stoichiometric
composition. The elemental mapping of PEG-coated
Ce0.5Zr0.5O2 shown in Figure S4 of the supplementary
document confirmed the uniform distribution of Ce and Zr
in the sample and the formation of a homogeneous solid
solution.

3.3. Coating Characterization. The interaction between
the ceria nanoparticles and PEG is confirmed by FTIR studies,

Figure 4. HRTEM images and EDX of the nanoparticles. (a) CeO2; (b) PEG-coated CeO2; (c) Ce0.5Zr0.5O2; (d) PEG-coated Ce0.5Zr0.5O2; and
(e) EDX spectra of PEG-coated Ce0.5Zr0.5O2.
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and the spectra obtained from the studies are shown in Figure
5. The IR spectra of PEG showed the transmission bands at

1125, 1351, 2875, and 2910 cm−1 generated due to the
characteristic C-O stretching mode, C-H bending vibrations,
CH2-O symmetric, and CH2-O asymmetric stretching
vibrations, respectively.67 Both PEG-coated CeO2 and
Ce0.5Zr0.5O2 exhibited a sharp peak at around 2927 cm−1 and
a relatively low intensity peak at around 2905 cm−1,
corresponding to the characteristic asymmetric and symmetric
stretching of CH2-O bonds. The peaks observed at 1057 and
1140 cm−1 in PEG-coated CeO2 and at 1055 and 1135 cm

−1 in
PEG-coated Ce0.5Zr0.5O2 occur due to the primary and
secondary C-O stretching vibrations, respectively.67 The shift
in the peak position from 1125 cm−1 as seen in the PEG
samples to 1140 and 1135 cm−1 in the case of PEG-coated
CeO2 and Ce0.5Zr0.5O2, respectively, resulted from the change
in the surrounding electric field.63 The broad band observed at
around 514, 494, and 500 cm−1 in CeO2, PEG-coated CeO2,
and Ce0.5Zr0.5O2, respectively, is the characteristic peak of
CeO2.

68 The presence of characteristic peaks of C-O and CH2-
O stretching in the PEG-coated samples confirmed the
formation of PEG coating, and it was also reported by
Karakoti et al.69

To further confirm the coordination between PEG and
nanoparticles, thermogravimetry analysis (TGA) is done. The
weight loss against the temperature of all of the samples along
with PEG has been shown in Figure 6, which reveals two main
regions of weight loss of the nanoparticles. The first weight loss
of about 3, 6, 23, and 25% occurs for CeO2, Ce0.5Zr0.5O2, PEG-
coated CeO2, and PEG-coated Ce0.5Zr0.5O2, respectively, at
<200°C, which is associated with the loss of adsorbed water.
The uncoated samples of CeO2 and Ce0.5Zr0.5O2 did not show
any secondary weight loss in the temperature range of 200−
700 °C. However, the PEG-coated CeO2 and Ce0.5Zr0.5O2
samples showed 3% secondary weight loss between 200 and
700 °C, which is attributed to the decomposition of the PEG
coating present on the surface of the nanoparticles. The
amount of secondary weight loss between 200 and 700 °C is in
agreement with the coordination of PEG as an adsorbed layer
over the nanoparticles.54

The stability of the PEG coating is studied by subjecting the
nanofluids of all of the nanoparticles synthesized in water to
shear stresses of up to 3 Pa and recording the change in the
viscosity at a body temperature of 37 °C. The maximum shear
stress that a cochlea can withstand has been reported to be
around 1.5 Pa.70 The concentration of the nanofluid used in
the study is 200 μM, which was selected from the results of
scavenging studies. The results are shown in the Figure S5 of
the Supporting Information. No change in the viscosity of the
nanofluids of PEG-coated and corresponding uncoated
nanoparticles has been found up to 3 Pa of shear stress. This
result suggests that the PEG coating is stable and can stay over
the nanoparticles even after long-term usage.

3.4. Defect Characterization. 3.4.1. RAMAN Spectros-
copy. The Raman spectra of the nanoparticles in the range of
200−800 and 500−650 cm−1 are shown in Figure 7a,b,
respectively. The peak positions and the area under the peak
are examined by fitting the data to the Lorentz line shape.
All of the samples showed a strong peak in the range of

460−465 cm−1, which corresponds to the Raman active F2g
vibration mode, confirming the presence of a cubic fluorite
structure. The position of the F2g band corresponding to the
symmetrical stretching of Ce-O8 units occurs at 465 cm−1,
which is characteristic of fully oxidized CeO2. It is also
observed that the F2g band shifts to 460 and 458 cm−1,
respectively, in the case of uncoated CeO2 and PEG-coated
nanoparticles. The shift in the frequency of Raman mode
occurs due to the variation of the lattice size. The expansion of
the lattice size in uncoated and PEG-coated CeO2 occurs when
the ceria reduces from Ce4+ to Ce3+ state, accompanied by the
formation of oxygen vacancies. This happens due to the
presence of unbalanced attractive forces between the vacancy
of the neighboring Ce4+ cation and the oxygen anion opposite
to the vacancy site, leading to the outward relaxation of the
Ce4+ cation,71 and as a consequence, a peak shift towards lower
frequency is observed. The incorporation of zirconium into the
ceria lattice leads to a blue shift from 460 to 464 cm−1 in the
case of uncoated Ce0.5Zr0.5O2 and from 458 to 464 cm−1 in the
case of PEG-coated Ce0.5Zr0.5O2. The position and width of
the peaks are characteristics that are sensitive to the defects
induced in the oxygen ion sublattice. As the size of the
zirconium ion, Zr4+ (0.84 Å), differs from Ce4+ (0.97 Å), the
introduction of zirconium into the ceria lattice induces change

Figure 5. FTIR spectra of PEG, PEG-coated nanoparticles, and
uncoated ceria nanoparticles.

Figure 6. Weight loss percentage of the nanoparticles in the
temperature range of 35−700 °C under argon environment.
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in the crystal lattice and affects the surroundings of the metal
cations around the oxygen ion. As a consequence, the blue shift
of the peaks is observed and it is in good agreement with other
published articles.72,73 The appearance of additional modes
other than F2g occurs due to the reduction of ceria from Ce4+

to Ce3+ state, formation of oxygen vacancies, and the
association of the Zr4+ with the vacancies. In the case of
CeO2 and PEG-coated CeO2 samples, the peaks appear near
270, 553, and 590 cm‑1 and in the case of Ce0.5Zr0.5O2 and
PEG-coated Ce0.5Zr0.5O2 samples, the peaks appear near 320,
570, and 600 cm−1, which are attributed to the presence of
defect-related Raman modes though their source of origin is
still controversial.71 The peaks appeared at around 554 and
591 cm−1, 552 and 590 cm−1, 573 and 600 cm−1, and 567 and
602 cm−1 for CeO2, PEG-coated CeO2, Ce0.5Zr0.5O2, and PEG-
coated Ce0.5Zr0.5O2, respectively, corresponding to the oxygen
defects and are denoted as the “D” band. As per the latest
studies,72 one of the two components of the “D” band, D1 (at
about 560 cm−1), has been assigned to the stretching vibration
of Ce3+--O--Ce4+ due to the presence of oxygen defects, and
D2 (at about 600 cm−1) has been assigned to the stretching
vibration of Zr4+--O--Ce4+ bonds without oxygen defects in
doped ceria nanoparticles.
The concentrations of the oxygen defects have been

quantitatively measured by the ratio of the “D1” band peak
area to that of F2g (AD1/AF2g), as suggested by Xu et al.,72 and
have been summarized in Table 2. The value of the AD1/AF2g
ratio is found to be 0.2, 0.3, 0.5, and 1.2 for CeO2, PEG-coated
CeO2, Ce0.5Zr0.5O2, and PEG-coated Ce0.5Zr0.5O2, respectively.
The higher value of AD1/AF2g in ceria-zirconia oxides indicates
that the doping with zirconium into ceria causes more
generation of defects. During the synthesis process, the
distance between the zirconium cation and oxygen anion
(Zr-O) bonds is responsible for the lower energy for oxygen
removal and ease of defect formation.74 The replacement of
the Ce4+ cation by a Zr4+ cation in ceria-zirconia oxides causes

geometrical changes, in which the Zr-O bond is under a tensile
strain of approx. 3%75 due to the difference in sizes of both the
cations. When the oxygen vacancy forms at a site neighboring
the Zr4+ cation, three of the Ce-O bonds and one of the Zr-O
bonds break, resulting in a significant release of the energy due
to the relaxation of the Zr-O bond, and thus lowering the
oxygen vacancy formation energy.75 It can be concluded from
the Raman studies that zirconium doping induced more
distortion in the lattice and subsequently resulted in an
increased number of oxygen vacancies.

3.4.2. Oxygen Storage Capacity Measurements. The OSC
is used to evaluate the catalytic activity of the metal oxides and
is related directly to the concentration of oxygen vacancies
present in the catalyst.46 The room temperature scavenging
ability of CexZr1−xO2 nanoparticles has been found to correlate
well with the OSC values at high temperature.46 Figure S6
shows the weight loss percentage of the nanoparticles during
the second heating cycle in the temperature range of 300−800
°C, from which the OSC values have been calculated by using
the reactions involved in the process and have been listed in
Table 3. The PEG-coated Ce0.5Zr0.5O2 showed the highest
OSC, indicating that the zirconium incorporation has led to an
increase in the number of oxygen vacancies. The results are
consistent with the RAMAN studies.

3.5. Effect of PEG Coating on the Stability of the
Nanofluid. The dispersion stability of the nanofluid is tested
at 500 μM, which was selected based on the highest

Figure 7. Raman spectra of CeO2 and Ce0.5Zr0.5O2 nanoparticles with and without PEG coating in the range (a) 200−800 cm−1 and (b) 500−650
cm−1.

Table 2. Influence of the Synthesis Method and
Introduction of Zirconium on the Defect Concentration

CeO2

PEG
CeO2 Ce0.5Zr0.5O2

PEG
Ce0.5Zr0.5O2

peak F2g (cm
−1) 460 458 465 464

peak ‘D1’ band
(cm−1)

554 552 573 567

AD1/AF2g 0.2 0.3 0.5 1.2
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concentration used in the scavenging study. Figure 8 shows the
change in absorbance with time for the nanofluid of CeO2 and

Ce0.5Zr0.5O2 nanoparticles with and without PEG coating in
water and PBS buffer. The concentration of the absorbing
species in the solution has a linear relationship with the
absorbance as per Beer-Lambert law. Therefore, the change of
absorbance with time is used as a measure of the relative
stability of the nanofluids.76

It is observed from Figure 8 that the presence of PEG
coating over the CeO2 nanoparticles has improved their
dispersion stability both in water and in PBS buffer. The
dispersion stability of PEG-coated Ce0.5Zr0.5O2 samples is at
par with that of PEG-coated CeO2 in water and PBS, and it is
found to be 94 and 80%, respectively, at 60 min. Then, there is
no change in absorbance, i.e., the stability of the nanofluid is
maintained till 90 min. The dispersion stability of the uncoated
CeO2 is only 79 and 63% in water and PBS, respectively. To
study the scavenging ability of the nanoparticles, the nanofluid
is required to have a good stability up to 60 min to minimize
the variation resulting from the possible sedimentation. As the
PEG-coated nanofluid is found to fulfill the mentioned
requirement, it has been used further in scavenging studies.
On comparing the stabilities of PEG-coated CeO2 and
Ce0.5Zr0.5O2-based nanofluids prepared in water and PBS
buffer, it is observed that the stability is reduced in PBS buffer
by 14% compared to water-based nanofluids. The lower
stability in phosphate buffer could be attributed to the
negatively charged phosphate ions binding with the positively
charged nanoceria, which minimizes the effect of electrostatic
repulsion between the nanoparticles. The van der Waals
attraction dominates, resulting in agglomeration. The proposed
hypothesis has been supported by the earlier studies.48,77 The
improved dispersion stability of the PEG-coated samples is
believed to arise from the steric stabilization resulting from the
adsorbed polymeric layer, which offsets the van der Waals force

that drives the agglomeration. A simple mechanism of steric
stabilization by PEG has been shown in Figure 9 with the

assumption that the PEG has strong adsorption with the
nanoparticles and forms a full coverage. Depending on the
system, different surface forces arise when the colloidal
particles approach within the range of interaction. The
universal van der Waals force of attraction arises due to the
fluctuations in the electron clouds surrounding the atoms and
increases rapidly at short separation. In the absence of any
repulsive force in the system, this results in particle aggregation
followed by sedimentation. In the presence of PEG, the
nanoparticles experience a repulsive force when the distance
between two particles goes below twice the thickness of the
polymer layer due to volume restriction and osmotic effects in
the region between the two surfaces. The total interaction
potential in any colloidal system is a summation of the van der
Waals force of attraction and steric repulsion. The attractive
van der Waals forces are particularly strong at a short distance.
The presence of the PEG layer prevents the particles from
approaching each other to a short distance where the highly
attractive forces dominate,78 and thus, it prevents sedimenta-
tion.

3.6. Radical Scavenging Study. The antioxidant ability
has been assessed using DPPH (2,2-diphenyl-1-picrylhydrazyl)
assay at 5, 50, and 500 μM concentrations and the results are
shown in Figure 10a,b. It can be seen from Figure 10a that the
scavenging of radicals for uncoated CeO2, PEG-coated CeO2,
and PEG-coated Ce0.5Zr0.5O2 ranges from 33 to 40, 38 to 46,
and 46 to 68%, respectively, when a lower, an intermediate,
and a higher concentration, i.e., 5, 50, and 500 μM, are used
during the test. The result indicates that the presence of the
coating does not hamper the surface reactivity of the
nanoparticles. The performance of the PEG-coated CeO2
nanofluid is found to be slightly improved compared to the
uncoated CeO2 at 5μM. It might be because of the excellent
dispersion stability of the PEG-coated CeO2 (94%) compared
to the uncoated CeO2 (79%), which could have led to a
reduced delivery of CeO2 nanoparticles than expected in the
test solution and scavenging process. However, the difference
becomes less significant with increasing concentration. As
sedimentation is a dynamic phenomenon, the prediction of the
exact variation of the concentration in the three test systems
and the corresponding effects are uncertain. The scavenging of
radicals by PEG-coated Ce0.5Zr0.5O2 is seen to be 68%, whereas
PEG-coated CeO2 can scavenge only 48%. The improved
scavenging by PEG-coated Ce0.5Zr0.5O2 is due to the smaller
size of the nanoparticles. With the reduction of the size, the

Table 3. Oxygen Storage Capacity (OSC) of the
Nanoparticles

OSC (δ) (μmol/g)

CeO2 0.02
PEG-coated CeO2 0.04
Ce0.5Zr0.5O2 0.06
PEG-coated Ce0.5Zr0.5O2 0.13

Figure 8. Absorbance/dispersion stability of the nanofluid (500 μM)
in water and PBS.

Figure 9. Schematic diagram of the energy interaction as a function of
the distance between two sterically stabilized nanoparticles in the
suspension.
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concentrations of defects and oxygen vacancies have been
found to be increased, as confirmed from the RAMAN and
OSC studies; AD1/AF2g = 1.2 and OSC = 0.13 for PEG-coated
Ce0.5Zr0.5O2 compared to AD1/AF2g = 0.3 and OSC = 0.04 for
PEG-coated CeO2, resulting in improved catalytic activity and
radical-scavenging abilities of the nanomaterials. The effect of
the smaller particle size of ceria (in the range of 3−5 nm) in
controlling ROS-induced damages can be seen in many in vitro
and in vivo models, which is described in the review paper.58

The scavenging is also found to be the best at a lower
concentration i.e., at 5 μM.
Figure 10b highlights the behavior of nanoceria in the

presence of biologically relevant ions. The radical scavenging is
found to be 7, 6, and 1% lower in PBS buffer at concentrations
of 5, 50, and 500 μM, respectively, compared to water.
However, the difference is not significant, and it can be
concluded that the presence of ions in PBS buffer does not
interfere with the scavenging ability of the nanoparticles. The
result is consistent with the studies by Xue et al. where the
presence of biologically significant anions such as sulfates,
carbonates, and chloride has been found to have no impact on
the catalytic ability of nanoceria.47

3.7. Hydroxyl Scavenging Study. The hydroxyl radicals
are known to be the most reactive and harmful type of ROS.79

The scavenging ability of nanoparticles is tested as suggested
by Lu et al.80 using the MV-Fenton system, where the hydroxyl
radicals are generated by a Fenton system of 3.6 mM FeSO4 +
1 M H2O2 that produces optimum hydroxyl radicals to be
displayed clearly in the UV spectrophotometer. The associated
reaction is given in the eq 3.

Fe H O Fe OH OH2
2 2

3+ → + ++ + − •
(3)

The reaction between the hydroxyl free-radical and methyl
violet and the corresponding change in the maximum
absorbance of methyl violet are shown in Figure S7. It is
seen that the aqueous solution of methyl violet shows a purple
color, which produces the characteristic absorbance peak at
about 582 cm−1 in the UV spectrophotometer. Upon exposure
to the Fenton system, the solution becomes colorless because
of the reaction of MV with the generated hydroxyl free-radical,
and therefore, the intensity of the maximum absorbance is
observed to decrease. When nanoparticles are added, due to
their scavenging effect, some of the hydroxyl radicals are

expected to convert into water, and thus, the number of
radicals that react with methyl violet is expected to reduce.
Hence, the intensity of the maximum absorbance of methyl
violet is expected to be less affected by a hydroxyl free-radical
system when nanoceria is present.
The scavenging capabilities of nanoparticles in the

concentration range of 10−230 μM have been studied
parametrically. Percentage scavenging is calculated by measur-
ing the change in the absorbance value of methyl violet upon
the addition of hydroxyl free-radicals in presence and absence
of CeO2 and Ce0.5Zr0.5O2 nanoparticles as suggested in ref 81
and is given in eq 4.

A a
A

percentage scavenging 100= Δ − Δ
Δ

×
(4)

where ΔA and Δa are the changes in the absorbance of the
methyl violet solution after the addition of OH• radicals in the
absence and presence of nanoparticles, respectively.80 The
results are plotted in Figure 11, where it is observed that all of
the nanoparticles showed the scavenging capability at all
concentrations. The scavenging exhibited by PEG-coated
CeO2 and Ce0.5Zr0.5O2 ranges from 12−39 and 17−60%,

Figure 10. Radical scavenging of nanoceria-based fluids. (a) Effect of PEG coating and Zr doping; (b) effect of PBS buffer ions.

Figure 11. Hydroxyl scavenging (%) of PEG-coated nanoparticles at
different concentrations.
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respectively, and at each concentration, the scavenging by
PEG-coated Ce0.5Zr0.5O2 is better compared to that of PEG-
coated CeO2. To explain this behavior, the possible reaction
between the nanoparticles and hydroxyl radicals is shown in eq
5.

Ce OH Ce OH3 4+ → ++ • + − (5)

It can be seen that the Ce3+ oxidation state participates in the
dissociation/scavenging of hydroxyl radicals. The concen-
tration of oxygen vacancies or defects in PEG-coated
Ce0.5Zr0.5O2 has been found to be higher (AD1/AF2g = 1.3,
OSC = 0.13), as confirmed from RAMAN and OSC studies,
compared to PEG-coated CeO2 having an AD1/AF2g ratio of 0.3
and an OSC value of 0.04. The formation of oxygen vacancies
is associated with the Ce3+ concentration;82 therefore, a high
value of OSC reflects more number of Ce3+ in the material,
which leads to a high number of reaction sites (eq 5), resulting
in an enhanced scavenging ability. Another observation from
Figure 11 is that the scavenging of the hydroxyl radicals
increases with the concentration and attains the highest value
at 190 and 150 μM for PEG-coated CeO2 and Ce0.5Zr0.5O2,
respectively. The result indicates that at lower concentrations,
i.e., <190 μM for CeO2 and <150 μM for Ce0.5Zr0.5O2, the
number of nanoparticles is insufficient to react with the
generated hydroxyl radicals used in the study. The higher
concentration of defects present in the PEG-coated
Ce0.5Zr0.5O2 nanoparticles justifies the requirement of a
lower concentration for effective scavenging compared to
that of PEG-coated CeO2. One more test with a higher
concentration of 230 μM has been performed to verify the
optimal concentration for effective scavenging. Beyond this
concentration, the nanoparticles start to interrupt the
maximum absorbance of MV and therefore, no further
concentration is tested. Once the concentration reaches the
optimum value, the scavenging is found to be the best, and it
starts to reduce beyond the optimum concentration of the
nanoparticles. When the number of nanoparticles is exceeded,
some of the Ce3+ start to act as a catalyst, similar to Fe2+, and
produce hydroxyl radicals from a series of reactions analogous
to Fanton/Haber Weiss as shown in eq 6.

Ce H O H Ce H O OH3
2 2

4
2+ + → + ++ + + •

(6)

This explains the reduced scavenging by CeO2 and
Ce0.5Zr0.5O2 nanoparticles beyond their respective optimum
concentration. This hypothesis is also supported by Lu et al.,80

where the scavenging was studied in low and high hydroxyl
radical systems.

4. CONCLUSIONS
It is observed from this study that by doping zirconium into
the ceria lattice and adding PEG during the synthesis stage,
spherical and finer nanoparticles with a narrow size distribution
are achieved. RAMAN and oxygen storage capacity studies
confirmed that the smaller size of PEG-coated Ce0.5Zr0.5O2
induced more distortion in the lattice and subsequently
resulted in an increased number of oxygen vacancies, which
significantly improved the scavenging activity of PEG-coated
Ce0.5Zr0.5O2 nanoparticles compared to PEG-coated CeO2.
The presence of PEG coating over the nanoparticles improved
the dispersion stability of the nanofluids both in water and in
PBS buffer without affecting their surface reactivity, indicating
that these nanoparticles are suitable to be used in a biologically

relevant environment. From this study, it is proposed that
PEG-coated Ce0.5Zr0.5O2 with an average size of ∼ 4 nm offers
the best scavenging of the radicals and hence can be thought of
as a potential antioxidant in a biological environment where
ionic concentration of the fluid is present.
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