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Owing to their theranostic properties, cerium oxide (CeO,) nanoparticles have attracted considerable
attention for their key applications in nanomedicine. In this study, ultrasmall CeO, nanoparticles (particle
diameter = 1-3 nm) as X-ray contrast agents with an antioxidant effect were investigated for the first
time. The nanoparticles were coated with hydrophilic and biocompatible poly(acrylic acid) (PAA) and
poly(acrylic acid-co-maleic acid) (PAAMA) to ensure satisfactory colloidal stability in agueous media and
low cellular toxicity. The synthesized nanoparticles were characterized using high-resolution
spectroscopy,
viability assay, photoluminescence

transmission electron microscopy, X-ray diffraction, Fourier transform-infrared
light
spectroscopy, and X-ray computed tomography (CT). Their potential as X-ray contrast agents was
demonstrated by measuring phantom images and in vivo CT images in mice injected intravenously and

intraperitoneally. The X-ray attenuation of these nanoparticles was greater than that of the commercial

thermogravimetric  analysis, dynamic scattering, cell
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Accepted 15th January 2024 X-ray contrast agent Ultravist and those of larger CeO, nanoparticles reported previously. In addition,

they exhibited an antioxidant effect for the removal of hydrogen peroxide. The results confirmed that the
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Introduction

Owing to their excellent physicochemical properties, metal-
based nanoparticles have attracted considerable interest in
various applications; thus, these nanoparticles provide enticing
opportunities to overcome the limitations of existing technol-
ogies or to make breakthroughs in a new field.'* Metal-based
nanoparticle contrast agents in X-ray computed tomography
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PAA- and PAAMA-coated ultrasmall CeO, nanoparticles demonstrate potential as highly sensitive
radioprotective or theranostic X-ray contrast agents.

(CT) are more sensitive than commercial molecular iodine
contrast agents.”™ Therefore, they can provide enhanced
diagnosis at reduced doses.

As one of the reliable and prevalent imaging modalities
owing to its innate ability to provide high-resolution as well as
whole-body scan,'*® CT is based on high-energy ionizing X-ray
radiation via which free radicals and reactive oxygen species
(ROS) can be generated during an X-ray scan."**” The natural
radiation dose is 2-3 mSv per year." Each medical CT scan
covers 0.001-16 mSv, depending on the scanning objects of the
body; hence, multiple CT scans are harmful to the body."
Contrast agents can reduce the X-ray radiation dose without
deteriorating the image quality via contrast enhancement.'>*?
They also facilitate the identification and diagnosis of certain
conditions and diseases of the body.">** Currently, the iodine
contrast agents approved by the United States Food & Drug
Administration®*® exhibit limitations, such as low sensitivity,
necessitating high injection doses that could cause side
effects,” and low contrast for soft tissues. In addition, they
undergo rapid renal excretion because of their low molecular
masses, allowing only brief imaging times. However, heavy
metal-based nanoparticles can overcome these limitations
because of their higher X-ray attenuation, lower osmolality
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and viscosity,>** and longer blood vessel circulation times>
than those of molecular iodine contrast agents, leading to
higher contrast images, lower injection doses, and longer
imaging times. Therefore, developing alternative contrast
agents derived from heavy metal-based nanoparticles is
imperative.

In particular, cerium oxide (CeO,) nanoparticles exhibit an
additional unique property of reducing the ionizing risks of X-
rays via their antioxidant effect based on feasible oxidation
state interconversion between Ce®' and Ce®'.14162526 CeQ,
nanoparticles can scavenge free radicals and ROS produced
during CT scans, thereby protecting against tissue damage.>*>*
This property of CeO, nanoparticles further renders antibacte-
rial and antineurodegenerative therapeutic properties.*>*

Thus far, a limited number of Ce-containing nanoparticles
have been reported as radioprotective'® or theranostic®-*® X-ray
contrast agents. Based on the high X-ray attenuation of CeO,
nanoparticles*® and their exceptional catalytic properties,
rendering them highly effective in removing excess ROS from
radiation-induced damage,’**?® Garcia et al. synthesized 5 nm
albumin-stabilized CeO, nanoparticles and used them for the in
vivo imaging of normal and tumor-model mice.” Chaurand
et al. successfully located CeO, nanomaterials [particle diam-
eter (d) = ~31 nm] in mouse lung tissue using X-ray imaging.*>
They reported that the X-ray attenuation was ~2 times greater
than that of the commercial iodine contrast agent Iohexol. Liu
et al. synthesized CeO, nanoparticles embedded in mesoporous
silica particles (overall diameter = 119-134 nm) and applied
them for the diagnosis and X-ray induced photodynamic
therapy of cancer.*® They reported that the X-ray attenuation was
3.79 times greater than that of the iodine contrast agent Iohexol.
Cao et al. synthesized dextran-coated CeO, nanoparticles (d = 3
nm) and applied them to CT-guided therapy of inflammatory
bowel disease by scavenging ROS and down-regulating proin-
fammatory cytokines.** Naha et al. synthesized dextran-coated
CeO, nanoparticles (d = 4.8 nm) and applied them to CT
diagnosis of gastrointestinal tract and inflammatory bowel
disease.*® The X-ray attenuation was ~1.2 times greater than
that of the commercial iodine contrast agent Iopamidol. Jia
et al synthesized doxorubicin-loaded upconversion cor-
e@mesoporous CeO, shell nanoplatforms (d = ~48 nm) for
tumor diagnosis via CT and the synergistic chemo-
photodynamic therapy of tumor.*® Feng et al. synthesized citric
acid-coated CeO, nanoparticles (d = ~3 nm) as a renoprotective
contrast agent and successfully applied them to in vivo spectral
CT angiography.*” Youn et al. synthesized CeO, nanoparticles (d
= 3.5 nm) and nanorods (9.4 x 130 nm), and compared their
therapeutic effects. Compared to the nanoparticles, the nano-
rods demonstrated better effects on reducing cerebral edema.*®

Herein, ultrasmall CeO, nanoparticles (d = 1-3 nm) coated
with hydrophilic and biocompatible polymers, namely, poly(-
acrylic acid) (PAA) and poly(acrylic acid-co-maleic acid)
(PAAMA), were synthesized using the one-pot polyol method.
Their particle diameters were less than those®° of the previ-
ously investigated nanoparticles. Notably, smaller CeO, nano-
particles in particle size can exhibit a higher X-ray attenuation
efficiency due to their more effective X-ray attenuation and more
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powerful antioxidant effect because of their higher amounts of
Ce*" on nanoparticle surfaces. Therefore, ultrasmall CeO,
nanoparticles synthesized herein can act as highly sensitive
radioprotective or theranostic X-ray contrast agents. The
polymer-coated ultrasmall CeO, nanoparticles were character-
ized using various techniques. Cellular cytotoxicity was assessed
to confirm their suitability for biomedical applications. The X-
ray attenuation properties were characterized by measuring
phantom images. The CT images in vivo were measured before
and after intravenous (IV) and intraperitoneal (IP) injections to
confirm the potential of the CeO, nanoparticles as X-ray
contrast agents. Finally, their antioxidant effect was evaluated
by measuring the removal of hydrogen peroxide (H,0,) in the
oxidation reaction of rhodamine B (Rh B) under H,0,/365 nm
ultraviolet (UV) irradiation with and without the nanoparticles.

Results and discussion

Colloidal stability, particle diameter, hydrodynamic diameter,
zeta potential, and crystallinity

The PAA- and PAAMA-coated ultrasmall CeO, nanoparticles,
exhibiting colloidal stability, were successfully prepared using
a simple one-pot polyol method (Fig. S17), as confirmed by the
below-described characterization methods.

Transparent nanoparticles were suspended in aqueous
media, which did not undergo precipitation after synthesis
(>1.5 years), indicating excellent colloidal stability (Fig. 1a). The
high negative average zeta potentials ({a,,) of —48.3 and
—43.0 mV for the PAA- and PAAMA-coated ultrasmall CeO,
nanoparticles in aqueous media, respectively (Fig. 1b and Table
1), confirmed their excellent colloidal stability in aqueous
media. The colloidal dispersion was also confirmed by Tyndall

(b) ] PAA-CGO2

o PAAMA-CeO,

Count (Arb. Units)

70 -60 -50 -40 -30 -20 -10 0
Zeta potential (mV)

Fig. 1 (a) Photographs of PAA- and PAAMA-coated ultrasmall CeO,
nanoparticles dispersed in aqueous media and water. (b) Zeta potential
(§) curves and Gaussian function fits to obtain {ayg.

© 2024 The Author(s). Published by the Royal Society of Chemistry
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Table 1 Physicochemical properties of PAA- and PAAMA-coated ultrasmall CeO, nanoparticles

Surface-coating

Surface-coating

polymer davg (NM) Qavg (NM) ¢ (mv) S (Wt%) o’ (nm™?) Npolymer”
PAA 1.8 14.5 —48.3 56 1.2 12
PAAMA 2.0 15.5 —43.0 37 0.3 4

“ Average coating amount of polymers per nanoparticle in wt%. ? Grafting density, i.e., average number of polymers coating a nanoparticle unit

surface area. © Average number of polymers coating a nanoparticle.

effect (Fig. S2t); light scattering was observed only for nano-
particle suspension samples owing to the collision between the
nanoparticle colloids and laser light, whereas light scattering
was not observed in triple-distilled water.

High-resolution transmission electron microscopy (HRTEM)
images of polymer-coated CeO, nanoparticles revealed nearly
monodisperse particle diameter distributions (Fig. 2a(i), a(ii),
b(i) and b(ii)) in which (i) and (ii) label PAA- and PAAMA-coated
ultrasmall CeO, nanoparticles, respectively. Additional HRTEM

images are provided in ESI (Fig. S3 and S41). The nanoparticle
dispersions were confirmed by elemental mapping in the high-
angle annular dark field-scanning transmission electron
microscope (HAADF-STEM) mode (Fig. 2c(i) and (ii)), which
revealed the uniform elemental distribution of Ce (Fig. 2d(i) and
(ii)) in HAADF-STEM images. X-ray energy dispersive spectros-
copy spectra (Fig. S5a and b¥) confirmed the presence of Ce in
the nanoparticles. The average particle diameters (d,yg) for PAA-
and PAAMA-coated ultrasmall CeO, nanoparticles were
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30 pm
HAADF MAG: 640kx HV: 200kV | —
- 20 PAA-CeO
° -Ce
40 (e) e PAA-CeO, M 2
_ P d
= PAAMA-CeO, Y AR,
8 30
(=
3 20
S %
10 [ .
J L
04
0 1 2 3 4 5 6 7 0 10 20 30 40 50
Particle diameter (nm) Hydrodynamic diameter (nm)
Fig. 2 (a(i)), (a(ii)), (b(i)), and (b(ii)) HRTEM images: nanoparticles enclosed within the dotted circles in (b(i)) and (b(ii)) were magnified as indicated

by the arrows (scale bar = 2 nm). (c(i)) and (c(ii)) HAADF-STEM images. (d(i)) and (d(ii)) Elemental mapping in the HAADF-STEM mode. (e) Particle
diameter distributions and log—normal function fits to obtain d,.g. (f) DLS patterns and log—normal function fits to obtain a,g. In (a)-(d), (i)
indicates PAA-coated ultrasmall CeO, nanoparticles and (ii) indicates PAAMA-coated ultrasmall CeO, nanoparticles.
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estimated to be 1.8 and 2.0 nm, respectively, based on the log-
normal function fits to the observed particle diameter distri-
butions (Fig. 2e and Table 1). The average hydrodynamic
diameter (@ay) values of the PAA- and PAAMA-coated ultrasmall
CeO, nanoparticles were estimated to be 14.5 and 15.5 nm,
respectively, based on the log-normal function fits to the
observed dynamic light scattering (DLS) patterns (Fig. 2f). The
large hydrodynamic diameter of the nanoparticles was attrib-
uted to the PAA and PAAMA coatings on the nanoparticle
surfaces and accompanying hydration of a large amount of
water. Each monomer in PAA comprises one carboxyl group.
PAAMA comprises almost equal numbers of acrylic acid (AA)
and maleic acid (MA) monomers, and each of the AA and MA
monomers comprises one and two carboxyl groups, respec-
tively. These numerous carboxyl groups possibly lead to strong
binding between the polymers and nanoparticles via electro-
static (i.e., hard acid-base) interaction, consequently support-
ing their observed excellent colloidal stability in aqueous
media.

The successful synthesis of the nanoparticles was further
confirmed by X-ray diffraction (XRD). Before thermosgravimetric
analysis (TGA), the nanoparticles exhibited very broad peaks,
corresponding to a face-centered cubic (FCC) structure and
reflecting ultrasmall particle diameters (Fig. 3a). However, after
TGA up to 900 °C under airflow, they exhibited sharp peaks
(Fig. 3b). All peaks could be assigned to the (hkl) Miller indices
(111), (200), (220), (311), (222), (400), (331), (420), (422), and (511)
of FCC CeO,, as indicated on the top of the peaks.**** The esti-
mated cell constant (5.406 A) was consistent with that (5.4113) of
bulk CeO, (JCPDS card no. 00-034-0394).*" Using Scherrer's
formula,” the diameters of the PAA- and PAAMA-coated ultra-
small CeO, nanoparticles before TGA were estimated to be 1.06
and 1.07 nm, respectively, which were consistent with (or slightly
less than) those observed in HRTEM images.

Fourier transform-infrared (FT-IR) absorption spectra and
TGA curves

The surface coating of PAA and PAAMA on the nanoparticle
surfaces was confirmed by FT-IR absorption spectra (Fig. 4a and
b, respectively). The surface-coating amount was obtained from
the TGA curves (Fig. 4c). As shown in Fig. 4a and b, C-H

Intensity (Arb. Units)

T T T T

20 40 60 80
20 (degree)
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symmetric stretching vibration at ~2930 cm !, COO™ anti-
symmetric stretching vibration at ~1550 ecm™', and COO~
symmetric stretching vibration at ~1395 cm™ " confirmed the
successful coating of PAA and PAAMA on the CeO, nanoparticle
surfaces. The red-shifts and splittings** of the C=0 symmetric
stretching vibrations of the ~-COOH groups of free PAA and
PAAMA at ~1695 cm ™' into the symmetric and antisymmetric
COO" stretching vibrations in the FT-IR absorption spectra of
the nanoparticle samples confirmed electrostatic (i.e., hard
acid-base) bonding** between the COO™ groups of PAA and
PAAMA and Ce"" on the nanoparticle surfaces, as observed in
other metallic oxide nanoparticles.*>** Table S1} also summa-
rizes the observed FT-IR absorption frequencies. The red-shifts
of the COO™ antisymmetric and symmetric stretching vibra-
tions from the C=O vibrations were ~140 and ~300 cm "
(Table S1f), respectively, confirming the strong bonding. In
addition, because PAA and PAAMA comprise many -COOH
groups, they can bind to a nanoparticle via multiple bonds, as
schematically drawn in Fig. 4d, consequently leading to the
strong bonding of the polymer to the CeO, nanoparticles and
the long-term colloidal stability of the polymer-coated nano-
particles in aqueous media (i.e., no precipitation after synthesis,
>1.5 years).

The observed good colloidal stability confirmed that a suffi-
cient amount of polymers should be coated on the CeO, nano-
particle surfaces, which was confirmed from the TGA curves in
Fig. 4c. The surface-coating amount (S) was estimated in wt% by
measuring the mass losses after heating from ~100 °C up to 900 ©
C because the initial mass drops (i.e., 6% and 11%) up to ~100 °C
were attributed to the desorption of water and air. Grafting
density (0),”*® defined as the average number of polymers
coating a unit surface area of a nanoparticle, was obtained using
the bulk density of CeO, (7.132 g cm™*),* d,, values estimated
from HRTEM images, and aforementioned S values. The average
number (Npoymer) Of polymers coating a nanoparticle was deter-
mined as the product of ¢ and nanoparticle surface area
(=Tedayg). Table 1 summarizes the surface-coating results.

In vitro cytotoxicity results

The PAA- and PAAMA-coated ultrasmall CeO, nanoparticles
exhibited very low in vitro cellular cytotoxicity (Fig. 5a and b),

7 (B)(111) 555 PAAMA-CeO,
2 200 +(311) .
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_8' I (. (4{)0) i(4201(511)
L
> S
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Fig. 3 XRD patterns of the powder samples of the PAA- and PAAMA-coated ultrasmall CeO, nanoparticles (a) before and (b) after TGA up to
900 °C under airflow. The peaks at the top of the peaks are (hkl) Miller indices of bulk CeO, with an FCC crystal structure.
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Fig.4 FT-IR absorption spectra of (a) free PAA and PAA-coated ultrasmall CeO, nanoparticles and (b) free PAAMA and PAAMA-coated ultrasmall
CeO, nanoparticles. “as” and “ss” indicate the antisymmetric and symmetric stretching vibrations of COO™, respectively. (c) TGA curves of the
PAA- and PAAMA-coated ultrasmall CeO, nanoparticles under air flow. (d) Schematic of the coating structures of PAA and PAAMA polymers on
the nanoparticle surfaces via electrostatic (i.e., hard acid—base) bonding between the COO™~ groups of the polymers and Ce** on the nano-
particle surfaces (the minor Ce®* ions also exist on the nanoparticle surfaces, but only the major Ce** ions were displayed on the nanoparticle

surfaces).

thereby demonstrating their suitability for biomedical applica-
tions. The high cell viability (>90%) of human prostate cancer
(DU145) and normal mouse hepatocyte (NCTC1469) cells up to
500 uM [Ce] 48 h after incubation with nanoparticle samples
was observed. Cell morphologies were examined using an
optical microscope (Fig. 5¢ and d). The cell morphologies of the
treated cells were similar to those of the control cells, which was
consistent with the observed very low cellular cytotoxicity of the
nanoparticles.

Antioxidant effect

To evaluate the antioxidant effect of the PAA- and PAAMA-
coated ultrasmall CeO, nanoparticles, the degradation of Rh
B by oxidation with H,0, was examined under 365 nm UV
irradiation in the presence and absence of the polymer-coated
nanoparticles. Decolorization photographs and photo-
luminescence (PL) spectra of nine solutions prepared in
aqueous media were measured as a function of time under UV
irradiation: (a) 0.01 mM Rh B, (b) 0.1% H,O,, (c) PAA- and (d)
PAAMA-coated ultrasmall CeO, nanoparticles (0.1 mM [Ce]),
(e) 0.01 mM Rh B + 0.05% H,0,, (f) 0.01 mM Rh B + PAA-
coated ultrasmall CeO, nanoparticles (0.05 mM [Ce]), (g)
0.01 mM Rh B + PAAMA-coated ultrasmall CeO, nanoparticles
(0.05 mM [Ce]), (h) 0.01 mM Rh B + 0.05% H,0, + PAA-coated
ultrasmall CeO, nanoparticles (0.05 mM [Ce]), (i) 0.01 mM Rh
B + 0.05% H,0, + PAAMA-coated ultrasmall CeO,

© 2024 The Author(s). Published by the Royal Society of Chemistry

nanoparticles (0.05 mM [Ce]). The solution photographs
(Fig. 6) and PL spectra (Fig. 7) were measured at intervals of
6 h up to 24 h. Rh B, including other organic dyes, very slowly
decomposes under UV irradiation and its decomposition rate
depends on the UV irradiation intensity.**>* However, Rh B
undergoes rapid decomposition in the presence of the
oxidizing agent H,0, under UV irradiation according to the
following oxidation reaction,>

Rh B+ H,0, + UV - Rh B + ‘'OH — NO;~ + NH," + CH, +
CO;, + H,O

A similar oxidation reaction of Rh B was observed in the Rh
B/H,0,/hydroxylamine (HA) system in which HA reacted with
H,0, to generate hydroxyl radical ("OH) to decompose Rh B.*
As shown in Fig. 6, solution-a exhibited an unnoticeable
degradation of pink color up to 24 h, indicating that Rh B
negligibly decomposed without H,O, regardless of 365 nm UV
irradiation (power = 15 W). Solutions-f and -g also exhibited
unnoticeable pink color degradation up to 24 h, indicating
that Rh B did not undergo decomposition by the PAA- and
PAAMA-coated ultrasmall CeO, nanoparticles regardless of the
UV irradiation. Solutions-b, -c, and -d were transparent (i.e., no
color) because of the absence of Rh B in solutions, indicating
that the pink color was solely attributed to Rh B, and not H,O,
and PAA- and PAAMA-coated ultrasmall CeO, nanoparticles. In

RSC Adv, 2024, 14, 3647-3658 | 3651
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In vitro cell viability of (a) NCTC1469 and (b) DU145 cells and optical microscopy images of (c) NCTC1469 and (d) DU145 cells 48 h after

incubation with the PAA- and PAAMA-coated ultrasmall CeO, nanoparticles up to 500 uM [Ce]. Scale bar = 70 nm.

the case of solution-e, Rh B rapidly degraded (i.e., rapid pink
color degradation) due to the aforementioned oxidation reac-
tion of Rh B with H,0, under the UV irradiation. By contrast,
in solutions-h and -I, the retarded degradation of Rh B (i.e.,
retarded pink color degradation) was observed due to the
antioxidant effect of the PAA- and PAAMA-coated ultrasmall
CeO, nanoparticles because CeO, removed H,0, according to
the following reaction (therefore, the oxidation reaction of Rh
B with H,0, under UV irradiation was retarded by CeO,),**’

Ce** + H,0, — Ce** + H' + HO,

Ce** + HO, — Ce** + H™ + 0O,

Therefore, the net antioxidant reaction was as follows:

2Ce™ + H,04 — 2Ce3* + 2H + 0,.

The antioxidant effects of the PAA- and PAAMA-coated
ultrasmall CeO, nanoparticles were quantitatively investi-
gated by recording PL spectra (Fig. 7a-f). Solutions-a, -f, and
-g exhibited an unnoticeable PL intensity drop with time up to

3652 | RSC Adv, 2024, 14, 3647-3658

24 h (Fig. 7a, c and d, respectively), which was consistent with
the observation of unnoticeable pink color degradation in the
solution photographs in Fig. 6a, f and g, respectively. The PL
spectra of solutions-b, -¢, and -d were not measured because
Rh B was absent in the solutions. Solution-e exhibited a rapid
drop in the PL intensity with time (Fig. 7b), whereas
solutions-h and -i containing nanoparticles exhibited
a delayed drop in the PL intensity (Fig. 7e and f, respectively),
confirming the antioxidant effect of the nanoparticles. To
quantitatively evaluate the degradation efficiency (%) of Rh B
with time, defined as 100 (I, — I,)/I,, where I, is the PL
intensity at time ¢, it was plotted as a function of time in
Fig. 7g. Solutions-a, -f, and -g exhibited a negligible degra-
dation efficiency of Rh B overtime. Solution-e rapidly exhibi-
ted ~100% degradation efficiency of Rh B at 12 h, whereas
solutions-h and -i exhibited only ~78% degradation efficiency
of Rh B at 24 h due to the antioxidant effect of the nano-
particles. This result confirmed the antioxidant effect of the
PAA- and PAAMA-coated CeO, nanoparticles; therefore, these
nanoparticles exhibited potential as radioprotective or
theranostic X-ray contrast agents by removing ROS (i.e., H,O,
and "OH) produced by X-rays during X-ray scan.

© 2024 The Author(s). Published by the Royal Society of Chemistry
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Fig. 6 Photographs of various solutions up to 24 h: (a) 0.01 mM Rh B,
(b) 0.1% H,O,, (c) PAA- and (d) PAAMA-coated ultrasmall CeO,
nanoparticles dispersed in aqueous media (0.1 mM [Ce]), (e) 0.01 mM
Rh B + 0.05% H,0O,, (f) 0.01 mM Rh B + PAA-coated ultrasmall CeO,
nanoparticles (0.05 mM [Ce]), (g) 0.01 mM Rh B + PAAMA-coated
ultrasmall CeO, nanoparticles (0.05 mM [Ce]), (h) 0.01 mM Rh B +
0.05% H,O, + PAA-coated ultrasmall CeO, nanoparticles (0.05 mM
[Cel), () 0.01 mM Rh B + 0.05% H,O, + PAAMA-coated ultrasmall
CeO, nanoparticles (0.05 mM [Ce]). U = 365 nm UV irradiation (power
=15 W) and N = no UV irradiation.

X-ray attenuation: phantom images

The contrasts of the PAA- and PAAMA-coated ultrasmall CeO,
nanoparticles in the X-ray phantom images were brighter than
those of a commercial molecular iodine(r) contrast agent
Ultravist at similar atomic concentrations of [Ce] and [I]
(Fig. 8a), demonstrating that the PAA- and PAAMA-coated
ultrasmall CeO, nanoparticles were superior than Ultravist.
This result was attributed to the higher linear X-ray attenuation
coefficient of Ce than that of I (Fig. 8b).>> To quantitatively
discuss this result, X-ray attenuation estimated from X-ray
phantom images was plotted as a function of the atomic
concentration. The X-ray attenuation of the PAA- and PAAMA-
coated ultrasmall CeO, nanoparticles was greater than that of
Ultravist at the same atomic concentration of [Ce] and [I] at 70
kv, (Fig. 8c). In addition, Fig. 8d shows the X-ray attenuation of
the nanoparticles as a function of the number density: the X-ray
attenuation at the same number density was greater than that
observed at the same atomic concentration: therefore, nano-
particle contrast agents can provide considerably higher
contrast enhancement than molecular agents at the same
number density, making the nanoparticle contrast agents
superior than molecular contrast agents. The number density
was estimated by multiplying the molar atomic concentration
with 6.02 X 10**/Nutom, Where Nyom is the number of X-ray
attenuating atoms per molecule or nanoparticle; Nyom 1S
three for Ultravist, and ~(1/3) (dayg/h)’ = 150 and 205 for PAA-
and PAAMA-coated ultrasmall CeO, nanoparticles,*®

© 2024 The Author(s). Published by the Royal Society of Chemistry
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respectively; in the above formula, & represents the average
ionic diameter of the atoms per chemical formula [=2{0.101
(Ce*) +2 x 0.126 (0*")}/3 = 0.235 nm].**

As a key parameter for comparing materials as X-ray contrast
agents, the X-ray attenuation efficiency (n), defined as the X-ray
attenuation per molar concentration [Hounsfield units (HU)/
mM] or per number density [HU/(1/L)], was estimated from
the slopes in Fig. 8c and d, respectively. Table 2 summarizes the
results. The n values of the nanoparticles were 1.3 and 68 times
greater than those of Ultravist in terms of the molar atomic
concentration and number density, respectively. In addition,
the n value estimated herein was greater than those*** of larger
CeO, nanoparticles (Fig. 8e). This result was attributed to the
particle size effect, i.e., smaller nanoparticles can attenuate X-
rays more effectively than larger nanoparticles because of the
exponential decay of X-rays along the penetration depth.
Therefore, the results obtained herein revealed that the PAA-
and PAAMA-coated ultrasmall CeO, nanoparticles demonstrate
promise as highly sensitive X-ray contrast agents.

In vivo CT images

The potential of the nanoparticles as X-ray contrast agents was
further confirmed in vivo using the PAA-coated ultrasmall CeO,
nanoparticles. The nanoparticles dispersed in aqueous media
were injected via two routes: intravenously (IV) via the mice tails
and intraperitoneally (IP). The CT images were recorded before
and after injection using an injection dose of ~0.1 mmol Ce per
kg, which was less than that (>1 mmol I per kg)*** of the iodine
contrast agents. Positive contrast enhancement was observed in
the mice bladder after IV and IP injections even at an injection
dose of ~10 times less than those of iodine contrast agents
(Fig. 9a). The contrasts were quantitatively shown in Fig. 9b by
plotting the signal-to-noise ratio (SNR) of a region of interest (ROI)
at the bladder as a function of time. Compared with the IP
injection, the IV injection exhibited a more rapid SNR increase
and drop due to the faster excretion of the nanoparticles after the
IV injection than that after the IP injection.*®®* This in vivo result
confirmed that the PAA- and PAAMA-coated ultrasmall CeO,
nanoparticles demonstrate potential as CT contrast agents.

Experimental

Synthesis of polymer-coated ultrasmall CeO, nanoparticles
(polymer = PAA and PAAMA)

The schematic of the one-pot polyol synthesis*®* is shown in
Fig. S1,1 and details of the synthesis are provided in ESLT In
this method, triethylene glycol (TEG) as solvent suppressed the
particle size growth, leading to TEG-coated ultrasmall CeO,
nanoparticles. Then, TEG was replaced with PAA (or PAAMA)
because -COOH groups of the PAA (or PAAMA) can more
strongly bind to the CeO, nanoparticles than ~OH group of the
TEG.

General characterization

The synthesized nanoparticles
described in detail

characterized as
The Ce

were

in previous studies.*®*
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Fig.7 PL spectra of (a) solution-a (i.e., 0.01 mM Rh B), (b) solution-e (i.e.,

0.01 mM Rh B + 0.05% H,0,), (c) solution-f {i.e., 0.01 mM Rh B + PAA-

coated ultrasmall CeO, nanoparticles (0.05 mM [Ce])}, (d) solution-g {i.e., 0.01 mM Rh B + PAAMA-coated ultrasmall CeO, nanoparticles
(0.05 mM [Cel)}, (e) solution-h {i.e., 0.01 MM Rh B + 0.05% H,O, + PAA-coated ultrasmall CeO, nanoparticles (0.05 mM [Ce])}, (f) solution-i {i.e.,
0.01mM Rh B + 0.05% H,0, + PAAMA-coated ultrasmall CeO, nanoparticles (0.05 mM [Ce])} in Fig. 6: U = 365 nm UV irradiation and N = no UV
irradiation. (g) Plots of Rh B degradation efficiency (%) for solutions-a, -e, -f, -g, -h, and -i in Fig. 6.

concentration of the nanoparticle suspension in aqueous
media was measured by inductively coupled plasma-atomic
emission spectrometry (Avio500, PerkinElmer, Waltham,
MA, USA). The particle diameters of the PAA- and PAAMA-
coated ultrasmall CeO, nanoparticles were estimated by
HRTEM (Titan G2 ChemiSTEM CS Probe, FEI, Hillsboro, OR,
USA) operating at an accelerating voltage of 200 kV. Hydro-
dynamic diameters (a) and zeta potentials ({) were measured
using a particle size analyzer (Zetasizer Nano ZS, Malvern
Panalytical, Malvern, UK) with diluted samples (~0.1 mM
[Ce]). The crystal structure of the powder samples before and
after TGA was measured using a multipurpose powder XRD
spectrometer (X-PERT PRO MRD, Philips, Eindhoven, The
Netherlands) with unfiltered CuKa (A = 1.54184 A) radiation.
The surface coating of the polymers on nanoparticle surfaces
was confirmed by recording FT-IR absorption spectra (Galaxy

3654 | RSC Adv, 2024, 14, 3647-3658

7020A, Mattson Instruments, Inc., Madison, WI, USA) using
dried powder samples pelletized in KBr. The surface-coating
amount of polymers on nanoparticle surfaces was estimated
by recording TGA curves (SDT-Q600, TA Instruments, New
Castle, DE, USA) between room temperature (~20 °C) and
900 °C under airflow. The antioxidant effect was measured by
recording PL spectra (Cary Eclipse, Agilent Technologies) of
various solutions of Rh B and H,0, in aqueous media under
365 nm UV irradiation (15 W, Vilber Lourmat, Cedex 1,
France) in the presence and absence of the nanoparticle
samples.

In vitro cell viability measurements

The in vitro cytotoxicity of polymer-coated ultrasmall CeO,
nanoparticles was measured using the DU145 and NCTC1469

© 2024 The Author(s). Published by the Royal Society of Chemistry
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Ce,(C0O3),0-H,0 nanoparticles (d = 196.6 nm, 80 kV,,),** and polymer-coated ultrasmall CeO, nanoparticles [d = (1.8 + 2.0)/2 = 1.9 nm, 70 kV,]

(this study). Water: 0 HU.

cell lines. A cell viability assay kit (CellTiter-Glo, Promega,
Madison, WI, USA) was used. The adenosine triphosphate
content was measured using a luminometer (Victor 3, Perki-
nElmer, Waltham, MA, USA). The cells were seeded onto a 24-
well cell culture plate (5 x 10" cell density, 500 pL cells per well)
and incubated for 24 h (5% CO,, 37 °C). Five test nanoparticle
solutions (10, 50, 100, 200, and 500 puM [Ce], respectively) in
a sterile phosphate buffer saline solution (PBS) were prepared
by diluting the original concentrated nanoparticle suspension
(~50 mM [Ce]) with PBS. Approximately 2 pL of each test solu-
tion was added to the cells and the treated cells were incubated

© 2024 The Author(s). Published by the Royal Society of Chemistry

for 48 h. The cell viabilities were measured thrice, and the
average values were normalized with respect to those of the
control cells (i.e., untreated cells with nanoparticle samples).

X-ray phantom image measurements

X-ray attenuation was estimated by measuring X-ray phantom
images using a micro-CT scanner (Inveon, Siemens Healthcare,
Erlangen, Germany) at an X-ray source voltage of 70 kVj, an X-
ray source current of 280 pA, and an imaging time per frame
of 300 ms. It was estimated in HU with respect to that of water
with 0.0 HU using the formula HU = 1000 (Usample — Mwater)/

RSC Adv, 2024, 14, 3647-3658 | 3655
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Table 2 Summary of the observed X-ray attenuation properties of Ultravist and PAA- and PAAMA-coated ultrasmall CeO, nanoparticles

dispersed in aqueous media at 70 kV,

X-ray attenuation (HU) X-ray attenuation efficiency (n)

Concentration Number density [HU/(1/L)]
Chemical Natom (mM[Celor[1])  (1/L) x 10*° 70 kv, (HU/mM) x 107"
PAA-CeO, 150 52.1 2.1 344 6.6 16.9
PAAMA-CeO, 205 43.7 1.3 282
Ultravist 3 100 200.7 487 5.0 0.25
3 50 100.3 273
3 25 50.2 82
3 5 10.0 24
500— T . . T . .
(b) - IV injection
400+ -e- IP injection -
=2
L 300 -
e
S
= 200 .
g =
©100{ | At T—g_ . ]
l H"H
Pre 10 20 30 40 50 60
Time (min)
Fig. 9 (a) In vivo CT images of the mice bladder before and after intravenous (IV) and intraperitoneal (IP) injections of an aqueous suspension

sample of PAA-coated ultrasmall CeO, nanoparticles at 70 kV,,. The dotted circles at the bladder indicate the region of interest (ROI). (b) Contrast

plots of the SNR-ROI of the bladder as a function of time.

Uwater, Where u is the measured linear attenuation coefficient of
the material from the phantom images.

Animal studies

All animal procedures were performed in accordance with the
Guidelines for Care and Use of Laboratory Animals of Kyung-
pook National University (KNU) (IV injection experiment) and
Korea Institute of Radiological & Medical Science (KIRAMS) (IP
injection experiment) and approved by the Animal Ethics
Committee of KNU and KIRAMS (permission no. 2022-0345 and
kirams2023-0012, respectively).

In vivo CT image measurements

Female ICR mice (ICR = Institute of Cancer Research, USA) with
a weight of ~40 g were injected with 0.1 mmol Ce per kg and
used for imaging. For imaging, the mice were anesthetized
using 1.5% isoflurane in oxygen, and measurements were con-
ducted before and after IV injection with the PAA-coated ultra-
small CeO, nanoparticles dispersed in aqueous media into the
mice tails under the following conditions: number of mice (N) =
2, X-ray source voltage = 70 kVp, X-ray source current = 280 pA,
imaging time per frame = 1700 ms, thickness = 0.148 nm, and
resolution = 512 x 512. The measurements were also con-
ducted before and after IP injection (200 pL). After measure-
ments, the mice were revived from anesthesia and placed in
a cage with free access to food and water.

3656 | RSC Adv, 2024, 14, 3647-3658

Conclusions

Hydrophilic and biocompatible PAA- and PAAMA-coated ultra-
small CeO, nanoparticles (da, values of 1.8 and 2.0 nm,
respectively, the smallest size reported thus far) were synthe-
sized using the one-pot polyol method.

(1) The nanoparticles exhibited excellent colloidal stability
(i.e., no precipitation after synthesis, >1.5 years) and low cellular
toxicity (i.e., >90% cell viability).

(2) Their X-ray attenuation efficiency was 1.3 times greater
than that of Ultravist. Furthermore, it was greater than those of
various large CeO, nanoparticles reported previously.

(3) They exhibited an antioxidant effect for the removal of
H,0,.

(4) The results from in in vivo mice experiments confirmed
that the nanoparticles exhibited contrast enhancement after IV
and IP injections. All these results suggested that PAA- and
PAAMA-coated ultrasmall CeO, nanoparticles are highly sensi-
tive X-ray contrast agents with antioxidant effects.

Author contributions

Abdullah Khamis Ali Al Saidi: experimental and draft writing.
Adibehalsadat Ghazanfari: experimental. Ahrum Baek: IV
injection CT image acquisition. Tirusew Tegafaw, Mohammad
Yaseen Ahmad, Dejun Zhao and Ying Liu: data curation and

© 2024 The Author(s). Published by the Royal Society of Chemistry


http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d3ra08372a

Open Access Article. Published on 23 January 2024. Downloaded on 11/8/2025 11:52:38 PM.

Thisarticleislicensed under a Creative Commons Attribution 3.0 Unported Licence.

(cc)

Paper

methodology. Ji-ung Yang and Ji Ae Park: IP injection CT image
acquisition. Byeong Woo Yang: validation. Kwon Seok Chae: cell
viability assay. Sung-Wook Nam: funding. Yongmin Chang and
Gang Ho Lee: funding, supervision and writing.

Conflicts of interest

There are no conflicts to declare.

Acknowledgements

This work was supported by the Basic Science Research
Program of the National Research Foundation (NRF) funded by
the Korea government (Ministry of Science, and Information
and Communications Technology: MSIT) (Basic Research
Laboratory, No. 2021R1A4A1029433) and by a grant from the
Korea Institute of Radiological and Medical Sciences funded by
MSIT (No. 50461-2023).

Notes and references

1 O. V. Salata, J. Nanobiotechnol., 2004, 2, 1-6.

2 N. Joudeh and D. Linke, J. Nanobiotechnol., 2022, 20, 262.

3 E. M. Materén, C. M. Miyazaki, O. Carr, N. Joshi,
P. H. S. Picciani, C. ]J. Dalmaschio, F. Davis and
F. M. Shimizu, Appl. Surf. Sci. Adv., 2021, 6, 100163.

4 K. H. Kumar, N. Venkatesh, H. Bhowmik and A. Kuila,
Biomed. ]. Sci. Tech. Res., 2018, 4, 3765-3775.

5 S.-B. Yu and A. D. Watson, Chem. Rev., 1999, 99, 2353-2378.

6 H. Lusic and M. W. Grinstaff, Chem. Rev., 2013, 113, 1641-
1666.

7 N. Aslan, B. Ceylan, M. M. Koc¢ and F. Findik, J. Mol. Struct.,
2020, 1219, 128599.

8 D. P. Cormode, P. C. Naha and Z. A. Fayad, Contrast Media
Mol. Imaging, 2014, 9, 37-52.

9 Y. Liu, K. Ai and L. Lu, Acc. Chem. Res., 2012, 45, 1817-1827.

10 J. C. De La Vega and U. O. Hafeli, Contrast Media Mol.
Imaging, 2015, 10, 81-95.

11 N. Lee, S. H. Choi and T. Hyeon, Adv. Mater., 2013, 25, 2641-
2660.

12 R. Weissleder and U. Mahmood, Radiology, 2001, 219, 316-
333.

13 P. J. Withers, C. Bouman, S. Carmignato, V. Cnudde,
D. Grimaldi, C. K. Hagen, E. Maire, M. Manley, A. Du
Plessis and S. R. Stock, Nat. Rev. Methods Primers, 2021, 1, 18.

14 F. Kadivar, G. Haddadi, M. A. Mosleh-Shirazi, F. Khajeh and
A. Tavasoli, Rep. Pract. Oncol. Radiother., 2020, 25, 206-211.

15 A. Garcia, J. A. Camara, A. M. Boullosa, M. F. Gusta,
L. Mondragén, S. Schwartz Jr., E. Casals, 1. Abasolo,
N. G. Bastus and V. Puntes, Nanomaterials, 2023, 13, 2208.

16 Z.Zal, A. Ghasemi, S. Azizi, H. Asgarian-Omran, A. Montazeri
and S. J. Hosseinimehr, Curr. Radiopharm., 2018, 11, 109-
115.

17 S. V. Gudkov, S. A. Garmash, I. N. Shtarkman,
A. V. Chernikov, O. E. Karp and V. I. Bruskov, Dokl
Biochem. Biophys., 2010, 430, 1-4.

© 2024 The Author(s). Published by the Royal Society of Chemistry

View Article Online

RSC Advances

18 J. H. Hendry, S. L. Simon, A. Wojcik, M. Sohrabi, W. Burkart,
E. Cardis, D. Laurier, M. Tirmarche and I. Hayata, J. Radiol.
Prot., 2009, 29, A29-A42.

19 M. M. Rehani and M. Berry, BM]J, 2000, 320, 593-594.

20 M. V. Spampinato, A. Abid and M. G. Matheus, Magn. Reson.
Imaging Clin. N. Am., 2017, 25, 697-704.

21 E. Seeliger, M. Sendeski, C. S. Rihal and P. B. Persson, Eur.
Heart J., 2012, 33, 2007-2015.

22 J. H. Hubbell and S. M. Seltzer, Tables of X-Ray Mass
Attenuation  Coefficients and Mass Energy-Absorption
Coefficients 1 keV to 20 MeV for Elements Z = 1 to 92 and 48
Additional Substances of Dosimetric Interest (No. PB-95-
220539/XAB; NISTIR-5632), National Institute of Standards
and Technology-PL, Ionizing Radiation Division,
Gaithersburg, MD, USA, 1995.

23 J. F. Hainfeld, D. N. Slatkin, T. M. Focella and
H. M. Smilowitz, Br. J. Radiol., 2006, 79, 248-253.

24 O. Rabin, J. M. Perez, ]J. Grimm, G. Wojtkiewicz and
R. Weissleder, Nat. Mater., 2006, 5, 118-122.

25 R. W. Tarnuzzer, J. Colon, S. Patil and S. Seal, Nano Lett.,
2005, 5, 2573-2577.

26 Y. Y. Tsai, J. Oca-Cossio, K. Agering, N. E. Simpson,
M. A. Atkinson, C. H. Wasserfall, I. Constantinidis and
W. Sigmund, Nanomedicine, 2007, 2, 325-332.

27 S.Jia, S. Ge, X. Fan, K. W. Leong and J. Ruan, Nanomedicine,
2021, 16, 759-778.

28 J. Kim, G. Hong, L. Mazaleuskaya, J. C. Hsu, D. N. Rosario-
Berrios, T. Grosser, P. F. Cho-Park and D. P. Cormode, ACS
Appl. Mater. Interfaces, 2021, 13, 60852-60864.

29 F. Charbgoo, M. B. Ahmad and M. Darroudi, Int. J. Nanomed.
2017, 12, 1401-1413.

30 S. Sehar, I. Naz, A. Rehman, W. Sun, S. S. Alhewairini,
M. N. Zahid and A. Younis, Appl. Organomet. Chem., 2021,
35, 6069.

31 K. Zamani, N. Allah-Bakhshi, F. Akhavan, M. Yousefi,
R. Golmoradi, M. Ramezani, H. Bach, S. Razavi,
G. R. Irajian, M. Gerami and A. Pakdin-Parizi, BMC
Biotechnol., 2021, 21, 1-11.

32 P. Chaurand, W. Liu, D. Borschneck, C. Levard, M. Auffan,
E. Paul, B. Collin, I. Kieffer, S. Lanone, J. Rose and
J. Perrin, Sci. Rep., 2018, 8, 1-11.

33 S. Liu, L. Fang, H. Ding, Y. Zhang, W. Li, B. Liu, S. Dong,
B. Tian, L. Feng and P. Yang, ACS Nano, 2022, 16, 20805—
20819.

34 Y. Cao, K. Cheng, M. Yang, Z. Deng, Y. Ma, X. Yan, Y. Zhang,
Z. Jia, ]J. Wang, K. Tu, J. Liang and M. Zhang, J.
Nanobiotechnol., 2023, 21, 1-18.

35 P. C. Naha, J. C. Hsu, J. Kim, S. Shah, M. Bouché, S. Si-
Mohamed, D. N. Rosario-Berrios, P. Douek,
M. Hajfathalian, P. Yasini, S. Singh, M. A. Rosen,
M. A. Morgan and D. P. Cormode, ACS Nano, 2020, 14,
10187-10197.

36 T. Jia, J. Xu, S. Dong, F. He, C. Zhong, G. Yang, H. Bi, M. Xu,
Y. Hu, D. Yang, P. Yang and J. Lin, Chem. Sci., 2019, 10, 8618—
8633.

37 C. Feng, Z. Xiong, X. Sun, H. Zhou, T. Wang, Y. Wang,
H. X. Bai, P. Lei and W. Liao, Biomaterials, 2023, 299, 122164.

RSC Adv, 2024, 14, 3647-3658 | 3657


http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d3ra08372a

Open Access Article. Published on 23 January 2024. Downloaded on 11/8/2025 11:52:38 PM.

Thisarticleislicensed under a Creative Commons Attribution 3.0 Unported Licence.

(cc)

RSC Advances

38 D. H. Youn, N. M. Tran, B. J. Kim, Y. Kim, J. P. Jeon and
H. Yoo, Sci. Rep., 2021, 11, 15571.

39 S. Thangudu, C. J. Lee and C.-H. Su, ACS Appl. Nano Mater.,
2023, 6, 12922-12932.

40 S. A. A. R. Sayyed, N. I. Beedri, V. S. Kadam and H. M. Pathan,
Bull. Mater. Sci., 2016, 39, 1381-1387.

41 M. C. Morris, H. F. McMurdie, E. H. Evans, B. Paretzkin,
H. S. Parker, N. P. Pyrros and C. R. Hubbard, Standard X-
Ray Diffraction Powder Patterns: Section 20 — Data for 71
Substances, National Institute of Standards and
Technology, Gaithersburg, MD, 1984, p. 38, DOI: 10.6028/
NBS.MONO.25-20.

42 L. V. Azaroff, Elements of X-Ray Crystallography, McGraw-Hill,
New York, USA, 1968, p. 552.

43 G. B. Deacon and R. J. Phillips, Coord. Chem. Rev., 1980, 33,
227-250.

44 R. G. Pearson, J. Am. Chem. Soc., 1963, 85, 3533-3539.

45 O. W. Duckworth and S. T. Martin, Geochim. Cosmochim.
Acta, 2001, 65, 4289-4301.

46 S. J. Hug and D. Bahnemann, J. Electron Spectrosc. Relat.
Phenom., 2006, 150, 208-219.

47 M. K. Corbierre, N. S. Cameron and R. B. Lennox, Langmuir,
2004, 20, 2867-2873.

48 D. N. Benoit, H. Zhu, M. H. Lilierose, R. A. Verm, N. Ali,
A. N. Morrison, J. D. Fortner, C. Avendano and
V. L. Colvin, Anal. Chem., 2012, 84, 9238-9245.

49 R. C. Weast, M. J. Astle and W. H. Beyer, CRC Handbook of
Chemistry and Physics, CRC Press, Boca Raton, FL, USA,
1984-1985, p. B-86.

3658 | RSC Adv, 2024, 14, 3647-3658

View Article Online

Paper

50 L. Zou, X. Shen, Q. Wang, Z. Wang, X. Yang and M. Jing, /.
Mater. Res., 2015, 30, 2763-2771.

51 V. K. Klochkov, Y. V. Malyukin, G. V. Grygorova, O. O. Sedyh,
N. S. Kavok, V. V. Seminko and V. P. Semynozhenko, J.
Photochem. Photobiol., A, 2018, 364, 282-287.

52 N.-W. Kim, D.-K. Lee and H. Yu, RSC Adv., 2019, 9, 13829-
13837.

53 S. R. Ali, R. Kumar, S. K. Kadabinakatti and M. C. Arya,
Mater. Res. Express, 2018, 6, 025513.

54 D. Majumder, I. Chakraborty, K. Mandal and S. Roy, ACS
Omega, 2019, 4, 4243-4251.

55 S. Wang, Y. Jia, L. Song and H. Zhang, ACS Omega, 2018, 3,
18456-18465.

56 T. J. Sworski, H. A. Mahlman and R. W. Matthews, J. Phys.
Chem., 1971, 75, 250-255.

57 S. Baer and G. Stein, J. Chem. Soc., 1953, 10, 3176-3179.

58 A. Ghazanfari, S. Marasini, X. Miao, J. A. Park, K.-H. Jung,
M. Y. Ahmad, H. Yue, S. L. Ho, S. Liu, Y. ]J. Jang,
K. S. Chae, Y. Chang and G. H. Lee, Colloids Surf., A, 2019,
576, 73-81.

59 R. D. Shannon, Acta Crystallogr., Sect. A: Cryst. Phys., Diffr.,
Theor. Gen. Crystallogr., 1976, 32, 751-767.

60 P. V. Turner, T. Brabb, C. Pekow and M. A. Vasbinder, J. Am.
Assoc. Lab. Anim. Sci., 2011, 50, 600-613.

61 A. Al Shoyaib, S. R. Archie and V. T. Karamyan, Pharm. Res.,
2020, 37, 12.

62 S. J. Kim, W. Xu, M. W. Ahmad, J. S. Baeck, Y. Chang,
J. E. Bae, K. S. Chae, T. J. Kim, J. A. Park and G. H. Lee,
Sci. Technol. Adv. Mater., 2015, 16, 055003.

© 2024 The Author(s). Published by the Royal Society of Chemistry


https://doi.org/10.6028/NBS.MONO.25-20
https://doi.org/10.6028/NBS.MONO.25-20
http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d3ra08372a

	Ultrasmall cerium oxide nanoparticles as highly sensitive X-ray contrast agents and their antioxidant effectElectronic supplementary information (ESI)...
	Ultrasmall cerium oxide nanoparticles as highly sensitive X-ray contrast agents and their antioxidant effectElectronic supplementary information (ESI)...
	Ultrasmall cerium oxide nanoparticles as highly sensitive X-ray contrast agents and their antioxidant effectElectronic supplementary information (ESI)...
	Ultrasmall cerium oxide nanoparticles as highly sensitive X-ray contrast agents and their antioxidant effectElectronic supplementary information (ESI)...
	Ultrasmall cerium oxide nanoparticles as highly sensitive X-ray contrast agents and their antioxidant effectElectronic supplementary information (ESI)...
	Ultrasmall cerium oxide nanoparticles as highly sensitive X-ray contrast agents and their antioxidant effectElectronic supplementary information (ESI)...
	Ultrasmall cerium oxide nanoparticles as highly sensitive X-ray contrast agents and their antioxidant effectElectronic supplementary information (ESI)...
	Ultrasmall cerium oxide nanoparticles as highly sensitive X-ray contrast agents and their antioxidant effectElectronic supplementary information (ESI)...
	Ultrasmall cerium oxide nanoparticles as highly sensitive X-ray contrast agents and their antioxidant effectElectronic supplementary information (ESI)...

	Ultrasmall cerium oxide nanoparticles as highly sensitive X-ray contrast agents and their antioxidant effectElectronic supplementary information (ESI)...
	Ultrasmall cerium oxide nanoparticles as highly sensitive X-ray contrast agents and their antioxidant effectElectronic supplementary information (ESI)...
	Ultrasmall cerium oxide nanoparticles as highly sensitive X-ray contrast agents and their antioxidant effectElectronic supplementary information (ESI)...
	Ultrasmall cerium oxide nanoparticles as highly sensitive X-ray contrast agents and their antioxidant effectElectronic supplementary information (ESI)...
	Ultrasmall cerium oxide nanoparticles as highly sensitive X-ray contrast agents and their antioxidant effectElectronic supplementary information (ESI)...
	Ultrasmall cerium oxide nanoparticles as highly sensitive X-ray contrast agents and their antioxidant effectElectronic supplementary information (ESI)...
	Ultrasmall cerium oxide nanoparticles as highly sensitive X-ray contrast agents and their antioxidant effectElectronic supplementary information (ESI)...

	Ultrasmall cerium oxide nanoparticles as highly sensitive X-ray contrast agents and their antioxidant effectElectronic supplementary information (ESI)...
	Ultrasmall cerium oxide nanoparticles as highly sensitive X-ray contrast agents and their antioxidant effectElectronic supplementary information (ESI)...
	Ultrasmall cerium oxide nanoparticles as highly sensitive X-ray contrast agents and their antioxidant effectElectronic supplementary information (ESI)...
	Ultrasmall cerium oxide nanoparticles as highly sensitive X-ray contrast agents and their antioxidant effectElectronic supplementary information (ESI)...


